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Abstract: Anemia is a major health condition associated with chronic kidney disease (CKD). A key
underlying cause of this disorder is iron deficiency. Although intravenous iron treatment can
be beneficial in correcting CKD-associated anemia, surplus iron can be detrimental and cause
complications. Excessive generation of reactive oxygen species (ROS), particularly by mitochondria,
leads to tissue oxidation and damage to DNA, proteins, and lipids. Oxidative stress increase in
CKD has been further implicated in the pathogenesis of vascular calcification. Iron supplementation
leads to the availability of excess free iron that is toxic and generates ROS that is linked, in turn,
to inflammation, endothelial dysfunction, and cardiovascular disease. Histidine is indispensable to
uremic patients because of the tendency toward negative plasma histidine levels. Histidine-deficient
diets predispose healthy subjects to anemia and accentuate anemia in chronic uremic patients.
Histidine is essential in globin synthesis and erythropoiesis and has also been implicated in the
enhancement of iron absorption from human diets. Studies have found that L-histidine exhibits
antioxidant capabilities, such as scavenging free radicals and chelating divalent metal ions, hence the
advocacy for its use in improving oxidative stress in CKD. The current review advances and
discusses evidence for iron-induced toxicity in CKD and the mechanisms by which histidine exerts
cytoprotective functions.

Keywords: histidine; iron; anemia; oxidative stress; kidney

1. Introduction

Chronic kidney disease (CKD) is a generic term that includes the majority of renal disorders.
Anemia, an invariable consequence of CKD, is higher in patients with renal disease compared to
the unaffected population (15.4% vs. 7.6%, respectively) globally according to the 2014 outcome of
the National Health and Nutrition Examination Survey (NHANES) [1]. Judging by the glomerular
filtrate rate, CKD is classified in stages from 1–5, with 5 being the last stage, also known as end-stage
renal disease (ESRD) [2]. In the U.K., the prevalence of stages 3–5 CKD is estimated to be 9% of
the adult population [3]. Approximately 50% of patients with CKD in the U.S. are reported to be
anemic [4]. Observational studies also reported a 13% increased risk of hospitalizations for patients
with low hematocrits [5,6], as well as 6% increased risk of cardiovascular events per 10 g/L decrease in
hemoglobin (Hb), for patients with anemia in CKD [7]. Data from patients with hemodialysis from five
European countries showed that lower hemoglobin levels are associated with increased morbidity and
mortality [8]. This result is of particular public health concern as anemia in CKD has been reported
to significantly reduce quality of life compared to the general population, with Hb levels as the

Pharmaceuticals 2018, 11, 111; doi:10.3390/ph11040111 www.mdpi.com/journal/pharmaceuticals1
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predictive factor [9]. Oxidative stress and chronic inflammation are hallmarks of CKD; the magnitude
of the resultant adverse consequences ranges across the different stages of the manifestation of the
disorder and depends on the nature of the therapy employed. The origin of oxidative stress in CKD
is varied and includes toxicity induced by excess iron supplements, uremic toxins, and the burden
imposed by the hemodialysis process and the equipment employed. Consequently, the inflammation
that ensues is associated with elevated ferritin and hepcidin levels; the latter inhibits ferroportin,
which blocks iron efflux into circulation. This results in low iron availability for erythropoiesis and
hyporesponsiveness to iron and Erythropoietin Stimulating Agent (ESA) therapy. The complexity
inherent in inflammation-induced elevated serum ferritin and hepcidin levels poses complications
when setting predictive cut-off values for these biomarkers of iron deficiency anemia in CKD [10].
Hence, inflammatory confounders are a contentious issue attracting debate on consensus values
for international guidelines on biomarkers of ferritin and hepcidin levels, as well as for iron and
ESA dosage and routes of administration. Untreated anemia triggers several debilitating symptoms,
such as lethargy, muscle fatigue, and deterioration of renal function. These culminate consequently
in high prevalence of cardiovascular diseases, such as left ventricular hypertrophy and heart failure,
which constitute the main causes of death in patients with CKD [11,12].

2. Anemia of Chronic Kidney Disease (ACKD)

Anemia is a common complication in CKD that increases in prevalence as the disease
progresses [1]. Anemia is defined as Hb concentrations <13.0 g/dL in men and <12.0 g/dL in
women [13]. Suboptimal levels of Hb and hematocrit in CKD patients are associated with declining
survival rate [14,15]. This was evident in a population study that reported anemia as a critical factor in
the development of cardiovascular disease (CVD) in CKD patients [16]. Consequently, CVDs such as
heart failure and stroke have been implicated as major causes of mortality in CKD patients [11,12,17].
Anemia of CKD could also be due to multifactorial causes (Figure 1). Dysfunctional platelets,
the shortening life span of red blood cells, iron deficiency, and inflammation are some of the factors that
can trigger the onset of anemia [18]. The primary cause of anemia, however, is iron deficiency which
may, in turn, be caused by low iron intake, low iron absorption, or disruption of body iron regulation.
The damage that is caused to the kidney induces rapid activation of the immune system, and the
inflammatory response, which stimulates IL-6 signal enhancement of hepcidin in the liver [19,20].
Inflammation inhibits erythropoiesis, affects erythropoietin (EPO) hyporesponsiveness [21], and
reduces systemic circulation of iron levels by the production of hepcidin [22,23]. This response cascade
indirectly contributes to the development of iron deficiency anemia (IDA) [24]. Excess hepcidin
causes reduced circulation of iron in the plasma by a mechanism that involves the degradation of
ferroportin, the iron efflux protein. Subsequently, iron release into the circulation from enterocytes
and macrophages decreases [25,26] as shown in Figure 1. Levels of EPO decrease as a result of
kidney damage and this culminates in lower erythroid cell production in the bone marrow. Bleeding
during CKD causes loss of red blood cells leading to the development of anemia during CKD. Thus,
the etiology of ACKD is a spectrum that involves both absolute and functional iron deficiency. The latter
is compounded by an interplay of inflammation, tissue iron sequestration, and a hyporesponsiveness
to ESA therapy [27]. Hypoxia-Inducible Factors (HIFs) that are secreted in the kidney during hypoxia
can induce EPO production, and provide alternative therapy for (ACKD) [28]. Antibodies against
hepcidin have been proposed as alternative approaches to increase iron absorption and iron efflux
from the tissues [29].
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Figure 1. Iron metabolism in anemia of kidney disease. Hepcidin increases during inflammatory
conditions and its clearance decreases in dysfunctional kidney cells. Fpn1 is degraded by hepcidin and,
as a result, iron transport in the basolateral membrane of enterocytes reduces, as well as the mobilization
of iron in macrophages, resulting in lower plasma levels of iron. The hepcidin level decreases during
ineffective erythropoiesis and anemia by the actions of erythroid regulators erythroferrone (ERFE) and
growth differentiation factor 15 (GDF15). EPO: Erythropoietin; Fpn1: Ferroportin; DMT1: Divalent
Metal Transporter; and NTBI: Non-Transferrin Bound Iron.

3. Treatment of ACKD

Reduced production of red blood cell is proposed as the main cause of anemia in CKD patients.
This arises from damage to the peritubular cells of the kidney, which produce erythropoietin (EPO),
an essential hormone in erythropoiesis [30,31]. Erythropoietin induces the production and proliferation
of erythrocytes; hence, a disruption in normal EPO levels causes anemia [32], as shown in Figure 1.
Thus, the treatment for ACKD implies the administration of Erythropoiesis Stimulating Agents (ESAs).
Recombinant human EPO (rHuEPO) is medically prescribed and several guidelines for promoting its
efficacy in alleviating Hb levels have been reported [13,32,33].

The administration of rHuEPO is effective for correcting anemia and increasing hematocrit and
reticulocyte count, although a concomitant increase in hypertension among the patients has been
reported [34,35]. Currently, a Hb target range of 11.0 to 12.0 g/dL is recommended [36] because
full normalization (Hb > 13 g/dL), according to Correction of Hemoglobin and Outcomes in Renal
Insufficiency (CHOIR), is not prescribed due to increased cardiovascular events [37]. Additionally,
in a post-hoc analysis of the CHOIR trial [38], increased mortality was found to be significantly
associated with both the inability to achieve the Hb target and the use of high ESA doses. This was
confirmed by a meta-analysis of 24 randomized controlled trials (RCTs), in which higher Hb targets
resulted in increased hypertension risk (RR = 1.40, 95% confidence interval (CI) 1.11–1.75), stroke
(RR = 1.73; 95% CI 1.31–2.29) and hospitalization (RR = 1.07, 95% CI 1.01–1.14) [6]. It was reported
that rHuEPO induces hypo-responsiveness at high doses [39], and causes a greater risk of death due
to the oxidative stress that exacerbates cardiovascular risk [40]. Recombinant HuEPO treatment is
furthermore associated with increased blood pressure and blood clotting [41,42]. rHuEPO therapy
is associated with iron deficiency as iron stores are largely transferred from the bone marrow to
the erythroid progenitor cells due to enhanced erythropoiesis. Iron deficiency is observed in most
hemodialysis patients arising from recurrent chronic blood losses. Thus, iron supplementation is often
required to optimise or complement rHuEPO administration in the treatment of anemia in patients

3
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with CKD [18]. Consequently, if iron therapy is used alongside ESAs, significant increases in Hb levels
and response are observed without the need to increase ESA dosage [43]. Thus, in practice, Kidney
Disease Improving Global Outcomes (KDIGO) guidelines recommended a trial of intravenous iron
to treat anemia in CKD, irrespective of ESA treatment [44]. In advanced stages of kidney disease,
intravenous (IV) iron in combination with EPO therapy is currently the most effective treatment [44,45].
In light of this, the use of high intravenous iron doses was adopted in the U.S., despite the concerns
raised by nephrologists regarding the resultant iron overload [46]. Supporting evidence from an
analysis of 32,435 hemodialysis patients showed increased mortality (hazard ratio (HR) = 1.13, 95% CI
1.00–1.27) and hospitalization (HR = 1.12, 95% CI 1.07–1.18) in those receiving above 300 mg/month of
intravenous iron compared to other patients receiving only 100 mg/month [47].

Although IV iron and rHuEPO led to improvement of hematological profiles, the risk of
toxicity caused by excess iron predisposes patients to oxidative stress, inflammation, and pathogenic
consequences [48,49]. Allergic reactions and anaphylactic shock, as well as oxidative stress that is
related to cardiovascular complications and tissue injury, have been reported during the administration
of IV iron supplementation [46,48,50]. The basis and mechanisms of the oxidative stress are not
completely understood; however, excess iron from IV administration could cause iron overload
and increase the levels of ROS in patients [12,51]. Also, IV iron supplementation raises levels of
malondialdehyde (MDA), a biomarker of lipid peroxidation [52].

Several iron compounds including iron isomaltoside, iron sucrose, iron dextran, iron gluconate,
or ferric carboxymaltose [53] are used for the treatment of ACKD. Intravenous iron formulations
are colloidal suspensions, composed of a core of iron (iron-oxyhydroxide/oxide) surrounded by a
carbohydrate shell [54]. The iron formulation varies in core size, affinity of bound iron to carbohydrate
excipient, and electrovalence of iron, all of which influence the reactivity of iron [55].

Exposure of CKD patients to high concentrations of iron supplementation thus poses a potential
risk of ROS generation with concomitant damage to DNA, proteins, or lipids [56]. Iron supplementation
in patients with ACKD can subsequently result in iron overload, characterized by a “spill over” into
hepatocytes if non-transferrin bound iron (NTBI) is present. Clinically relevant concentrations of NTBI
would be expected if the iron-carrying capacity of transferrin is saturated [57]. Recommendations for
iron management in CKD patient care are currently conflicting and is an ongoing process because of
limited research evidence. A number of randomized controlled trials (RCTs) and observational studies
have produced varying results on the effectiveness and adverse effects of iron or ESA supplementation.
Variability or confounders, mostly associated with study design, have been identified [58] including
type, dosage, duration or route of iron administration, population size, and the inherent variability
within the baseline hematological status of patients.

4. Iron, Oxidative Stress, and Anemia

Iron (Fe), when supplied in excess, leads to oxidative stress in the mitochondria. Iron molecules
trigger the initiation of the Fenton reaction and promote the formation of ROS, such as O.

2
−, OH., and

H2O2, as depicted in the equation: Fe2+ + H2O2 → Fe3+ + OH. + OH− [59]. These reactive species bind
to macromolecules, such as lipids, proteins, and nucleic acids, causing lipid peroxidation and oxidative
modifications of proteins and DNA [60]. Peroxidation of membrane lipids results in loss of membrane
fluidity, elasticity, and disordered cellular functioning. Protein oxidation causes fragmentation of
amino acid residues leading to cross-linkage and loss of protein configuration and functions. Oxidative
damage of DNA causes mutation in DNA bases. These aberrations play major roles in cell death,
ageing, and in degenerative diseases [61]. Observations in clinical trials showed a significant increase
in the levels of MDA, a key oxidative stress marker, after IV iron infusion [62], and this is correlated
with markers of early atherosclerosis [63]. Patients with CKD have a reduced mitochondrial DNA copy
number, reduced energy production, and higher levels of stress markers [64]. Cytochrome c oxidase,
an enzyme of the oxidative chain, is reduced in patients suffering from CKD in the final stages [65,66].
In addition, there are increasing concerns regarding the risk of iron therapy in potentially exacerbating
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oxidative stress, inflammation, and adverse cardiovascular outcomes from excess iron deposition
in this population [11]. Atherosclerosis caused by oxidative damage, and evidenced by increased
circulating mononuclear superoxide production and vascular cell adhesion molecule-1 (VCAM-1) and
triggered by NADPH oxidase (NOx) and NF-kB activation in CKD patients, is associated with IV iron
administration [67–70]. Against this evidence, some studies on the role of iron in CKD pathogenesis
showed contradictory results [71]. Iron deposition in the liver of both humans [72] and rats [73] did not
develop into cirrhosis, possibly because of iron sequestration into innocuous ferritin L and H subunits.
Another mechanism that was proposed as a process that prevents iron overload in tissues such as
the liver is the secretion of iron-loaded ferritin [74], possibly by an iron-regulated exocytosis efflux
process [75] into blood circulation. However, other evidence revealed that high doses of iron were
associated with high mortality due to iron-induced oxidative stress [68,71].

CKD patients, apart from a dysregulated iron metabolism, often exhibit hyperphosphatemia,
which is associated with vascular calcification [69,76]. Paradoxically, heme iron, rather than being a
pro-oxidant, was found to prevent the calcification and osteoblastic differentiation of human aortic
smooth muscle cells (HSMCs) [77,78]. Evidence in this study attributed the inhibition of calcification
to the upregulation of ferritin in the cells, even in the presence of phosphate. Heme releases Fe, CO,
and biliverdin when catabolized. Thereby, iron performs the dual role of chelating phosphate and
inducing the transcription of ferritin [79], particularly H-ferritin that exhibits high ferroxidase activity.
Although the molecular mechanisms of vascular calcification require further investigation, emerging
evidence indicates that ferritin might also function as a transcriptional regulator of gene expression in
osteoblastic differentiation and β-globin synthesis [80].

5. Cytoprotective Functions of Histidine against Iron Toxicity during the Treatment of ACKD

L-histidine, a conditionally essential amino acid in adults, was found at significantly lower
levels in patients with kidney disease and uremia [81,82]. Histidine, when administered orally or
intravenously co-supplemented with iron, showed a positive response as judged by anemia markers,
increased levels of plasma iron and Hb during anemia [83–85].

The beneficial effect of histidine is partly mediated by its ability to promote net nitrogen
synthesis [84], which prevents negative nitrogen balance and loss of protein in CKD patients.
Combined supplementation of IV iron with histidine rather than IV iron alone was more effective in
treating anemia in CKD patients [86]. Additional evidence supports the beneficial role of histidine
supplementation in uremic and dialysis patients, as a slight increase in Hb levels was triggered.
Low histidine levels were shown to be correlated with high mortality (HR = 1.55, 95% CI 1.02, 2.40,
p < 0.05), even after adjustments for age, sex, cardiovascular disease, inflammation, diabetes mellitus,
serum albumin, and amino acid supplementation [81]. Histidine administration was negatively
correlated (p < 0.05) with levels of 8-OHdG, an oxidative stress biomarker [81]. Histidine is known as
an efficient scavenger of ROS [87], and its antioxidant properties have been advocated in the prevention
of iron toxicity.

6. Antioxidant Function of Histidine against Oxidative Stress

The management of anemia of CKD presents a conundrum that arises from a role in the treatment
of iron deficiency and in improvement of the resultant toxicity of excess iron. Endogenous and dietary
antioxidants prevent, neutralize, and terminate chain reactions that produce ROS.

Studies by Halliwell and Wade identified that histidine could serve as an antioxidant as well as a
buffer, similar to albumin in the plasma [88,89]. Hence, histidine could function as a buffer regulating
free metal ion concentration, thereby providing a safe temporary transport for divalent metals before
they are metabolized. In cardiovascular studies, histidine afforded protection to the cardiovascular
system because of its ability to scavenge singlet oxygen and hydroxyl radicals in isolated hearts
tissues that are predisposed to oxidative stress [90]. The scavenging of singlet oxygen by histidine was
found to be significantly higher than that of tryptophan or methionine [89]. Moreover, histidine is
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suggested to be protective against oxidative stress in a drug model, reflected in its storage stability [91].
Histidine has been shown to have an inhibitory effect on H2O2-induced IL-8 secretion in Caco-2
and HT-29 cells [92]. Lipid peroxidation was considerably inhibited when histidine was added to
ferric iron in vitro [93], suggesting that histidine formed a complex with ferric iron and prevented the
formation of ferrous iron and the Fenton reaction [94]. Histidine quenches and scavenges hydroxyl
radicals and singlet oxygen [89]. The intracellular concentration of histidine is higher than found
in plasma [89,95], resulting in different cellular responses in the protection against ROS. Histidine
and its dipeptides have also been associated with increased expression of catalase and glutathione
peroxidase antioxidant enzymes [96,97]. Although histidine exerts a positive effect on the amino acid
pool within the cell, the deprivation of histidine could specifically induce a decrease in enzymatic
antioxidant defenses [98]. The use of histidine as a scavenger increases the defense of cells against
oxidative damage [99]. Histidine supplementation was shown to enhance the expression and the
activities of catalase and glutathione peroxidase (GPX), in response to ethanol-induced liver damage in
mice [100]. Consequently, the potential resides in histidine to enhance enzymatic antioxidant activity
during oxidative stress and inflammatory conditions in the cell [100–102].

A study of the cytoprotective effect of histidine on the nervous system was related to the
activity of histidine in the transport of glutamine into mitochondria during edema and inflammatory
conditions [97]. As L-histidine readily traverses the blood-brain barrier, supplementations with this
amino acid were shown to increase both total nitric oxide synthases (NOS) and total antioxidant
capacity, conferring protection against oxidative stress and encephalopathy in rats [103]. Moreover,
histidine was reported to be a scavenger of the hydroxyl radical in a study conducted on rabbits [104].
The scavenging of singlet oxygen by histidine was further confirmed in rats [105]. Histidine is,
therefore, regarded as an efficient scavenger of the both hydroxyl radical and singlet oxygen based
on its antioxidant abilities [87], as well as possessing the capacity to chelate divalent metals such as
iron [51,54,63].

Histidine was shown to protect against iron-induced oxidative stress in human embryonic kidney
(HEK-293) cells (Figure 2). Cells were pre-treated with histidine at 100, 250, and 500 μM concentrations
overnight, and then subjected to iron challenge with 20 μM of 8-hydroquinoline (8-HQ) and 50 μM
of ferric ammonium citrate (FAC) for two hours. Histidine significantly protected cell viability in
cultured HEK-293 cells at all histidine concentrations [106]. This finding confirms earlier results from
the literature on the lowering of inflammation and oxidative stress by histidine in other cell culture
models [92]. The molecular mechanisms by which histidine exerts the protective function against iron
and oxidative stress require further investigation.

Figure 2. Protective effect of histidine against iron-induced stress in HEK-293 cells. Cells were
treated with histidine (100–500 μM) overnight and subjected to 20 μM 8-hydroxyquinoline (8HQ) and
50 μM ferric ammonium citrate (FAC) for two hours, after which cell viability was performed using
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay. *** p < 0.001 between 8HQ
+ FAC and the treatments, # p < 0.001 between the control and iron treatment.
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7. Metal Chelation Capacity of Histidine

Free histidine is an amino acid that is present in cells of the brain, skeletal muscle, and liver [100].
It has an imidazole ring that, in combination with the amino group, facilitates binding and chelation
of other compounds. Histidine is also a constituent of some dipeptides such as carnosine, anserine
and a precursor of the neurotransmitter histamine [89,96,107,108]. Notably, the iron-chelating property
of carnosine has been ascribed to the imidazole ring of histidine [96,102,108]. Histidine is a proximal
ligand of heme iron in the Hb molecule [109]. In equimolar solutions, divalent metals can interact
with histidine via the amino, imidazole, or carboxyl moiety (Figure 3). This is probably highly
specific and selective amongst different divalent metal ions. The formation and stability of most
histidine-divalent metal complexes are favored by slightly acidic pH (pH < 5). The histidine molecule
thus forms stable strong bonds with iron ions, displaying a bidentate and protonated activity on the
primary amino-group at pH 5. Tridentate metal chelate can also form with histidine via the imidazole
ring [110–112]. Histidine forms stable bidentate complexes in aqueous systems with Cu2+, Fe2+, and
Ni2+ [112,113]. Incidentally, complexes of histidine with Zn2+, Cu2+, Ni2+, or Co2+ have higher stability
constants than with Fe2+, and the binding stability is dependent on the binding moiety, temperature,
and pH of the solution [112]. Histidine-divalent metal (Cu2+, Zn2+, and Ni2+) complexes, in aqueous
solutions, form with the imidazole and amine group at pH 6 [111]. The iron chelating property of
histidine is therefore dependent on pH and the nature of the three possible interacting bonds with
ligands (Figure 3). The pKa values of histidine in proteins range between pH 6 and pH 8. Consequently,
side chains of histidine contribute to the buffering potentials of proteins such as Hb at the physiological
pH of blood. A simulation of the titration curve of histidine reacting with ferrous iron, presented in
Figure 4, shows that histidine at 1 mM forms a complex with iron at neutral pH; however, when the
concentration of histidine is lowered 10 fold, the formation of the complex decreases and peaks at pH
8. This speciation plot shows that, at neutral pH, histidine, at high concentrations, can bind iron with
high affinity; however, this reaction is not at the physiological concentration of histidine in tissues
or plasma.

Figure 3. Structure of the histidine molecule showing the imidazole ring, amino, carboxyl groups, and
metal ion (M) binding sites.

In vitro studies demonstrated that histidine is the most effective hydroxyl radical scavenger out
of the several amino acids that were investigated [114]. The scavenging ability of histidine seems
to involve a chelating mechanism that interferes with the redox reaction of metal ions producing
hydroxyl radicals [89]. Nair et al. [115] reported that histidine displays a strong binding affinity to
Fe3+ ions, thereby reducing the amount of ROS generated via the Fenton reaction, and protecting
cells from damage due to iron overload [87]. In addition, histidine can interact directly with singlet
oxygen through its imidazole ring [89]. Some other studies have shown, in contrast, that histidine may
function as a pro-oxidant. Tachon reported that the enhancing effect of histidine on DNA degradation
by ferric ions is dependent on the chelator/metal ratio, and is likely mediated by an oxidant such as
ferrous-dioxygen-ferric chelate complex or a chelate-ferryl ion [116]. Evidence from studies to support
the protective effect of histidine against oxidative stress remains both fragmentary and contradictory.
This discrepancy is perhaps due to differences in experimental methodology and design; for example,
the types of established cell lines, and histidine dosage employed in the studies.
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Figure 4. Speciation plots of histidine and ferrous (Fe2+, Fe (II)) iron. Speciation plots with parameters
of 50 μM Fe (II) and (A) 1 mM histidine or (B) 100 μM histidine.

The chelating property of histidine has been correlated with some physiological functions such
as the capacity to increase iron uptake [117], as well as its ability to protect against ROS in the
nervous system [92]. Histidine has the capacity to bind divalent metal ions (including those of
copper, zinc, and iron) and enhance iron absorption [117,118]. The ligand formed by histidine possibly
prevents iron precipitation, enhancing iron absorption in the intestine [118,119]. Histidine-containing
peptides chelated iron for enhanced iron absorption in the segments of rat intestine [120]. This is,
however, in contrast to an earlier finding in a human study in which histidine did not enhance iron
absorption [121]. The ratio of histidine content in different peptides has been contradictorily reported
regarding either its inorganic iron absorption or enhancing function [117].

Histidine has been associated with the capacity to chelate iron and enhance iron solubility in the
duodenum, as ferrous iron is poorly soluble at neutral pH. By binding to histidine and other chelating
compounds, the uptake of the metal increases [119]. The role of histidine in binding iron and increasing
its uptake is debatable; the positive evidence suggested that the co-supplementation of histidine doses
of about 100 mM could increase iron uptake in rats, and in combination with ascorbic acid, this could
doubly enhance the positive effect of ascorbic acid [122]. This was also observed in cultured Caco-2
cells [123]. However, another study on intestinal cells and on humans did not report such increases
of iron uptake upon histidine supplementation [121,124]. In food extracts, histidine has been found
to increase inorganic iron solubility; however, these results arose from vegetables and meat extracts
wherein the efficacy of histidine could have been confounded by the presence of other amino acids and
peptides [117,125,126]. Histidine undoubtedly has the capacity to bind iron; however, as this reaction
is pH-dependent, histidine might serve the important function of maintaining iron in soluble form
to enhance iron bioavailability. The presence of other compounds or stronger metal chelators could
influence the stability of the histidine-iron complex.

8. Anti-Inflammatory Potential of Histidine

As inflammation promotes iron disorders in anemia of chronic kidney disease, factors that
increase or inhibit inflammatory signals are important in the manifestation of the disease symptoms.
Inflammatory conditions or responses lead to the secretion of different cytokines, such as interleukin 6
(IL-6), interleukin 8 (IL-8), interleukin-1beta (IL-1b), as well as tumor necrosis factor-alpha (TNF-α) [92].
The physiological effects of histidine as an antioxidant have been associated with the inhibition of the
secretion of some of these pro-inflammatory biomarkers, particularly during chronic diseases [89].
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Liu et al. [100] reported that mice fed with histidine (at 0.5, 1, or 2 g/L) after the induction of
ethanol hepatotoxicity had lower levels of the inflammation markers IL-6, c-reactive protein (CRP), and
TNF-a. Histidine suppressed the accumulation of IL-6 and TNF-α mRNA in a dose-dependent manner.
This indicates that histidine is not only a scavenger of ROS but could directly affect the regulation
of pro-inflammatory cytokines [100]. A similar effect was found in cultured cells, in which histidine
protected Caco-2 cells in a dose-dependent manner against hydrogen peroxide-induced damage [89].
Histidine, apart from reducing morphological damage in these cells, suppressed the secretion of
IL-8 as well. This outcome is presumably due to the inhibition of signals for TNF-α and NF-kβ to
activate transcriptional regulation of IL-8 [92]. Down-regulation of IL-6 and TNF-α by histidine has
been reported in a diabetic mouse model [127]. The inhibition of pro-inflammatory cytokines by
histidine is linked to its potential to increase the amino acid pool and the antioxidant status of the
cells [107]. These changes contribute to the attenuation of ROS in tissues and organs. Histidine was
reported to alleviate clinical symptoms and protect mice from intestinal, nervous, and cardiovascular
damage [89]. These effects are possibly associated with the anti-inflammatory properties of histidine.
Consequently, histidine administration could be an option for reducing and preventing oxidative
stress in inflammatory conditions in chronic diseases. Dietary supplementation with histidine could
be protective against oxidative damage, arising from the scavenging activity and anti-inflammatory
effects of this amino acid in cells and tissues [127].

Arginine is another amino acid that exhibits antioxidant properties as a substrate in nitric oxide
(NO) biosynthesis and was shown to be beneficial to kidney functions in both in vivo and in vitro
models [128,129]. As well as other histidine dipeptides, carnosine also scavenges ROS and was
reported to be beneficial to CKD patients [130].

9. Conclusions

Anemia of chronic kidney disease is a worldwide public health problem, with a
constantly-increasing trend in both developed and developing countries. Iron supplementation
treatment of ACKD leads to oxidative damage that is associated with iron overload and
pro-inflammatory conditions. Co-supplementation with histidine, could have an ameliorating effect
against oxidative damage in chronic kidney disease. Histidine can protect against iron overload and
oxidative stress caused by CKD, as demonstrated with the Fenton substrate in the HK-2 cell model.
The molecular mechanisms of the cytoprotection conferred by histidine are based on its capacity and
potential as a metal chelator as well as its ability to scavenge oxygen radicals. Histidine can also
function intracellularly to induce enzymatic antioxidant and anti-inflammatory activities in tissues
and organs in different disorders [113,114]. The imidazole ring of histidine, as well as binding singlet
oxygen molecules, can bind divalent metal ions; however, the effects of pH and histidine concentration
that maintains iron in solution have only been clearly demonstrated in cultured cells and in animal
models. It remains for these effects to be demonstrated in human subjects. The iron quenching
capacity appears to be related to the reactive ability of the imidazole ring of histidine in extracellular
solutions. No clear evidence currently exists for the localization of histidine-iron bound complexes or
chelates intracellularly.

Further studies are required to clearly delineate the molecular mechanisms by which histidine
attenuates oxidative stress damage attendant upon iron toxicity in kidney cells and specific models
during the treatment of ACKD.
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Abstract: Iron is at the forefront of a number of pivotal biological processes due to its ability to
readily accept and donate electrons. However, this property may also catalyze the generation of
free radicals with ensuing cellular and tissue toxicity. Accordingly, throughout evolution numerous
pathways and proteins have evolved to minimize the potential hazardous effects of iron cations and
yet allow for readily available iron cations in a wide variety of fundamental metabolic processes.
One of the extensively studied proteins in the context of systemic and cellular iron metabolisms is
ferritin. While clinicians utilize serum ferritin to monitor body iron stores and inflammation, it is
important to note that the vast majority of ferritin is located intracellularly. Intracellular ferritin is
made of two different subunits (heavy and light chain) and plays an imperative role as a safe iron
depot. In the past couple of decades our understanding of ferritin biology has remarkably improved.
Additionally, a significant body of evidence has emerged describing the significance of the kidney in
iron trafficking and homeostasis. Here, we briefly discuss some of the most important findings that
relate to the role of iron and ferritin heavy chain in the context of kidney-related diseases and, in
particular, vascular calcification, which is a frequent complication of chronic kidney disease.

Keywords: iron; ferritin; acute kidney injury; chronic kidney disease; vascular calcification

1. The Superfamily of Ferritins

The ability of iron cations (the second most abundant element on earth) to change its valence
serves as a unique and central capacity to contribute in multiple biological pathways, yet underscores
its potential hazardous effects mainly by participating in Fenton’s reaction [1,2].

O2
�− + Fe3+←→O2 + Fe2+

Fe2+ + H2O2→Fe3+ + HO� + OH− (Fenton’s reaction)
O2
�− + H2O2←→O2 + HO� + OH− (Haber–Weiss reaction)

The discovery of ferritin, a protein isolated from horse spleen, was a major step in our understanding of
iron metabolism [3]. This discovery was followed by numerous studies that examined this multifaceted
protein in various aspects of physiological and pathological conditions [4]. The highly conserved
structure of ferritin and its universal expression among species further highlights the importance of this
protein at the crossroads of multiple biological pathways that are mainly dictated by iron trafficking
and homeostasis [4–6]. Ferritin is a globular protein made up of 24 subunits with a spherical hollow
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shell that allows for the safe storage of up to 4500 atoms of Fe3+. These subunits are composed of heavy
(FtH) and light (FtL) chains and their proportional contribution to the hollow spherical shell depends
on the tissue and developmental stage of the organism [5,7]. For instance, while brain and heart ferritin
is primarily composed of FtH chains, the liver and spleen mainly possess FtL [7]. One intriguing
aspect of ferritin biology relates to serum ferritin that is predominantly composed of FtL chain, as
evidenced by immunological cross reactivity with anti-ferritin L antibodies [8–10]. Serum ferritin
is also relatively iron poor and its source was not completely understood until it was revealed by
Cohen and colleagues that macrophages are the primary source of serum ferritin [11]. It must be noted
that several investigators have reported that other cells, particularly hepatocytes, are also capable of
secreting ferritin [12–14]. The study by Cohen et al. elegantly confirmed the light chain predominance
of serum ferritin and its relatively low iron cations content, and provided evidence to support its
secretion through the non-classical lysosomal secretory pathway [11]. More recently, another study
reported that secretion of ferritin is mediated through two distinct non-classical pathways [15]. This
study also examined the release of iron-rich ferritin and demonstrated that such secretion occurs via the
multivesicular body-exosome pathway [15]. The release of iron-rich ferritin is particularly interesting
as it may serve as an iron cargo predominantly in a paracrine fashion. The receptors, precise mode of
uptake, and relevance of ferritin uptake by cells among species continues to be debated in the literature
and future studies are needed to unequivocally describe the nature and significance of these processes.

Serum ferritin has long been used by clinicians to assess body iron stores in humans. However,
it is also recognized that levels of serum ferritin rise in response to a number of clinical conditions
particularly during inflammatory states and injury models, such as AKI [16–18]. Such elevation in
response to inflammatory stimuli and the relatively iron-poor status of serum ferritin resulted in
investigations to examine other potential roles in health and disease that were reviewed by Wang and
colleagues [19]. More recently, an interesting pilot study examined the feasibility of measuring urinary
ferritin (FtL) as a non-invasive diagnostic approach to assess neonates and young children for iron
deficiency or iron overload [20]. This study was based on previous reports that confirmed the presence
of urinary ferritin in healthy individuals [21,22] and, despite some limitations, found a correlation with
paired serum ferritin. In contrast to FtL, the FtH subunit has crucial ferroxidase activity that converts
Fe2+ to Fe3+, facilitating its safe storage in the form of mineral ferrihydrite within the inner wall of
the sphere [23,24]. Such functional properties have led to a significant amount of investigations into
this field, leading to the discovery of seminal findings into the role of this superfamily of proteins in
physiological processes and injury models [4,6,25,26].

The first description of a function for ferritin other than mere iron cation storage was reported
by Balla and colleagues [27]. This seminal manuscript described an anti-oxidant role for ferritin in
endothelial cells. In this study authors validated the cytotoxic properties of heme, but surprisingly found
that briefly pulsing cells with heme remarkably increased their resistance against oxidant-mediated
injury. While administration of apoferritin mimicked these beneficiary effects, a site-directed mutant
form of FtH with subsequent loss of ferroxidase activity failed to recapitulate such protection against
oxidative damage [27]. These findings generated significant interest in this field and were followed by
additional pivotal findings. For instance, while ferritin was traditionally regarded as a cytosolic protein,
others demonstrated its localization in other subcellular compartments, such as mitochondria [28,29]
and the nucleus [30–32]. This review is intended to briefly discuss some of the aspects of ferritin
in the context of kidney-related diseases and one of its major cardiovascular complications, namely
vascular calcification.

2. Role of Iron and Ferritin in Acute Kidney Injury

Acute kidney injury (AKI) is a common clinical syndrome characterized by a sudden decrement
in kidney function with ensuing derangements in multiple essential physiological parameters, such as
dysregulated volume and electrolyte homeostasis [33,34]. It is well documented that AKI increases
morbidity and mortality, particularly among critically ill patients [33,35,36]. Moreover, AKI incidence is
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on the rise and patients who survive AKI have an increased risk for the development of chronic kidney
disease (CKD) [37–39]. These detrimental clinical consequences have led to vigorous investigations to
better understand the individual and overlapping pathways that are involved in the pathogenesis of
AKI. Iron metabolism and trafficking has emerged as one such pathway. The kidney was not considered
a major organ involved in the regulation of iron homeostasis, mainly because of the lack of evidence of
its involvement in hereditary hemochromatosis and the assumption that transferrin bound iron cations
are not filtered by the glomerulus. However, along with other recent breakthroughs in the field of
iron metabolism, our understanding of the delicate and well-orchestrated iron regulatory machinery
in the kidney has evolved thanks to a number of pivotal observations. For example, the urinary
proteomic analysis of Fanconi syndrome, which is characterized by overall dysfunctional proximal
tubules and poor reabsorption capacity, demonstrates significantly elevated levels of transferrin in the
urine samples of subjects, confirming its filtration [40,41]. Transferrin can be reabsorbed in the tubules
via transferrin receptor-1 or cubilin-mediated endocytosis [42,43]. The kidneys also express high levels
of divalent metal transporter-1, which was first described by Gunshin et al. [44], and their importance
in renal iron handling under physiological and pathological conditions was subsequently confirmed by
other investigations [45–49]. Some other iron regulatory proteins that are expressed in kidneys include
neutrophil gelatinase-associated lipocalin [50], ferroportin [51,52], as well as hepcidin [53]. Additionally,
among other tissues, mouse kidney expresses the highest levels of iron regulatory protein-1 with
important functions in renal iron cations handling [54]. It must also be noted that the proximal tubules,
workhouse of nephrons, possess a significant amount of mitochondria that contain notable amounts of
heme, which encloses iron cations in its porphyrin ring. Based on the aforementioned evidence, it is
apparent that the kidneys, particularly proximal tubules, are heavily involved in iron trafficking under
both physiological and pathological conditions, and are accordingly more susceptible to injury [55]. In
fact, several lines of evidence suggest a role for iron cations-mediated kidney injury in both humans
and animal models of kidney disease [56–59]. The participation of iron cations in Fenton’s reaction
and their ability to aggravate oxidative stress led to the hypothesis that their removal would prove
beneficial in kidney injury. In support of this premise, multiple investigations demonstrated that the
removal of iron cations via deferoxamine (DFO), a potent iron cations chelator, was protective against
AKI. These studies utilized DFO in the setting of glycerol-induced rhabdomyolysis [60], hemoglobin-
and myoglobin-induced AKI [61], gentamicin nephrotoxicity [62], and ischemia-reperfusion (I/R) [63].
Notably, these salutary effects were recapitulated by the administration of apotransferrin in a model of
I/R-mediated AKI [64]. The evidence to suggest iron as a main culprit and mediator of AKI has also
been demonstrated in human studies. Work by Leaf and colleagues focused on the association between
catalytic iron cations, non-transferrin bound iron cations, and the course of AKI in patients undergoing
cardiac surgery with cardiopulmonary bypass [65]. They reported that primary outcomes, defined as
in-hospital death or need for renal replacement therapy, AKI, and other adverse events post-operatively,
were directly associated with higher plasma catalytic iron cation levels on post-operative day one [65].
In another study, the same group examined such association in 121 critically ill patients admitted to
medical or surgical intensive care units [66]. Similarly, higher plasma catalytic iron cation levels were
associated with a greater risk of death/need for renal replacement therapy, AKI, and hospital mortality.
Importantly, the authors stated that these associations are independent of age, estimated glomerular
filtration rate, and number of packed red blood cell transfusions [66]. Others also evaluated the role
of plasma catalytic iron cations in relation to contrast-induced nephropathy. Their results confirmed
higher levels of catalytic iron cations were associated with a higher risk of contrast nephropathy, as
well as higher rates of mortality [67]. Other studies have suggested a role for catalytic iron cations in
the context of glomerulopathies and proteinuria. For instance, in a rat model of nephrotic syndrome, a
significant increase in the levels of glomerular catalytic iron cations was observed [68]. Importantly,
chelation of iron cations with DFO was associated with complete protection against proteinuria [68].
Another clinical study validated these findings, where deferiprone, an oral iron cation chelator, was
used in diabetic and non-diabetic glomerular disease [69]. While this study was rather small and
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non-randomized, iron cation chelation demonstrated a marked reduction of proteinuria in both groups
of patients with and without diabetic glomerular nephropathy.

The above-mentioned evidence led to further investigations to examine how the proximal
tubular expression of ferritin may affect the course of AKI. The importance and non-redundant
function of FtH and its ferroxidase activity was reported by Ferreira and colleagues [70]. They
demonstrated that global deletion of FtH in mice leads to embryonic lethality between 3.5 and
9.5 days of development [70]. Therefore, to understand the role of proximal tubule FtH expression
during AKI, we generated transgenic mice with conditional deletion of FtH in proximal tubules.
This was achieved by crossing FtHlox/lox mice that were generated and characterized by Darshan
and colleagues [71] with phosphoenolpyruvate carboxykinase (PEPCK)-Cre mice [72]. Targeted
deletion of FtH in proximal tubules led to heightened rhabdomyolysis-induced AKI, as evidenced
by the higher rate of mortality, serum creatinine, and the higher expression of cleaved caspase-3, a
marker of apoptosis [18]. The protective nature of FtH expression in proximal tubules was further
supported by a histological analysis that revealed a greater number of tubular casts, necrotic tubules,
and more prominent loss of proximal tubule brush border in the absence of FtH expression. Notably,
rhabdomyolysis is primarily a heme-mediated injury model, given the significant amount of heme
present in myoglobin. Therefore, to investigate whether FtH may play a protective role in other
models of AKI that are not predominantly heme driven, cisplatin nephrotoxicity was used. These
results indicated that, irrespective of the model of injury, deletion of FtH led to worse renal function,
as evidenced by serum creatinine. Furthermore, the overall architecture of the kidneys was less
preserved in the absence of FtH [18]. These studies led to another interesting observation that FtH
deletion was accompanied by markedly higher levels of heme oxygenase-1 (HO-1) expression. HO-1
is a well-characterized anti-oxidant enzyme that has been shown to have protective effects against
a number insults and kidney injury models [73,74]. Aggravated AKI, despite such high levels of
HO-1, indicates that beneficial effects of HO-1 are co-dependent on FtH expression and this premise is
further supported in a model of rodent anti-thymocyte antigen-1-induced glomerulonephritis [75].
This study showed that inhibition of HO activity was accompanied with downregulation of FtH
expression and enhanced mesangial cell death. Additionally, while induction of HO-1 in cultured rat
mesangial cells augmented its resistance to oxidative stress, FtH knockdown by RNA interference
caused loss of such protective influences. Also of note, this study demonstrated adjacent expression of
HO-1 and FtH in inflammatory glomeruli of human lupus nephritis biopsies [75]. In another study,
Hatcher and colleagues examined FtH overexpression in a model of ischemia-reperfusion-induced
AKI [76]. Using a conditional tissue-specific doxycycline-inducible system, about 6.5-fold higher levels
of FtH expression was shown in mouse kidneys. Following injury, the authors demonstrated that
FtH overexpression was associated with lesser apoptosis and improved tubular viability [76]. It was
concluded that FtH overexpression protects the kidney via limiting oxidative stress induced by I/R.
Another line of evidence to support the role of FtH in protecting the kidney against injurious insults
comes from a more recent study by Scindia and colleagues [77]. In this study, the authors examined how
modulation of iron homeostatic pathways via hepcidin alters the course of I/R-induced AKI. Hepcidin,
a hormone produced primarily by hepatocytes [78], acts by directly binding to ferroportin, leading to
its internalization and subsequent degradation in lysosomes [79]. This eventually leads to decreased
iron cation absorption, as well as increased iron cation retention with subsequent upregulation of
intracellular ferritin. It was demonstrated that hepcidin, given 24–48 h before I/R, mitigated kidney
injury and reduced renal and systemic inflammation caused by I/R [77]. These effects were attributed
to increased FtH expression in the kidney and the spleen. These overall beneficial properties were also
corroborated in a model of hemoglobin-induced AKI, where hepcidin administration mitigated the
upregulation of urinary kidney injury markers (neutrophil gelatinase-associated lipocalin and kidney
injury molecule-1) and renal Interleukin-6 [80].

To further elaborate on the role of FtH and how its expression in different cells may contribute to
the course of kidney damage, effects of FtH expression in myeloid cells were further investigated [81].
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Using transgenic mice with conditional deletion of FtH in the proximal tubules or myeloid cells, it
was found that myeloid FtH deficiency did not affect activation or accumulation of macrophages in
the injured kidney compared with wild-type littermate controls. In contrast, a significant increase
in the number of pro-inflammatory macrophages accompanied FtH deletion in proximal tubules in
a model of unilateral ureteral obstruction (UUO). Moreover, while deletion of FtH in the myeloid
compartment resulted in lesser fibrosis in a UUO model of kidney injury, the lack of FtH expression
in proximal tubules exacerbated both inflammation and fibrosis [81]. These findings suggest a
central role for FtH expression in various compartments that underscores its importance in the
context of tubular-macrophage cross-talk during kidney injury. More recently, the effects of FtH
expression in myeloid cells during sepsis and its clinical sequelae, including sepsis-induced AKI, were
examined [82]. Results of this study demonstrated that the deletion of FtH in the myeloid compartment
was associated with marked protection in two models of sepsis, namely cecal ligation puncture and
lipopolysaccharide-induced endotoxemia. Deletion of FtH led to improved survival, reduced cytokine
levels, and more preserved renal function. Mechanistic studies revealed that the protective effects were
primarily mediated by the compensatory increase in circulating ferritin (FtL) in the absence of myeloid
FtH [82]. It must be noted that the main circulatory form of ferritin is FtL and macrophages have been
shown to be the primary source of serum ferritin [11]. Results also demonstrated that the protective
effects of FtL during sepsis are attributed to its inhibitory actions against the activation of the NF-κB
pathway. These findings not only provide a novel platform for future studies to better understand the
pathogenesis of sepsis but also shed light on the immunomodulatory roles of circulating FtL.

3. Ferritin: A Potent Inhibitor of Osteoblastic Activity

Cardiovascular-related diseases remain the foremost cause of death in patients with CKD and
those requiring renal replacement therapy [83–85]. About 10–15% of the U.S. population is estimated to
have CKD and more than 450,000 Americans require dialysis resulting in a major burden of morbidity,
mortality, and healthcare expenditure [86]. In this regard, vascular calcification (VC) is a common
complication of CKD and is recognized as a portentous contributing factor to cardiovascular death
in these patients [87–90]. The prevalence of VC is exceptionally high among patients with CKD
and can be observed even in very young dialysis patients [91,92]. Two distinct patterns of VC have
been described [93]. While intimal calcification occurs in atherosclerotic plaques, mineralization
of the medial compartment is a common pathological finding in aging patients and patients with
diabetes and advanced CKD [93,94]. The diffuse calcification that occurs in the medial layer of the
vasculature is an important marker for all-cause mortality in patients undergoing dialysis [87,88,95].
There are several detrimental hemodynamic consequences of VC, including loss of arterial elasticity,
increase in pulse wave velocity, development of left ventricular hypertrophy, and decrease in coronary
artery perfusion, ensuing in myocardial ischemia and failure [95,96]. Following the description of
VC as a tightly regulated cellular process where vascular smooth muscle cells (VSMC) transition
into “osteoblast-like” cells, major research efforts have identified various pathways and mechanisms
involved in the development and propagation of VC [97,98]. These proposed mechanisms include
elastin degradation, apoptosis of VSMC, release of exosomes loaded with microRNAs, and extracellular
vesicles that are rich in calcium and phosphate [99,100]. Nevertheless, multiple pivotal questions
remain unanswered and currently no therapies exist for the treatment or prevention of VC. To better
understand novel pathways that may be involved in the development and pathogenesis of VC, it was
important to examine how derangements in iron metabolism may be contributing to the development
of such detrimental pathological conditions. This principle was based on the fact that many patients
with advanced CKD are also predisposed to iron-restricted erythropoiesis. Several factors lead to the
development of anemia in patients with CKD and those requiring dialysis. These include decreased
erythropoietin production, frequent diagnostic testing, blood loss during hemodialysis, and cannula
puncture sites following hemodialysis, as well as a “functional iron deficiency state” [101–104]. This
process, also known as anemia of chronic disease, is principally a result of the increased synthesis and

20



Pharmaceuticals 2019, 12, 96

secretion of hepcidin, which is a common paradigm of chronic inflammatory states such as CKD [105].
It must be noted that other cytokines have been demonstrated to have additional effects and further
aggravate this state of functional iron deficiency [106]. Hepcidin leads to the internalization and
degradation of ferroportin (membrane iron transporter) and the overall outcome is the decreased iron
cation absorption from the small intestine along with the decreased egress of iron cations from the
reticuloendothelial system [105]. Accordingly, while macrophages are loaded with iron cations, other
cells within the body have a relatively lower iron cation content. It was therefore necessary to examine
whether the repletion of iron cations and the subsequent upregulation of ferritin in VSMC mitigates the
osteoblastic differentiation of these cells when exposed to high phosphate levels. Notably, increasing
levels of serum phosphorus manifest during advanced stages of CKD and such hyperphosphatemia is
a well-known risk factor for the development of VC [107–109]. Indeed, we found that the addition of
hemin was able to significantly arrest the calcification and osteoblastic transition of VSMC [110].

To identify the mediator of such a salutary effect, we examined products of the HO/ferritin system
that include biliverdin, bilirubin, carbon monoxide, and iron cations. It was demonstrated that iron
administration inhibited calcium deposition and led to about a five-fold increment in intracellular
ferritin levels. Subsequent studies using recombinant ferritin proteins confirmed the paramount role of
ferritin upregulation in this inhibitory process. Using exogenous recombinant FtH, FtL, and a mutant
form of FtH that lacks ferroxidase activity, we demonstrated the paramount role of FtH/ferroxidase
activity in the abrogation of VSMC mineralization and osteoblastic transformation [110]. Importantly,
the inhibitory role of FtH was not limited to the mere inhibition of hydroxyapatite deposition, but it
also prevented the expression of the core binding factor alpha-1 (cbfa-1), a key transcription factor in
osteogenesis [111].

Other studies have also suggested a potential inhibitory role for iron and iron-induced upregulation
of ferritin in the context of VC. For example, Rajendran et al. used various detection methods to
map the spatial distribution of the elements and quantify them simultaneously in atherosclerotic
rabbit arteries [112]. They demonstrated that within atherosclerotic plaques, iron cations (likely
sequestered within ferritin shell) and calcium exhibited a highly significant spatial inverse correlation.
Moreover, an adenine-induced model of CKD in rats was employed to investigate the role of PA-21, an
iron-based non-calcium phosphate binder in VC. They reported a higher degree of inhibition of VC
when compared to another frequently used phosphate binder, calcium carbonate [113]. Furthermore,
Seto et al. examined the role of iron loading on the progression of VC in an adenine diet-induced CKD
rat model [114]. It was demonstrated that iron loading resulted in the suppression of VC and attributed
these findings to the reduced expression of phosphate transporter (Pit-1) and cbfa-1. Others have also
reported the inhibition of high phosphate-induced VC using ferric citrate and attributed these results
to the suppression of apoptosis [115]. These results are interesting when taking into account a study
that was published in 1995 and reported the inhibition of calcium deposition in bioprostethic valves
when pre-treated with iron [116]. However, it is also noteworthy that some studies have failed to
recapitulate the overall inhibitory effects of iron during VC [117].

Based on these findings, we hypothesized that osteoporosis induced by iron overload states,
such as primary hemochromatosis [118,119], may be attributed to the increased expression of FtH in
osteoblasts secondary to excessive iron accumulation. Indeed, investigating the mechanism(s) leading
to decreased bone deposition in iron overload states, we were able to demonstrate the central role of
FtH in this process [120]. We showed that the administration of apoferritin or recombinant FtH (both
devoid of iron cations) markedly inhibited the mineralization and expression of osteoblastic specific
genes, such as osteocalcin, alkaline phosphatase, and cbfa-1 [120]. Overall these results confirmed
previous findings that increased iron cation levels mitigate calcification, but they also provided a novel
mechanism for this process and identified FtH upregulation as a main inhibitory factor in this regard.

The potential hazardous effects of excessive iron cations are well recognized, and their optimal
dosage and utilization frequency in CKD patients have been a major point of debate among
nephrologists [121–123]. Accordingly, based on the aforementioned evidence, we sought to identify
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other approaches to upregulate FtH expression in VSMC without using excessive iron and examine
how the pharmacological induction of ferritin may affect VC. To achieve this objective, we tested
the effects of 3H-1,2-Dithiole-3-thione (D3T), a well-known cancer chemopreventive agent [124] and
inducer of FtH expression [125], in a model of VSMC calcification. It was demonstrated that D3T
inhibited osteoblastic transition of VSMC in a dose-dependent manner [126]. However, the central role
of ferritin was further corroborated in experiments where the inhibitory effects of D3T on osteoblastic
transition were arrested during FtH knockdown by RNA interference [126]. The overall effect of
iron/D3T-induced FtH upregulation and inhibition of VSMC calcification is illustrated in Figure 1.

Figure 1. Overall schematic of the proposed mechanism of the inhibition of VSMC calcification via
the upregulation of FtH. The figure depicts a vascular smooth muscle cell (VSMC) where elevated
levels of Pi (phosphorus) induce the upregulation of cbfa-1 (core binding factor alpha-1), leading
to the deposition of extracellular Ca/Pi (hydroxyapatite crystals) and the activation of osteoblastic
genes, including OC (osteocalcin) and ALP (alkaline phosphatase). This process can be exacerbated
by the deletion of FtH (ferritin heavy chain) or mitigated via D3T (3H-1,2-Dithiole-3-thione) and Fe
(iron)-induced FtH upregulation. There may still be novel genes and pathways modulated by FtH
expression that require further investigations.

More recently, similar inhibitory effects in mitigating the calcification of valvular tissues were
demonstrated [127]. Valvular calcification and stenosis (particularly aortic valve) is a common finding
in patients undergoing dialysis and the elderly population. In this study we showed that the induction
of FtH was associated with the decreased osteoblastic activity of valvular interstitial cells. This
inhibitory effect was attributed to the reduced nuclear accumulation of cbfa-1, and as a reciprocal effect,
its enhancement of the nuclear localization of transcription factor Sox9 (SRY [sex-determining region
Y]-box 9) [127]. These findings provide additional support to previous observations that identified
reduced Sox9 function as a potential culprit of calcific valvular disease [128] and further corroborate
the “anti-osteoblastic activity” of FtH. It must be emphasized that while a significant body of evidence
is emerging to support the role of intracellular FtH expression as an inhibitory mechanism against
calcification, additional targeted studies in animal models are required to unequivocally demonstrate
and confirm these results.

It is also noteworthy that the implication and functional significance of iron and ferritin in the
context of atherosclerosis and coronary artery disease continues to generate contradicting results and
is heavily debated in the literature. While we do not elaborate further on these studies in this review,
others have discussed these results in detail [129–134]
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In conclusion, it is evident that ferritin and its role in both cellular and systemic iron homeostasis,
as well as its participation in a number of pathways that are central to various pathological conditions,
is increasingly recognized. Future studies and additional genetic manipulations (for instance, the
targeted deletion of FtL or the over-expression of FtH) would be germane to pave the way for potential
therapeutic targets utilizing this intriguing, ancient, and almost ubiquitous superfamily of proteins.
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Abstract: Patients with chronic kidney disease (CKD) have significant cardiovascular morbidity
and mortality as a result of risk factors such as left ventricular hypertrophy (LVH), oxidative
stress, and inflammation. The presence of anaemia in CKD further increases the risk of LVH and
oxidative stress, thereby magnifying the deleterious consequence in uraemic cardiomyopathy (UCM),
and aggravating progression to failure and increasing the risk of sudden cardiac death. This short
review highlights the specific cardio-renal oxidative stress in CKD and provides an understanding of
the pathophysiology and impact of uraemic toxins, inflammation, and anaemia on oxidative stress.

Keywords: oxidative stress; anaemia; cardiovascular disease; chronic kidney disease; IV iron therapy

1. Introduction

Oxidative stress refers to an imbalance in the reactive oxygen species (ROS)
production/degradation ratio. ROS such as superoxide anions (O2

•), hydrogen peroxide (H2O2),
and hydroxyl radicals (OH•) (by-products of mitochondrial respiration) are important for cell
signalling and immune response [1,2]. Inappropriate or excess generation of ROS can lead to
deleterious cellular consequences including damage to DNA, proteins, and cell membrane lipids [3].
To limit these damaging effects, cells are equipped with endogenous capacity comprising enzymatic
and non-enzymatic components to detoxify excess ROS. The latter consist of reductants such as
reduced glutathione (GSH), vitamin C, beta carotenes, and vitamin E. GSH can deactivate ROS through
its oxidation to the oxidised form (GSSG). Vitamin E, on the other hand, protects the cell membrane
by reacting with lipid radicals. The enzymatic components consist of superoxide dismutase (SOD),
glutathione peroxidase (GPx), glutathione reductase (GR), and catalase [4]. These enzymes together
catalyse the dismutation of O2

• into water. Ineffective antioxidant capacity or excess generation of
ROS is implicated in the development and progression of renal and cardiovascular diseases [5,6].

The association between renal and cardiac oxidative stress in chronic kidney disease (CKD)
is poorly defined, and the impact of anaemia on the oxidant status of the kidney and heart is not
completely characterized. In addition, many of the clinical studies in uraemic patients are limited
to systemic oxidative stress, creating an information vacuum on cardiac oxidant status that must be
filled by studies using experimental uraemic cardiomyopathy (UCM) models. Moreover, given that
iron deficiency anaemia in CKD may exacerbate oxidative stress and worsen the poor cardiovascular
outcome, how can parenteral iron therapy which is employed in current clinical practice modify
oxidative stress at both the systemic and tissue level? This review aims to provide insight into these
questions and highlight research questions that need to be answered in the future.
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Pharmaceuticals 2018, 11, 103

2. Oxidative Stress in Chronic Kidney Disease

The mechanism behind the oxidative stress in patients with chronic kidney disease is complex
and multifactorial and not fully elucidated [7]. Mainly, it results from an imbalance between
oxidant–antioxidant processes causing a pro-oxidant state [8]. Factors including decreased levels
of the antioxidants such as GSH, and ascorbic acid and enhanced ROS generation (arising from
uraemic toxins) in CKD predispose patients to potential oxidative damage [9]. In addition, by-products
of oxidative stress including peroxide lipid (see Figure 1) oxidise low density lipoproteins and lipid
radicals activate immune cells including monocytes and macrophages leading to inflammation and
further oxidative stress [10].

Figure 1. Reactive oxygen species (ROS)-induced lipid peroxidation. LH (lipid), LOOH (peroxide
lipid), L• (lipid radical), LOO• (peroxidised lipid radical).

2.1. Increased Pro-Oxidant Activity

Oxidative stress in uraemia may in part be due to increased pro-oxidant activities leading to
excessive ROS production. This argument is supported by evidence of increased nicotinamide adenine
dinucleotide phosphate (NADPH) oxidase activity or expression in models of renal dysfunction [11,12].
In diabetic nephropathy, elevated expression of renal NADPH oxidase and endothelial nitric oxide
synthase (eNOS) resulted in oxidative stress with elevated lipid peroxidation which was inhibited
following treatment with an angiotensin-converting enzyme inhibitor (ACEi) or an angiotensin receptor
blocker (ARB) agent in rat models [13]. Increased expression of NADPH mediated an increased
production of O2

• which was attenuated through treatment with apocynin (an inhibitor of NADPH
oxidase) [14]. NADPH oxidases are a group of enzymes that reduce oxygen to O2

• radical (see Figure 2),
which provides the starting point for the generation of other reactive oxidants including H2O2,
lipid peroxides, and peroxynitrites (ONOO•) [15,16]. The NADPH oxidase family consists of five
isoforms (Nox1 to Nox5) with p22phox as a bridge between the Nox family and the p47phox organizer
factor [17,18]. Nox4 is expressed in vascular endothelial, smooth muscle cells, and renal proximal
tubules [19,20], thus explaining why pathological insults involving the kidney affect its expression
or activity.

Another possible source of ROS in CKD is xanthine oxidase whose activity can markedly increase
in uraemia [21]. With molecular oxygen as the electron acceptor, xanthine oxidase catalyses the
oxidation of hypoxanthine to uric acid, releasing ROS including O2

•, OH•, and H2O2 as by-products.
The metabolite uric acid is associated with CKD progression to renal failure and increased risk of
cardiovascular events [22]. Thus, targeting xanthine oxidase as a way of lowering oxidative stress
and uric acid levels (the increase of which causes severe joint pains such as gout) could be a putative
therapeutic strategy in CKD. The observation that enhanced uptake of indoxyl sulphate by Nox4
via organic anion transporter 1 (OAT1) and 3 (OAT3) induces the production of O2

• radical [23] and
supports the argument that uraemic toxins in CKD are associated with oxidative stress.
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Figure 2. Schematic representation of NADPH oxidase-dependant ROS generation. NADPH under the
influence of the plasma membrane-bound NADPH oxidase donates an electron, which is accepted by
molecular oxygen to form the superoxide (O2

•) radical.

2.2. Uraemic Toxins

Impaired renal clearance in CKD leads to the accumulation of toxins of which p-cresol and indoxyl
sulphate have been most widely studied [24]. Indeed, the uraemic toxin indoxyl sulphate confers
an additional cardiovascular risk in CKD and upregulates the expression of intercellular adhesion
molecule-1 (ICAM) and monocyte chemotactic protein-1 (MCP-1) [25]. It also induces the activation of
NADPH oxidase and causes the production of ROS. p-Cresol sulphate, a conjugated form of p-Cresol,
is reported to induce ROS in a time- and concentration-dependent manner [26]. Concentrations of
indoxyl sulphate and p-Cresol sulphate have been shown to correlate inversely with GPx activity,
indicating toxin-associated reduction in antioxidant capacity [27]. Indoxyl sulphate- and p-Cresol
sulphate-mediated induction of oxidative stress are reported to occur through the activation of the
nuclear factor-kappaB (NF-κB) pathway [28]. This mechanism was supported by in vivo experimental
studies which demonstrated inhibition/reduction of oxidative stress following treatment with NF-κB
inhibitors [29] and antioxidants [30]. Furthermore, a dose-dependent decrease in indoxyl sulphate
through treatment with the drug AST-120 was found to significantly reduce oxidative stress in patients
with CKD [31] and uraemic rats [32]. Oxidative stress-dependent loss of NO was alleviated in
AST-120-treated CKD rats via the reduction of indoxyl sulphate [33]. This could explain the recently
revealed benefits of AST-120 on the progression and prognosis of pre-dialysis CKD, including the
reduction in the prevalence of dialysis requirement, mortality, and cardiovascular- and stroke-related
events in treated patients after three and five years relative to untreated patients [34]. The accumulation
of uraemic toxins in patients with CKD can also enhance inflammation, a potent inducer of oxidative
stress [35,36].

2.3. Inflammation

Patients with CKD are in a constant inflammatory state attributable to a number of
factors, including the uraemic state, malnutrition, chronic volume overload, increased infection,
metabolic acidosis, and autonomic dysfunction [37,38]. Inflammatory cells (e.g., phagocytes,
monocytes/macrophages, or polymorphonuclear leukocytes) release reactive substances such as
O2

• at the site of inflammation causing oxidative stress and ROS that, in turn, can initiate intracellular
signalling cascade that activates pro-inflammatory gene expression [39]. For example, an increase in
ROS is associated with the induction of inflammation, consequently increasing the levels of mediators
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such as interleukin-6 (IL-6) and tumour necrosis factor β (TGF-β) [40]. Thus, inflammation and
oxidative stress in CKD are interlinked, with synergy between them magnifying the deleterious
consequences associated with either of them alone (see Figure 3). Elevated concentrations of the
pro-inflammatory markers C-reactive protein (CRP) and IL-6 significantly correlated with protein
carbonyl (caused by oxidative damage to proteins) levels in early CKD [41]. The upregulation of
inflammatory markers (e.g., tumour necrosis factor-α and platelet-derived growth factor) in CKD [42]
are linked to NADPH oxidase activation leading to the generation of intracellular O2

• and H2O2 [43].
The inflammatory state in CKD can lead to activation/recruitment of polymorphonuclear neutrophils
and monocytes, causing the activation of myeloperoxidase (MPO) and triggering ROS production [44].

Figure 3. Risks of oxidative stress in CKD.

2.4. Impaired Antioxidant System

Chronic deficiency in the antioxidant system, including the reduction of vitamin E, melatonin,
SOD, catalase, and activity of glutathione system, has been reported in patients with kidney
disease [45]. The reduction of SOD suggests the accumulation of O2

• radical causing increased lipid
peroxidation [46]. The reduction of the endogenous thiol tripeptidic GSH antioxidant [47] together
with the increased accumulation of GSSG due to the reduced GR activity [48] in patients with kidney
disease further explain the prevalence of oxidative stress in this patient population. In addition,
oxidative stress in CKD resulted from decreased catalase which compromised the conversion of H2O2

to H2O and O2 [44].
Eight isoforms of GPx enzymes (GPx1–GPx8) thus far have been recognised in mammals [49].

Only five (GPx1–GPx4 and GPx6) are found to contain selenium and are called seleno-GPx [50].
The kidney is increasingly found to be a major source of GPx3 [51], although GPx3 is also found in
small concentrations in the liver, heart, and skeletal muscle. Thus, any kidney injury (acute and chronic)
could affect GPx3 expression and total GPx activity. A reduction in GPx activity has been reported
early during the development of CKD and continued to decrease with the severity of the disease [52].
This was in contrast to the observation that GPx activity negatively correlated with creatinine clearance
in CKD stage 1–5, although the authors also reported a progressively decreased activity at two- and
four-month follow-up in untreated patients with CKD at stage 3–5 [53]. Such discordance in the
literature highlights the need for further investigation into the role of antioxidants such as GPx in
CKD-related oxidative stress, a focus of our ongoing research. Decreased activity of SOD, catalase,
and GPx with concomitant accumulation of nitrotyrosine were observed in the blood of chronic kidney
failure patients [54]. Nitrotyrosine formation and other forms of ROS-mediated inactivation of nitric
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oxide (NO) may contribute to hypertension and its associated cardiac remodelling in uraemic patients
as a result of inhibited vasodilation. Evidentially, hypertension and increased oxidative stress in the
animal model of CKD were both attenuated by antioxidant therapy [55,56].

2.5. Anaemia and Oxidative Stress in CKD

Iron deficiency anaemia (IDA), a common complication in many chronic diseases including
CKD, is caused by iron and erythropoietin deficiencies and a decreased responsiveness to the
actions of erythropoietin [57,58]. Iron deficiency (ID) in CKD can be grouped into absolute and
functional deficiency. Absolute iron deficiency in this patient group can be caused by low iron
intake and complicated by impairment of dietary iron absorption in the gut, gastrointestinal
bleeding, and increased blood loss [59]. Functional iron deficiency, on the other hand, is mediated by
pro-inflammatory activation and hepcidin overproduction [60,61]. Hepcidin, which is produced by the
liver, binds to and induces the degradation of ferroportin on hepatocytes, duodenal enterocytes,
and reticuloendothelial macrophages, thereby inhibiting the absorption of dietary iron in the
intestines and the release of iron from storage [62]. Hepcidin is also regulated transcriptionally by the
inflammatory mediator IL-6 (known to be increased in CKD) via the STAT-3 signalling pathway [63,64].
Thus, enhanced inflammation in patients with CKD induces hepcidin production, causing iron
sequestration and hypoferraemia and resulting in ID anaemia (see Figure 4) and oxidative stress [65].

Iron deficiency anaemia reduces the lifespan of red blood cells (RBCs) through increased
premature RBC death [66] resulting from increased membrane stiffness and decreased deformability.
The death of RBCs liberates iron which enhances the risk of oxidative stress. Oxidative stress itself
can alter membrane properties of RBCs [67,68]. Indeed, exposure to H2O2 has been shown to
increase lipid peroxidation and decrease cell deformability and membrane rigidity of erythrocytes [69],
thereby increasing RBC removal in the spleen. This enhanced susceptibility of RBCs to oxidative
damage [70] and the increased risk of ROS production in iron deficiency anaemia in CKD create
a vicious cycle culminating in greater RBC death, anaemia, and severity of oxidative stress [71].
The accompanying decrease in haemoglobin content in ID anaemia lowers the partial pressure of
oxygen similar to the hypoxic state. Under these conditions, hypoxia exacerbates oxidative stress
through auto-oxidation of haemoglobin to met-haemoglobin (metHb) and with the generation of
O2

• [72,73]. Endogenous antioxidant proteins such as catalase and peroxidase are iron-containing
enzymes whose expression is affected in iron deficiency anaemia [74]. Iron deficiency adversely affects
selenium concentration [75], which may explain the reduction in activity of the selenium-dependent
enzyme GPx [76]. This evidence supports the argument that oxidative stress in iron deficiency
anaemia is partly mediated via the reduction of antioxidant capacity [77] and suggests that timely iron
replacement (via intravenous (IV) infusion rather than oral) and antioxidant therapies in clinical setting
could lead to improvement. ID anaemia is associated with an adverse outcome in CKD; it certainly
reduces the quality of life by increasing the risk of morbidity [78]. Hence, the management of anaemia
and the treatment of its underlying cause, such as ID, must be a high priority.

Iron replacement can be done via oral, intravenous, or intramuscular routes, the former best given
without food. Oral iron therapy is based on the premise that intestinal iron absorption is enhanced
during iron deficiency and declines upon correction of the deficiency and replenishment of iron stores.
Non-compliance among patients with CKD is complicated by the frequent side effects including
nausea, constipation, diarrhoea, or abdominal pain associated with oral iron [79]. Moreover, oral iron
therapy in advanced CKD is not recommended due to impaired intestinal iron absorption [80] as
a result of increased hepcidin production. Examples of oral iron supplements include ferrous sulphate,
ferrous fumarate, and ferrous gluconate. Unequivocally, IV iron therapy in CKD has been shown to be
more efficacious than oral iron administration in stimulating haemoglobin synthesis and replenishing
iron stores [81]. Intravenous iron regimes including iron dextran, iron sucrose, and ferric gluconate
release bioactive iron associated with oxidative stress and inflammation [82]. There are mixed reports
on the impact of IV iron on oxidative stress in patients with CKD. While some investigators associate IV
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iron with increased systemic oxidative stress [83], others see no effect [84]. It is increasingly becoming
clear that the oxidative stress impact of IV iron is dependent on the iron formulation, the stage of
CKD, the question of whether the patient is on dialysis, as well as the dose and time of investigation
post-therapy [85].

Figure 4. Mechanism of iron deficiency anaemia (IDA) in CKD. Normally, liver hepcidin synthesis is
inhibited, allowing the uptake of dietary iron to replace the average 1–2 mg daily iron loss in adults
via divalent metal transporter 1 (DMT1) at the apical brush border of enterocytes. Ferric reductase
reduces the predominant Fe3+ to Fe2+ prior to DMT1 transport. Intracellular iron is stored as ferritin
in the enterocytes while basolateral iron is transported by ferroportin into the circulation, where iron
Fe3+ (generated by oxidation of Fe2+ by ferroxidases such as hephaestin) is loaded onto transferrin
to be transported to storage (e.g., liver) or utilization site (bone marrow). In CKD, the presence of
chronic inflammation with elevated cytokines such as IL-6 levels results in increased hepcidin secretion.
Consequently, the binding of hepcidin to the iron transporter ferroportin induces its endocytosis and
proteolytic destruction, thus preventing the transport of dietary iron into the circulation. Hepcidin
secretion prevents the release of iron from storage sites [62]. Additionally, the apparent loss of iron via
urine which is associated with kidney dysfunction may exacerbate IDA and reduce the efficacy of IV
iron in the late stages of CKD.
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Oxidative stress as evidenced by increased lipid and protein oxidation ensued following iron
sucrose administration [86]. This side effect may be attributed to “free” (labile) iron levels which
increase during iron therapy [87]. Free iron (biological active form) readily cycles between ferrous
and ferric oxidation states. This property enables iron to aid the catalysis of biochemical reactions
involved in the production of ROS, including hydroxyl radical, ferryl, and perferryl ion [88]. Hydroxyl
radicals from the iron-catalysed Haber–Weiss reaction contribute to mitochondrial lipid peroxidation.
Iron-induced lipid peroxidation is associated with intense mitochondrial damage [89] that may lead to
a decline in oxidative capacity. Despite the well-documented acute and systemic oxidative toxicity of
IV iron, not much is known of the long-term effect on the heart, skeletal muscle, and liver. Intravenous
iron therapy however may enhance the risk of bacterial infection. Bacterial pathogens utilise iron to
grow and increase virulence. Certain IV iron regimes such as ferric gluconate and iron sucrose reduce
chemotaxis and phagocytosis of polymorphonuclear leukocytes, decreasing the immune response to
bacterial infection [90]. However, the impact of IV iron therapy on cardiac mitochondrial function and
mitochondrial oxidative stress in CKD is poorly defined, but given the central role of mitochondrial
dysfunction in the development of heart failure, this may provide a major therapeutic strategy in
limiting cardiovascular damage in CKD.

3. Consequence of Oxidative Stress in CKD

Oxidative stress in CKD can affect a number of organ systems with far-reaching clinical
implications. It can both exacerbate kidney dysfunction and enhance progression and failure in other
organs such as the heart, inducing cardiac hypertrophy which is an independent risk factor for heart
failure (HF) and resulting in endothelial dysfunction. In considering the progression of CKD, part of
the mechanism is via oxidant-induced damage to glomerular basement membrane [91,92]. Glomerular
membrane integrity and thus glomerular ultrafiltration are compromised by oxidant-mediated
impairment of glomerular heparin sulphate proteoglycans. Renal dysfunction is associated with the
activation of the renin-angiotensin system (RAAS) [93], evidenced by the elevation of angiotensinogen
(Ang) in CKD [94] and the increased release of renin in diabetic nephropathy [95,96]. RAAS activation
is actively involved in the process of left ventricular (LV) remodelling partly through the induction of
hypertension. Renin released in response to increased Na+ retention and local renal hypotension [97]
converts angiotensinogen to angiotensin I (Ang I), which is further cleaved to give Ang II by the
angiotensin converting enzyme (ACE). Ang II causes vasoconstriction and aldosterone release and
consequently aggravates Na+ and water retention [98]. Thus, Ang II mediates haemodynamic
alterations that culminate into cardiac and vascular remodelling. Therefore, the treatment of patients
with LV dysfunction using ACE inhibitors such as captopril, enalapril, and Lisinopril has been
associated with improved outcome and attenuation of ventricular enlargement [99].

Moreover, Ang II and aldosterone elicit non-haemodynamic effects that lead to the activation of
mitogen-activated protein kinases (MAPKs), Ki-ras2A, and c-Src pathways involved in inflammation,
ROS release (O2

• and H2O2), and endothelial dysfunction [100]. Ang II mediates the formation of
O2

• via activation of NADPH oxidases [101]. This is supported by the finding of NADPH-mediated
O2

• production following Ang II infusion [102]. Similarly, the treatment of rat aortic vascular smooth
muscle cells (VSMCs) with Ang II increased intracellular generated O2

• by three-fold [103]. Increased
O2

• resulted in increased protein kinase C (PKC) activity and NOS uncoupling causing impaired
NO/cGMP signalling [104]. Thus, oxidative stress can cause loss of vasodilation, a hallmark of
endothelial dysfunction. Cellular NO originates from NOS with tetrahydrobiopterin (BH4) as a cofactor.
Excess ROS can oxidise BH4 which modifies NOS activity from NO generation to an O2

•-producing
oxidase [105], decreasing NO concentration and vasodilation. Endothelial dysfunction mediated
by ONOO•-associated loss of vasodilation is implicated in hypertension, a unique contributor to
hypertrophic remodelling [106].

Oxidative stress also leads to left ventricular hypertrophy (LVH) in CKD [107]. Thus,
the co-existence of oxidative stress and LVH as independent complications of CKD further increases
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the risk of heart failure (HF) and cardiac events. ROS are pivotal in the initiation and propagation
of signal transduction pathways, including tyrosine kinase Src, GTP-binding protein Ras, PKC,
mitogen-activated protein kinase (MAPK), and Jun-nuclear kinase (JNK) implicated in hypertrophic
growth [108]. Oxidative stress caused by elevated NADPH oxidase activity was associated with
MAPK activation in a pressure overload model of LVH [109]. Similarly, NADPH oxidase-dependent
generation of ROS in α1-adrenoreceptor-stimulated hypertrophy in adult rat ventricular myocytes
(ARVMs) culture was associated with RAAS activation mediated through thiol oxidation [110].
The overexpression of thioredoxin-1 abolished the thiol oxidation and inhibited phosphorylation
of MEK1/2 and ERK1/2, causing the inactivation of RAAS and the prevention of cellular hypertrophy.

Both chronic and acute renal dysfunction are unequivocally associated with cardiac abnormalities.
In addition, mitochondrial targeted antioxidant therapy ameliorated cardiac hypertrophy and diastolic
dysfunction via the attenuation of oxidative stress in experimental studies [111], further indicating the
association between LVH and oxidative stress. Thus, antioxidant therapy in CKD could regress LVH
and lessen progression to heart failure.

4. Cardio-Renal Oxidative Stress

Relative to the general population, patients with CKD have an additional risk of
cardiovascular-related death [112]. Indeed, about 44–50% of deaths in the renal failure (RF) patient
population were from cardiovascular causes [113], a mortality that is 15–30 times higher compared to
the general population [114]. Likewise, congestive heart failure patients are associated with chronic
kidney dysfunction such that every 1-mL/min decrease in creatinine clearance increases the mortality
rate by 1% in this patient population [115]. These epidemiological data suggest synergistic effects
between heart and kidney dysfunction resulting in poorer outcomes relative to either disease alone.
This synergy gives rise to a clinical state known as cardio-renal syndrome. Cardio-renal syndrome
(CRS) refers to the coexistence of both heart and kidney diseases, whereby dysfunction in one organ
precipitates dysfunction in the other [116,117]. The unique interaction of the two clinical diseases
(HF and RF) could in part be attributed to the distinct but interdependent function of the two organs
and the existence of common causes, including hypertension and diabetes mellitus [118,119].

Invariably, oxidative stress in one organ induces injury in the other organ. The increased ROS
associated with uraemia can induce cardiac injury because the exposure of rat ventricular myocytes
to hydrogen peroxide resulted in cardiac remodelling with contractile dysfunction [120]. The role of
oxidative stress in the induction of cardiac dysfunction in renal patients was highlighted in the
Secondary Prevention with Antioxidants of Cardiovascular Disease in End-stage Renal Disease
(SPACE) trial. In this study, antioxidant therapy using high dose vitamin E was associated with reduced
cardiovascular disease endpoints in patients with kidney disease [121]. Moreover, increased NADPH
oxidase mRNA and protein expression in HF rats has been observed along with increased accumulation
of lipid peroxidation production and decreased endothelial NO synthase expression [122]. Conversely,
renal oxidative stress is found in several models of CKD associated with cardiac dysfunction. In diabetic
nephropathy, elevated expression of renal NADPH oxidase and eNOS resulted in oxidative stress with
elevated lipid peroxidation, which was prevented following treatment with an angiotensin-converting
enzyme inhibitor (ACEI) or an angiotensin receptor blocker (ARB) [13]. Similarly, diabetic nephropathy
in Sprague Dawley rats was associated with increased glomerular expression of the NADPH oxidase
subunit (p47phox), which is associated with enhanced oxidative stress [122–124].

Also, antioxidant therapy using the thiol-containing compound acetylcysteine reduced the risk
of primary cardiovascular endpoint (including fatal and non-fatal myocardial infarction) by 40% in
haemodialysis patients [125]. However, data from other clinical trials showed that antioxidant therapy
was ineffective in patients with heart failure without renal disease [40]. These data support the
argument that systemic oxidative stress in the uraemic milieu is central to the development of cardiac
disease in renal patients as compared to non-renal HF patients. The disparity in the literature regarding
the efficacy of antioxidant therapy on cardiovascular disease could partly be due to the differences
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in dosage, patient selection, and trial duration [40]. More importantly, this disparity highlights
fundamental differences in the causes and effects of oxidative stress in cardio-renal patients and HF
patients without renal dysfunction.

5. Future Questions

At what stage of CKD does remodelling of the oxidant–antioxidant system in the heart begin
and how does systemic oxidative stress predict cellular derailment in both the heart and kidney?
What associations exist between iron deficiency anaemia and mitochondrial dysfunction in CKD which
is linked to oxidative stress? Ongoing work in our lab is focusing on providing insight into these
important questions to allow us to develop therapies in the future.

6. Conclusions

Oxidative stress, anaemia, and LVH are complications in CKD which can individually contribute
to the adverse cardiovascular outcomes in this patient population. There remains a need to discover
viable and novel therapeutic regimes targeting the oxidative stress pathway early in CKD before the
onset of significant irreversible renal failure.
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Abstract: The lung presents a unique challenge for iron homeostasis. The entire airway is in direct
contact with the environment and its iron particulate matter and iron-utilizing microbes. However,
the homeostatic and adaptive mechanisms of pulmonary iron regulation are poorly understood.
This review provides an overview of systemic and local lung iron regulation, as well as the roles
of iron in the development of lung infections, airway disease, and lung injury. These mechanisms
provide an important foundation for the ongoing development of therapeutic applications.
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1. Introduction

Iron is an essential trace mineral for normal biological function in almost all organisms. Most of
the body’s iron is contained within the heme of hemoglobin, the vital oxygen carrier in blood. Iron is
also required for cell viability and proliferation as a catalytic constituent of iron-containing proteins
that are involved in DNA synthesis and repair, and cellular energy metabolism [1]. As expected, iron
deficiency results in the impairment of both systemic oxygen delivery and cellular function. Conversely,
an excess of iron also has deleterious effects for the host, leading to cellular toxicity via iron-generated
oxyradicals and peroxidation of lipid membranes [2]. Systemically, increased iron availability is also
associated with the increased virulence of multiple pathogens, including Yersinia enterocolitica [3],
Escherichia coli [4], and Klebsiella pneumoniae [5]. In order to maintain an appropriate iron balance,
organisms have evolved complex systemic homeostatic and cellular iron transport mechanisms [6].

Iron homeostasis in the lung faces unique challenges. The entire lung epithelium is exposed to
inhaled air containing iron particulate matter and infectious pathogens, and is also part of a delicate
air–blood interface whose gas exchange function is highly susceptible to impairment by cytotoxic injury.
Thus, lung iron bioavailability must be highly regulated to prevent its use by microbes during infection
and to ensure sequestration of catalytically active iron to prevent cytotoxicity. The terminal respiratory
unit, the alveolus, is composed of three major cell types, all of which are active in the maintenance
of lung iron homeostasis: types 1 and 2 alveolar epithelial cells, and alveolar macrophages. Alveolar
macrophages are a specialized subset of macrophages that defend against pulmonary infections,
and mediate damage and repair of the lung parenchyma [7]. However, the specific roles of these
cell types in basal iron regulation or in response to injury or infection is still poorly understood.
The purpose of this review is to explore recent scientific advances in understanding the role of iron
regulation in lung pathologies.
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2. Iron Regulation

2.1. Systemic Iron Homeostasis

A human adult requires ~25 mg/day of iron for baseline homeostasis and the replacement
of minor unregulated iron losses. The majority of this iron comes from the recycling of senescent
erythrocytes, while 1–2 mg is obtained from the absorption of dietary iron in the form of heme
or non-heme iron [8]. During times of stress erythropoiesis, iron utilization by the bone marrow
can increase 10-fold to accommodate the increased hemoglobin synthesis [9]. Thus, rapidly acting
compensatory mechanisms have evolved to increase dietary iron absorption and to allow the rapid
mobilization of iron from stores.

Hepcidin, a 25 amino acid peptide hormone produced primarily by hepatocytes [10], is the
key regulator of systemic iron homeostasis. Hepcidin acts by binding to the transmembrane
protein ferroportin (Fpn), the only known cellular iron exporter [11], causing its internalization
and degradation within lysosomes [11,12]. As Fpn is highly expressed on duodenal enterocytes,
macrophages, and hepatocytes, hepcidin controls the flow of iron from dietary gut absorption, recycling
of erythrocytes, and tissue iron stores. Hepcidin production is stimulated by increases in plasma iron
or iron stores, and during times of inflammation [13,14].

In addition to the mechanisms controlling systemic iron availability, each cell possesses regulatory
mechanisms to coordinate its iron uptake, storage, and export. Most cells acquire iron by importing
transferrin bound iron from blood via the membrane transferrin receptor (TfR1), after which iron is used
for basal cellular requirements or stored in the form of ferritin. Splenic and hepatic macrophages also
acquire iron through the phagocytosis of damaged or senescent erythrocytes, and this iron is similarly
stored as ferritin or utilized for basic cellular functions [15]. Cellular iron export occurs through Fpn,
which allows cells such as duodenal enterocytes and macrophages to release iron into circulation
and maintain systemic iron homeostasis. In addition, Fpn expression is increased in iron-overloaded
tissues and acts as a safety valve to export excess cellular iron to prevent oxidative damage.

Coordination of cellular iron acquisition and distribution is regulated post-transcriptionally in
response to changes in intracellular iron levels by the iron regulatory protein/iron responsive elements
(IRP/IRE) system [16–18]. The iron regulatory proteins, IRP1 and IRP2, bind to IREs, which are
untranslated regions of mRNA located at either the 5′ or 3′ end. IREs at the 5′ end are associated
with genes involved in the storage or export of iron (ferritin, Fpn), while 3′ IREs are associated with
genes involved in iron uptake (TfR1, DMT1). Under conditions of cellular iron depletion, IRP1/IRP2
bind to IREs, preventing translation of mRNA containing 5′ IREs and stabilizing mRNA containing
3′ IREs. This leads to the increased expression of iron uptake proteins and decreased expression of
iron storage and export proteins. Conversely, in iron-loaded cells, IRP1 is converted to c-aconitase and
IRP2 is degraded, resulting in decreased IRP binding to IREs. This leads to increased expression of
iron storage and export proteins and decreased expression of iron uptake proteins.

2.2. Lung Iron Regulation

Iron regulation in the lung has not been well characterized, with only a few in vitro and in vivo
studies attempting to identify the iron transporters in pulmonary cells (Figure 1). TfR1 has been
identified as an importer of transferrin-bound iron in the alveolar epithelium and alveolar macrophages.
In response to systemic iron deficiency, TfR1 protein levels increased in whole rat lung. Conversely,
TfR1 protein expression in whole lung did not increase with intratracheally instilled iron oxide [19].
The DMT1 transporter, a principal importer of dietary non-heme iron and an importer of endosomal
iron from the Tf-TfR1 complex into cytoplasm, has also been shown to be expressed in both alveolar
epithelial cells and alveolar macrophages [20]. While respiratory DMT1 appears to be regulated by
the IRP/IRE system, there is inconclusive evidence on the effects of iron deficiency and overload
on the production of DMT1 mRNA and protein in the lung [19,21,22]. Multiple studies utilizing
DMT1 mutated murine models have implicated this iron transporter in the pathogenesis of lung
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injury. The Belgrade rat, an animal model of functional DMT1 deficiency, develops more severe lung
injury in response to lipopolysaccharide (LPS) and oil fly ash [23,24]. Similarly, mk/mk mice, also
defective in DMT1, have increased bleomycin-induced lung injury compared to wild-type controls [25].
The mechanism of DMT1 attenuating the lung’s response to inflammatory stimuli is unclear, but these
descriptive studies demonstrate a link between DMT1 and the lung’s inflammatory response. Thus,
although iron importers are present in the lung, little is understood about their regulation and role in
specific cell types and under different pathophysiological conditions.

 
Figure 1. Proposed scheme of lung iron homeostasis. Iron is taken up into the alveolar epithelial cells
through transferrin receptor (TfR1) and DMT1, and exported through ferroportin (Fpn), which was
reported to be localized on the apical/airway facing layer of the epithelium. Within the cells, iron is
stored in a non-reactive state in ferritin. Though hepcidin is mostly produced in the liver for systemic
circulation, local production of hepcidin has also been suggested to play a role in lung iron homeostasis.
Zip8 is highly expressed in the lung and facilitates iron intake, though its specific distribution remains
unknown. Inset depicts an alveolar macrophage. Macrophages phagocytose airway red blood cells to
recycle iron from heme. Solid arrows indicate direction of iron transport.

Fpn was reported to be localized on the apical layer of the airway epithelia of human lung [26] and
also expressed in alveolar macrophages [27]. While the liver is the predominant source of circulating
hepcidin, the hormone is also expressed at lower levels in human airway epithelial cells and alveolar
macrophages [28], raising the possibility that hepcidin has a paracrine role in the lung. One ex vivo
study showed that LPS-stimulated mouse alveolar macrophages increased the expression of hepcidin
mRNA and decreased Fpn mRNA. Iron treatment had no effect on hepcidin mRNA expression, but did
upregulate both Dmt1 and Fpn [29]. Interestingly, another in vitro study showed that Fpn in airway
epithelial cells did not internalize in response to hepcidin and that hepcidin itself had no significant
effect on iron transport in either airway epithelial cells or alveolar macrophages [30]. However,
Fpn levels do correlate with changes in iron status [27,31], suggesting that lung Fpn expression may be
controlled preferentially by the IRP/IRE regulatory system, rather than a purely hepcidin-dependent
mechanism. Additionally, the reported distribution pattern of Fpn on the apical layer of airway
epithelial cells suggests that Fpn may play a tissue-specific role of iron detoxification in lungs [26].

Recent studies in mouse models with genetic iron overload have begun characterizing the roles
of hepcidin and Fpn in lung iron homeostasis. Neves et al. investigated a murine disease model of
hereditary hemochromatosis type 4, created by a global C326S amino acid substitution in Fpn that
confers resistance to hepcidin binding and leads to systemic iron overload [32]. They reported that the
Fpn mutant mice develop increased iron levels in airway epithelial cells and bronchoalveolar lavage
(BAL) fluid [27]. Interestingly, while splenic and hepatic macrophages are predictably iron-depleted
from the increased Fpn protein exporting iron, a subset of alveolar macrophages showed iron overload.
The authors suggest that these differences could be partially due to the varying levels of Fpn expression
in alveolar macrophages.
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Deschemin et al. characterized the lungs in hepcidin knockout (HKO) mice, a mouse model of
severe genetic iron overload [31]. The lack of hepcidin results in increased gut iron absorption with
systemic iron overload, iron deposition in parenchymal tissues, and iron depletion of macrophages in
the liver and spleen. Iron content in the lung increased, which resulted in compensatory decreases in
Tfrc and Dmt1 mRNA expression, and increased levels of Fpn and ferritin mRNA and protein levels.
Specific examination of the alveolar macrophages also demonstrated increased levels of Fpn and
ferritin. However, similar to the paper by Neves et al., these macrophages were iron-loaded, which is
in stark contrast to the iron depletion of splenic macrophages. This is likely related to the much lower
expression of Fpn in the alveolar macrophages of HKO mice compared to the splenic macrophages.
While these genetic mouse models of iron overload clearly demonstrate some unique characteristics
of lung iron homeostasis, further studies are necessary to clarify the role of the hepcidin–Fpn axis in
the lung.

ZIP8, encoded by the SLC39A8 gene, is a member of the SLC39A transmembrane metal importer
family and is expressed many-fold higher in the lung than in any other organ system [33]. Initially
identified as a zinc transporter, recent studies have shown that Zip8 also imports iron into the cytosolic
space [33]. Early in vitro and animal studies consistently show that inflammatory stimulation with
LPS greatly increases Zip8 expression, suggesting that this iron importer has a function in host
defense [34,35]. As of yet, there have been no studies investigating the role of Zip8 in human lung
infections or lung injury.

3. Iron in Lung Pathology

3.1. Acute Lung Injury

Acute lung injury (ALI), clinically known as acute respiratory distress syndrome (ARDS), is an
acute inflammatory process with neutrophil infiltration, increased vascular permeability, and diffuse
alveolar damage [36]. ARDS can occur as a result of a direct insult to the lung, including pneumonia,
aspiration, and smoke inhalation, or a systemic inflammatory response, including sepsis, trauma,
burns, and transfusion-related ALI. The pathophysiology of ARDS is largely mediated by the release of
free radicals and reactive oxygen species and their injurious effects on endothelial integrity [37]. In the
presence of iron, peroxides are converted to damaging radicals and enhance cytotoxicity by the Fenton
reaction [38]. The relevance of iron in the development of ARDS has been evaluated with numerous
clinical studies, showing strong correlations with iron and iron-related proteins, as well as the presence
or severity of ARDS. One study found increased concentrations of BAL total iron and non-heme
iron in ARDS patients, as compared to healthy controls. Iron-related proteins, including hemoglobin,
transferrin, TfR1, lactoferrin, and ferritin, were also all elevated in BAL [39]. Future studies are needed
to examine whether these changes in BAL iron and iron-related proteins have a causal effect on lung
injury or are simply a byproduct of lung injury and increased vascular permeability. Serum ferritin has
also been investigated as a predictor of ARDS, and was found to predict the development of ARDS with
high sensitivity and specificity in one clinical study [40]. As ferritin is a known acute phase reactant
and could simply be rising as part of the inflammatory response, a second clinical study confirmed the
predictive value of serum ferritin for the progression to ARDS while also demonstrating no correlation
of ferritin with the degree of hypoxia, time of invasive ventilation, or mortality [41]. These studies
consistently illustrate a strong association between iron-related proteins and the development of lung
injury, but further clinical and basic mechanistic studies are necessary to delineate the causative effects
of iron on ARDS.

3.2. Lung Infections

Host defense of the lung organ system is particularly challenging as the entire epithelium is in
constant and direct contact with environmental air containing numerous potential infectious pathogens.
As the delicate single-cell-layer alveolar epithelium is responsible for vital air–blood gas exchange,
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non-cytotoxic nutrient deprivation mechanisms of host defense play an important role against lung
microbial pathogens. The biological relevance of iron in the pathology of infections has been established
through numerous clinical and animal studies. Iron overload has been associated with increased
incidence of bacteremia with hemodialysis [42], and increased virulence of multiple microbes, including
Yersinia enterocolitica [3], Escherichia coli [4], and Klebsiella pneumoniae [5]. One clinical study found
a significant correlation between high dietary iron and the development of active tuberculosis in a
high-risk population [43]. Another study of 137 iron-deficient Somali patients found that iron repletion
resulted in a significant increase in infection incidence, with the activation of pre-existing malaria,
brucellosis, and tuberculosis [44].

Both invading pathogens and their hosts have developed multiple mechanisms to control the
supply of iron necessary for microbial survival (Figure 2). One particularly effective and well-described
method of iron scavenging by microbes is through the siderophore-dependent pathways, in which
microbes secrete small compounds called siderophores that complex with iron for active uptake by the
microbe [45]. In response, the host circumvents this pathway with neutrophil gelatinase-associated
lipocalin (NGAL), otherwise known as siderocalin or lipocalin-2. Produced by neutrophil granules
and epithelial cells in response to inflammation, this innate immune protein acts by binding to,
and sequestering, iron-loaded bacterial siderophores [46]. One murine study showed that intratracheal
Escherichia coli instillation resulted in a strong induction of NGAL expression in bronchial epithelium
and type 2 pneumocytes [47]. An in vitro study of Mycobacterium tuberculosis found that recombinant
NGAL restricted the growth of the organism in broth media in an iron-dependent manner [48]. Another
major iron-binding protein in the airways is lactoferrin, a member of the transferrin gene family that is
found in nasobronchial epithelial secretions and neutrophil granules. Lactoferrin sequesters airway
iron away from microbes and is taken up by the lactoferrin receptor on lung epithelial cells and
macrophages for iron reabsorption. Levels of lactoferrin correlate with the severity of infectious
pneumonia, pulmonary tuberculosis, and sepsis [49]. Another iron transporter that is vital in host
defense is natural resistance-associated macrophage protein 1 (NRAMP1), a divalent metal transporter
expressed specifically in phagosomes. NRAMP1 reduces phagosomal iron availability and confers
resistance to several intraphagosomal microbes [50,51].

Figure 2. Proposed scheme of lung iron regulation during infection and inflammation. Bacteria secrete
siderophores to capture host iron. The host combats this by increasing import of iron (lactoferrin (Lfn),
DMT1), decreasing export of iron through ferroportin (Fpn), and increasing iron stores through ferritin.
Secreted Lfn and NGAL bind free iron and siderophore-bound iron in the airway to prevent bacterial
iron uptake. Inset shows an alveolar macrophage during infection. Alveolar macrophages phagocytose
bacteria as a host defense response. NRAMP1 is expressed in macrophage phagosomes and transports
iron out of the phagosome to limit iron availability to pathogens. Solid arrows indicate direction of
iron transport.
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The hepcidin–Fpn axis also has a principal role in innate immunity. Hepcidin plays a role in host
defense by sequestering iron to hinder the growth and proliferation of invading pathogens [52]. During
times of infection and inflammation, there appears to be multiple mechanisms of hepcidin expression
regulation. The primary regulator of inflammation-induced hepcidin production is the inflammatory
cytokine IL-6. A single infusion of IL-6 into healthy human subjects increased hepcidin production
and decreased serum iron [13]. In an inflammatory state, increased IL-6 causes the activation of STAT3
(signal transducer and activator of transcription 3) and its binding to the hepcidin promoter [53].
In response to bacterial stimulation, myeloid cells have also been shown to upregulate hepcidin and
decrease Fpn expression in a Toll-like receptor 4 (TLR4)-dependent manner [54].

Recently, several transgenic murine studies have established the roles of hepcidin and iron
status in the morbidity and mortality of various pathogenic infections. Hepcidin knockout mice
developed hyperferremia with a profound susceptibility to bacteremia from Klebsiella pneumoniae,
Yersinia enterocolitica, and E. coli, and treatment with a hepcidin analogue restored hypoferremia,
decreased bacterial burden, and improved survival in each model of infection [5,55,56]. These studies
indicate that hepcidin has a protective effect against siderophilic pathogens by limiting the availability
of non-transferrin bound iron, a form of iron that is readily accessed by microbes. Another study
showed that cell-specific knockdown of hepcidin in airway epithelium increased lung bacterial
burden and injury in mice after cecal ligation and puncture, a model of polymicrobial sepsis [57].
By contrast, hepcidin–Fpn regulation may have a deleterious effect on the host during infections with
intracellular pathogens. For example, one in vitro study demonstrated that the intracellular growth
of Chlamydia psittaci, C. trachomatis, and Legionella pneumophila in macrophages is enhanced by the
addition of hepcidin. Accordingly, macrophages from flatiron mice, a mouse strain heterozygous with
a loss-of-function Fpn mutation (H32R), had increased bacterial proliferation that was unchanged by
the addition of exogenous hepcidin [58]. Another study used murine macrophages to show decreased
virulence of intracellular Salmonella enterica when Fpn expression was increased, and increased
virulence with hepcidin-induced Fpn downregulation [59].

3.3. Cystic Fibrosis

Cystic fibrosis (CF) is a genetic disorder caused by mutations in the cystic fibrosis transmembrane
conductance regulator (CFTR) gene, and is characterized by the retention of thick airway secretions
and chronic pulmonary infections. Patients with CF also have increased levels of iron and iron-related
proteins in their lower respiratory tract [60], and these iron levels are strongly correlated with increases
in inflammatory cytokines [61]. A clinically important area of study in CF is the microbial pathogen
Pseudomonas aeruginosa, which is responsible for the majority of CF infectious exacerbations. This
pathogen forms biofilms that are more resistant to antibiotics than the free-floating (planktonic) state
and hinder the eradication of these bacteria. Construction of this biofilm is highly dependent on iron
availability, and Pseudomonas aeruginosa has developed sophisticated mechanisms to acquire iron from
the environment, including both siderophore-dependent and independent systems [62].

3.4. Chronic Obstructive Pulmonary Disease

Both cigarette smoking and chronic obstructive pulmonary disease (COPD) are associated with a
disruption of iron homeostasis in the lung. Regular cigarette smoking results in a great increase in
lung exposure to iron, estimated at 5.2–13.8 μg of iron daily in a subject smoking 20 cigarettes per
day [63]. Compared to nonsmokers, smokers have increased total non-heme iron and ferritin levels in
BAL fluid and in alveolar macrophages [64], as well as increased serum ferritin levels [65]. Smokers
also have increased redox-active iron levels in exhaled breath condensate [66].

Although cigarette smoking is the largest risk factor for the development of COPD, genetic
association studies have uncovered differentially expressed iron-related genes that indicate a role for
iron in the susceptibility to developing COPD. The most relevant is the iron-regulatory protein IRP2
that was discovered to be a major COPD susceptibility gene in a case–control study [67]. Notably,
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IRP2 is located within a cluster of genes on a chromosome that also includes several components
of the nicotinic acetylcholine receptor [68]. As in smokers, levels of iron and iron-binding proteins
are increased in the lung tissue, BAL fluid, and alveolar macrophages of COPD patients, and iron
levels are correlated with disease severity and with worsening lung function [64]. A recent study
used mouse models of COPD to investigate the mechanism of IRP2’s role in the development of
COPD [69]. The group showed that IRP2 increases mitochondrial iron loading and levels of cytochrome
c oxidase (COX), leading to mitochondrial dysfunction and COPD development. Frataxin-deficient
mice, which develop higher mitochondrial iron loading due to lack of the mitochondrial iron-sulfur
regulator frataxin, were shown to develop worse airway mucociliary clearance and higher pulmonary
inflammation at baseline. Conversely, mice with decreased COX synthesis were protected from
cigarette smoke-induced lung inflammation and impairment in mucociliary clearance. Mice treated
with the mitochondrial iron chelator deferiprone were protected from impaired mucociliary clearance,
pulmonary inflammation, and the development of COPD. Together, these data indicate that IRP2
functions as a COPD susceptibility gene by increasing mitochondrial iron overload and levels of COX,
leading to mitochondrial dysfunction and the development of COPD.

4. Potential Therapeutics

Due to the apparent importance of iron homeostasis in the development of many lung pathologies
and infections, there has been a lot of interest in manipulating iron availability for potential therapeutic
applications. Conventional means of reducing iron load in the body include dietary restriction [70],
phlebotomy, and chelators, including deferoxamine, deferiprone, and deferasirox [71]. However,
such systemic iron depletion can predispose patients to multiple adverse effects, including nutritional
deficiency, anemia, and infection. For example, systemic iron chelators such as deferoxamine have
been shown to eliminate Pseudomonas aeruginosa biofilms on a CF line in vitro [72], but deferoxamine
also functions as a bacterial siderophore and can paradoxically act as an iron supply to specific
microbes such as Rhizopus [73]. Newer synthetic iron chelators with fewer adverse effects are also
being considered for a broad range of oxidative stress-related conditions, ranging from cardiovascular
to inflammatory and malignant pathologies [74]. In addition, there has been early work examining the
therapeutic potential of modulating specific iron transporters, including DMT1 and Fpn [12,75]. Studies
in mice have shown that hepcidin mimetics are effective in lowering systemic iron and modulating
the virulence and mortality of gram-negative pneumonia [5,76]. Another approach in the field of
CF research is the use of an iron competitor. Interfering with iron uptake by Pseudomonas aeruginosa,
with the cationic metal gallium, has been shown to have antimicrobial and antibiofilm activity [77].
Another proposed, but undeveloped, therapeutic approach would be the local or regional delivery of
iron modulators, such as chelators, iron competitors, or hepcidin analogues.

While there have been substantial scientific advances in our understanding of systemic iron
regulation and the pathogenesis of different iron disorders in recent years, lung iron regulation and its
role in pulmonary pathology has been an understudied area. Future basic and translational studies
are clearly necessary to advance this field and to enable the development of clinical therapeutic
applications. On a mechanistic level, the field requires a systematic characterization of the roles and
regulation of the principal iron transporters and iron-related proteins in each of the major alveolar cell
types as well as the bronchial airway epithelium. Transgenic mice with lung-specific deletions of iron
transporters, and further mouse models of key pulmonary pathologies, could be utilized to study the
roles of specific iron-related proteins in the development of lung disease.
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Abstract: A strong mechanistic link between the regulation of iron homeostasis and oxygen sensing
is evident in the lung, where both systems must be properly controlled to maintain lung function.
Imbalances in pulmonary iron homeostasis are frequently associated with respiratory diseases,
such as chronic obstructive pulmonary disease and with lung cancer. However, the underlying
mechanisms causing alterations in iron levels and the involvement of iron in the development of lung
disorders are incompletely understood. Here, we review current knowledge about the regulation
of pulmonary iron homeostasis, its functional importance, and the link between dysregulated iron
levels and lung diseases. Gaining greater knowledge on how iron contributes to the pathogenesis of
these diseases holds promise for future iron-related therapeutic strategies.

Keywords: iron homeostasis; lung diseases; oxygen sensing; hypoxia

1. Introduction

Every cell requires sufficient oxygen to satisfy its demand for oxidative metabolism. Red blood
cells (RBCs) are in the center of this process by transporting oxygen from the lungs to every tissue.
Efficient oxygen transported by RBCs relies on the presence of hemoglobin, a protein containing four
heme groups that have the ability to bind oxygen through their central iron atom. To sustain adequate
erythropoiesis, approximately 20–25 mg of iron are required daily [1]. In addition to hemoglobin
synthesis, iron is necessary for other fundamental metabolic processes, including DNA synthesis
and repair, transcription, and energy production in the mitochondria [2]. Therefore, iron is essential
for the biology of almost all organisms. Insufficient intracellular iron levels impair the activity of
iron-containing proteins, ultimately compromising cell function and viability. Iron’s critical role is
explained by its potential to fluctuate between oxidation states, mainly between divalent ferrous (Fe2+)
and trivalent ferric (Fe3+) iron [3]. However, this chemical property as a transition metal makes free
iron very reactive and potentially toxic. Iron catalyzes the production of reactive oxygen species (ROS)
via the Fenton and Haber-Weiss reactions [4]. Exposure to these highly reactive radicals damages
lipids, nucleic acids, and proteins, causing cell and thus tissue damage. To counteract its chemical
reactivity, iron in the body is mainly bound to prosthetic groups, such as heme in hemoglobin or
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myoglobin, and to proteins, such as the plasma iron transport protein transferrin or the intracellular
iron storage protein ferritin. This dual role of iron makes it essential to tightly control iron homeostasis
to meet the cellular and systemic metabolic needs while preventing detrimental iron overload. In other
words, like oxygen, iron represents a double-edge sword and thus requires exact regulation.

Adequate iron supply and homeostasis depends on systemic plasma availability. Under balanced
conditions, only 1–2 mg of iron from dietary sources are absorbed daily by duodenal enterocytes to
compensate for small iron losses (e.g., blood loss and desquamation of epithelial surfaces) or increased
demand (e.g., pregnancy or hypoxic exposure). Most of the iron required to sustain the body’s
metabolic needs is provided by reticuloendothelial macrophages that recycle iron from senescent
RBCs [5]. Hepatocytes in the liver are specialized for iron storage, acting as an iron buffer system. Since
nature has not come up with a regulated way to eliminate iron from the organism, the coordination of
iron fluxes from tissues to circulation is essential to maintain plasma iron levels within a physiological
range (10–30 μM) [6]. Plasma iron levels are mainly controlled by the hepcidin/ferroportin regulatory
system (Figure 1) [1]. The hepatic hormone hepcidin is secreted in conditions of high systemic
iron levels and binds to the only known cellular iron exporter ferroportin (FPN), thereby inducing its
ubiquitination, endocytosis, and lysosomal degradation [7,8]. This causes a decrease in iron export from
FPN expressing cell-types, such as duodenal enterocytes and iron-recycling macrophages, ultimately
leading to a decrease in plasma iron levels.

 

Figure 1. The above image represents systemic iron homeostasis. Dietary iron absorption occurs at
the brush-border membrane of duodenal enterocytes. Ferric iron (Fe3+) is reduced to ferrous iron
(Fe2+) by duodenal cytochrome B (DCYTB) and is transported across the membrane via divalent metal
transporter 1 (DMT1). The export of iron through the basolateral membrane of enterocytes occurs
via ferroportin (FPN) and is coupled to the reoxidation of Fe2+ to Fe3+, a process that is catalyzed by
hephaestin. Ferric iron circulates in the blood bound to transferrin (Tf-Fe2). Transferrin-bound iron can
be taken up via transferrin receptor 1 (TfR1) by every cell type in the organism, including hepatocytes
that store high amounts of iron in ferritin. Hepatocytes can also take up non-transferrin-bound iron
(NTBI) via ZRT/IRT-like protein (ZIP14). When required, iron can be exported from hepatocytes
via FPN back to circulation (a process combined with the re-oxidation of Fe2+ to Fe3+ mediated by
ceruloplasmin). Senescent erythrocytes are engulfed by reticuloendothelial macrophages. Iron is
released from heme by heme oxygenase (HO1) and it can be either stored in ferritin or exported
back to the circulation, depending on systemic iron requirements. Iron export from macrophages
via FPN is also coupled to the activity of ceruloplasmin. Hepcidin produced by hepatocytes has the
ability to decrease cellular iron export by binding to FPN and inducing its endocytosis and degradation.
The expression of hepcidin is controlled by several factors including body iron stores and inflammation.
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The lung is the major organ for gas exchange and like all other organs it is exposed to
circulating iron. Additionally, lung cells are directly exposed to exogenous iron sources via inhalation
(e.g., cigarette smoke). A disruption of iron homeostasis in the lung is frequently associated with
respiratory diseases, such as chronic obstructive pulmonary disease (COPD), acute respiratory distress
syndrome, and cystic fibrosis [9–11]. This review focuses on the regulation of pulmonary iron levels
and its functional importance as well as potential intrinsic and extrinsic factors modulating lung
iron homeostasis. We will further address the impact of iron in the pathogenesis of human lung
diseases as well as other diseases with a pathological lung phenotype associated with alterations in
iron metabolism.

2. Lung Iron Homeostasis

2.1. Balancing Lung Iron Homeostasis

Lungs are composed of numerous cell types that work together to ensure efficient gas exchange
between the atmosphere and the bloodstream. As every other cell, lung cells must acquire enough
iron to sustain metabolic demand, thus ensuring their survival and lung function. At the same time,
lung cells must prevent iron overload, oxidative stress, and resulting injury, which would ultimately
impair lung function. The risk of oxidative stress in the lung is increased due to the exposure to
physiologically high oxygen levels in the atmosphere. Lung cells are not only exposed to circulating
iron but also to iron present in inhaled particles, such as mineral aerosols generated by wind erosion
of soils or iron-rich air pollution particles [12,13]. In response to these challenges, the lung maintains
protective mechanisms to avoid oxidative damage. The epithelial surface of the respiratory tract is
covered by a thin layer of fluid containing high levels of antioxidant molecules, such as ascorbic
acid, reduced glutathione, and mucin [14]. Furthermore, human airway secretions contain transferrin
and lactoferrin, and glycoproteins are able to bind iron and maintain a chemically inert form [15,16].
Iron bound to transferrin or lactoferrin can be taken up by epithelial cells through their receptors,
namely transferrin receptor 1 (TfR1) and lactoferrin receptor (LfR), respectively, to be stored safely
bound to ferritin (Figure 2), a multimeric iron storage protein consisting of 24 subunits of heavy and
light chains capable of accommodating up to 4000 iron atoms [17–19]. Excess of pulmonary iron
caused by endogenous or exogenous factors can override these protective mechanisms and cause
pulmonary oxidative stress. Experimentally, this was tested by intravenously injecting iron-containing
compounds (e.g., iron dextran and ferric carboxymaltose) in rats that subsequently showed high levels
of pulmonary oxidative stress, indicated by increased levels of nitrotyrosine and protein carbonyl
modifications [20]. Likewise, pulmonary administration of Fe2O3 nanoparticles via inhalation also
generates ROS in the rat lung [21].
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Figure 2. The above image shows pulmonary iron homeostasis. Lung cells are exposed to iron
circulating in the bloodstream and to exogenous iron sources via inhalation. Epithelial cells likely
take up the iron required for their metabolic needs from the lung vasculature via TfR1. Additionally,
airway epithelial cells also take up iron from the airway space via TfR1, LFR, DMT1 (associated
with the reduction of Fe3+ to Fe2+ by DCYTB), and possibly via ZIP14 or ZIP8. These cells store
iron intracellularly bound to ferritin or export it via FPN expressed at their apical surface. Alveolar
macrophages may take up free iron as well as iron bound to proteins from the alveolar space via
DMT1, TFR1 or lactoferrin receptor (LFR). They might further take up inhaled iron-rich particles
via phagocytosis. Alveolar macrophages are believed to be crucial in the maintenance of lung iron
homeostasis by storing high amounts of iron intracellularly bound to ferritin. It is still not clear if
alveolar macrophages express FPN and export iron under physiological conditions.

2.2. Pulmonary Iron Modulation is a Potent Intrinsic Defense Strategy Against Respiratory Pathogens

Respiration not only provides oxygen to support life but also exposes the respiratory system
to external pathogens. Iron homeostasis and immune responses are tightly connected, likely
reflecting the essential role of iron in the survival, proliferation, and virulence of most pathogens [22].
A central host defense strategy is to limit iron availability for extracellular pathogens by intracellular
sequestration [23]. Inflammatory cytokines (e.g., IL6) induce the expression of the iron-regulated
hormone hepcidin that degrades the iron exporter FPN located in macrophages and duodenal
enterocytes, thereby reducing iron export to the circulation [24]. Additionally, transcription of FPN in
macrophages is reduced via the TLR4- or TLR2/TLR6-signalling pathways, further contributing to
inflammation-associated hypoferremia [25–27]. Indeed, failure to decrease systemic iron levels upon
infection strongly increases the susceptibility of hepcidin knock-out (KO) mice to some pathogens,
such as Vibrio vulnificus or Klebsiella pneumonia [28]. In line with this observation, individuals with
iron overload disorders, such as hereditary hemochromatosis, display a higher susceptibility to various
infectious diseases [29,30]. Moreover, supplementation of iron and folic acid in preschool children
increased the incidence of malaria and other infectious diseases in Pemba (Tanzania), an area with
high infectious burdens [31].
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As iron plays a critical role in the development of infectious diseases, the maintenance of
low iron levels in the lung is crucial not only to prevent oxidative stress but also to sustain the
pulmonary defense against inhaled pathogens. A positive correlation between sputum iron content
and P. aeruginosa levels in clinically stable cystic fibrosis patients supports this idea [10]. Iron is
a strong regulator of P. aeruginosa survival and behavior, as 6% of its transcribed genes respond
to iron [32]. The success of this Gram-negative bacterium in colonizing the airways is in part
due to its ability to form biofilms. Interestingly, several studies showed that iron is necessary for
P. aeruginosa biofilm formation and application of iron chelators impairs this process by sequestering
free iron [33,34]. Based on these findings, pulmonary administration of high-affinity iron chelators
via inhalation might emerge as a possible therapeutic approach to fight P. aeruginosa lung infections
in cystic fibrosis patients [32,34]. Consistently, the incidence of respiratory infections in children
with mild-to-moderate iron-deficiency was substantially lower compared to iron-depleted children in
Kilimanjaro (Tanzania) [35]. Finally, an association between increased dietary iron intake and increased
odds of developing active pulmonary tuberculosis was observed in individuals from Zimbabwe [36].

Patients who underwent lung transplantation showed increased pulmonary iron levels in the
allografts after transplantation that possibly contributed to the risk of oxidative stress and lung
injury [37,38]. In addition, high iron levels in a tracheal allograft mouse model increased the risk for
A. fumigatus invasion, a well-known pathogen causing common respiratory infectious disease in lung
transplant recipients [39].

During evolution, microorganisms developed high-affinity iron uptake systems, such as
siderophores, to acquire iron from the host [22]. The host fights back by increasing the expression of
lipocalin-2, a protein mainly produced by neutrophils that binds to the siderophore enterobactin and
prevents its uptake by the pathogen [22]. During infection, lipocalin-2 is not only secreted by recruited
neutrophils but also from lung epithelial cells [40]. The importance of lipocalin-2 in sequestering iron
in the lung is highlighted by the observation that pneumonia caused by intratracheal instillation of
E. coli is aggravated in lipocalin-2 knock-out mice [40]. Furthermore, lipocalin-2 binding is specific and
does not prevent iron uptake and consequent colonization by bacteria that produce modified forms of
enterobactin or other types of siderophores [41].

2.3. Molecular Regulation of Lung Iron Homeostasis

Iron uptake, utilization, storage, and export must be coordinated to maintain cellular iron
homeostasis in every organ. The iron-responsive element (IRE)/iron-regulatory protein (IRP) system
plays a central role in this process by controlling the expression of iron-related proteins in response to
intracellular iron levels (Figure 3) [42,43]. Iron regulatory protein 1 and 2 (IRP1 and IRP2) interact with
conserved hairpin structures named iron-responsive elements (IREs) present in the 5’ or 3’ untranslated
regions (UTRs) of mRNAs of iron-regulated genes (Figure 3). In iron-deficient cells, IRPs bind to the
IRE in the 5’ UTR of ferritin light chain (FtL), ferritin heavy chain (FtH), FPN, and the transcription
factor HIF-2α (see below) mRNAs, inhibiting their translation [44–48]. Additionally, IRPs bind to
IREs located in the 3’ UTR of TfR1 or Dmt1 (see below) mRNAs, blocking their degradation [49–51].
Subsequently, in conditions of cellular iron deficiency, iron uptake increases while iron storage and
export decrease, resulting in higher intracellular iron availability. On the other hand, in iron-loaded
cells, IRPs cannot bind to IREs. IRP1 is converted from its RNA-binding form to a cytoplasmatic
aconitase containing a 4Fe–4S cluster and IRP2 is targeted for proteasomal degradation [52–54]. As a
result, iron storage and export are increased and iron uptake decreased.
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Figure 3. Cellular iron homeostasis: iron responsive element (IRE)/ iron regulatory protein (IRP)
system. IRP1 and IRP2 bind to IREs present in either the 5’ untranslated regions (UTR) or 3’ UTR of
mRNAs and regulate their translation and stability, respectively. In iron-depleted cells, IRPs bind to
an IRE localized in the 5’ UTR of mRNAs to repress translation, while IRP binding to IREs in the 3’
UTR stabilizes mRNAs. In iron-replete cells, IRP1 switches from its IRE-binding form to a Fe-S cluster
containing aconitase and IRP2 is degraded. The lack of IRP binding to IREs allows for the translation
of mRNAs containing an IRE in the 5’ UTR and degradation of mRNAs containing IREs in the 3’ UTR.
This mechanism counterbalances both cellular iron deficiency and iron overload. (Fpn—ferroportin;
FtL—ferritin light chain; FtH—ferritin heavy chain; HIF-2α—hypoxia-inducible factor-2α).

2.3.1. Control of Pulmonary Iron Uptake

Similar to most cells, lung cells express TfR1 and likely acquire transferrin-bound iron from
pulmonary vessels (Figure 2). Increased pulmonary iron levels in mouse models of iron overload are
associated with decreased pulmonary TfR1 mRNA levels, suggesting that the IRE/IRP regulatory
system controls the expression of iron-related genes in the lung [55,56]. In healthy humans,
approximately 30% of plasma transferrin is saturated with iron. In conditions of systemic iron
overload, which cause transferrin saturation to rise above 60%, non-transferrin-bound iron (NTBI)
accumulates. Exposure to high levels of systemic iron causes accumulation in different pulmonary cell
types, such as alveolar macrophages, epithelial cells, and vascular smooth muscle cells [55,56]. So far,
the exact iron uptake mechanisms are not understood. The lung expresses the NTBI importers DMT1,
ZIP14, and ZIP8, that may further contribute to the iron loading under high systemic and/or local
iron levels.

The divalent metal transporter 1 (DMT1) is localized at the brush-border membrane of duodenal
enterocytes and was first discovered due to its crucial role in dietary iron absorption (Figure 1) [57].
Dietary inorganic ferric iron (Fe3+) needs to be reduced to ferrous iron (Fe2+) by the ferrireductase
duodenal cytochrome B (DCYTB) before being transported from the duodenal lumen into the cytosol
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of enterocytes via DMT1 [58]. Airway epithelial cells express both DMT1 and DCYTB, and therefore
are likely able to take up NTBI from the airway space (Figure 2) [59,60]. How lung DMT1 expression
is regulated in response to pulmonary iron levels is unclear. Different Dmt1 mRNA isoforms are
expressed in the lung, including one isoform harboring an IRE in the 3’UTR and another isoform
lacking the IRE [61,62]. Increased iron levels inactivate the IRE/IRP system and cause a decrease
in the mRNA levels of the IRE-containing DMT1 isoform (Figure 3). Consistently, lower mRNA
levels of this isoform are observed in the iron-loaded lung of a murine mouse model of hereditary
hemochromatosis type 4 [56]. In addition, lower pulmonary DMT1 mRNA and protein levels were
also reported in the iron-loaded lung of hepcidin deficient mice [55]. By contrast, DMT1 protein
levels remain unchanged upon lung iron loading via intraperitoneal injection of iron-saccharate [63].
Moreover, another group observed an increase in the non-IRE DMT1 isoform in the rat lung, following
instillation with ferric ammonium citrate, without differences in the levels of the IRE-containing DMT1
isoform [64]. Future studies are required to further dissect the molecular mechanisms regulating Dmt1
expression in the lung.

NTBI can also be taken up by cells via ZRT/IRT-like protein (ZIP) 14. Genetic inactivation revealed
that ZIP14 is a key player for NTBI uptake by hepatocytes under iron overload conditions [65]. Besides
hepatocytes, ZIP14 is expressed by cells in other tissues such as the pancreas and the heart [65,66].
In addition, ZIP14 is detected in airway epithelial cells, and protein levels were shown to increase in
the iron loaded murine lung [63]. In 2012, another ZIP protein able to transport iron, named ZIP8, was
reported. It is abundantly expressed in the human lung [66]. A disruption in both alleles of the mouse
ZIP8 gene causes lethality between the gestational day 18.5 and 48 hours postnatal [67]. Interestingly,
the newborns present with anemia and reduced iron levels in some tissues, including the lung [67].

Finally, in conditions of intravascular hemolysis, lung cells can also be exposed to hemoglobin
and heme-iron circulating in the bloodstream. When released from RBCs, hemoglobin forms a complex
with the glycoprotein haptoglobin in the plasma, which is mainly taken up by reticuloendothelial
macrophages; heme released from hemoglobin in the blood forms a complex with the glycoprotein
hemopexin and is taken up by liver parenchymal cells [68]. In vivo studies have shown that the uptake
of hemoglobin-haptoglobin and heme-hemopexin complexes by the lung is relatively low [69–72].
Nevertheless, alveolar macrophages express the haptoglobin receptor CD163 and the hemopexin
receptor CD91, and therefore are likely able to take up these complexes [73,74]. Alveolar macrophages
exposed to heme upregulate the expression of HO-1 that is responsible for heme degradation and
protection against the toxic effects of this prosthetic group [75,76].

2.3.2. Iron Storage in the Lung

Lung cells store iron intracellularly bound to ferritin, keeping it in a non-toxic ferric form and thus
preventing oxidative damage. Consistent with the role of the IRE/IRP system in controlling ferritin
expression, pulmonary ferritin levels increase upon lung iron loading in murine mouse models [55,56].
Higher levels of ferritin were also detected in the bronchoalveolar lavage fluid of individuals instilled
with iron-containing particles [77]. When needed, iron stored in ferritin can be made available to the
cell. In conditions of low levels of intracellular iron, NCOA4 (Nuclear Receptor Coactivator 4) targets
the ferritin complex to degradation in autolysosomes and iron is released into the cytoplasm [78,79].
Genetic inactivation of NCOA4 impairs iron mobilization from stores in several tissues such as the
liver and the spleen [80]. Future studies must address the possible role of NCOA4 in the mobilization
of ferritin-stored iron in lung cells.

2.3.3. Iron Export from the Lung

The only known iron exporter FPN is expressed in the lung, too, albeit at a much lower level
compared to the spleen, the key iron recycling site [55]. Using an in vitro model, it was shown that
polarized airway epithelial cells export iron through their apical surface [81]. FPN expression at this
site was confirmed using immunohistochemical analysis [55,81]. Additionally, several studies reported
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an association between increased pulmonary iron content and higher protein levels of FPN in this
organ [63,82]. Increased levels of FPN are likely a consequence of the inactivation of the IRE/IRP
system and an increase at the transcriptional level. Iron export via FPN is combined with iron oxidation
from Fe2+ to Fe3+, mediated by ceruloplasmin (or hephaestin in the basal membrane of duodenal
enterocytes) (Figure 1) [83,84]. Interestingly, ceruloplasmin was detected in human bronchial lavage
fluid, suggesting that it might be involved in FPN-mediated iron export in the lung [15]. Note that
the pH of lung fluids (e.g., the alveolar lining fluid) may affect the complex process of spontaneous
oxidation of ferrous to ferric iron following a sigmoid shaped oxidation rate in relation to pH [85].
Therefore, changes in pH may alter the iron redox-states within the alveolar lining fluid, that in turn
would affect trans-epithelial iron uptake and intracellular iron availability.

2.3.4. Pulmonary Hepcidin Expression

Hepcidin is mainly produced and secreted by hepatocytes to control systemic iron levels [1].
Of note, low levels of hepcidin are also detected in other tissues, such as the heart, kidney, and
lung [55,86–88]. Hepatocyte-specific hepcidin knock-out mice recapitulate the hemochromatosis
phenotype observed in constitutive hepcidin deficient mice, indicating that extra-hepatic hepcidin
is not enough to maintain systemic iron homeostasis [89]. However, recent studies proposed the
existence of cell-type specific regulatory circuitries in some tissues. For example, through the analysis
of mice with cardiomyocyte-specific deletion of hepcidin, a cell-autonomous role for cardiac hepcidin
in maintaining cardiac iron homeostasis was identified [86]. It is still not clear whether there is a local
role of hepcidin in the lung. Some reported that the induction of pulmonary hepcidin expression
by bacterial lipopolysaccharide (LPS) instillation does not affect FPN protein levels in the lung [55].
Consistently, others showed that an increase in hepcidin expression in human bronchial epithelial
cells in vitro does not cause a decrease in FPN protein levels [90]. By contrast, an increase in lung FPN
protein levels was observed upon knocking down hepcidin in airway epithelial cells in a mouse model
of sepsis-induced acute lung injury [91]. Overall, future studies are necessary to fully understand the
potential role of lung hepcidin in pulmonary iron homeostasis.

2.3.5. Alveolar Macrophages

Alveolar macrophages frequently accumulate iron in lung diseases and conditions of iron
overload [11,55,56,63]. While splenic and liver macrophages are essential to recycle iron from aged
RBCs, the location of alveolar macrophages in the alveolar space suggests that at least in healthy
conditions these cells do not contribute to hemoglobin-derived iron recycling. Instead, alveolar
macrophages are expected to have a protective role by scavenging the excess of iron in the lung
(derived from inhaled iron particles or from plasma iron) thereby limiting its availability to induce
oxidative damage [92]. The expression of TfR, LfR, and DMT1 was reported in alveolar macrophages,
indicating that these cells might be able to take up iron-bound to proteins as well as ‘free’ iron from
the alveolar space, storing it intracellularly in ferritin (Figure 2) [55,93–95]. However, it is still not
known which iron-uptake mechanism is predominant under physiological conditions. It is further
possible that alveolar macrophages take up iron-rich particles from the alveolar space via phagocytosis.
Whether these macrophages express FPN under normal iron conditions is unclear. In earlier work,
we did not detect FPN in alveolar macrophages isolated from the bronchoalveolar lavage of wild-type
mice by immunocytochemical analysis [56]. Similarly, others reported very low protein levels of
FPN in these cells by western blot analysis [55]. In contrast, another group detected FPN at the cell
membrane of freshly isolated alveolar macrophages, that was significantly reduced in the presence of
hepcidin [93]. Consistent in most studies is the observation that higher levels of FPN were detected
in alveolar macrophages in murine and rat models under iron loading conditions [55,56,82]. Finally,
alveolar macrophages express hepcidin, which increases upon an inflammatory stimulus, but not upon
iron loading [55,93].
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2.4. Modulating Factors of Lung Iron Homeostasis

Pulmonary iron levels depend on plasma iron availability. Consequently, alterations in systemic
iron levels have an impact on lung iron content. Mice injected intraperitoneally with iron-saccharate
or rats maintained on a high iron diet increased lung iron levels compared to control animals [63,96].
Similarly, mice with genetic iron overload due to either hepcidin deficiency or a mutation in FPN
that confers resistance to hepcidin binding show pulmonary iron accumulation [55,56]. Interestingly,
high lung iron content was also observed in liver-specific hepcidin deficient mice [55]. This finding
strengthens the hypothesis that lung iron loading occurs as a consequence of increased plasma iron
levels and not due to the absence of a functional hepcidin/ferroportin system in the lung. By contrast,
an increase in lung iron content was not observed in HFE deficient mice with a less severe form of
hemochromatosis [87]. Note that HFE is a positive regulator of hepcidin and in its absence hepcidin
expression is attenuated [97].

Patients with thalassemia major are hallmarked with ineffective erythropoiesis and therefore
require frequent blood transfusions to ensure an adequate oxygen supply to the body [98]. Red blood
cells contain high amounts of iron (1 mg of iron per milliliter of erythrocytes [6]). As a consequence of
multiple transfusions and due to the absence of a regulated way to excrete iron, these patients develop
massive systemic iron overload [99]. Iron accumulation was detected in alveolar macrophages from
these patients further supporting the hypothesis that increased systemic iron levels elevates pulmonary
iron content [100,101].

On the other end of the spectrum, iron deficiency does not seem to alter pulmonary iron levels.
Iron deficiency induced by repeated bleeding of mice or a low iron diet (20–25 ppm Fe versus
control diet with 200 ppm Fe) in rats caused decreased iron content in liver and spleen but not
in the lung [63,102]. Contrasting these studies, rats fed for three weeks on an iron-deficient diet
(5,9 ppm Fe) showed a reduction in lung iron levels compared with control animals fed on a diet
containing 128 ppm Fe [103]. Differences may reflect the degree of systemic iron deficiency achieved
in different studies, whereby the lung iron content may only be altered under conditions of severe iron
deficiency. It would be of interest to analyze pulmonary iron levels in mice with genetic iron deficiency,
such as Tmprss6 knock-out mice, an animal model with severely impaired iron uptake due to elevated
hepcidin levels [104]. Note that TMPRSS6 is a well-known negative regulator of hepcidin [105].

Approximately 60 to 70% of the body’s iron is localized in RBCs. The lung vasculature accommodates
the entire cardiac output, allowing almost all RBCs to pass through the alveolar capillaries in order
to be loaded with oxygen. Conditions that affect alveolar capillary integrity/permeability (e.g.,
Goodpasture’s disease) [106] can lead to hemorrhage into the alveolar space. These patients show
alterations in lung iron homeostasis with increased iron levels in alveolar macrophages, likely
resulting from hemoglobin-derived iron from phagocytosed RBCs [107]. Such cases are examples of
disorders that modulate lung iron homeostasis but are not a direct consequence of alterations in iron
regulatory mechanisms.

3. Environmental Factors that Impact Lung Iron Homeostasis

Environmental factors also affect systemic and lung iron homeostasis. For example, global air
pollution and exposure to cigarette smoke are well known to alter pulmonary iron homeostasis.
Another potent environmental factor is the exposure to high altitude, which is further exaggerated
when combined with physical activity, e.g., during mountaineering at high altitude or altitude training.
Pollutants from soil and drinking water (e.g., heavy metals) can significantly disrupt iron homeostasis
as well. Finally, thermal stress induced by extremely warm or cold environmental conditions may also
affect iron metabolism but are not within the scope of the present review.
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3.1. The Impact of Air Pollution and Cigarette Smoke on Iron Homeostasis

According to a recently released WHO news report [108], it is estimated that 9 out of 10 people
worldwide breathe polluted air, resulting in 7 million additional deaths each year. Fine particles from
polluted air penetrate the airways and subsequently reach the cardiopulmonary system causing a
variety of diseases such as stroke, heart disease, COPD, lung cancer, and pneumonia [108]. These
airborne fine particles, including iron-containing and iron-binding particles, accumulate in the lower
respiratory tract, e.g., within the bronchial epithelium. Several groups reported that instillation
of iron-containing particles in mice and rats induces increased cellular oxidative stress and lung
inflammation [21,109].

Apart from air pollution, cigarette smoke also causes fine (iron) particle exposure of the airways
and modulates lung iron homeostasis [110]. The cigarette smoke-induced lung injury was shown
to be particle related and is clinically associated with a loss of lung function, increased bronchial
hyper-responsiveness, and a pathological lung tissue transformation (e.g., emphysema, fibrosis) [111].
The tracheal lavage from rats exposed to cigarette smoke contained higher levels of iron, transferrin
and ferritin. Consistently, the lung non-heme iron content was increased. By contrast, serum iron
and transferrin concentrations were reduced in these exposed rats. Additionally, serum ferritin and
liver non-heme iron concentrations were increased, indicating a combined disturbance of lung and
systemic iron homeostasis [110]. A similar expression pattern in the bronchial lavage of smokers with
or without COPD was confirmed by the same authors.

Overall, the majority of cigarette smoke induced lung diseases are of inflammatory nature and
strongly depend on activated immune-modulatory signaling pathways [112]. It was suggested that
particle-induced ROS-driven mitochondrial dysfunction could have a key role in the pathophysiology
of air pollution/cigarette smoke related lung diseases [113]. Although the underlying molecular
mechanisms of how environmental fine particle exposure affects pulmonary cellular iron homeostasis
are not fully understood, there is a fundamental link to the most globally frequent and deadliest
respiratory diseases such as pneumonia, COPD, and lung cancer.

3.2. Does Environmental Pollution Alter Iron Homeostasis?

The environmental iron content depends on the soil iron content in given geographical regions
and often influences iron levels in the drinking water. For example, the Tibetan Plateau contains a
higher percentage of soil iron in comparison to the Chinese region [114]. As Tibetans often live from
farming and mining, this living habit suggests a higher exogenous exposure to iron. Unfortunately,
reports are not available as to whether this affects iron homeostasis and health in Tibetans. On the
other hand, it is well-known that other environmental pollutants derived from soil and drinking
water, such as persistent organic pollutants, heavy metals, and pesticides, significantly affect body iron
homeostasis with toxic effects on organic functions [115]. Finally, the habit of open-fire cooking has
to be considered as a source of iron pollution, too. As systemic iron availability directly affects lung
iron availability these environmental factors may also impact on lung function and health in exposed
individuals. Future research is needed to prove this assumption.

3.3. High-Altitude Exposure and Physical Exercise

More than 140 million people permanently live at altitudes of 2500 m above sea level and millions
of other people travel to high altitude every year [116]. Adequate iron homeostasis is essential
for oxygen uptake, transport, and delivery in the body, ultimately allowing aerobic metabolism.
Therefore, it is not surprising that iron metabolism and aerobic metabolism are strongly linked to
each other. Humans can, at least to a certain extent, adapt to high altitude and subsequently also to
reduced atmospheric oxygen partial pressure levels, as exemplified by the highest permanent human
settlements at altitudes of 5500 m above sea level at the Qinghai-Tibetan plateau in Asia [117]. On the

65



Pharmaceuticals 2019, 12, 5

other hand, exposure to high altitude can also lead to pathological maladaptations, which result in the
well-known acute and chronic forms of high-altitude-related diseases [118].

At the systemic level, the mechanisms by which the human body can adapt to high altitude by
altering iron acquisition have been recently discussed. This involves key organs of iron homeostasis
such as the liver, the bone marrow, and the small intestine (duodenum), as well as signaling molecules
such as erythropoietin, hepcidin, and erythroferrone that interact to control plasma iron levels [119].
Briefly, the recently discovered erythroid regulator erythroferrone (ERFE) [120] is released mainly from
erythropoietin (Epo)-stimulated erythroblasts to suppress hepcidin production in hepatocytes resulting
in increased iron absorption in the duodenum and iron export from reticuloendothelial macrophages.
This elevates systemic iron availability required for RBC synthesis [121]. Higher levels of circulating
RBCs improve tissue oxygenation by increasing blood oxygen transport capacity to compensate for
the reduced alveolar oxygen diffusion at high altitude.

Oxygen demand increases upon physical exercise at high altitude. As a consequence, the iron
turnover increases by a combination of an elevated iron demand due to exercise induced enlargement
of red blood cell volume and an enhanced iron loss due to exercise induced sweating, hemolysis,
hematuria, gastrointestinal bleeding, and, as recently reported, a modification of hepcidin levels [122].
Furthermore, iron deficiency is quite common in athletes, especially in females, and significantly
compromises exercise performance [123], especially when performing at high altitude [124]. A very
recent in vitro study found that iron chelator deferoxamine (DFO)-induced intracellular iron deficiency
reversibly compromises contractility and relaxation of human cardiomyocytes by a significant
impairment of mitochondrial respiration [125]. This indicates a direct impact of iron deficiency
on cardiac function.

At the pulmonary level, convincing evidence exists for a crucial role of iron homeostasis in the
maintenance of physiological lung function as well. This becomes particularly evident under stress
conditions, such as high-altitude exposure. Here, the functional units of the cardiopulmonary system,
namely the airways, the pulmonary vasculature, the respiratory control, the respiratory muscles, and
the heart must interact in a precise and integrative manner. Balanced iron availability is important
for every single functional compartment of the cardiopulmonary system to successfully adapt to
high altitude.

Apart from the previously mentioned impact of cellular iron scavenging on human cardiac muscle
cell function, other experimental studies showed that the chronic application of the iron chelator
ciclopirox olamine (CPX) negatively affected the acute hypoxic ventilatory response of rats [126,127].
This response is crucial for high altitude adaption and is primarily mediated by the carotid bodies, the
main arterial oxygen-sensing organs [128]. Of note, structural changes and altered HIF-1α expression
(see below) were found in the tissue of harvested carotid bodies of CPX-treated rats [129,130].

The airways and the pulmonary vasculature must also respond in an orchestrated manner to
optimize oxygen transfer and gas exchange within the lungs at high altitude and the functional
quality of this process is reflected by an improved ventilation/perfusion (V/Q) balance [131].
Physiological studies clearly demonstrated the importance of iron balance for the hypoxic pulmonary
vasoconstriction (HPV), also known as the Euler-Liljestrand reflex, and generally for the response of
the pulmonary vasculature to acute and sustained hypoxia [132]. By infusing iron or the iron chelator
DFO in healthy adults, the authors showed that iron infusion can abolish the HPV sensitization after
re-exposure to hypoxia. In contrast, DFO application increased the effect. An exaggerated HPV is
associated with high altitude-related diseases (see disease section). Notably, the ventilatory response of
the study subjects to acute hypoxia was also affected by the different treatment interventions [132,133].

Finally, the Tibetan highlanders living on the Tibetan plateau represent the most successful
human example of high-altitude adaption, having a unique setting of a potentially replenished iron
status [134], an increased pulmonary capacity, and a blunted hypoxic ventilatory response [135],
a naturally-selected and genetically-based hypo-responsive HIF-signaling system [136], and a superior
physical capacity at high altitude, which led to their nomination as ‘King of the mountains’ [137].
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4. The Role of Heterodimeric Hypoxia-Inducible Factors 1 and 2 (HIF-1 and HIF-2) in the Lung

During mammalian lung development, a close interaction between airway epithelium and
vascular endothelium occurs, which is driven by hypoxic stimuli. The HIF-VEGF-axis is essential
for this process. HIF-1 and HIF-2 are heterodimeric transcriptional key regulators of epithelial,
mesenchymal, and vascular lung morphogenesis, which are composed of an oxygen-regulated
α-subunit and a constitutively expressed β-subunit, the latter also named ARNT. HIF-1α expression is
known to dominate early lung development, while HIF-2α up-regulation starts at the saccular stage.
Although global deficiency of HIF-1α results in lethality at embryonic day 11 (E11) in mice, the deletion
of HIF-2α causes defective lung development, decreased surfactant production, postnatal respiratory
distress, and neonatal lethality [138,139].

Several recent reviews have discussed the cellular interference between iron- and oxygen-sensing
within the lungs [133,135,140–142]. Mammalian cells seem to have multiple molecular structures for
sensing intracellular iron and oxygen levels of which some also act as metabolic sensors, while the
mitochondrion seems to be the central sensing organelle. The process of intracellular oxygen sensing
and signaling has been described in great detail recently [143–145] and thus these mechanisms will not
be repeated here.

Although the prolyl-hydroxylase domain (PHD)-HIF-oxygen-sensing cascade and the
IRP-IRE-signaling machinery are ubiquitously expressed within mammalian organs including the
lungs [146,147], the cellular interferences between the two pathways as shown in other organs
(e.g., liver and kidneys) have not yet been translated to the lungs. However, the responses of the
cardiopulmonary system to alterations of iron- and oxygen availability as reported previously, strongly
suggest their presence also within the lungs.

First of all, ferrous iron (Fe2+) is a critical co-factor apart from the presence of oxygen, ascorbate,
and 2-oxoglutarate (2-OGH) for the function of PHDs (PHD1-3), which act as intracellular oxygen
sensors that require iron to regulate HIF-degradation [143]. The PHD2-HIF2-signaling pathway
is believed to play an important role in the hypoxic response of the lungs [146] and is affected
by alterations in iron availability. In low oxygen conditions, IRP1 activity is reversible reduced
while IRP2 activity is increased, which suggests a different role of the two iron regulatory proteins
(IRPs) in this context [140]. It was shown that during hypoxic exposure HIF-1α can interact with
the hypoxia response elements (HREs) of the IRP1 5’-regulatory region and down-regulate IRP1
expression (HIF-1α-IRP1-axis) [148]. The increase in the levels of IRP2 upon hypoxic exposure is
caused by inhibition of its degradation mediated by the iron- and oxygen-dependent F-box and
Leucine Rich Repeat Protein 5 (FBXL5) [43,149]. As mentioned earlier, HIF-2α mRNA has an IRE in
its 5’ UTR, allowing the translational regulation of HIF-2α via IRPs, dependent on intracellular iron
availability [48]. The HIF-2α-IRE primarily interacts with IRP1 [150]. The IRP1-HIF-2α-signaling axis
is proposed to be one of the most important links between intracellular iron homeostasis and oxygen
sensing [151].

We and others [147] speculate that this mechanism also occurs in the lungs and is potentially
involved in the response of the pulmonary vasculature and the airways to acute and sustained
hypoxia. Early on, it was shown that the exposure of cells to the iron chelator DFO induces HIF-1α
expression [152], suggesting that intracellular iron deficiency has an hypoxia-mimicking effect. It is
now well-known that several HIF target genes are involved in the regulation of iron homeostasis.
For example, HIFs activate the transcription of genes encoding for TfR1, DMT1, heme oxygenase 1
(HO-1), FPN, and ceruloplasmin [144]. Additionally, during hypoxia, HIF-1α induces the microRNA
miR-210, which represses the iron sulfur cluster units 1 and 2 (ISCU1/2), proteins that facilitate the
assembly of Fe-S clusters [153,154]. Thus, the miR-210-ISCU1/2-Fe-S cluster axis is proposed to be
another important interference pathway between intracellular iron homeostasis and oxygen sensing
within the lungs.
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5. Linking Lung-Related Diseases to Disrupted Lung Iron Homeostasis

A growing number of acute and chronic lung diseases as well as other diseases with a pathological
manifestation within the lung are associated with disrupted lung iron homeostasis, leading to either
iron deficiency or iron overload (summarized in Table 1). These diseases were also reviewed by other
research groups, albeit with a different primary focus [19,133,135,155–157]. Generally, the lungs are
not considered as a primary iron regulating/storing organ, especially in contrast to the liver, the
skeletal muscles, the duodenum, the reticuloendothelial system, and the bone marrow including the
RBC pool [2]. However, the regulation of iron homeostasis within the mammalian lungs is tightly
controlled (iron content range: 0.4-0.9 mg/g lung tissue according to [155]) in order to maintain proper
lung function and also to adapt to changes in iron needs upon changing body conditions, e.g., during
exposure to environmental stress as experienced at high altitude. Thus, the iron balance within the
lungs is crucial for health and disease. Below we mention selected lung and lung-related diseases
in which a link to disturbed iron homeostasis was established. It is beyond the scope of the current
review to mention all pulmonary diseases in which iron eventually plays a role.

Table 1. Lung diseases and other diseases with a pathological lung phenotype associated with disturbed
iron homeostasis.

Disease
Primary Lung
Dysfunction

Systemic Iron
Availability

Lung Iron
Availability

References

Asthma Obstructive ↔ to ↓ ↓ [156,158,159]
ARDS Shunt, V/Q mismatch ↔ ↑ [9,19,156,157,160]

CF Obstructive ↔ to ↓ ↑ [19,156,161,162]
CMS V/Q mismatch ↔ to ↓ 1 ↓ 1 [133,135,163,164]

COPD Obstructive ↔ to ↓ ↑ [155–157,165,166]
HAPE Diffusion Limitation ↔ to ↓ ↓ [167,168]

IPF Restrictive ↔ ↑ [156,169,170]
Lung CA N.A. ↔ to ↓ ↑ [156,157,171–176]

PAP Shunt ↔ ↑ [19,156,177,178]
PH V/Q mismatch ↔ to ↓ ↓ [133,135,179–185]
TM Restrictive ↔ to ↑ 1 ↑ 1 [98,100,186–189]

ARDS: Acute respiratory distress syndrome; CF: Cystic fibrosis; CMS: Chronic mountain sickness; COPD: Chronic
obstructive pulmonary disease; HAPE: High-altitude pulmonary edema; IPF: Idiopathic pulmonary fibrosis; Lung
CA: Lung cancer; PAP: Pulmonary alveolar proteinosis; PH: Pulmonary hypertension; TM: Thalassemia Major;
V/Q mismatch: Ventilation/Perfusion mismatch; N.A.: Not applicable; ↔ normal iron availability; ↓ reduced iron
availability; ↑ increased iron availability; 1 Treatment induced.

5.1. Acute High-Altitude Illnesses and High-Altitude Pulmonary Edema (HAPE)

The classical high-altitude illnesses are also comprised under the term ‘mountain sickness’. Acute
mountain sickness (AMS) is a common manifestation of high-altitude illness and related to a cerebral
intolerance to hypoxia. The same is the case in high-altitude cerebral edema (HACE), a severe and life
threating condition [167,190]. In the lungs, the development of high-altitude pulmonary edema (HAPE)
can occur in unacclimatized healthy individuals at high altitude (≥ 2500 m above sea level) within 1–5
days upon arrival [167,190,191]. The early clinical symptoms are excessive exertional dyspnea, mild
cough, chest tightness, and reduced exercise capacity, which can continue to worsen with dyspnea at
rest and cough as the edema progresses. In the advanced stage, it can lead to gurgling sounds in the
chest and pink frothy sputum. The chest radiograph shows a patchy to confluent edema distribution.
The bronchoalveolar lavage shows protein-rich exudate and mild alveolar hemorrhage. Although the
exact pathophysiology is not fully understood, it is widely accepted that HAPE is primarily induced
by hemodynamic changes within the pulmonary circuitry [167,190,191]. A recent field study reported
elevated serum hepcidin levels in HAPE patients exposed to high altitude in comparison to control
subjects, that was correlated with higher levels of IL6 [168]. Although no correlation between serum
iron levels and pulmonary arterial systolic pressure (PASP) was found in that study, the cellular iron
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availability within the lungs might have been altered in these HAPE patients, which is critical for
the hypoxic pulmonary vasoconstriction (HPV) response. Interestingly, the baseline PASP values
in the later HAPE patients were already significantly elevated when compared to healthy controls,
indicating a different pre-setting of the pulmonary vasculature tone. Of note, C-reactive protein (CRP)
levels were also significantly increased in HAPE patients at high altitude, which may have interfered
with serum ferritin levels but also other iron parameters and thus these values have to be interpreted
with caution [192]. Overall, an a priori iron status check before ascending to high altitude may help
mountaineers to optimize the acclimatization process leading to an increased exercise performance
and potentially prevent an iron depleted status with eventually negative health consequences at
high altitude.

5.2. Chronic Mountain Sickness (CMS)

CMS or Monge’s disease is a highly prevalent disease in high-altitude residents such as
the Andeans, with exception of Tibetans where CMS is very rarely seen [193]. The hallmark
characteristics of CMS are accentuated hypoxemia, excessive erythrocytosis (women: Hb ≥ 190
g/L, men: Hb ≥ 210 g/L), and pulmonary hypertension, which often results in right ventricular
enlargement and hypertrophy, and in the later disease stage, leads to chronic heart failure. Therapy
usually comprises of regular phlebotomy [163]. Iron deficiency itself, e.g., induced by the iron chelator
DFO, is associated with an elevated pulmonary vascular resistance (PVR), as observed during exposure
to hypoxia [194]. In this context, two randomized placebo-controlled trials were performed [164].
In the first trial, they showed that a single infusion of iron lead to 40% reduction of the pulmonary
hypertensive response in healthy sea-level residents after exposure to high altitude (4340 m above
sea level). In the second cross-over trial, they could show that repeated isovolemic venesection
(2 L of blood) was associated with a 25% increase in PASP in CMS patients. Although the subsequent
iron replacement did not acutely reverse the effect of iron deficiency on PASP in their setting, the
authors argued that the chosen time window might have been too short and further concluded that
careful adjustment of iron balance might be a promising strategy to ameliorate the severity in CMS.
In summary, it still needs to be proven by future clinical trials whether tight iron status monitoring
eventually in combination with therapeutic iron correction improves disease severity and quality of
life in CMS patients.

5.3. Pulmonary Hypertension (PH)

PH is a complex pathophysiological state characterized by a mean pulmonary artery pressure
above 25 mmHg at rest, assessed by catheterization of the right heart. PH is currently subdivided
into five different groups [195] and can lead to pulmonary vascular remodeling, right ventricular
hypertrophy, and right heart failure (for further detailed clinical information, see [179,196]). A central
role of an imbalance between iron homeostasis and oxygen sensing in the pathophysiology of PH
was recently discussed [180,181]. The authors proposed a model of combined inflammation driven
(via the IL-6-STAT3-hepcidin axis) iron deficiency and exaggerated activation of HIFs. In line with
this, it was shown that IRP1-/- mice develop polycythemia and PH via translational de-repression
of HIF-2α [182]. Moreover, the same authors also reported that the cultured pulmonary endothelial
cells of IRP1-/- mice showed elevated HIF-2α expression levels. Additionally, rats fed on an iron
deficient diet have higher levels of HIF-1α and HIF-2α in the lungs, which was associated with an
increased pulmonary artery pressure (PAP) and pulmonary vascular resistance [197]. In humans,
it was reported that iron deficiency is quite common in idiopathic PH patients [183]. Recent association
studies between iron deficiency and PH prevalence suggest that the PH-subtype and eventually also
ethnicity may play role in this context [198,199]. These studies together, with the previously reported
applied lab studies [132] and clinical trials in humans [164,200], clearly suggest a protective effect of
iron against PH and hypoxia-related diseases.
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On the contrary, strong positive iron shifts, e.g., in iron overload conditions seem to induce
opposite effects, potentially via increased oxidative stress [201]. Indeed, a very recent animal
study found that chronic iron overload of rats via daily iron-dextran injections (i.p.) for 28 days
induced vascular hyperreactivity and inward remodeling of pulmonary arteries, as well as heart
dysfunction [202]. Interestingly, it was recently found that miR-210 was up-regulated in several
PH animal models and that the inhibition of mir-210 significantly reduced pulmonary pressure
and vascular remodeling in a PH animal model [203], further suggesting a significant role of the
miR210-ISCU1/2-Fe-S cluster axis in the PH pathophysiology [184]. Although the lungs seem to have
a well-balanced ‘buffer capacity’ for iron, an excessive disruption of iron balance in either direction
has detrimental consequences on cardiopulmonary function. Overall, iron homeostasis and HIF
oxygen-sensing seem to be crucial in the pathology of PH. Accordingly, therapeutic modifications of
these interacting signaling pathways hold great promise for PH patients.

5.4. Chronic Obstructive Pulmonary Disease (COPD)

COPD is meanwhile the third leading cause of death worldwide, inducing a significant global
socioeconomic burden. Tobacco smoking is the most well-known risk factor for the development of
COPD and also for lung cancer. COPD is typically marked by chronic respiratory symptoms and airflow
limitations, which are caused by small airways disease and parenchymal destruction (emphysema).
The key symptoms of COPD are shortness of breath and dyspnea, as well as chronic cough and
sputum [165,204]. COPD pathophysiology is complex, however chronic systemic inflammation
potentially triggered by cigarette-induced ROS formation is suspected to be a central aspect of it [205].
Considering the main cause (cigarette smoke) and patho-mechanism (chronic inflammation), it is
highly suggestive that COPD is also linked to a disturbance of iron homeostasis. The special setting
in COPD of local iron containing and non-containing particle load of airways and potential systemic
iron deficiency would suggest a shift towards a mixed iron status. Importantly, cigarette smoke not
only contains a certain quantity of iron particles but also over 4000 chemicals of which 100 are known
carcinogens and 900 suspected carcinogens. A recent large cohort study found that in both smokers
and non-smokers, certain markers of iron homeostasis, such as serum ferritin concentration, serum
iron concentration, and transferrin saturation, were associated with critical parameters of lung function
(e.g., positive correlation for all three markers in both groups combined with forced vital capacity and
forced expiratory capacity) [206]. Another indicator for the presence of disrupted iron homeostasis
is the high prevalence of anemia and systemic iron deficiency in COPD patients. The prevalence of
anemia in two different cohorts of COPD patients ranged between 23% to 33% [207,208]. In another
COPD patient cohort, it was found that iron deficiency was associated with an increased frequency of
self-reported exacerbations and reduced exercise capacity [209].

It has been recently proposed that in patients with COPD, pro-inflammatory cytokines (e.g., IL-6)
trigger increased hepatic hepcidin expression and secretion [155]. This causes FPN degradation
and subsequently reduces cellular iron export into the blood stream, likely resulting in the systemic
iron deficiency and anemia observed in these patients. On the other hand, alveolar macrophages
from COPD patients were shown to accumulate iron and the percentage of iron-loaded macrophages
increased with disease severity [11]. Another team demonstrated that IRP2-/- mice were protected
from cigarette smoke-induced experimental COPD [166]. These authors also demonstrated that IRP2
increased mitochondrial iron content and concentrations of cytochrome c oxidase (COX), resulting in
impaired mitochondrial function and subsequently COPD in cigarette smoke-exposed mice. On the
contrary, mitochondrial iron chelator or a low-iron diet protected mice from cigarette-induced COPD.
Overall, regular monitoring of iron status and eventual therapeutic modulation of local and systemic
iron homeostasis may avoid the negative consequences of lung iron overload and systemic iron
deficiency in COPD patients.
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5.5. Asthma

Asthma and COPD belong to the subgroup of obstructive pulmonary diseases [158]. The potential
role of a disrupted iron homeostasis in asthma was reviewed in great detail recently [159]. Briefly,
the author reported profound evidence of disturbed iron homeostasis in asthma by systematically
evaluating the known demographic (e.g., ethnicity), physiologic (e.g., exercise), and pathologic
(e.g., infections) asthma determinants in the context of iron availability and concluded a setting of
absolute or functional iron deficiency in asthma, which may have therapeutic implications in the future.

5.6. Cystic Fibrosis (CF)

CF is a severe genetic pulmonary disorder triggered by impaired function of the anion transporter
CF transmembrane conductance regulator (CFTR) that results in increased secretion of abnormally
viscous mucus and at the clinical level, CF is characterized by chronic bacterial airway infection
(e.g., Pseudomonas aeruginosa), prominent neutrophilic inflammation, mucus accumulation within the
airways, and progressive bronchiectasis (formation of irreversible airway enlargements). The structural
changes within the lungs can be visible early using chest imaging. The host-defense defect in the
airways of CF patients plays a central role in the disease pathophysiology and leads to chronic
airway infections with inflammatory driven airway remodeling [161]. Evidence of disturbed iron
homeostasis in CF was found in experimental CF models and also in humans suffering from CF;
a setting of systemic iron deficiency and abnormal local iron sequestration within the airway cells
were reported [156]. Indeed, elevated iron levels were found in the bronchoalveolar lavage, sputum,
macrophages, and in explanted lung tissue from CF patients compared to healthy controls [162].
Furthermore, an increased expression of ferritin, DMT1, and FPN was found in the lung tissue of these
patients. Overall, the reported disruption of host iron homeostasis within the lungs of CF patients
might be a therapeutic target, especially to reduce chronic airway infections [210]. Alternatively,
a recent study showed that it is also possible to directly target bacterial iron homeostasis to control
airway P. aeruginosa infections via the administration of the metal gallium [211]. Gallium is taken up by
bacteria instead of iron because bacterial uptake systems cannot differentiate between them. Gallium
is then incorporated into iron-containing proteins, but, since it cannot be reduced under physiological
conditions, it impairs their normal activity and therefore bacterial survival and proliferation.

5.7. Lung Cancer

As iron is an indispensable component for cell metabolism, proliferation, and growth, it is equally
crucial for tumor metabolism, tumor proliferation, and tumor growth [171]. In fact, population-based
studies suggest that higher levels of overall body iron are linked to a higher risk of developing
cancer [172]. In particular, subjects with transferrin saturation level above 60% were reported to have
increased risk to develop lung cancer [212]. It was proposed that cancer cells reprogram their cellular
iron metabolism towards an increase in cellular iron uptake and decrease of iron export [172]. Briefly,
cancer cells increase iron uptake by increasing the expression of TfR1 and also via increased secretion
of lipocalin-2. Tumour cells expressing TfR1 were detected in 88% of patients with non-small-cell
lung cancer (NSCLC), while TfR1 was not detected in the tumor stroma [173]. Furthermore, it was
shown that the microRNA miR-20a is inversely correlated with FPN expression in NSCLC cells and
that low cellular FPN expression stimulates tumor cell proliferation and colony formation, potentially
via increased cellular iron availability [174]. In parallel, a reduction in FPN protein levels in tumor cells
might also result from increased hepcidin expression in these cells, probably acting in an autocrine
manner [172]. Together, these modifications of cellular iron homeostasis lead to an increased labile
iron pool (LIP) within cancer cells.

The role of the IRE/IRP system in regulating intracellular iron levels in tumor cells is still
incompletely understood [172]. However, it is worth mentioning that IRP2 was suggested to have
pro-oncogenic activity in lung cancers based on tumor tissue microarray analyses [175]. Lung
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adenocarcinomas, as numerous other cancers, induce tumor-associated inflammation, a mechanism
that is triggered by activating central inflammatory pathways, such as the NFκB-signaling pathway.
NFκB signaling is important for tumor cell proliferation, apoptosis, metabolism, as well as for tumor
angiogenesis and metastasis. NFκB itself can induce the HIF-signaling pathway in both, normoxic and
hypoxic conditions. Conversely, HIFs can modulate NFκB-signaling in a bidirectional manner [213].

Overall, the strong iron dependency of lung cancer offers the opportunity for treatment
interventions that target iron availability (e.g., iron chelators); however, future pre-clinical and clinical
studies are needed to address this potential treatment. In a different perspective, iron modulation in
tumor-associated macrophages (TAMs) might also emerge as a possible therapeutic target. Recent
studies indicate that the iron loading of TAMs can differentiate them towards a pro-inflammatory
phenotype and inhibit tumour growth [176,214]. Supporting this idea, the presence of iron loaded
TAMs correlates with reduced tumor size in patients with non-small cell lung cancer [176].

5.8. Other Diseases

Acute respiratory distress syndrome (ARDS) is clinically characterized by severe hypoxemia
resulting from pulmonary gas exchange failure [160]. A potential source of iron in ARDS may
derive from ‘low grade bleeding’ and hemorrhage, which might be present in certain subsets of this
heterogenous pathological lung condition [215]. Analysis of the bronchoalveolar lavage of patients
suffering from ARDS revealed the presence of higher levels of iron and iron-related proteins, such as
ferritin, lactoferrin, and transferrin, likely reflect disturbances in lung iron homeostasis [9]. Similarly,
patients with pulmonary alveolar proteinosis (PAP), a disease defined by severe accumulation of
surfactant in the airspaces and hypoxemia [177], also present higher concentrations of iron, ferritin,
transferrin, and lactoferrin in the bronchoalveolar lavage [178]. Finally, patients with idiopathic
pulmonary fibrosis (IPF), a restrictive lung disease with a prominent gas diffusion limitation [169], have
a higher frequency of HFE allelic variants associated with the iron overload disease hemochromatosis,
when compared to healthy controls [170]. Hemosiderin accumulation in alveolar macrophages was
increased in these patients. Whether these alterations in pulmonary iron homeostasis contribute to the
pathology of these diseases is still unknown.

Pulmonary dysfunction, in particular restrictive lung disease, is frequently observed in patients
with thalassemia major (TM), a disease characterized by severe iron accumulation [186–189]. It has
been speculated that abnormal lung function in those patients might be a consequence of chronic iron
overload [189]. Supporting this hypothesis, a restrictive pattern was observed in a mouse model of iron
overload, caused by a mutation in FPN that confers resistance to hepcidin binding [56]. In addition to
thalassemia, other hemolytic diseases, such as sickle cell disease, are also associated with increased
susceptibility to pulmonary diseases and abnormal lung function [216–218]. However, future studies
are needed to fully understand the impact of iron overload in lung function in humans and whether
additional factors such as hemoglobin and heme release in these hemoglobinopathies contribute for
the lung disorders observed in these patients.

6. Therapeutic Potential of Iron Modulation

The profound numbers of lung diseases associated with disrupted iron homeostasis offer a
great potential for the therapeutic careful use of iron modulators. Before corrective interventions
can be applied in patients, we require a better knowledge of iron’s role in pulmonary disease and
markers to properly evaluate the systemic and pulmonary iron status. Currently, dietary interventions,
phlebotomy, blood and iron infusions, as well as iron chelator treatment, are used to correct systemic
disturbances of iron homeostasis. For example, blood infusions and iron-chelation therapy are standard
in the treatment of hemolytic anemias. In PH patients, the therapeutic correction of the frequently
observed iron deficiency may ameliorate the disease outcome and clinical trials are ongoing to further
investigate this potential [180]. The first trial results seem to support this concept, however so far only
for the idiopathic PH-subtype [185].
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Future approaches will directly target regulatory molecules of iron metabolism by applying small
agonistic/antagonistic molecules. It is tempting to speculate that such molecules might be applied by
inhalation. For example, hepcidin as the major regulator of iron metabolism and its receptor FPN are
promising targets for future drug development [219]. Indeed, hepcidin agonists are currently under
development to treat iron overload diseases such as hereditary hemochromatosis. On the other hand,
hepcidin antagonists are developed to treat inflammation-induced anemias.

Moreover, diseases such as COPD that are characterized by systemic iron deficiency and lung iron
accumulation would benefit from a more specific strategy. For example, inhalation of chelators
(or iron sources, in case of lung iron deficiency) would have the potential to directly modulate
pulmonary iron homeostasis while hopefully having no or only a mild effect on systemic iron
homeostasis. Apart from direct targeting of regulators of iron metabolism, indirect targeting of
signaling pathways, such as the HIFs, may be an option [220,221]. In summary, therapeutic possibilities
to control iron metabolism are widespread, and the pros and cons of these novel therapeutic approaches
need to be carefully evaluated.

7. Conclusion and Outlook

In healthy conditions, pulmonary iron homeostasis is tightly controlled to maintain proper
lung function. In environmental (e.g., high-altitude exposure) and behavioral (e.g., exercise) stress
conditions it requires adaptation. Importantly, numerous acute and chronic respiratory diseases are
associated with disrupted iron homeostasis in the lungs. The close cellular interaction between iron
regulatory pathways via IREs/IRPs or hepcidin/ferroportin and the oxygen sensing pathway via
HIFs seems to be critical for healthy adaption but also for pathologic maladaptation within the lungs.
Enormous progress has been made in our molecular understanding of these pathways and their
suppression and/or enhancement. However, this knowledge currently needs to be applied to the lung.
An improved understanding of iron trafficking and storage in the lung and its role in lung disease
onset and progression will improve interventional modification of iron homeostasis within the lungs
via iron-modulators.
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Abstract: Inflammation, being a hallmark of many chronic diseases, including cancer, inflammatory
bowel disease, rheumatoid arthritis, and chronic kidney disease, negatively affects iron homeostasis,
leading to iron retention in macrophages of the mononuclear phagocyte system. Functional iron
deficiency is the consequence, leading to anemia of inflammation (AI). Iron deficiency, regardless of
anemia, has a detrimental impact on quality of life so that treatment is warranted. Therapeutic
strategies include (1) resolution of the underlying disease, (2) iron supplementation, and (3)
iron redistribution strategies. Deeper insights into the pathophysiology of AI has led to the
development of new therapeutics targeting inflammatory cytokines and the introduction of new
iron formulations. Moreover, the discovery that the hormone, hepcidin, plays a key regulatory role
in AI has stimulated the development of several therapeutic approaches targeting the function
of this peptide. Hence, inflammation-driven hepcidin elevation causes iron retention in cells
and tissues. Besides pathophysiological concepts and diagnostic approaches for AI, this review
discusses current guidelines for iron replacement therapies with special emphasis on benefits,
limitations, and unresolved questions concerning oral versus parenteral iron supplementation in
chronic inflammatory diseases. Furthermore, the review explores how therapies aiming at curing the
disease underlying AI can also affect anemia and discusses emerging hepcidin antagonizing drugs,
which are currently under preclinical or clinical investigation.

Keywords: Anemia of chronic disease; anemia of inflammation; hepcidin; anti-hepcidin therapy;
iron supplementation

1. Introduction

Iron has a crucial role in all living organisms. In humans, iron is essential for many biochemical
processes, including electron transfer reactions in mitochondria, the citric acid cycle, gene expression,
binding and transport of oxygen, regulation of cell growth and differentiation as well as the cellular
immune response [1]. From a systemic point of view, hepcidin, a liver-derived hormone, has been
found to be the master regulator of iron homeostasis, controlling cellular iron efflux [2]. Hepcidin binds
to the sole known iron exporter, ferroportin (FPN), mediating internalization and degradation of this
transporter [3,4]. As a further consequence, dietary iron absorption as well as iron release from cells,
such as macrophages, is prevented [5]. Hepcidin expression is regulated by different stimuli, such as
anemia, hypoxia, and inflammation [6]. Different molecular pathways involved in hepcidin expression
have been uncovered [7,8]. Among these, the bone morphogenetic protein (BMP)-SMAD signaling
pathway is the most critical. Liver endothelial cell-derived BMP6 and BMP2 have non-redundant
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roles to induce hepcidin expression. However, BMP6 is the dominant ligand and a threshold
signaling of BMP6 via the BMP-SMAD pathway is indispensable for sufficient and appropriate
hepcidin induction [9–12]. During inflammation, hepcidin expression is induced via the interleukin
(IL)6-JAK-STAT and Activin B-SMAD1/5/8 signaling pathways [2,13–15]. As FPN regulates iron
release from absorptive enterocytes in the duodenum and from iron recycling macrophages of
the mononuclear phagocyte system (MPS), elevated hepcidin levels during inflammation cause
diminished systemic iron availability [16]. While iron retention in the MPS appears to be beneficial for
host responses during infections, as it withholds this metal from invading extracellular pathogens,
anemia is an undesired, ultimate consequence of iron restriction in patients suffering from chronic
diseases [17–19]. Consequently, anemia of inflammation (AI) or anemia of chronic disease (ACD)
represents the most common disease-related complication in patients suffering from rheumatoid
arthritis (RA) inflammatory bowel diseases (IBD), cancer, infectious diseases, and chronic kidney
disease (CKD) [1,20–26].

Whereas the development and persistence of anemia in several diseases, including infections and
cancer, has been associated with a poor prognosis, the true impact of alterations in iron homeostasis
or anemia on the pathology of the underlying disease remains largely elusive [27]. However,
anemia negatively impacts on many aspects of the patients [28]. Moreover, iron exerts multiple
effects on immune cell differentiation, functionality, and plasticity, which has been studied in depth
toward the interconnection of iron homeostasis with the biology of M1 and M2 macrophages [29,30].
M1 macrophages, being either activated upon pathogen recognition or stimulated by cytokines (e.g.,
interferon-gamma (IFNγ), tumor necrosis factor-alpha (TNFα), or IL1, IL6 and IL10), induce subtle
changes of transcellular iron fluxes, aiming to limit the availability of the essential nutrient iron for
circulating pathogens. Therefore, the term, “nutritional immunity”, has been proposed [31]. Thereafter,
cytokines directly or cytokine-inducible products, such as oxygen radicals and nitric oxide, regulate
the expression of critical iron transport and storage proteins [19,32–38]. Consequently, the accessibility
of iron for microbes is modulated and their growth and pathogenicity is impacted. Moreover, bacteria
can acquire iron from holo-transferrin. Therefore, limitation of circulating transferrin-bound iron levels
and mutations of the iron binding sites of transferrin were shown to be protective against infections
with circulating bacteria [39–41].

Of note, iron per se also affects immune effector pathways of macrophages and, subsequently,
T-cell differentiation by regulating IFNγ activity, nitric oxide formation, or T-helper cell
plasticity [42–46]. Thus, local and systemic iron availability determines not only microbial growth,
but also the efficacy of anti-microbial immune effector pathways. It appears that the alterations
of systemic and macrophage-responsible iron fluxes are specifically regulated depending on the
nature and localization of the pathogen [19,32,33,39,47]. The hepcidin–FPN axis has attracted specific
attention regarding alterations of iron fluxes during infections. Hepatocytes produce large amounts
of hepcidin following challenge with circulating bacteria, resulting in iron retention with the MPS
and low circulating iron levels [17,18]. Moreover, autocrine formation of hepcidin by macrophages
further reduces cellular iron availability for circulating pathogens [19,39,48,49]. In contrast, invasion of
cells and macrophages with bacteria, such as Listeria, Mycobacteria, or Salmonella, induces alternative
mechanisms. Specifically, the upregulation of FPN by different mechanisms results in macrophage
iron efflux and limitation of bacterial growth [50–54]. In addition, M1 macrophages and other
immune cells produce several factors, such as lipocalin-2, lactoferrin, and calprotectin, which limit the
bacterial access to iron [55–57]. Of note, in addition to iron flux regulation by the FPN-hepcidin axis,
several hepcidin-independent mechanisms have been identified that control iron trafficking during
infection [33,50,58–61].

In contrast, M2 macrophages exert anti-inflammatory effects and these cells are highly specialized
for iron recycling from senescent erythrocytes via erythrophagocytosis, yielding approximately 90% of
the daily needs of iron for erythropoiesis [30]. Iron is released from heme by the anti-inflammatory
enzyme, heme oxygenase-1 [62,63]. The latter enzyme has attracted specific interest because it exerts
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immune regulatory effects, but, importantly, it also exerts disease tolerance during certain infections
by limiting tissue damage, thereby improving the outcome from sepsis [64,65].

While it has long been known that iron is essential for the production of hemoglobin of red
blood cells, our knowledge on the regulation of iron homeostasis under steady state conditions
and in association with different pathologies has dramatically expanded over the past centuries
thanks to the identification and characterization of numerous iron genes and associated regulatory
molecules [1]. Indeed, unbiased iron supplementation or withdrawal therapy via phlebotomy dates
to the middle ages. However, due to our expanding knowledge on iron metabolism regulation
during inflammation, targeted modulation of specific iron metabolic pathways, including the
hepcidin-FPN axis, has emerged only recently [3,66,67]. Although we have several established and
novel iron therapies at hand, there are still many unresolved questions and unmet needs when
treating imbalances of iron homeostasis in patients with inflammatory diseases. This includes
lack of gold-standard tests to properly distinguish between absolute versus functional ID, lack of
knowledge regarding safe and efficient therapeutic start and end points as well as complications of
iron redistribution and supplementation strategies towards the course of the diseases underlying AI.

2. Diagnosis

The diagnosis of AI is based on several laboratory markers. Classically, hemoglobin levels are
decreased; markers of inflammation, such as C-reactive protein (CRP) or IL6, are increased; and
iron homeostasis is altered as follows: Circulating iron levels are low, transferrin saturation (Tf-Sat)
is reduced, and ferritin concentrations are normal or increased (Table 1) [68]. Diagnosis becomes
challenging if AI is associated with true ID (AI/ID), as there is still a lack of a gold standard for
differentiation between AI and AI/ID. However, as therapies to overcome anemia differ, proper
diagnosis and understanding of underlying pathophysiological regulations are necessary [69]. While
ferritin strongly correlates with the body’s iron stores in IDA, ferritin levels are not reliable during
inflammation. Thus, low ferritin levels (<30 mg/mL) in any case indicate true ID, but ferritin levels
are upregulated during inflammation largely independently of iron availability [70]. This fact has led
to corrections towards elevated cut-off values for ferritin during concomitant inflammation [71,72].
Until now, the gold standard for diagnosis of ID is still the microscopic evaluation of iron-stained bone
marrow aspirates, which is not routinely used due to its high invasiveness [73]. A recent study in
heart failure patients proposed to use serum iron and Tf-Sat instead of ferritin to diagnose true ID,
which was evaluated by bone marrow staining [74]. Compared to ferritin-based definition of ID (with
a sensitivity and specificity of 82% and 72%, respectively), the diagnosis of ID based on reduced Tf-Sat
(cut-off: ≤19.8%) and low serum iron (cut-off: ≤13 μmol/L) had an improved sensitivity (94%) and
specificity (84% and 88%) in this specific group of patients. Although these findings need further
confirmation among other disease entities, it highlights that ferritin-based definitions of ID appear to
be suboptimal.

As erythrocytes are the main consumers of iron and thus most affected by ID, efforts have been
undertaken to establish markers that are related to red blood cell morphology and iron content of these
cells. Alongside the well-established classical hematological indices of the mean corpuscular volume
(MCV) and mean corpuscular hemoglobin (MCH), new parameters, such as the hemoglobin content of
reticulocytes, percentage of hypochromic red blood cells, and the soluble TfR (sTfR), were introduced
as indicators of iron availability for the erythron and/or efficacy of erythropoiesis [68,75,76]. Some
studies recommend the sTfR as an alternative biomarker to distinguish between absolute (or true) and
functional ID. In general, absolute ID and higher rates of erythroid output causes an up-regulation
of the TfR on erythrocytes, which then concomitantly leads to higher detectable forms of its cleaved
monomer, the sTfR, in the plasma [77]. As inflammation negatively impacts erythropoiesis and TfR
expression, sTfR values are also altered during inflammation [26,36]. Therefore, the use of this marker
led to unsatisfactory sensitivity and specificity (83% and 50%, respectively) for the detection of ID
compared to bone marrow findings in a cohort of 180 anemic children in Mozambique [78]. Attempts
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to correct this marker for inflammation, using a sTfR versus log ferritin ratio, did not classify patients
properly, thus limiting the diagnostic potential of this test [79]. While these parameters add additional
information on true iron availability for erythropoiesis in patients with AI, none of these measurements
are adjudged as efficient for distinguishing between AI and AI/ID.

A number of reports indicating that hepcidin is competent to distinguish between IDA and AI in
several diseases, including RA, anemia of cancer, anemia of critical illness, and IBD, have suggested
hepcidin to be a promising biomarker in the future [16,80–83]. Moreover, other reports also
exist suggesting that plasma hepcidin levels could predict the response to oral iron in different
settings [84–87]. However, there are also reports from studies in hemodialysis patients to the
contrary, highlighting the need for further detailed investigations [88–90]. Further discussion
on hepcidin is presented in Section 3.2.2. The measurements of molecules that affect hepcidin
expression under different conditions may turn out to be of diagnostic benefit. Erythroferron,
hypoxia inducible factors (HIFs), and platelet derived growth factor BB are all signaling peptides
induced by hypoxia and were found to impact directly or via modulation of hepcidin on iron
availability for erythropoiesis [91–93]. The biomarkers of hypoxia thus hold promise to better
identify subjects suffering from AI/ID and to predict the erythroid response in patients with AI
with and without ID, once commercially available ELISAs are available [94–96]. Of importance,
none of these tests is currently standardized, which is a necessity to make them a reliable routine
biomarker for the evaluation of iron status. Consequently, trials investigating these parameters cannot
be easily compared, making interpretations even more difficult. However, according to a recent report,
a hepcidin reference standard allows equivalence and comparability between hepcidin measurement
results [97].

Despite ongoing efforts to find and establish new biomarkers, a recently published study
conducted in a cohort of IBD patients revealed that differentiation between AI and iron deficiency
anemia (IDA) and the combination thereof was only possible in 22% of all anemic patients, because
only CRP, hemoglobin, and ferritin levels were available as diagnostic markers. [98]. This highlights
that improvement of diagnostic approaches to identify patients with true ID in the setting of
inflammation is urgently needed and is still a challenging field of investigation.

Table 1. Diagnostic markers for the diagnosis of different types of inflammatory anemia.

Marker
Anemia of

Inflammation

Anemia of Inflammation
plus Iron Deficiency

Anemia
Limitations/Comments

Bone marrow
iron staining Normal–Elevated Normal–Reduced

• Gold standard
• Invasive method, not

routinely used

Serum Iron Low Low Underlies diurnal variations

Ferritin Elevated Reduced–Normal–Elevated

• Most commonly used marker
• Ferritin is an acute phase protein

and does not accurately reflect
iron status during inflammation

• Ferritin < 30 ng/mL always
associated with true
iron deficiency

Transferrin Normal–Reduced Normal–High

Tf-Sat Low Low Dependent on iron and
transferrin levels

sTfR Normal–Elevated Elevated

• Good marker for needs of iron for
erythropoiesis in absence
of inflammation

• Values affected by inflammation
and ESA application
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Table 1. Cont.

Marker
Anemia of

Inflammation

Anemia of Inflammation
plus Iron Deficiency

Anemia
Limitations/Comments

sTfR/log Ferritin Normal Elevated Used for differentiation, but there is a
lack of a prospective study

Hepcidin Elevated Normal–Reduced

• Expression is more affected by
iron deficiency (suppressing) than
by inflammation

• Not standardized
• Weak correlations in CKD patients
• Possible predictive parameter for

success of iron and/or
ESA treatment

Erythroferron Not known Not known

• Not standardized
• Higher ERFE levels in

CKD patients
• Positively correlated with serum

erythropoietin and negatively
with hemoglobin

MCV/MCH Normal Normal–Reduced If reduced, indication of iron deficiency

Reticulocyte Hb
content Normal–Reduced Reduced

Indicated insufficient iron availability
for erythropoiesis, not prospectively

studied

Hypochromic
RBC Normal Normal–Elevated

• Related to MCV, as a sensitive
marker for iron availability for
erythroid progenitors

• Cut-off values are different
between different machines

CRP Increased Increased

• Non-specific inflammatory marker
• Iron–independent parameter
• Correlation with severity

of anemia

IL6 Increased Increased
• Non-specific inflammatory marker
• Iron–independent parameter

3. Treatment Strategies

Treatment of ID and IDA is paramount as it is associated with several detrimental effects on quality
of life, exercise capacity, mental status, and activity of patients [99,100]. To this end, two strategies can
be pursued. First, treatment of the underlying disease; second, if a cure cannot be achieved, therapies
directly or indirectly addressing imbalances of iron homeostasis are indicated.

3.1. “First line”: Treatment of the Underlying Inflammation

If possible, treatment of the underlying disease is decidedly the pivotal approach to treat
AI. Resolution of inflammation results in the normalization of hepcidin levels, leading to the
correction of macrophage iron retention and normalization of duodenal iron uptake. In addition,
the negative cytokine-mediated proliferative effects on hematopoiesis are abrogated, overall leading
to anemia improvement. One approach, which has been shown to be effective, is the neutralization
of inflammatory cytokines. Accordingly, targeted therapy using an anti-IL6 receptor antibody
(Tocilizumab) improved anemia in patients suffering from multicentric Castleman’s disease (MCD),
a lymphoproliferative disorder where IL6 was found to be the main cytokine contributing to its
pathogenesis [101,102]. Of note, IL6 is one major driver for hypoferremia in patients suffering from
AI [2]. Further work-up revealed that anemia amelioration due to IL6 receptor blockade is related to
down-regulation of hepcidin levels [103,104]. In parallel, a monoclonal anti-IL6 antibody (Siltuximab)
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has also been evaluated for its potential to decrease hepcidin plasma levels and consequently improved
anemia not only in patients suffering from MCD, but also in subjects with multiple myeloma and solid
tumors [105–107].

Of interest, not only systemic, but also autocrine hepcidin expression in macrophages has been
found to be of importance in AI and possibly also for iron distribution in cancer cells [48,108].
In patients with ovarian cancer, polarization towards an M1 phenotype and high IL6 levels were
associated with more profound anemia. Treatment with Tocilizumab resulted in the reversion of iron
restriction and improvement of anemia, supporting previous evidence that anti IL6-directed therapy
may be effective for anemia in cancer [108,109].

TNFα is also a target to treat the underlying complications and ameliorate anemia. Monoclonal
antibodies directed against TNFα (e.g., Infliximab, Adalimumab, Golimumab) are routinely applied
in patients suffering from RA and IBD. As TNFα’s contribution to AI is different from IL6,
the beneficial effect on anemia was ascribed to discontinuation of TNFα’s negative impact on bone
marrow erythropoiesis or, likewise, erythrocyte’s half-life, without having direct effects on hepcidin
levels [15,110–114]. However, a study investigating two different TNFα inhibitors in IBD patients
found that the beneficial effect of anti-TNFα is indirect and it is mediated via down-regulation of
IL6 [115]. Anti-TNF therapy may also reduce intravascular radical formation, thereby preventing
the radical-mediated damage of erythrocyte membranes and increasing their circulating half-life.
Moreover, comparative evaluation of TNFα inhibitors and Tocilizumab revealed that IL6-mediated
therapy, directly affecting hepcidin levels, is more effective than TNFα inhibitors in respect to anemia
correction [116]. Furthermore, hematological response after one year of anti-TNFα treatment was only
observed in 34% of patients, even with oral iron supplementation [117].

Patients suffering from myeloproliferative neoplasms (MPN) have been shown to develop anemia,
in part as a consequence of elevated hepcidin levels [118]. As mutations related to the activity of Janus
kinase 2 (Jak2), resulting in constant activation, were found to be central to the pathogenesis of MPN,
Jak2 inhibitors became one treatment option However, erythropoietin (EPO) is an essential hormone
for sufficient production of red blood cells and also signals via the JAK2 pathway [119]. Consequently,
anemia dose-dependently developed in patients who were treated with a JAK2 inhibitor (Ruxolitinib)
and this was a dose-limiting adverse event [120,121]. In contrast, results from a phase II study for the
treatment of myelofibrosis with a different Jak2 inhibitor (Momelotinib) surprisingly resulted even
in an improvement of anemia [122]. Further dissection of the underlying mechanisms demonstrated
that Momelotinib not only effectively inhibited Jak2 signaling, but also blocked ACVR1/ALK2-driven
induction of hepcidin, resulting in an egress of iron from macrophages to sites of erythropoiesis [123].

Although these therapies are effective in lowering hepcidin levels and therefore ameliorate the
anemia seen in chronic diseases, these therapies are probably not be suitable for sole treatment of AI
because of potential side effects of these therapies, such as increased risk of infections due to impaired
host responses [124]. A compromise might be a combinatorial therapeutic approach to target both the
improvement of iron status and the treatment of infections.

3.2. Iron Supplementation and Iron Redistribution Therapies

Despite ongoing development of new treatment strategies and efforts towards personalized-based
medicine, diseases, such as cancer, chronic heart failure, autoimmune diseases, and end stage
kidney diseases, are proving unattainable because of persistent chronic inflammation. This being
the case, anemia must be addressed via different approaches. Besides direct iron supplementation,
iron redistribution strategies are emerging. The choice of the most appropriate therapy depends
on the categorization of anemia whether there is pure AI with functional ID versus AI in
combination with true ID. While iron replacement therapy appears to be mandatory in the latter
setting, iron supplementation is questionable in patients with pure AI and strategies aiming at iron
redistribution from macrophages to the circulation may be the more pragmatic approach.
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3.2.1. Iron Supplementation

In general, iron can be directly supplemented either via the oral or intravenous (i.v.) route.
However, this decision is based on several factors, including the availability and cost of drugs,
the underlying disease, the degree of inflammation, therapeutic efficacy, and side effects, but also
on patients’ compliance and convenience (Table 2). Oral iron may be used in ID and mild
to moderate anemia, specifically among patients with a stable disease or only a low grade of
inflammation [14,15,69,125]. Oral iron may also be effective in patients with AI and combined true ID
due to the fact that ID-mediated inhibition of hepcidin expression dominates over inflammation-driven
hepcidin induction [126,127]. Indications when i.v. iron therapy should be initiated are not that straight
forward, based on the low grade of available evidence, and heterogeneity between guidelines for
different disease entities [128]. However, i.v. iron may be used if oral iron therapy is ineffective,
causes therapy-related side effects, and in patients with impaired oral iron absorption (Table 2).
Of note, guidelines for recommendations whether to use oral or iv iron supplementation vary in
different countries, in particular with regard to CKD. Examples include the Canadian guidelines,
the Caring for Australians with Renal Impairment (CARI), the National Institute for Health and Care
Excellence (NICE), and the Kidney Disease: Improving Global Outcomes (KDIGO), with each of them
having their own guidelines and diagnostic algorithms, as well as choice of preferred administration
route (oral vs. i.v.) [129–132]. This situation is far from being satisfactory as it causes deterrence and
confusion among physicians and highlights the necessity of prospective clinical outcome data from
rigorously conducted randomized controlled trials.

Nevertheless, the importance of i.v. iron supplementation among CKD patients became clear when
the first human EPO preparation was licensed for use in dialysis-associated anemia nearly 30 years ago.
Patients who suffered from EPO hypo-responsiveness experienced resolution of this condition with
concomitant administration of i.v. iron. Hence, KDIGO guidelines propose that iron therapy should be
aimed to treat ID, increase iron stores prior to initiation of therapy with erythropoiesis stimulating
asgents (ESA), and enhance the response to these drugs [129].

In addition, within the last few years, concerns regarding the use of ESA (including EPO) for the
treatment of anemia in CKD patients have been raised [133,134]. This was because of increased risk of
adverse clinical outcomes, such as stroke and venous thromboembolic disease, culminating in high
mortality [113–116]. Indeed, the US Food and Drug Administration (FDA) released a black box warning
on the use of high EPO doses. Consequently, iron supplementation, either alone or in combination
with ESA agents, are recommended as front-line options [129–132]. The latter is also related to findings
of the TREAT (Trial to Reduce Cardiovascular Events with Aranesp® Therapy) study, which not only
emphasized the possible risks related to ESA therapy, but also revealed that iron therapy increases
hemoglobin levels and is capable of delaying the initiation need of ESA therapy [133,134]. Furthermore,
another multicenter, prospective, and randomized study, FIND-CKD (Ferinject® assessment in patients
with IDA and non-dialysis-dependent chronic kidney disease), reported that both i.v. and oral
iron supplementation were capable of maintaining hemoglobin levels, thus reducing the dosages of
ESA [135]. However, a recent randomized trial in non-dialyzed patients with CKD found that the use
of i.v. iron was associated with an increased risk for adverse cardiovascular events and infections
when compared to oral iron treatment [136].

Iron supplementation in patients with IBD is also still far from being consistent and many
questions are still open, including the value of iron supplementation in subjects without anemia, or the
preferred route of iron supplementation. Anemia seen in IBD is unique, as most patients suffer from
AI together with ID, which is the consequence of continuous blood loss by the inflammatory mucosa
and impaired iron intake as a consequence of malnutrition [125,137,138]. I.v. iron, as a sole treatment,
has been shown to correct anemia in more than 80% of patients [139]. According to the European
Crohn’s and Colitis Organisation (ECCO) guidelines published in 2015, iron supplementation is
recommended whenever IDA is present. In contrast to recommendations made for CKD patients,
iron supplementation aims to normalize hemoglobin levels in patients with IBD [140]. I.v. iron is
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recommended in patients with a clinically active disease, previous intolerance to oral iron, severe
anemia (Hb < 10 g/dL), and who have initiated combination therapy with an ESA. Otherwise,
oral iron therapy may be applied. However, several comparative studies, where i.v. versus oral
iron supplementation was investigated, revealed that in IBD patients with AI and true ID and low
disease activity, oral iron is as effective as i.v. iron to correct anemia [141–146]. Although AI is listed as
a common cause for “non-IDA” in IBD subjects, no guidelines are provided regarding the practice
of iron supplementation for these patients. Indeed, data from clinical trials on this issue are scarce.
However, in view of published evidence that IBD patients with anemia have higher CRP values and a
more active disease status, the necessity for further evaluation of this eventual relationship and its
clinical management is evident [147,148].

In conclusion, no matter which subtype of AI is present, today’s evidence and treatment
recommendations are based on altered biomarkers of haematology and inflammation and their
correction, while end-point data on the effects of iron therapies (e.g., death, survival and disease
resolution or progression) are almost completely lacking. Moreover, hardly any information from
prospective trials is available regarding optimal therapeutic targets (e.g., hemoglobin or ferritin
levels), which, however, may be different according to the underlying disease. One pioneering study
(PIVOTAL for Proactive IV Iron Therapy in Hemodialysis Patients) addressed some of these end-points
(risk of death, major adverse cardiovascular events, and infection) in patients undergoing hemodialysis
and has just been published [149,150]. A high-dose regimen of i.v. iron (400 mg of iron sucrose per
month, administered in a proactive fashion) was compared to a low-dose regimen (0 mg–400 mg of
iron sucrose per month, administered in a reactive fashion). While the high iron regimen led to a
reduced cumulative dose of administered ESA, there was no association with any of the end-points.
How this study will influence existing guidelines and iron supplementation strategies remains to
be seen.

Table 2. Characteristics of oral and intravenous iron therapy.

Indication(s) Benefits Limitations Uncertainties/Comments

Oral iron

• True iron deficiency
• Combined true and

functional iron
deficiency with low
grade inflammation

• Low costs
• Easy to apply
• Effective if

applied appropriately

• High pill burden
• Low bioavailability
• High rate

of non-responders
• Ineffective in the

presence of high
hepcidin levels

• Gastro-intestinal
side effects

• Low compliance

• Identification of the
underlying cause

• Absorption defect must
be excluded

• No predictor for response
• Oral iron as a trigger for

cancer or
intestinal inflammation

• Effects on gut microbiome
• Disease specific

therapeutic start
and endpoints

Intravenous
iron

• True and functional
iron deficiency

• Absorption defects
• Severe anemia
• Intolerance to oral

iron therapy
• Lack of efficacy of

oral iron therapy

• Faster replacement of
iron stores than with
oral iron

• Fewer gastro-intestinal
side effects

• New i.v. iron
formulations allowing
high single
dose administration

• Effective in the presence
of inflammation

• Better control
of compliance

• Rare but possible life
threatening
anaphylactic reactions

• Route of application
requires consultation
of a physician

• Higher costs
• Hypophosphatemia

• Long-term outcome on
underlying disease unclear

• No predictor of response
• Possible iron-induced

oxidative/nitrosative stress
• Unknown efficacy in

patients with more
advanced inflammation
and/or high
hepcidin levels

• Disease specific
therapeutic start
and endpoints

3.2.2. Hepcidin Modulation

As mentioned above, hepcidin is the master regulator of systemic iron homeostasis, as this
hormone is decisive for FPN expression, regulating iron efflux [151]. Thus, circulating levels of
hepcidin determine the transfer of iron from the diet via the duodenum and release of iron from
macrophages of the MPS. Since hepcidin is central to the pathophysiology of AI, several strategies
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that either modulate the synthesis of hepcidin or neutralize its activity have been developed [152,153].
The purpose of hepcidin modulation is to reverse iron retention in the MPS, thus enhancing iron
availability for erythropoiesis in AI. As multiple causes lead to AI (e.g., negative impact of cytokines
on erythropoiesis, impaired EPO activity), it needs to be investigated if increase of iron availability on
its own is sufficient to effectively restore hemoglobin levels. Alternatively, a combination with an ESA
could lead to a more favorable outcome [25,154–158].

The first approach that has been used were antibodies directed against hepcidin, which initially
were only effective to reverse anemia in animal models when combined with ESA, whereas a
subsequently developed human antibody modulated iron homeostasis in mice and cynomolgus
monkeys without concomitant ESA administration [159].

Another approach for hepcidin neutralization is based on the use of antichalins (bioengineered
lipocalin; small ligand-binding protein) or aptamers (also called Spiegelmer or Lexaptepid pegol
L-stereoisomeric RNA aptamer). Indeed, these compounds have also been proven to be effective in
preclinical models, and phase I trials have been successfully completed. In detail, positive data were
obtained from a phase I study for the anticalin PRS-080 thus a phase II study was initiated, which
is evaluating the effect of PRS-080 administration in anemic hemodialysis CKD patients (https://
clinicaltrials.gov/ct2/show/NCT03325621) [160]. The outcomes of this clinical study on anti-hepcidin
treatment are awaited. In addition, details on the impact of this compound on iron metabolism in
cynomolgus monkeys has just recently been published [161]. In parallel, a placebo-controlled study on
the safety, pharmacokinetics, and pharmacodynamics of the spiegelmer NOX-H94 in healthy humans
demonstrated that hepcidin was inhibited dose-dependently, thus causing an increase in serum iron
and Tf-Sat [162]. Furthermore, clinical phase II studies for the treatment of AI in patients suffering
from multiple myeloma, low grade non-, or Hodgkin lymphoma, and ESA-hypo-responsive chronic
hemodialysis patients have shown favorable effects, but cohorts were small, so further assessment is
warranted [163,164].

As BMPs, specifically BMP2 and BMP6, are potent inducers of hepcidin, inhibition of the
BMP-SMAD pathway is an attractive therapeutic approach to control hepcidin production [10–12,165].
Since this pathway is highly complex, involving different players, many possible targets can be
contemplated [166]: First, BMP sequestration is one strategy. Therefore, BMP6 antibodies, a soluble
hemojuvelin–Fc fusion protein, and modified heparins have been developed [167–170]. A phase I
clinical trial of such a latter compound (Roneparstat, SST0001), which has competitive heparanase
inhibitor properties, has been conducted in patients suffering from multiple myeloma, regarding
its anti-myeloma effect, dosing, and safety profile (https://clinicaltrials.gov/ct2/show/record/
NCT01764880) [171]. Impacts on hepcidin and iron metabolism have not been published yet.

Representing one step further down the BMP/SMAD pathway, efforts have been undertaken
to target the BMP receptor (BMPR). TP-0184, a small-molecule inhibitor of ALK2 activity,
has entered a phase I study this year (https://clinicaltrials.gov/ct2/show/NCT03429218), after having
shown promising effects on hepcidin suppression in vitro and in preclinical mouse models [172].
Not only BMPR, but also BMP co-receptors, have been investigated as hepcidin lowering strategies.
Two monoclonal antibodies targeting hemojuvelin have been developed, and are still in preclinical
development [173].

A third reasonable approach to counteract hepcidin activity is to block hepcidin-induced
internalization of FPN. Even though a phase II trial for such a stabilizing FPN antibody has been
successfully completed in 2015, its further development has been stopped [174,175].

Notably, EPO at high doses can decrease hepcidin levels [176]. This effect is only of short duration
and seems to be indirect, as signals derived from expanding erythroid progenitors in the bone marrow
mediate this suppression [177,178]. Indeed, among CKD patients, no long-term effects of EPO on
hepcidin levels have been observed, which, however, may also be partly related to impaired urinary
hepcidin excretion [179]. In addition, HIF-prolyl hydroxylase inhibitors (HIF-PHIs), stabilizing HIFs,
and thus activating HIF-controlled pathways, such as intrinsic EPO expression, have been reported
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to impact on iron homeostasis [93,180]. However, these effects can be traced back to transcriptional
regulation, resulting in enhanced expression of specific iron transporters in the intestine (such as FPN
and divalent metal transporter 1), thereby promoting iron absorption. Table 3 gives an overview of the
drugs that directly or indirectly modulate hepcidin levels.

Table 3. Drugs impacting on hepcidin-mediated alteration of iron homeostasis.

Name(s) Primary Indication(s) Target Drug Type Mechanism

Tocilizumab

• Rheumatoid arthritis
• Systemic juvenile

idiopathic arthritis
• Giant cell arteritis
• MCD
• Cytokine release syndrome

IL6R Humanized monoclonal
antibody IL6 signaling inhibition

Siltuximab MCD IL6 Chimeric monoclonal
Antibody IL6 binding

Infliximab

• IBD (Crohn’s disease,
Ulcerative colitis)

• Rheumatoid arthritis
• Psoriatic arthritis
• Ankylosing spondylitis
• Psoriasis

TNFα Chimeric monoclonal
antibody TNFα binding/blocker

Adalimumab

• IBD (Crohn’s disease,
Ulcerative colitis)

• Rheumatoid arthritis
• Psoriatic arthritis
• Ankylosing spondylitis
• Psoriasis
• Hidradenitis suppurativa

Juvenile idiopathic arthritis

TNFα Humanized monoclonal
antibody TNFα binding/blocker

Momelotinib
GS-0387
CYT-387

Myelofibrosis JAK1 and
JAK2 Small molecule

• Jak1 and
Jak2 inhibition

• Blockig of hepcidin
production via
ALK2 inhibition

CSJ137
• Hepcidin modulation
• Anemia amelioration BMP6 Antibody BMP6 binding/blocking

SST0001
RO-82
RO-68

NAc-91
NAcRO-00

• Myeloma therapy
• Hepcidin modulation BMP6 Modified heparin BMP6 binding

TP-0184

• Antitumor activity in advanced
solid tumors

• Hepcidin modulation
• Anemia amelioration

ALK2 Small molecule ALK2 inhibition

h5F9.23,
h5F9-AM8

• Hepcidin modulation
• Anemia amelioration HJV/RGMc Antibody BMP Co-receptor binding

binding

Spiegelmer
Aptamers

NOX-H94H

• Hepcidin modulation
• Anemia amelioration Hepcidin

Lexaptepid pegol
L-stereoisomeric RNA

aptamer
Hepcidin binding

PRS-080
• Hepcidin modulation
• Anemia amelioration Hepcidin Antichalin,

bioengineered lipocalin Hepcidin binding

Erythropoetin Anemia EpoR Protein Induction of Erythroferron
and blockage of hepcidin

4. Perspectives

Anemia, being the final consequence of imbalances in iron homeostasis, in the setting of chronic
diseases must be recognized as a clinical condition contributing to the morbidity of patients and
awareness for ID must be improved. Indeed, due to the knowledge gap in clearly defining and
diagnosing this condition, IDA, AI, and combined AI/ID are often used mutually. However, ID itself
precedes anemia and should be detected, even outside the context of anemia. Efforts to counteract
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this common misconception have been made and a group of experts has proposed the following
overarching definition for ID: “Iron deficiency is a health-related condition in which iron availability
is insufficient to meet the body’s needs and which can be present with or without anemia” [181].
Of importance, ID is not only associated with anemia, but also higher morbidity and mortality
among certain chronic diseases, which could be alleviated after treatment [100,182–185]. For example,
in patients suffering from chronic heart failure, ID has been shown to adversely impact performance
status and quality of life, including prolonged hospitalizations independent of anemia [186–188].
Another significant upcoming challenge will be the management of anemia of the elderly, which
often has a heterogeneous and multifactorial etiology, but is also specifically related to age-related
changes [189].

Although AI is a condition that should be treated, there is also an evolutionary rational for iron
restriction during inflammation: Iron restriction is beneficial during acute infections, especially to
withhold iron from circulating microbes [19,39]. Malaria represents one of the best studied examples
in this context [65,190,191]. The fact that red blood cells are the host for plasmodia highlights their
dependency on iron metabolism. An important finding was just recently made to better understand
underlying pathomechanisms: FPN expression on red blood cells is critical to prevent detrimental
intracellular iron accumulation and hemolysis, all in all leading to a more severe course of malaria.
Of interest, these authors found that a human mutation in FPN (Q248H), which is unresponsive to
hepcidin-mediated degradation, has been positively selected in sub-Saharan African populations [192].
Thus, anti-hepcidin treatment strategies as listed above could be discussed as a treatment option for
malaria in the future. Despite anemia being associated with this infection, iron supplementation has
been shown to be detrimental. This is also in line with studies showing that iron supplementation in
children of developing countries resulted in higher morbidity and mortality from infections [193,194].

Moreover, there is increasing evidence for the role of iron availability for the gut microbiome
and oral versus i.v. iron have different effects on the composition of the microbiome [143,195,196].
This is of interest, because the composition of the gut microbiome was found to play decisive roles for
the progression of IBD and carcinogenesis in different mouse models [197]. Further workup in vitro
showed that certain iron formulations (ferric citrate and ferric ethylenediaminetetraacetic acid) also
bear the risk of exacerbation of colon cancer advancement in an amphiregulin-dependent fashion,
however, it needs to be defined whether or not the dosages used in such models are relevant for
humans [198].

Another issue of general importance are the effects of iron supplementation or hepcidin
targeting strategies on immune regulation. This is based on the observation that iron impacts on
the differentiation and proliferation of immune cells, but also directly impacts on immune effector
pathways either by promoting oxygen radical formation or inhibiting pro-inflammatory cytokine
production or anti-microbial immune effector pathways of macrophages [29,199,200]. Pre-clinical and
clinical models have shown that iron supplementation reduces TNFα formation in CKD patients while
negatively impacting on the host response in mammalian models of invasive fungal infection [44,201].
Thus, depending on the underlying disease, iron supplementation could have disease modifying
effects through its regulatory effects on the immune function [44,202].

5. Conclusions

Anemia and ID in the setting of chronic inflammatory diseases are leading causes of morbidity
worldwide. While we have gained significant knowledge on the mechanism underlying iron
misdistribution and development of AI, highlighting the role of immune mediators and the iron
hormone hepcidin, there is still the need for reliable biomarkers to evaluate iron homeostasis
in patients suffering from inflammatory diseases and to choose the best therapy or to predict
its efficacy. Specifically, distinction between AI versus AI combined with true iron deficiency is
of importance because these groups of patients may likewise need different iron redistribution
therapies. The development of new drugs (e.g., hepcidin antagonists) and the improvement of
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old drugs (novel formulation for oral and intravenous iron preparations) are the subject of future
investigations. Although there is good evidence that iron supplementation improves quality
of life, the effect of iron supplementation on the course of an underlying disease or associated
co-morbidities are poorly understood. There is only limited information on therapeutic start- and
end-points for iron supplementation and anemia correction in such patients. However, negligence
of anemia and iron deficiency may also exacerbate the underlying disease state and cause clinical
deterioration [203,204]. Thus, there is still a lot to learn to optimize and personalize treatment in
subjects with AI. Therefore, investigations through pre-clinical models, but also through prospective
randomized trials, are urgently needed to gain more detailed insights into this clinically very frequent,
but poorly understood condition.
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Abbreviations

ACD Anemia of chronic disease
ACVR Activin A receptor
AI Anemia of inflammation
ALK Activin receptor-like kinase
BMP Bone morphogenic protein
BMPR Bone morphogenic protein receptor
CKD Chronic kidney disease
CRP C-reactive protein
EPO Erythropoietin
EPOR Erythropoietin receptor
ERFE Erythroferrone
ESA Erythropoiesis stimulating agent
FDA Food and drug administration
FPN Ferroportin-1 AKA SLC40A1
Hb Hemoglobin
HIFs Hypoxia inducible factors
HIF-PHD Hypoxia inducible factor prolyl hydroxylase inhibitors
IBD Inflammatory bowel disease
ID Iron deficiency
IDA Iron deficiency anemia
IFNγ Interferon gamma
IL Interleukin
IL6R Interleukin 6 receptor
i.v. Intravenous
JAK Janus kinase
MCD Multicentric Castleman’s disease
MCH Mean corpuscular hemoglobin
MCV Mean corpuscular volume
MPN Myeloproliferative neoplasms
MPS Mononuclear Phagocyte system
RA Rheumatoid arthritis
RBC Red blood cell
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SMAD Homologues of Sma and Mad (mothers against decapentaplegic) proteins
STAT Signal transducer and activator of transcription
sTfR Soluble transferrin receptor
TfR Transferrin receptor
Tf-Sat Transferrin saturation
TNFα Tumor necrosis factor alpha
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Abstract: (1) Background: Treatment of patients with rheumatoid arthritis (RA) with an anti-IL-6
receptor (anti-IL-6R) monoclonal antibody (tocilizumab) has been found to influence iron metabolism.
The objective of the present study was to ascertain whether changes in iron metabolism induced
by anti-IL-6R biologic therapy were independently associated with an increased infection risk.
(2) Methods: A prospective longitudinal study of patients with RA treated with tocilizumab was
conducted. RA patients treated with an antitumor necrosis factor α monoclonal antibody were also
included as a control group. The primary outcome was occurrence of infection during the first
24 months of biologic therapy. (3) Results: A total of 15 patients were included, with a mean age
of 51.0 ± 4,1 and 73.3% (n = 11) female. A multivariate survival regression model, adjusted for
confounding factors, was fitted for each of the iron metabolism variables. Hazard ratios for being
above the median of each parameter was considered. Transferrin saturation above the median value
(>32.1%) was associated with a higher infection risk (HR 4.3; 95%CI 1.0–19.69; p = 0.05). Similarly,
although non-significantly, higher serum iron was strongly associated with infection occurrence.
(4) Conclusions: This study identified a probable association between infection risk and higher serum
iron and transferrin saturation in patients with RA on anti-IL-6R biologic therapy. We suggest that
both these parameters should be considered relevant contributing factors for infection occurrence in
patients on anti-IL-6R therapy.

Keywords: iron; hepcidin; ferroportin; Interleukin-6; infection; rheumatoid arthritis

1. Introduction

Infection is a frequent complication during the natural clinical evolution of rheumatoid arthritis
(RA), contributing to disease-associated morbidity and mortality [1]. Age-adjusted mortality in RA
might be increased about twofold when compared to the general population, and infectious diseases
are one of the leading causes of death [2]. This infection risk has been found to be influenced by
several disease-related conditions, patient-associated comorbidities, and the immunomodulatory drugs
used. Scores of disease activity, such as the disease activity score 28 (DAS-28), have been found to
correlate with infection risk [1,3]. Corticosteroids, synthetic disease-modifying anti-rheumatic drugs
(DMARDs), and biologic DMARDs may also suppress the immune response, which might translate
into an additional risk for infection [2,4].

In the complex pathophysiology of RA, interleukin-6 (IL-6) overproduction is of major relevance. IL-6
is a pleiotropic cytokine with a role in eliciting the acute-phase response in the liver, B-cell proliferation
and antibody production, and T-cell differentiation and cytotoxicity [5]. Chronic inflammatory states,
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such as the one present in RA, through increased levels of IL-6 and other cytokines, result in an increased
transcription of the HAMP gene in the liver, which encodes hepcidin [6]. After binding to its receptor
in hepatocytes, IL-6 induces a Janus kinase 1 (JAK1)-mediated phosphorylation of STAT3, which in
turn activates the transcription of the HAMP gene [6]. Hepcidin is an iron regulatory hormone [7]
whose best-documented activity is binding to and promoting endocytosis and degradation of ferroportin,
the only known iron exporter expressed in cells involved in iron metabolism [7–9]. High concentrations
of circulating hepcidin, characteristic of inflammatory states, results in low expression of ferroportin in
duodenal enterocytes, hepatocytes, Kupffer cells, and splenic macrophages, decreasing iron export to the
extracellular fluid and plasma [7,8]. The result, called hypoferremia of inflammation, has been proposed
to be evolutionarily advantageous [9]. Three adaptive functions have been proposed for the hypoferremia
of inflammation: inhibition of extracellular bacterial growth by sequestering available iron (considering
that most infectious agents need to scavenge iron from the host to multiply); protection from the toxicity
caused by high levels of iron and heme released during tissue necrosis and erythrocyte destruction;
and increased transferrin capacity to bind to iron released during infection and inflammation [6,8].

Considering the IL-6 overproduction observed in RA, one of the biologic DMARDs used
successfully for its treatment is tocilizumab, a humanized anti-IL-6 receptor (anti-IL-6R) monoclonal
antibody designed to block IL-6 signaling [10]. In patients with RA treated with tocilizumab, infection
is considered the most frequent adverse event and respiratory infections are the most frequently
documented [11–13]. Although clinical trials initially reported low infection rates associated with
tocilizumab therapy in patients with RA [11–13], some observational studies of real-life registries have
found higher infection rates [5]. Comparisons of infection rates between anti-IL-6R and antitumor
necrosis factor α (TNFα) therapy have also been conducted, with some observational cohort studies
finding a higher infection rate in tocilizumab [14,15].

The IL-6 signal blockade may suppress hypoferremia of inflammation [5]. It has been demonstrated
that blocking IL-6 or TNFα pathways with tocilizumab or anti-TNFα monoclonal antibodies resulted
in significantly lower serum hepcidin and significantly higher serum iron [16]. However, the effect
on hepcidin was noted to be stronger in patients treated with tocilizumab when compared with
patients treated with anti-TNFα monoclonal antibodies [16]. Analysis of the relationship between
these parameters and infection risk observed in this type of patients has never been evaluated before.

The objective of the present study was to ascertain whether changes in iron metabolism induced
by anti-IL-6R biologic therapy were associated with an increased risk of infection.

2. Results

This was a prospective longitudinal study of patients with a diagnosis of RA and treated with
an anti-IL-6R biologic. RA patients treated with an anti-TNFα were also included as a control group.
Both groups had a 24-month follow-up, with serum samples collected every semester and any infections
during this period registered by clinical interview.

A total of 15 patients were included, with a mean age of 51.0± 4.1 and 73.3% (n= 11) female. All patients
completed the follow-up time without censoring. Mean disease duration was 10.8 ± 9.5 years. Regarding
biologic DMARD therapy, 10 patients were treated with an anti-IL-6R monoclonal antibody (tocilizumab)
and 5 with an anti-TNFα monoclonal antibody (either infliximab, golimumab, or adalimumab). Baseline
characteristics and additional drugs used at any time during follow-up are summarized in Tables 1 and 2,
respectively. Corticosteroid daily dosages were relatively low (median = 5 mg/day, IQR 5–10 mg/day,
maximum of 20 mg/day, in prednisolone-equivalent dosages).
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Table 1. Baseline characteristics.

Baseline Characteristics
All

(n = 15)
Anti-IL-6R

(n = 10)
Anti-TNFα

(n = 5)
p-value

Patient-related characteristics

Age (years)
Female

51.0 ± 4.1 51.1 ± 5.7 51.0 ± 5.4 0.9986
11 (73.3%) 7 (70%) 4 (80%) 0.6900

Disease-related characteristics

Disease duration (years) 10.8 ± 9.5 10,7 ± 9.7 10.9 ± 10.8 0.7815
First biologic therapy 8 (53.3%) 4 (40%) 4 (80%) 0.1573

Comorbidities

Hypertension 7 (46.7%) 5 (50%) 2 (40%) 0.7237
Diabetes mellitus 3 (20%) 2 (20%) 1 (20%) 1.0000

Structural lung disease 3 (20%) 2 (20%) 1 (20%) 1.0000
Urolithiasis 2 (13.3%) 2 (20%) 0 0.2994

Tympanic perforation 2 (13.3%) 2 (20%) 0 0.2994
Gastrectomy 1 (6.7%) 1 (10%) 0 0.2994

Anti-IL-6R—anti-interleukin-6 receptor; anti-TNFα—antitumor necrosis factor α.

Table 2. Additional drugs used. 1

Drugs
All

(n = 15)
Anti-IL-6R

(n = 10)
Anti-TNFα

(n = 5)
p-value

Proton pump inhibitor 9 (60%) 6 (60%) 1 (60%) 1.0000
Corticosteroid 11 (73.3%) 8 (80%) 2 (60%) 0.4250
Methotrexate 11 (73.3%) 6 (60%) 5 (100%) 0.1106
Sulfasalazine 4 (26.7%) 1 (10%) 3 (60%) 0.0461

1 At any time during follow-up. Anti-IL-6R—anti-interleukin-6 receptor; anti-TNFα—antitumor necrosis factor α.

2.1. Iron Metabolism

Median serum iron levels were significantly higher in the anti-IL-6R group (131.3 ug/dL (IQR
112.0–135.3 ug/dL) vs. 91.0 ug/dL (IQR 77.8–109.0 ug/dL); p = 0.028). Median serum IL-6 levels
were also higher in the anti-IL-6R group (58.6 pg/mL (IQR 23.5–134.4 pg/mL) vs. 21.2 pg/mL (IQR
6.4–41.0 pg/mL); p = 0.090)—Figure 1a,b—which is consistent with the known mechanism of action
of tocilizumab and corroborates good patient adherence. The relationship between serum IL-6 and
hepcidin levels tended to be inverse (Figure 1c) and there was a direct positive relationship between
hepcidin and serum iron levels (p = 0.018)—Figure 1d.
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Figure 1. Iron metabolism. (a) Box plots showing median levels of serum iron in the two groups;
(b) box plots showing median levels of serum IL-6 in the two groups; (c) inverse relationship between
hepcidin and IL-6 levels; (d) positive correlation between serum iron and hepcidin, with the linear
regression line shown. Please see text for details.

2.2. Infection Risk

During follow-up, a total of 29 infections were registered, 89.66% (n = 26) in the anti-IL-6R
group and 10.34% (n = 3) in the anti-TNFα group. The types of infections are summarized in Table 3.
Definitive microbiological identification of the infectious agents was not extensively pursued. The type
of infectious agent (bacterial, viral, or fungal) was mainly presumptive considering clinical, analytical,
and epidemiological data. Three infections were considered serious, 1 in the anti-IL-6R group and 2 in
the anti-TNFα group. All serious infections were pneumonias requiring inpatient intravenous therapy.
None of the infections resulted in death.

Table 3. Type of infection in subgroups.

Anti-IL-6R 1 Anti-TNFα 2

Respiratory 9 Respiratory 3
Genitourinary 8 - -

Skin and soft tissue 4 - -
Ear 3 - -

Gastrointestinal 1 - -
Eye 1 - -

1 26 infections in 8 patients. 2 3 infections in 1 patient. Anti-IL-6R—anti-interleukin-6 receptor; anti-TNFα—antitumor
necrosis factor α.
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A first non-adjusted analysis of mean serum iron levels and number of infections during follow-up
revealed an association between higher serum iron and a higher number of infections (Poisson
regression, p = 0.030)—Figure 2.

Figure 2. Relationship between mean serum iron level and number of infections during follow-up of
patients both on anti-IL-6R (green squares) and anti-TNFα (blue circles) subgroups. The Poisson regression
curve is depicted (dashed red), p = 0.030. Anti-IL-6R—anti-interleukin-6 receptor; anti-TNFα—antitumor
necrosis factor α.

Next, a multiple failure-time survival analysis was performed through fitting of an Anderson-Gill
Cox proportional hazards regression model. Univariate analysis of patient’s characteristics identified
a higher risk of infection in the presence of diabetes mellitus and a lower risk of infection in the presence
of corticosteroid therapy—Table 4.

Table 4. Univariate survival analysis results.

Patient and Disease-Associated Variables Hazard Ratio p-value 95% Confidence Interval

Constant baseline variables

Age 1.004915 0.800 0.9675943–1.043676
Male gender 0.2343794 0.124 0.0369132–1.488188

Disease duration 0.9324102 0.300 0.8169411–1.0642
Anti-IL-6R therapy 2.66909 0.335 0.3622716–19.66492
First-line therapy 0.9597915 0.955 0.2281255–4.038127

Hypertension 2.357254 0.295 0.4742625–11.71639
Diabetes mellitus 4.870464 0.023 1.249398–18.98629

Structural lung disease 1.031864 0.964 0.2653836–4.012092
Urolithiasis 2.224302 0.417 0.3229469–15.31991

Proton pomp inhibitor therapy 0.9087983 0.896 0.2176265–3.7951

Time-varying variables

DAS28 0.7218875 0.357 0.3610093–1.443513
Erythrocyte sedimentation rate (mm/1hr) 0.9997664 0.994 0.9405976–1.062657

Corticosteroids 0.2458265 0.073 0.0529271–1.141771
Prednisolone daily dose (mg) 1.100572 0.394 0.8829673–1.371804

Methotrexate 0.3458809 0.185 0.0719138–1.66357
Methotrexate weekly dose (mg) 0.9233559 0.159 0.8264177–1.031665

Sulfasalazine 1 0.3954318 0.353 0.0558712–2.798691
1 Sulfasalazine daily dose relative risk estimates were not calculated due to the low number of patients on this drug
(n = 4) and non-significant daily dose variation. DAS28—disease activity score 28.
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Considering the potential confounding variables identified in the univariate analysis, a multivariate
survival regression model, adjusted for the presence of diabetes mellitus and for corticosteroid therapy,
was fitted for each of the iron metabolism variables (Table 5, Figure 3). Hazard ratios for being
above the median of each parameter distribution was considered. Transferrin saturation above
the median value (>32.1%) was associated with a higher infection risk (HR 4.3; 95%CI 1.0–19.69;
p = 0.05). This result was similar when a sub-analysis was performed in the anti-IL-6R group (HR 6.46;
95%CI 1.05–39.72; p = 0.044). Ferritin above the median value (>72 mg/dL) presented as a protective
factor (HR 0.16; 95%CI 0.05–0.53; p = 0.003). As serum iron above the median value was, although
non-significantly, still strongly associated with a higher infection risk (HR = 3.2 for all patients),
we performed a quartile sub-analysis that showed a consistently higher risk of infection for each higher
quartile (Table 6, Figure 4).

Table 5. Multivariate survival analysis for iron metabolism parameters. Hazard ratios presented are
for being above the median for each variable (relative to being below the median).

Iron Metabolism Parameters Hazard Ratio p-value 95% Confidence Interval

Serum iron
All 3.163589 0.089 0.8386898–11.93325

Anti-IL-6R 2.570872 0.238 0.5356937–12.33799

Transferrin
All 1.314897 0.637 0.4223613–4.09354

Anti-IL-6R 1.874245 0.447 0.3708102–9.4733

TIBC
All 1.314897 0.637 0.4223613–4.09354

Anti-IL-6R 1.874245 0.447 0.3708102–9.4733

Transferrin Saturation
All 4.321854 0.050 0.999262–18.69222

Anti-IL-6R 6.461889 0.044 1.051171–39.72334

Ferritin
All 0.600787 0.003 0.048141–0.5322946

Anti-IL-6R 0.2356835 0.112 0.0395527–1.404372

Hepcidin All 2.183736 0.465 0.2691971–1.71454

Anti-IL-6R 9.408961 0.084 0.7420833–119.2973

IL-6
All 2.654745 0.271 0.4658854–15.12748

Anti-IL-6R 2.173225 0.335 0.4478064–10.54677

TIBC—Total iron binding capacity; anti-IL-6R—anti-interleukin-6 receptor.

Figure 3. Kaplan–Meier survival curves for transferrin saturation (a) and ferritin (b) values above
(solid lines) or below (dashed lines) the median.
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Table 6. Multivariate survival analysis for quartile distribution of serum iron.

Hazard Ratio p-value 95% Confidence Interval

All

Q1 (1) - -
Q2 2.654559 0.363 0.3244244–21.72057
Q3 3.633011 0.221 0.4601984–28.6806
Q4 12.50757 0.085 0.7074825–221.1213

Anti-IL-6R

Q1 (1) - -

Q2 0.1373109 0.239 0.0050287–3.749356

Q3 0.6592579 0.596 0.1414934–3.071671

Q4 1,112208 0,909 0,1806099–6,849054

Q—Quartile; anti-IL-6R—anti-interleukin-6 receptor.

Figure 4. Kaplan–Meier survival curves for each quartile of serum iron values.

3. Discussion

This was a prospective longitudinal pilot study designed to evaluate whether changes in iron
metabolism induced by anti-IL-6R biologic therapy were independently associated with an increased
risk of infection in patients with RA. Higher infection risk was associated with higher serum iron and
transferrin saturation.

Baseline characteristics were as expected for a cohort of patients with RA. Gender, median age,
disease duration, and co-morbidities of patients on anti-IL-6R therapy did not differ when compared
with a subgroup of patients on anti-TNFα. Non-biologic DMARD therapy use was also similar, with
the exception of a significantly higher sulfasalazine use in the anti-TNFα group. Posterior analysis
did not find a higher relative risk of infection in sulfasalazine users, and this difference was not
considered relevant.

As expected, patients on anti-IL-6R monoclonal antibody therapy tended to have higher levels of
free serum IL-6 than patients on anti-TNFα. These data are in accordance with drug pharmacodynamics
and result from a diminished serum clearance of receptor-bound IL-6. The relationship between
serum IL-6 and hepcidin levels seemed to be inverse, most probably as a result of a reduced IL-6
receptor-JAK1-STAT3 signal for HAMP gene transcription due to the IL-6-receptor blockade. Therefore,
higher IL-6 serum levels (and consequently, a higher IL-6 receptor blockade) were associated with a lower
hepcidin concentration. This was expected to have resulted in less endocytosis and degradation of
ferroportin in duodenal enterocytes, hepatocytes, Kupffer cells, and splenic macrophages, higher iron
efflux and, consequently, higher serum iron levels in patients on anti-IL-6R therapy. However,
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an unexpected positive linear correlation between serum iron and hepcidin was obtained, and higher
levels of hepcidin were associated with higher levels of serum iron. This relationship may have been
affected by the presence of unmeasured confounding regulatory factors of hepcidin production or may
have derived from the stimulatory effect that serum iron has on hepcidin transcription in hepatocytes,
through a mechanism of extracellular iron sensing [6].

In the univariate analysis of patient and disease-related characteristics, diabetes mellitus was
the only statistically significant risk predictor for infection. The relationship between diabetes and
infection risk is well-known in the general population and is expected to be similar in patients on
biologic DMARD therapy. Corticosteroid therapy, on the other hand, tended to constitute a protective
independent factor for infection occurrence in this study. It is commonly accepted that corticosteroid
use increases infection risk [2], but it should be noted that the median daily dose per patient in our study
was 5 mg/day. Such low dosages may have an immunomodulatory rather than an immunosuppressive
effect, such that controlling chronic inflammation may translate into a lower infection risk. In light of
this, survival analysis was adjusted for these two variables.

The relationship found between higher serum iron levels and transferrin saturation, and a higher
infection risk was initially proposed and expected. Infective microorganisms use available iron as
a catalytic component of enzymes that mediate many redox reactions, making it crucial for energy
production and proliferation [6]. Concentration of iron in plasma and extracellular fluid decreases
dramatically within hours of infection or other inflammatory stimuli through a cytokine-driven increase
in hepcidin concentration [8]. This adaptative function of hepcidin is of particular importance when
most common extracellular infective microorganisms are considered [8]. For intracellular agents
(e.g., Legionella pneumophila and Mycobacterium tuberculosis) the hepcidin–ferroportin axis may play
an opposing role, as iron release from infected cells into plasma could deprive microorganisms of
the iron they need to grow [8]. Even without a definitive microbiologic identification, the infections
reported here have a very low probability of being caused by intracellular organisms, based on clinical
and epidemiological data. Furthermore, assistant physicians considered the majority of infections as
being caused by extracellular bacteria and treated them accordingly and successfully. Infections were,
as stated in previously published work [15], mainly respiratory, and none were considered serious.
Transferrin saturation presented as a significant predictive factor for infection occurrence when above
32.1% (median). Although not statistically significant, a very consistent and progressive increase in
the hazard ratio for each quartile of serum iron levels (when compared with the first quartile) was
obtained. The reduced number of patients included may have contributed to a loss of statistical
power. Additionally, a statistically significant protective effect of ferritin on infection risk was obtained.
Higher serum ferritin probably reflects higher cellular ferritin and iron storage as a consequence of
ferroportin degradation and lower serum iron availability.

This study has some limitations. Blood sampling was not performed before biologic therapy was
initiated, which limited the evaluation of the dynamic evolution of iron-related parameters. A small
number of patients were included, and the anti-TNFα control group was smaller than the anti-IL-6R
group, which might have limited statistical power. However, to the best of our knowledge, this
investigation is the first to evaluate the relationship between iron metabolism and infection risk in
patients with RA on anti-IL-6R biologic therapy, and it has consistently demonstrated that a trend in
iron metabolism for a higher extracellular iron availability predicts infection occurrence. Given its
intrinsically potent immunosuppressor effect, we would not suggest that elevated iron availability
is the only mechanism through which tocilizumab increases infection risk, but our results show that
it should be considered as a relevant contributing factor. Studies with larger cohorts are needed to
confirm these data.
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4. Materials and Methods

4.1. Study Design and Patient Eligibility

We conducted an observational prospective longitudinal study of patients with seropositive RA
treated at the Systemic Immune-Mediated Diseases Unit in Portugal, under biologic DMARD therapy
with either anti-IL-6R or anti-TNFα. All patients gave written informed consent for participation in
the study, which was conducted in accordance with the Declaration of Helsinki, and after approval
by the Ethics Committee of Hospital Professor Doutor Fernando Fonseca. Patients entered the study
at the start of biological therapy and were followed up for 24 months. All blood samples were
collected in the morning without fasting. Patients were 18 years old or older. Exclusion criteria were
pregnancy; chronic kidney disease KDIGO classification 4 or higher; chronic liver disease Child–Pugh
B or higher; cancer; transfusion therapy, iron or erythropoietin supplementation during or three
months before starting biologic therapy; primary or secondary immunodeficiency not related with the
immunomodulatory therapy; refusal or inability to sign informed consent.

4.2. Assessments

We collected demographic, clinical, and therapy-related data such as comorbidities, disease
activity, and type and time of exposure to additional non-biologic immunomodulatory therapy. Disease
activity was measured with the DAS28 score [17] at the time of each blood sample collection.

Hepcidin and IL-6 plasma concentrations were measured using commercial ELISA kits (DY8307 and
DY206, respectively—R&D systems, Minneapolis, MN, USA). All other biochemical and hematological
parameters were measured using standard laboratory techniques. Blood samples from infection episodes
were excluded.

4.3. Outcomes

The primary outcome was occurrence of infection during the first 24 months of biologic therapy.
Infections were identified through clinical interviews during each regular follow-up visit at our clinic.
Infections were grouped into respiratory (including upper and lower respiratory tract infections);
genitourinary (including cystitis), pyelonephritis, and vulvovaginitis; skin and soft tissue (including
cellulitis), erysipelas, abscesses, and wound infections; ear infections (including otitis media and
externa); gastrointestinal infections (including acute gastroenteritis); and eye infections (such as purulent
conjunctivitis). Serious infections were defined as requiring hospitalization or intravenous antibiotics.

4.4. Statistical Analysis

Differences in dichotomous variables between treatment groups were assessed by Spearman’s or
Chi-square tests as appropriate. Continuous variables were compared using t-tests or Mann–Whitney
tests as appropriate, judging normality by a Shapiro–Wilk test. As an initial analysis, the number
of infection events was counted and directly compared between patients, as all patients had the
same follow-up time (24 months), and the association with mean serum iron values was tested using
a Poisson’s regression. Next, a survival analysis considering multiple failure-time data, with all patients
starting follow-up at the start of biologic drug administration (time 0). No censoring events resulted in
all patients being followed until the end of the 24 months. An Anderson–Gill Cox regression model
was used to assess each independent covariate to the outcome of interest (infection rate) to check for
potential confounders. Variables with a p-value of <0,1 were selected for inclusion in the multivariate
model for each of the components of iron kinetics available. The association of each variable of interest
(serum iron, transferrin, transferrin saturation, total iron binding capacity, ferritin, hepcidin, and IL-6)
was performed by stratifying it to above/below the median. Kaplan–Meier survival curves were
developed for significant associations. Sub-analyses with a quartile stratification was also possible.
Analyses were conducted with the use of STATA software, version 14.0 (StataCorp).
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Abstract: Iron is an essential nutrient for almost all living organisms, but is not easily made available.
Hosts and pathogens engage in a fight for the metal during an infection, leading to major alterations
in the host’s iron metabolism. Important pathological consequences can emerge from the mentioned
interaction, including anemia. Several recent reports have highlighted the alterations in iron
metabolism caused by different types of infection, and several possible therapeutic strategies emerge,
based on the targeting of the host’s iron metabolism. Here, we review the most recent literature on
iron metabolism alterations that are induced by infection, the consequent development of anemia,
and the potential therapeutic approaches to modulate iron metabolism in order to correct iron-related
pathologies and control the ongoing infection.

Keywords: iron metabolism; infection; innate immunity; hepcidin; ferritin; anemia of inflammation;
pharmaceutical targets

1. Introduction

The virulence of a pathogen is directly related to its capacity to adapt to the environment present
within the host, and also its ability to escape or subvert the host’s immune response. Amongst all the
nutritional needs of the pathogens, the acquisition of iron is probably one of the major determinants
for their maintenance and proliferation within a host. Most pathogens synthesize small molecules,
called siderophores, which have a high affinity for iron, to ensure their iron acquisition. There are
several types of siderophores and the same bacterial species can produce different molecules [1].
Several pathogens also have heme uptake systems and are able to take up iron from transferrin or other
host iron-binding proteins [2]. Additional evidence for the importance of iron, during an infection,
comes from epidemiological studies which correlate between the host’s iron status and the clinical
outcome of several infections [3]. For instance, the iron status of the host, at the time of an HIV
infection diagnosis, modulates the risk for subsequent development of tuberculosis [4]. Additionally,
iron-supplementation programs increase the risk of malaria, diarrhea and respiratory infections in
endemic regions [5,6]. It is increasingly recognized that together with the other components of the
immune response, the host uses a variety of mechanisms and strategies to deprive pathogens of the
essential nutrients, such as iron, zinc, and copper [7]. This host response to infection has been coined
“nutriprive” or “nutritional immunity” and results from extensive fine-tuning throughout animal
evolution [8,9]. Nutritional immunity, and in particular iron deprivation, may be a valuable target
in the development of host-directed therapies against infection. However, this development would
require a deeper knowledge of the iron metabolic and distribution pathways, which are essential not
only for pathogens but also for the host.
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Animals are highly dependent on iron for fundamental processes such as DNA replication, oxygen
transport, and immune function. Conversely, iron’s high reactivity makes it highly toxic when left
in a free form. Therefore, iron acquisition, storage, and transport are tightly regulated processes [10].
An increasing amount of data shows that infections have an enormous impact on the host’s iron
metabolism and distribution, not only through the innate mechanisms of iron withholding but also by
the effects of the pathogen, the immune response, tissue damage or other indirect consequences of
an infection. The diverse effects seen in different infections may have host-protective as well as
host-deleterious consequences, the most well-known of which is anemia of infection.

Here, we will review the most recent evidence linking iron metabolism and infection, highlighting
studies that have been performed in vivo, which put in an evidence for systemic rather than
cell-intrinsic alterations. We will also address the mechanisms leading to anemia of inflammation,
which is an important co-morbidity associated with infections and iron availability. Finally, we will
discuss the potential modulation of these pathways to be used as therapeutic targets in the clinics.

2. Iron Homeostasis in Animal Hosts

Due to its high toxicity, the amount of iron in the body must be tightly regulated. There are no
known active iron excretion systems in mammals. Therefore, only small amounts of iron are normally
lost by bleeding, the sloughing of mucosal cells, the desquamation of skin cells, and in the urine.
Conversely, iron uptake from the diet is tightly regulated. In mammals, iron is absorbed mostly in the
proximal duodenum, either in the ferrous form, through the divalent metal transporter 1 (DMT-1) or in
the form of heme, presumably through the heme carrier protein 1 (HCP-1). However, the identity of the
transporter(s) involved is still a matter of debate [11,12]. Once inside the enterocytes, heme is degraded
by the enzyme heme oxygenase 1 (HO-1) into carbon monoxide, bilirubin, and iron. Absorbed
iron can be used by the body, stored intracellularly in ferritins, or exported through the ferroportin
1 (FPN1) and complexed with the transferrin in the serum. Most of the circulating iron reaches all
tissues being safely bound to transferrin, and most cells acquire iron through the receptor-mediated
endocytosis of iron-bound transferrin. However, in situations of iron overload, the amount of iron in
circulation may exceed the transferrin carrying capacity, and as a result, the metal is complexed with
low molecular-weight molecules, constituting the so-called non-transferrin bound iron (NTBI). NTBI
can be taken up by hepatocytes, astrocytes and T lymphocytes. Importantly, in some circumstances,
astrocytes and lymphocytes are capable of acquiring iron in the ferric form, suggesting the existence of
a selective NTBI carrier [13,14]. It is worthy of note that iron in the form of NTBI has a much higher
toxic potential [15].

In quantitative terms, the red blood cell (RBC) formation is the major consumer of iron in the
body [10]. An efficient recycling system ensures that the iron resulting from the degradation of aged
or damaged erythrocytes, degraded by the liver and spleen macrophages, is made available for all
the body needs. During erythrophagocytosis, RBCs are contained inside a phagolysosome, and upon
hemoglobin degradation, heme is transported to the cytoplasm by the protein heme-responsive gene,
the homolog 1(HRG-1) [16]. In the cytoplasm, heme is either exported through the heme exporter, the
feline leukemia virus subgroup C cellular receptor (FLVCR), [17] or catabolized into CO, biliverdin,
and iron by HO-1 [18,19]. The regulation of heme catabolism and its export after erythrophagocytosis
is important not only due to the toxicity of free heme but also because heme can be used by pathogens
as a source of iron. In this context, the serum protein hemopexin plays an important protective
role [20–22]. Hemopexin is responsible for heme-binding in the serum, protecting the cells from its
nefarious effects, and for the subsequent transport of heme to the sites of iron recycling.

The iron released from the heme degradation is either stored intracellularly in ferritin or exported
from the cell by FPN1, which is up-regulated during erythrophagocytosis [23,24]. FPN1 expression at
the cell membrane is regulated by hepcidin. Hepcidin is a small peptide (coded by the Hamp1 gene)
produced mainly in the liver, the expression of which is regulated by several stimuli, including tissue
iron levels, anemia, hypoxia and inflammatory cytokines [25].
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Macrophages are key players in both iron homeostasis and response to infections. On one hand,
macrophages are responsible for iron recycling and storage. On the other hand, they play fundamental
tasks in the immune response, by secreting different types of cytokines, directly killing phagocytosed
microbes or serving as the host cell for others. It was proposed that specific stimuli act on
macrophages, polarizing their activation towards M1 or M2 phenotypes [26]. Interferon gamma
(IFNG), lipopolysaccharide (LPS), Tumor Necrosis Factor alpha (TNF) and Granulocyte-Macrophage
Colony-Stimulating Factor (GM-CSF) induce macrophage polarization towards an M1 phenotype, with
the production of pro-inflammatory cytokines and effector molecules, which mediate, for instance,
the clearance of intracellular pathogens. On the flip-side, cytokines like IL-4 and IL-13, among others,
activate macrophages towards an M2 phenotype, which facilitates tissue regeneration. This dichotomy
is not always clear and intermediate polarization of phenotypes may occur. Regarding the iron
metabolism, it has been described that M1 macrophages seem more prone to store iron whereas M2
macrophages seem keener in exporting iron [27]. On the other hand, high iron levels induce an M2
polarization, repressing the M1 phenotype [28]. These observations have important consequences in
the regulation of iron metabolism during pathological situations, such as infections.

3. Different Pathogens, Different Impacts on the Iron Metabolism of the Host

First identified as a liver-derived antimicrobial peptide [29], hepcidin is now considered the main
regulator of iron homeostasis in mammals. Hepcidin expression and release follow the pattern of acute
phase proteins, being induced by pro-inflammatory cytokines, namely IL-6 [30,31]. The main effect of
this peptide is to decrease the circulating iron levels, by binding and promoting the internalization
and degradation of the only known cellular iron exporter, FPN1 [32]. The induction of hepcidin
production by inflammatory mediators and microbial products, such as LPS, has been interpreted as a
nutriprive host strategy to fight infectious agents. However, the real impact of hepcidin production
and hepcidin-induced hypoferremia, in resistance to infection, has only recently been addressed,
experimentally. It is now apparent that hepcidin-mediated protection is limited to certain types of
pathogens [33,34].

Following the first studies showing a Toll-like receptor (TLR) 4-dependent induction of
hepcidin by LPS, in vivo mouse studies showed increased levels of hepcidin during infections
with Salmonella [35,36], Pseudomonas aeruginosa, group A Streptococcus [37], Vibrio vulnificus [38], and
Candida albicans or Influenza A virus [39]. Additionally, in humans, several types of infections,
including HIV, Salmonella, tuberculosis, sepsis, and malaria, have been reported to be accompanied
by increased levels of serum hepcidin [40–44]. In marked contrast, the Hepatitis C virus inhibits
hepcidin production in humans, which contributes to the pathology of this disease [45]. Interestingly,
when infected with Vibrio vulnificus, Y. enterocolitica serotype O9 or Klebsiella pneumoni, a dramatic
increase in pathogen growth and host mortality occurred in mice that were genetically deficient in
hepcidin production [38,46,47]. Overall, data from these experiments showed that hepcidin decreased
the levels of circulating iron and especially NTBI, which is critical to avoid the proliferation of
highly siderophilic bacteria, such as V. vulnificus and particular strains of Y. enterocolitica, in the
blood. In the case of the animal model of pneumonia caused by Klebsiella pneumonia, hepcidin mostly
exerted a protective role also through an inhibition of the bacterial dissemination to the blood [46].
The host-protective role of hepcidin in these particular cases was further demonstrated by the
significant therapeutic effect of hepcidin mimics [38,46,47]. Hepcidin administration or overexpression
was also protective against the hepatic stage of Plasmodium infection, and may be implicated in the
natural resistance to hepatic infections seen in the blood-stage carrying individuals [48].

In contrast, studies in Hamp1-knock-out (KO) mice showed that the lack of hepcidin had
no effect on host resistance against Yersinia enterocolitica serotype O8, Staphylococcus aureus or
Mycobacterium tuberculosis [47,49], presumably because these pathogens do not depend on an
abundance of the serum NTBI, for their proliferation.
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Another interesting observation made in the Hamp1-KO model was that LPS injection induces a
significant degree of hypoferremia by hepcidin-independent mechanisms [50]. One such mechanism is
the decrease in the transcription of the Fpn1 gene, with a subsequent decrease in cell iron export. In fact,
TLR4, but not TLR2 ligands were shown to induce hepcidin expression in myeloid cells, but both
caused a down-modulation of FPN1 expression in vitro [51]. In vivo, different TLR agonists induced
hypoferremia without a concomitant increase in the hepcidin expression but were accompanied by Fpn1
down-regulation [50,52]. The same effect was seen in mice during infections by Listeria monocytogenes,
a Gram-positive bacterium [35].

Most infections are thus accompanied by hypoferremia, which may result from the action of
hepcidin and/or FPN1 down-modulation. This hypoferremia is concomitant with iron accumulation in
the macrophages, which may favor the growth of intramacrophagic pathogens. This possible dilemma
has been extensively investigated in Salmonella enterica serovar Typhimurium, with conflicting results.

In vitro studies with cultured macrophages showed that overexpression of FPN1 increases iron
export and decreases the intracellular growth of Salmonella [53,54]. Furthermore, the treatment of
these cells with hepcidin increased the growth of the bacteria [54,55]. It was also found that infection
with Salmonella naturally induces FPN1 overexpression in macrophages, by an inducible nitric oxide
synthase and nuclear factor erythroid 2-related factor 2 (Nrf2)-dependent pathway, resulting in an
increase of iron export [53]. FPN1 expression inversely correlates with the intracellular growth of
Salmonella and also of other intracellular bacteria, such as Legionella and Chlamydia [53,56].

In vivo experimental infections with S. Typhimurium, either by the intravenous or the oral route,
consistently resulted in an increased expression of hepcidin in the liver and spleen, hypoferremia, and
mild anemia [35,53,57]. However, contradictory results were reported with respect to the impact of
Salmonella infections on FPN1 expression in the liver and spleen, as well as on the tissue iron levels, in
these organs [35,53,57,58]. Interestingly, one study found that pharmacological inhibition of hepcidin
production had a protective effect, inducing lower bacterial burden and decreased mortality by
Salmonella infections [57,59], while in another study no differences were seen in bacterial growth
between wild-type (WT) and Hamp1-KO mice [60]. Further studies are needed in order to explain these
discrepancies, which may result from the different infection routes (intravenous, intraperitoneal or oral).
The levels of hepcidin produced, and the related consequences for the kinetics of the iron dysregulation
also need to be investigated. So far, the emerging picture is that although hepcidin is produced during
Salmonella infection, it has no host-protective role, being even a possible disease promoter.

Other paradigmatic intra-macrophagic infections are those caused by mycobacteria. Despite
extensive evidence of a link between host iron status and the severity of disease, in this particular
type of infections, hepcidin does not seem to play a critical role in the host-pathogen interaction. Mice
infected with Mycobacterium avium did not exhibit any significant alteration in hepcidin expression
in the liver, while in animals, infected with M. tuberculosis, hepcidin expression was repressed
at later time-points [49,61]. Moreover, hepcidin deficiency had no impact on susceptibility to M.
tuberculosis [49]. In both experimental models of infection, with M. avium and M. tuberculosis, FPN1
expression in the liver was up-regulated [49,61] This up-regulation of FPN1 is probably related to
expression in hepatocytes, rather than macrophages, since mice infected with M. avium exhibit iron
accumulation inside infected macrophages, in the liver granulomas [62].

Another consequence of mycobacteria infection and iron accumulation inside macrophages is
the induction of H-ferritin. Infection with M. avium or M. bovis BCG increased the expression of
H-ferritin, upon activation of TLR2 in macrophages, in an Iron Regulatory Proteins (IRP)- independent
manner [51,63]. Ferritins are iron storage proteins composed of a combination of 24 subunits of the H or
L types. Ferritins are mainly thought of as intracellular iron storage proteins. H-ferritin has an oxidase
activity, promoting the oxidation of Fe (II) to Fe (III), without which iron cannot be incorporated
inside the ferritin cages. L-Ferritin facilitates the nucleation and mineralization of the iron core [64].
The expression of both the H-ferritin and L-ferritin genes is regulated post-transcriptionally by the
IRPs. However, H-ferritin transcription is also responsive to inflammatory stimuli, including TNF
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and IL-2 [65–67]. Consequently, one of the iron-related hallmarks of the inflammatory response is
hyperferritinemia (rise in the serum levels of ferritin) [64,68,69]. Serum ferritin levels are higher,
for example, in the plasma of humans infected with Plasmodium vivax in comparison with non-infected
individuals [70]. Serum ferritin was shown to be mostly composed of L-subunits with a few H-subunits,
to have a low iron content, and to be derived from macrophages through a non-classical secretory
pathway [71]. The exact role of the serum ferritin, and the mechanism triggering its release into
circulation, during inflammatory conditions, are not known. Some controversy persists as to the role of
ferritin in inflammation, with some authors defending that ferritin has an anti-inflammatory effect and
others claiming that ferritin is pro-inflammatory [67,72].

Cell surface receptors for both subunits of ferritin have been described and are expressed in
immune cells and in the liver [73–75]. It has been hypothesized that ferritin serves as an alternative
source of iron but it may also be involved in the host’s strategy to overcome the potential cytotoxic
effects of iron, during infections. H-ferritin has been recently reported to interfere with Hypoxia
induced factor (HIF) 1α-mediated response to hypoxia [76]. In this regard, it is important to note
that H-ferritin confers tolerance to malaria and sepsis through the decrease in tissue damage and
independently from parasite load [70,77]. On the other hand, mice deficient in H-ferritin are more
susceptible to M. tuberculosis infection, having higher bacterial loads and exacerbated inflammatory
response [78]. These models highlight the importance of iron homeostasis, in the control of pathology,
during an infection. It is thus evident that iron sequestration and re-distribution by the host has a key
influence in the outcome of infectious processes, beyond its role in pathogen nutrient-deprivation.

In this context, another top contender in the host-pathogen interaction is heme. Heme is an
important source of iron but is also highly toxic, and is an important cause of tissue damage. Heme
transport and metabolism are, thus, handled very tightly within the host. It is increasingly evident
that several infections lead to hemolysis, even if at a low level. This leads to increased levels of
free hemoglobin and heme in the plasma, which in turn increases the production and release of
hemopexin and haptoglobin, and also increases the expression of HO-1 in several tissues. Whether
HO-1 activation is protective and/or detrimental for the host is a matter of discussion (reviewed in [79]).
HO-1 expression in macrophages is induced upon an infection by mycobacteria and salmonella,
both in vitro and in vivo. HO-1 induction has a protective role against these pathogens, being
associated with a decrease in bacterial growth and also in oxidative stress-associated pathology [80–82].
Additionally, in vitro experiments showed that HO-1 is necessary for IFNG-induced autophagy and
M. tuberculosis growth-arrest inside macrophages [83]. Moreover, the chemical induction of Hmox1
(the gene which codes for HO-1) reduces the pathogen load of macrophages infected with Trypanosoma
cruzi [84], and in vivo experiments with Hmox1-KO, or myeloid-specific Hmox1-deficient animals
showed that these are more susceptible to sepsis caused by E. coli or Listeria monocytogenes [85]. Heme
toxicity may be avoided by the binding of the molecule to proteins such as hemopexin and haptoglobin.
IL-22 produced during an immune response to enteric pathogens, elicits the expression of hemopexin to
scavenge the plasmatic heme [86]. This pathway reduces the growth of the bacteria, although it is
not clear whether this results only from the removal of iron from the pathogens or also from the
reduction of the cytotoxic effects of free plasma heme.

Contrasting results were obtained in different infection models. In mice, HO-1 induction
was associated with immunomodulation and exacerbation of infection by Fasciola hepatica [87].
Experiments with chemical HO-1 inhibitors suggested that HO-1 was detrimental to the host
infected with M. tuberculosis [88]. Interestingly, high levels of serum HO-1 were found in patients
with active pulmonary tuberculosis, in contrast with latent M. tuberculosis carriers or healthy
people [89,90]. Overall, these studies suggest that, although uniformly induced, HO-1 has specific
effects, depending on the type and localization of the invading pathogen. In humans, polymorphisms in
the promoter of Hmox1, associated with higher expression of the enzyme, correlate with a more severe
presentation of malaria [91]. Murine models of malaria have shown that the higher expression of
HO-1 correlated with higher hepatic parasite loads due to an attenuated inflammatory response,
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promoting the establishment of infections [92]. However, during the cerebral stage of malaria,
induction of HO-1 does not alter parasitemia but prevents the tissue damage associated with the
disease, maintaining the integrity of the blood-brain barrier and that of the brain microvasculature,
and preventing neuroinflammation [93,94].

The intricate relationship between the HO-1 and infections gets another level of complexity in
situations of co-infections. Malaria and other hemolytic disorders are often associated with non-typhoid
Salmonella septicemia. It is now understood that during malaria-induced progressive hemolysis, the
free heme resulting from the bursting erythrocytes is catabolized by the HO-1, releasing CO, biliverdin,
and iron, thus reducing the ROS production by the phagocytes, and facilitate the bacterial replication.
Therefore, in the context of co-infections, HO-1 mediates a protective response against malaria but
impairs the immune response to non-typhoid Salmonella infections [95,96].

4. Nutritional Immunity and Infection-Induced Anemia

Infectious diseases, especially those with a chronic evolution, are often accompanied by anemia.
For a long time, anemia of infection and inflammation was considered to be a side effect of nutritional
immunity. According to this view, by lowering the levels of circulating iron in order to limit pathogen
growth, the host makes iron unavailable for the formation of new red blood cells. Anemia of
inflammation has thus been linked to hepcidin-mediated iron redistribution, lower levels of circulating
iron and increased iron storage in tissues [97]. Experimental models of anemia of inflammation
brought on by turpentine-induced sterile abscesses, caused systemic hypoferremia at the early
stages of inflammation but it resolved at the later stages. However, anemia persisted due to inefficient
development of erythrocyte maturation in the bone marrow [98]. Mice treated with heat-killed Brucella
abortus developed hypoferremia at early stages with subsequent development of anemia [36]. Despite
these observations linking hypoferremia to the development of anemia, the causal relationships
between hepcidin, hypoferremia, and anemia in the context of specific infections have not been
established and the mechanisms triggering anemia during infections are still not fully understood.

In some infections, systemic iron levels remain unchanged. For instance, M. avium infection
induces anemia independently of hepcidin induction and hypoferremia [61]. The dysregulation of
erythrocyte formation during infections may result from factors other than iron deficiency [99–102].
The inflammatory cytokine IFNG was implicated in the pathogenesis of several hematological
disturbances, during infections, through its impact on the turnover of hematopoietic stem cells
(HSC), either leading to their exhaustion or skewing their differentiation towards the myeloid
lineage in detriment to other lineages, like the erythroid [99,100]. IFNG was also implicated in
emergency erythropoiesis with reticulocytosis (i.e., increased circulating reticulocytes), in response to
infections by Plasmodium [103]. Other cytokines, like IL-6 produced by the bone marrow stromal
compartment, were shown to be involved in the impairment of erythropoiesis, during infections with
Toxoplasma gondii [104].

Interestingly, hepcidin- or IL-6-deficient mice still developed anemia in response to heat-killed
Brucella abortus injection. In this infection model, anemia had a multifactorial origin, including
erythropoiesis impairment and reduced erythrocyte lifespan [36,105]. In this context, it is important to
note that an increasing number of reports associate infectious diseases with the appearance of
hemophagocytic macrophages. Hemophagocytes are myeloid cells with increased avidity to engulf
erythrocytes and, in some instances, leukocytes. These cells are frequently observed during infections
by pathogens, such as Salmonella enterica, Brucella abortus, Epstein-Barr virus and M. tuberculosis [106–
109]. S. Typhimurium infections were shown to result in anemia and lead to the development of
hemophagocytic macrophages, related to IFNG and IL-12-induced iron efflux from tissues [58]. The
mechanisms activating the macrophage to engulf erythrocytes are not fully described, but there is
some evidence suggesting that pro-inflammatory cytokines produced by the immune response to the
ongoing infections, such as IFNG and TNF, stimulate macrophages to phagocytize erythrocytes, which
in turn causes the development of anemia and other hematologic disorders [110,111]. In the absence of
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infections, the prolonged infusion of IFNG led to the appearance of hemophagocytic macrophages and
the subsequent development of anemia [112,113]. Hemophagocytic macrophages that appeared in
response to infection, had markers of anti-inflammatory M2 phenotype [114]. Genetic mutations may
predispose patients to the development of hemophagocytes in response to infections [107,115].

The observation that during the inflammatory response, anemia may occur due to increased
degradation of erythrocytes rather than decreased formation, represents an alternative view of
anemia etiology and has important implications for the clinical management of infections and
infection-induced anemia.

Increased erythrocyte degradation may result from different triggering events depending on
the infectious agent. Two recent reports have demonstrated how the immune response itself
may induce anemia, by the production of auto-antibodies against erythrocyte intrinsic proteins,
during malaria [116]. The deposition of these auto-antibodies—purified from anemic malaria
patients—on the surface of non-infected erythrocytes, altered the dynamic fluidity of the erythrocytes
and led to their phagocytosis [117]. Type I interferons may also induce the exposure of
phosphatidylserine (PS) on the surface of erythrocytes and the expression of PS receptors on
myeloid cells, triggering erythrophagocytosis upon infection with lymphocytic choriomeningitis
virus (LCMV) [118]. Along with cytokines, activation of TLR4 also stimulates hemophagocytosis [119].
On the other side, the pathogen may also have an active role in inducing alterations in erythrocytes, to
cause their phagocytosis. Trypanosoma vivax produces and secretes enzymes that desialylate the host
RBC, causing their erythrophagocytosis [120]. S. Typhimurium resides within macrophages containing
phagocytized erythrocytes, which may benefit the acquisition of iron by the pathogen [121].

The engulfment of erythrocytes potentially increases the release of free heme, which as we
discussed before, is an important player for the host and for the pathogen. Heme itself has the
capacity to induce the differentiation of macrophages into an iron-recycling phenotype through
the induction of the gene SpiC, degradation of the transcription factor BACH1, and Nrf2-mediated
induction of HO-1, the high expression of which is a characteristic of hemophagocytic macrophages
during sepsis [122,123]. Heme released during erythrocyte engulfment may be detrimental for the
host response, besides providing iron for the pathogen, as it inhibits phagocytosis and the migration of
phagocytes, due to a disruption of the cytoskeletal dynamics [85]. It is possible that the host developed
a strategy to overcome these detrimental effects by the induction of ferroptosis in macrophages engaged
in hemophagocytosis [124]. Ferroptosis is a regulated form of cell death due to the iron-dependent
accumulation of lethal levels of lipid hydroperoxides [125]. Upon the death of ferroptotic macrophages,
circulating and bone-marrow-derived monocytes are recruited to the tissues, where they differentiate
into FPN1-expressing iron-recycling macrophages [126]. The development of this population of
macrophages during situations of heavy hemophagocytosis is dependent on the growth factor, Csf1,
and the transcription factor, Nrf2 [126]. Together, these observations suggest that iron induces
important changes in the immune populations during the response to infection, implying that
nutritional and immune responses are deeply interlinked and have to modulate each other, in order to
maintain the host homeostasis and the capacity to fight the ongoing infection. The understanding of
whether hemophagocytosis benefits the host immune response or the pathogen is important for the
design of adjuvant therapies to treat infection and the associated anemia.

5. Targets for Pharmacological Intervention

In the context of infection, iron metabolism is an important therapeutic target for several reasons:
(1) iron is needed by the pathogen; (2) iron dysregulation may lead to anemia; (3) iron may contribute to
the pathology. A deeper understanding of the impact of infection on the host’s iron metabolism is thus
needed in order to allow the planning of efficient therapeutic interventions. Some of the most recent
strategies proposed to target host iron metabolism during infections, are summarized in Table 1.

A wide range of chelators (molecules with high affinity for iron) have been extensively designed
and synthesized in the search for the treatment of diseases: from cardiac to neurodegenerative
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disorders and cancer [127,128]. As pathogens deeply need iron to survive, the introduction of chelators
seems a plausible strategy to treat infections and overcome the increasing resistance developed by
pathogens, to the available drugs. In vitro, the potential use of hexadentate iron chelators was shown to
control mycobacteria growth [129]. The action of these molecules was improved by the conjugation of
rhodamine fluorophores [130]. Iron chelators were shown to increase the efficacy of chemotherapeutic
agents against Candida albicans, Staphylococcus aureus and polymicrobial sepsis [131–133]. Given the
host’s need of iron for his own metabolic needs, one important concern related to iron chelation
therapies is the development of adequate cell-targeting strategies that may guarantee pathogen’s iron
depletion, without a concomitant iron deficiency in the host. Altogether, there is a huge potential for
medical applications of iron chelators and the beneficial effects of different iron chelators were already
shown in several experimental infections. However, chelators-based therapies have not been shown to
be sufficiently effective in the treatment of infections in clinical trials [134,135].

One alternative to the administration of iron chelators is to block pathogen’s iron acquisition
pathways. Lipocalin (Lcn)-1 and 2 are host proteins, with high affinity for iron-loaded microbial
siderophores that restrict microbial growth by inhibiting iron uptake. In a mouse model of fungal
corneal infection, the topical administration of Lcn-1or the inhibition of siderophore synthesis by
the fungus, had a therapeutic effect with respect to iron starvation [136]. In a different approach to
decrease the pathogen’s capacity to internalize iron, siderophores were successfully used as antigens
for the development of a vaccine against uropathogenic Escherichia coli [137]. In the same line, a vaccine
containing live Yersinia pestis was found to have a high potential therapeutic value, successfully
limiting pathogen proliferation and the progression of the disease, by inducing the production of
hemopexin and transferrin, with consequent iron sequestration [138]. The modulation of hepcidin
function during infections is another potential target to control pathogen growth, as suggested
by the observation that Plasmodium erythrocytic stages inhibit liver-stage superinfection, through
hepcidin induction [139]. The use of minihepcidins, synthetic hepcidin agonists, are known to bind
ferroportin and induce its internalization, was initially studied in iron overload disorders, such as
hemochromatosis [140]. The administration of hepcidin mimetics was then tested in experimental
models of infection and shown to clearly protect from Vibrio and Yersinia-induced mortality, by reducing
bacterial loads. These hepcidin mimetics were shown to be effective not only in preventing but also at
treating infections [38,46]. In the case of Salmonella infections, a therapeutic effect was seen with the
pharmacological inhibition of hepcidin production [57].

Regarding the correction of anemia associated with infections, it is important to distinguish the
cases involving hepcidin activity from those that do not. Several inhibitors of hepcidin production
have been successfully tested to correct anemia of inflammation [141], but their usefulness in the
context of infection awaits confirmation.

The above-mentioned examples show that pharmacological approaches to alter iron homeostasis
and iron trafficking, during infections, may make an important contribution to the anti-infective
therapeutic armamentarium. However, it should be kept in mind that different pathogens have
different strategies to acquire iron in the host and the same intervention may have positive results in
one case and negative or neutral consequences in others.

Table 1. Iron-targeted strategies to fight infection.

Approach Mechanism Reference

Iron chelators Direct reduction of available iron [129–134]
Vaccines Inhibition of iron uptake [137–139]

Hepcidin agonists Reduction of NTBI [38,47]
Hepcidin inhibitors Reduction of hepcidin production [57]
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6. Conclusions

Infections lead to important alterations in the host’s iron metabolism, including iron redistribution
within the tissues. Different pathogens have different impacts, some of which favor pathogen growth
while others protect the host. We are still far from having a comprehensive picture of the pathways
involved. Therefore, it is imperative that basic research work continues to be developed in order to
gain a deeper understanding of the specific changes occurring in host iron homeostasis in response to
each specific pathogen.
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Abstract: Malaria and iron deficiency are common among children living in sub-Saharan Africa.
Several studies have linked a child’s iron status to their future risk of malaria infection; however,
few have examined whether malaria might be a cause of iron deficiency. Approximately a quarter
of African children at any one time are infected by malaria and malaria increases hepcidin and
tumor necrosis factor-α concentrations leading to poor iron absorption and recycling. In support
of a hypothetical link between malaria and iron deficiency, studies indicate that the prevalence of
iron deficiency in children increases over a malaria season and decreases when malaria transmission
is interrupted. The link between malaria and iron deficiency can be tested through the use of
observational studies, randomized controlled trials and genetic epidemiology studies, each of
which has its own strengths and limitations. Confirming the existence of a causal link between
malaria infection and iron deficiency would readjust priorities for programs to prevent and treat iron
deficiency and would demonstrate a further benefit of malaria control.

Keywords: malaria; iron deficiency; hepcidin; TNF; children; Africa

1. Introduction

Malaria and iron deficiency are important public health problems especially in developing
countries [1,2]. In 2016, malaria caused an estimated 216 million cases of sickness and 445,000 deaths
(91% in sub-Saharan Africa) [2]. Among African children under the age of five years, malaria caused
an estimated 292,000 deaths in 2015 [3]. The disease has remained persistent and widespread across
sub-Saharan Africa (SSA), affecting 24% of the population at any one time [4]. Similarly, iron deficiency
is common in SSA, where it affects more than half of children [5,6]. Iron deficiency is associated with
poor child growth including impaired brain development and long-term impairment of behavioral
and cognitive performance [7–9]. Furthermore, iron deficiency is the main cause of anemia and iron
deficiency anemia (IDA) is the leading cause of years lived with disability in children [1].

Iron supplements are inexpensive and widely used for the prevention and treatment of iron
deficiency in African children. However, there are long-standing concerns regarding the safety of iron
supplementation [10,11]. A large trial in Pemba, Tanzania reported an increased risk of malaria-related
events among the group supplemented with iron [12] and other trials have reported inconsistent
findings [13–16]. In 2016, a Cochrane review reported that iron supplementation was not associated
with an increased risk of clinical malaria when malaria prevention and management services were
provided [17]. Thus, the World Health Organization (WHO) updated its recommendations for iron
supplements and micronutrient powders in malaria endemic areas to include supplementation when
the prevalence of anemia is 40% or higher in conjunction with malaria control and management
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practices [18]. However, questions remain regarding how adequate malaria control and prevention
measures need to be before iron supplementation is deemed safe in resource-limited settings [3].
Moreover, prospective cohort studies have indicated that iron replete children may be at increased
risk from malaria infection [19–23]. In addition to the risk of malaria, iron supplements/fortification
may not be absorbed in children with malaria and hence would be ineffective [24] and have also been
associated with pathogenic gut microbiota and bacterial infection [25]. New strategies are therefore
needed to prevent and treat iron deficiency. In this paper we outline the hypothesis that malaria could
contribute to the burden of iron deficiency in children living in SSA.

2. The Malaria Iron Deficiency Hypothesis

We hypothesize that malaria may be causally linked to iron deficiency in African children by
increasing concentrations of the iron hormone hepcidin, as well as increasing inflammatory cytokines,
such as tumor necrosis factor-α (TNF-α). In SSA, up to 50% of children may be asymptomatically
infected with malaria and 24% have febrile malaria at any one time [4,26]. Asymptomatic individuals
carry malaria parasites but are unlikely to seek medical attention and there may be delays in the
treatment of febrile malaria and other illnesses in resource-limited settings. Many children are therefore
likely to have chronically up-regulated hepcidin, and inflammatory cytokines such as TNF-α, which in
turn block the absorption and recycling of iron. Indeed a study in Ivorian children showed that iron
absorption was halved in children with afebrile malaria and increased when malaria infection was
treated [24].

The iron hormone hepcidin may link malaria with iron deficiency. Both clinical and asymptomatic
malaria infections increase hepcidin concentrations. Clinical episodes of Plasmodium falciparum malaria
are associated with markedly increased hepcidin concentrations in African children [27–31]. Similarly,
even asymptomatic P. falciparum is associated with a doubling of hepcidin concentrations [31,32].
Treatment of malaria significantly reduces hepcidin concentrations [28,32,33]. Furthermore, the
up-regulatory effects of malaria on hepcidin concentrations appear to occur both in the presence
and absence of inflammation suggesting that malaria may further increase hepcidin independently
of inflammation [31]. The mechanisms through which malaria up-regulates hepcidin production are
not fully elucidated, but may include the bone morphogenetic protein (BMP)/sons of mothers against
decapentaplegic (SMAD) pathways [34].

Increased hepcidin concentrations due to frequent and chronic malaria parasitemia in children
with iron-poor diets may lead to iron deficiency. Hepcidin prevents iron absorption and recycling
by inhibiting the activity of ferroportin [35], the sole known iron exporter which is abundant in
macrophages [36,37], enterocytes and hepatocytes [36,38,39], as well as erythrocytes [40]. Hepcidin also
degrades and inhibits the transcription of divalent metal transporter 1 (DMT1), thus blocking iron
absorption through the duodenal enterocytes [41,42]. Furthermore, hepcidin blocks iron export from
red blood cells (RBCs) leading to accumulation of iron, oxidative stress and hemolysis [40]. This may
explain why both infected and uninfected RBCs burst during malaria infection leading to anemia (and
probably further spread of the malaria parasites). Figure 1 illustrates how malaria-induced hepcidin
might contribute to iron deficiency.

Malaria may also cause iron deficiency through increasing inflammatory cytokines such
as tumor necrosis factor-α (TNF-α). Uncomplicated and asymptomatic malaria significantly
raise TNF-α concentrations [43,44]. TNF-α blocks iron recycling from macrophages and inhibits
erythropoiesis [45,46]. In addition, TNF-α, independently of hepcidin, blocks intestinal iron absorption
by reducing DMT1 expression [47], increasing deposition of iron into ferritin and degrading
ferroportin [48]. In a cohort of Gambian children, the TNF−308 AA genotype (which is associated
with higher TNF-α transcription compared with TNF−308 AG and TNF−308 GG genotypes [49,50])
was strongly associated with increased risk of iron deficiency and IDA [51]. Interestingly, this
effect was observed at the end of a malaria season when the prevalence of clinical malaria was
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highest [51]. Furthermore, zinc protoporphyrin concentrations were significantly raised in the TNF−308

AA genotype indicating dyserythropoiesis [51].

Figure 1. The malaria—iron deficiency hypothesis. (A) In healthy children without malaria (A1),
concentrations of hepcidin and TNF-α are low (A2) leading to increased absorption of iron through
enterocytes (A3), reduced hemolysis of RBCs and increased recycling of iron recovered from senescent
RBCs by macrophages (A4). More iron is thus available for the production of new RBCs (A5). (B) On
the other hand, during malaria infection, blood-stage malaria parasites (B1) elicit increased production
of hepcidin and TNF-α (B2), which, in turn, block absorption of iron through DMT1 and ferroportin
(FPN) on enterocytes (B3). Hepcidin also degrades ferroportin on both infected and uninfected RBCs
leading to accumulation of intracellular iron, oxidative stress, and consequently hemolysis. Hemolyzed
RBCs are taken up by the macrophage (B4). Hepcidin and TNF-α inhibit recycling of iron recovered
from hemolyzed RBCs back into the circulation leading to deficiency of the amount of biologically
available iron. Consequently, little iron is available to produce new RBCs by the bone marrow leading
to iron deficiency anemia (B5). Tf, transferrin.

Several studies support the hypothesis that malaria causes iron deficiency. A study in Kenyan and
Gambian children observed that the prevalence of iron deficiency and IDA was markedly higher at the
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end of a malaria season compared to the start [52]. Interruption of malaria transmission in the Kenyan
highlands with antimalarials and indoor residual spraying reduced the prevalence of iron deficiency
from 36% to 25% and more than halved the prevalence of IDA (from 27% to 12%) [53]. However, the
observational nature of these studies does not necessarily imply a causal relationship. Additionally, a
meta-analysis of intermittent preventive treatment (IPT) of malaria reported a 29% reduction of anemia
in children following treatment [54]. Moreover, in Ivorian children, treatment of asymptomatic malaria
significantly reduced hepcidin concentrations and inflammation and doubled iron absorption [24].

A key difficulty is distinguishing between uncomplicated IDA and the anemia of inflammation
(AI) among children living in sub-Saharan Africa where malaria and other infections are highly
prevalent. This challenge can be addressed by measuring a wide range of iron markers [55] including
hepcidin [56]. Hepcidin was demonstrated to be significantly lower in children with IDA compared
to those with AI [56]. Other markers of iron status that can be used to discriminate IDA and AI
include soluble transferrin receptors (sTfR) and total iron binding capacity (TIBC), which are elevated
during IDA compared to AI, or serum ferritin, which is normally decreased during IDA and increased
during AI [55]. However, the effects of inflammation or infection on iron status may obscure the true
prevalence of IDA in African children [57].

3. Testing the Hypothesis

How can the hypothesis be tested? Below, we look at potential study designs as well as their
strengths and limitations.

3.1. Observational Studies

Longitudinal cohort studies following up malaria exposed and unexposed children for iron status
would allow investigation of whether malaria causes iron deficiency. However, since individuals in
malaria endemic areas are likely to be exposed to malaria repeatedly and in varying degrees over
time [4], it would be difficult to group them as exposed or unexposed with certainty. Individuals who
are continuously exposed to malaria develop partial immunity to malaria and may be misclassified as
unexposed [58]. Moreover, it is difficult to specifically determine the degree of malaria exposure [59,60].
Another challenge is the fact that host iron status may also influence malaria risk making reverse
causality a possibility [19–21]. Pragmatic cohort studies would involve comparing iron deficiency
during the course of malaria seasons although many other factors may influence iron status during
that period [52]. For example, the nutritional status of children may improve during harvest seasons,
which may coincide with rainy seasons (or peak malaria transmission) thereby confounding a possible
effect of malaria on iron status.

Another approach would be to spatially and temporally map-out the distribution of malaria and
iron deficiency. If malaria causes iron deficiency, then areas or periods of high malaria transmission
would also be associated with higher prevalence of iron deficiency. Carefully gathered and mapped
epidemiological data of malaria in Africa, both in space and time, are available [4,61]. Likewise, a
number of iron deficiency studies have been conducted in African children over the years although
not mapped. However, this approach is limited by the fact that some markers of iron especially
ferritin and soluble transferrin receptors (which are commonly measured), are raised during malaria
infection [62–64]. Thus, malaria may obscure the true picture of iron deficiency so that children in
malaria regions may appear more iron replete. Social economic status may further confound the
geographical distribution of malaria and iron deficiency since both are more likely to occur in the
poorest communities.

3.2. Randomized Controlled Trials

Randomized controlled trials (RCTs) remain the gold standard study designs for investigating a
causal relationship. Individuals could be randomized to receive interventions known to be effective
against malaria such as antimalarials and insecticide-treated bed nets and then iron status could be
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assessed after a period of time. For example, children could be randomized to receive intermittent
preventive treatment (IPT) of malaria followed by assessment of iron status. A few previous trials
have reported a non-significant improvement in concentrations of ferritin [13,65] and a decrease in
sTfR [14] following IPT. However, both ferritin and sTfR are raised during malaria infection [62–64]
making interpretation of iron status difficult and thus they may not be the best indicators of the effect
of IPT on iron status. Transferrin saturation may be a good indicator of improved iron absorption
while reduced ZPP concentrations may indicate improved erythrocyte iron incorporation. However, it
may be difficult to justify large trials randomizing children to either malaria prevention/treatment
or none.

3.3. Mendelian Randomization Studies

Another approach is Mendelian randomization (MR) which utilizes genetic variants as proxies for
modifiable environmental exposures (or instrumental variables) to infer a causal relationship between
an exposure and an outcome [66]. This study design provides an alternative to RCTs since genetic
variants are unlikely to be confounded by environmental factors and reverse causality is eliminated
as genetic variants are allocated at conception [67]. MR also reflects a life-time of exposure, which is
important since age is a critical determinant of infectious risk. This approach has been successfully
employed in other disease processes and has helped to explain previous controversies [68–70].

Similarly, MR can be utilized to study whether malaria causes iron deficiency. There are known
genetic polymorphisms that are associated with resistance to malaria. For example, sickle cell trait
which results from inheritance of one abnormal allele of the beta-globin gene is associated with 50%
protection against uncomplicated clinical malaria and 86% protection against severe malaria [71].
Alpha- and beta-thalassemias, glucose-6-phosphodehydrogenase (G6PD), ABO blood group, and
glycophorins are additional genes known to be associated with resistance to severe malaria [72].
If malaria causes iron deficiency, then polymorphisms that protect from malaria would also be
associated with reduced risk of iron deficiency. However, the polymorphisms should only influence
iron status through malaria, thus the effect of the polymorphism(s) on iron status should only be
observed in populations at risk of malaria but not in malaria-free populations (i.e., there should be
no pleiotropy or independent effect of the polymorphisms on iron status). Additionally, each of the
protective polymorphisms should influence iron deficiency in the same direction [73,74]. Figure 2
illustrates the conceptual MR causal diagram for malaria and iron deficiency.

Figure 2. Conceptual MR causal inference framework. (i) Genetic variants reliably associated with
malaria are required, for example, the sickle cell trait. (ii) The genetic variant should not be associated
with any measured potential confounders. (iii) The genetic variant should influence iron deficiency
only in populations at risk of malaria. Adapted from Sheehan et al. [75].
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4. Implications of the Hypothesis

Since individuals in malaria-endemic regions are likely to have chronically up-regulated hepcidin
concentrations, the current efforts of iron supplementation in these populations may not address the
problem of iron deficiency. Raised hepcidin levels in malaria-infected individuals would not only
block iron absorption [24] but also utilization [76–78]. A systematic review of randomized controlled
trials evaluating the effect of iron supplementation on hemoglobin/anemia in children reported
limited gains in malarial hyperendemic areas [76]. Furthermore, unabsorbed iron due to malaria
infection may disturb gut microbiota leading to gastrointestinal disorders [79–81]. In the largest iron
supplementation trial in Pemba, Tanzania, increased risk of adverse events were reported among
children in the supplemented arm [12]. Thus, the effectiveness and safety of iron supplementation or
fortification in malaria-endemic regions has remained questionable.

If, indeed, malaria causes iron deficiency, then strategies aimed at malaria elimination may also
address iron deficiency. Causality in the malaria-iron deficiency relationship could be tested using
randomized trials of interventions that protect against malaria, such as IPT trials, or by Mendelian
randomization studies where randomization would be by genetic variants that protect from malaria,
such as the sickle cell trait. Advantages of Mendelian randomization are that genes confer life-long
protection against malaria and that it may be unethical to randomize children to not receive an
intervention of proven efficacy. Furthermore, our hypothetical concept could also be extended to
other causes of chronic infection, which may contribute to the burden of iron deficiency through
inflammation-induced up-regulation of hepcidin. Confirmation of a role of malaria and other infections
in causing iron deficiency could lead to a readjustment of priorities for public health programs to
prevent and treat iron deficiency in sub-Saharan Africa. Thus, we recommend further studies to test
the malaria-iron deficiency hypothesis and suggest that control of malaria and other infections could
be utilized as an additional strategy to improve the iron status of children living in Africa.
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Abstract: Early childhood is characterised by high physiological iron demand to support processes
including blood volume expansion, brain development and tissue growth. Iron is also required
for other essential functions including the generation of effective immune responses. Adequate
iron status is therefore a prerequisite for optimal child development, yet nutritional iron deficiency
and inflammation-related iron restriction are widespread amongst young children in low- and
middle-income countries (LMICs), meaning iron demands are frequently not met. Consequently,
therapeutic iron interventions are commonly recommended. However, iron also influences infection
pathogenesis: iron deficiency reduces the risk of malaria, while therapeutic iron may increase
susceptibility to malaria, respiratory and gastrointestinal infections, besides reshaping the intestinal
microbiome. This means caution should be employed in administering iron interventions to young
children in LMIC settings with high infection burdens. In this narrative review, we first examine
demand and supply of iron during early childhood, in relation to the molecular understanding of
systemic iron control. We then evaluate the importance of iron for distinct aspects of physiology and
development, particularly focusing on young LMIC children. We finally discuss the implications
and potential for interventions aimed at improving iron status whilst minimising infection-related
risks in such settings. Optimal iron intervention strategies will likely need to be individually or
setting-specifically adapted according to iron deficiency, inflammation status and infection risk, while
maximising iron bioavailability and considering the trade-offs between benefits and risks for different
aspects of physiology. The effectiveness of alternative approaches not centred around nutritional
iron interventions for children should also be thoroughly evaluated: these include direct targeting of
common causes of infection/inflammation, and maternal iron administration during pregnancy.

Keywords: iron; anaemia; infection; malaria; immunity; brain development; growth; microbiome;
hepcidin; ferritin; iron supplementation; infants; children; low and middle income countries

1. Introduction

Young children growing up in low- and middle-income countries (LMICs) are frequently exposed
to concurrent physiological challenges and environmental hazards that may influence both their current
health and future development. In such settings, a high infection risk often co-exists with nutritional
deficiencies, amongst which iron deficiency (ID) is of major importance. ID is best known for causing
anaemia, affecting hundreds of millions of young children, particularly in LMICs [1]. Iron deficiency
anaemia (IDA) affects over 1.2 billion people globally and was recently classified as the leading cause
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of years lived with disability (YLDs) in low/low–middle socioeconomic settings [2]. However, ID also
occurs frequently without manifesting anaemia, meaning the number of people affected globally will
be considerably higher. Importantly, the clinical and developmental impacts of iron deficiency also go
beyond anaemia [3].

In this narrative review, we discuss the biology of iron in early childhood, with a particular
focus on children living in settings with high burdens of infection, nutritional deficiency and anaemia.
We aim to identify research gaps, controversies and accepted principles from biological, nutritional and
epidemiological points of view. In the first section, we consider why iron is required during the early
years of life, how iron status is defined, and how iron handling is regulated. In the second section,
we examine the implications of iron status and therapeutic iron interventions for different physiological
and developmental processes of particular relevance in early childhood. The final section summarises
factors that should be accounted for when planning interventions aimed at adjusting iron status in
such populations.

2. Regulation of Iron Status during Early Childhood

2.1. Iron Demand in Early Childhood

Iron is widely used as a cofactor in cellular biochemistry owing to its ability to act as an electron
donor or acceptor. The numerous examples of proteins that use haem prosthetic groups or iron-sulphur
clusters as cofactors, or which directly coordinate iron for catalytic functions, demonstrate the wide
utility of iron in biology. Box 1 provides a far from exhaustive list of examples of how such proteins
are used across key cellular processes. An adequate supply of iron is thus required to support
normal physiology.

The daily requirement for iron is greater in early childhood than during adulthood [4,5]. Adulthood
requires a “steady-state” turn-over of iron to maintain tissue homeostasis while ensuring flexibility to
adapt iron handling according to changes in physiological or environmental circumstances (e.g., blood
loss, infection, pregnancy, nutritional limitations, changes in altitude) [6]. In contrast to adults, young
children must expand their blood volume, increase muscle and tissue mass, and are at a key stage in
terms of neurodevelopment and brain growth: growing tissues therefore require an absolute increase
in iron content to maintain a state of iron repletion.

Box 1. Examples of iron involvement in cellular biochemistry.

• The haem group of oxygen-transporting haemoglobins is the major and best-known destination of
absorbed iron, supporting adequate erythropoiesis, with an estimated two-thirds of body iron found within
erythrocyte haemoglobin.

• Haem moieties, in which iron is coordinated within protoporphyrin IX, also mediate oxygen-storage
by myoglobin in muscle, and are used by cytochrome P450 monooxygenases, and by cytochrome c and
cytochrome c oxidase in the mitochondrial electron transport chain for oxidative ATP production.

• The final step of haem biosynthesis is itself iron dependent, catalysed by the Fe2-S2-containing
protein ferrochelatase.

• Iron-sulphur clusters are central as cofactors in energy production, being complexed within mitochondrial
aconitase in the tricarboxylic acid (TCA) cycle, and complexes I–III in the electron transport chain. They are
used by DNA polymerases, DNA primase subunits, and DNA helicases reflecting involvement in DNA
replication and repair.

• Nucleotide biosynthesis provides the substrate for DNA replication and depends on ribonucleotide
reductase (RnR), a di-iron monooxygenase.

• Iron(II)- and 2-oxogluatarate-dependent dioxygenases include the prolyl hydroxylases PHD-1, 2 and
3 which regulate the Hypoxia-Inducible Factor (HIF)-dependent response to hypoxia, and the TET
family of methylcytosine dioxygenases which are involved in histone demethylation and consequent
epigenetic regulation.

• Iron is centrally involved in the antimicrobial oxidative burst employed during neutrophil responses to
infection, involving the haem-dependent NADPH oxidase, and iron-dependent myeloperoxidase.
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2.2. Iron Supply in Early Childhood

2.2.1. The Maternal Iron Endowment

Neonates are born with an endowment of iron from their mother, estimated as approximately
75 mg/kg (approximately 260 mg total body iron) in a healthy full-term neonate [7]. The size of
the iron endowment is strongly influenced by gestational age, birthweight and timing of cord
clamping [7]. Maternal iron status does not appear to predict neonatal iron status during maternal
iron sufficiency [8,9] or in the presence of maternal iron-restricted erythropoiesis [10]. However,
several studies report compromised infant iron status following maternal iron deficiency anaemia
(e.g., [11,12]). This suggests that unless maternal iron is severely limited, foetuses tend to acquire
maternal iron efficiently during gestation irrespective of maternal iron status. The size of the maternal
iron endowment and its consumption rate vary between infants, with declines in iron status greater in
boys than girls [13,14]. A significant proportion of maternal–foetal iron transfer occurs during the final
weeks of gestation [9]. Consequently, pre-term infants are at high risk of earlier onset ID. Similarly,
since most of the iron is contained within haemoglobin, lower birthweight infants—who have a smaller
total blood volume—carry lower absolute body iron content and are at higher risk of ID [13]. Delaying
cord clamping, which can enable blood volume increases of ~40 mL/kg birthweight, is associated with
significantly improved iron status and lower ID risk during the first year (reviewed in [7]).

The maternal iron endowment is thought to sustain the iron requirements of an exclusively
breastfed healthy term infant for up to half of the first year [7]. Since iron is utilised to support growth
and development, the initial iron stores become depleted as infancy progresses, with steeper declines
in more rapidly growing infants [13,15–17]. This means iron must be obtained from exogenous sources
including complementary foods and via food fortification or supplementation [7]. Human breastmilk
is often considered to contain highly bioavailable iron but only in small quantities that are insufficient
to sustain iron requirements as infancy progresses [18–20]. Therefore, weaning diets must contain
adequate sources of bioavailable iron.

2.2.2. Dietary Iron: Differences between High- and Low-Income Settings

Two categories of dietary iron exist: haem iron, present in animal-source foods, is highly
bioavailable (~20–50% of ingested iron is absorbed); in contrast, non-haem iron, which accounts
for a higher proportion of dietary intake, has highly variable but typically substantially lower
bioavailability [21]. Absorption of non-haem iron, unlike haem iron, is influenced by the presence
of dietary enhancers (e.g., ascorbic acid (AA) and muscle protein) and inhibitors (e.g., phytates and
polyphenols) (Reviewed in [22]). Based on overall dietary composition, iron bioavailability can be
classified as poor (average fractional absorption (FA) <5%), intermediate (FA, 5–15%) or high (FA,
>15%). Bioavailability relates to the relative balance of unrefined cereals and pulses (high in inhibitory
phytates), fresh fruits and vegetables (sources of AA), refined cereals (lower in phytates), and meat,
fish and poultry (rich in haem iron and muscle protein). Weaning foods should possess high iron
bioavailability, as the iron/energy requirement ratio is particularly elevated in infancy. These factors
likely contribute to differences in iron status between young children from higher-income settings,
where fortification of weaning diets, cereals and meat-based diets are commonplace, compared with
those from LMICs where diets often contain lower absolute iron content, combined with lower dietary
bioavailability enhancer:inhibitor ratios.

The recommended nutrient intake (RNI) of iron for 7–12-month-old infants (i.e., required
quantity of absorbed iron) has been estimated as 0.69 mg/day (97.5th percentile, 1.07 mg/day) [5,23].
If bioavailability of dietary iron is below 10%, intake of >10.7 mg/day would be required to guarantee
reaching the 97.5th RNI percentile, which may present a challenge in resource-limited settings;
accordingly, children may frequently fail to meet the RNI, and ID may ensue [23]. Risk of nutritional
ID can be classified via markers of dietary exposure relating to both iron intake and overall iron
dietary bioavailability (reviewed in detail by the Biomarkers of Nutrition for Development (BOND)
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project [24]). However, dietary intake and bioavailability assessment remains challenging, with reliable
intake estimates requiring 7–10 days of weighed food records. Nonetheless, at the individual level,
dietary counselling and advice to increase iron intakes [25] and bioavailability may concomitantly
increase the likelihood of RNI being met [26]. Programmatic evidence for a benefit of such a strategy is
lacking yet would be highly desirable.

Differences between high- and low-income settings in intake of bioavailable iron could become
further accentuated over the coming decades in relation to anthropogenic increases in atmospheric CO2

concentrations. The absolute iron content of widely consumed crops, specifically C3 grasses (wheat and
rice) and legumes (field peas and soybeans), decreases with increasing CO2 [27], and modelling suggests
this would translate to an increase in global iron deficiency prevalence, focussed particularly on LMIC
populations for whom these cereals constitute dietary staples [28]. Climate change is also predicted
to contribute significantly to a declining fish catch over the coming decades, reducing consumption
of highly bioavailable iron and increasing micronutrient deficiency in coastal communities, again
predominantly in LMIC settings [29].

As discussed below, iron uptake may also be inhibited by infection and inflammation for which
the burden is higher in LMICs compared to higher-income countries. Furthermore, young children
from LMIC populations are at higher risk of parasitic (most notably hookworm) infection, which
is associated with intestinal blood loss, and therefore additional iron depletion [30,31]. Together,
these factors illustrate the greater challenge faced by young children in LMIC settings in maintaining
adequate iron status to sustain growth and development, in comparison to children of similar age in
higher income settings.

2.3. Molecular Control of Iron Handling

In understanding the relationships between iron deficiency, iron absorption and inflammation,
and in seeking to develop safe and effective interventional strategies, it is important to appreciate the
molecular basis of iron control. While the redox properties of iron make it useful for cellular biochemistry,
unchaperoned iron can catalyse the generation of toxic free radicals. Iron transport and storage must
therefore be carefully regulated to ensure it is effectively targeted and employed in a controlled manner.
Details of cellular and systemic iron handling have been reviewed in detail recently [6]. It has been
long-established that systemic iron homeostasis is maintained through regulation of absorption, with
iron losses not specifically regulated [32]. Iron sensing mechanisms must ensure non-regulated losses
(e.g., through bleeding, intestinal cellular sloughing, or helminth infection) are replaced through
appropriate absorption. When control of iron absorption is lost, either iron loading or iron deficiency
may ensue: failures to prevent excess iron absorption, as in hereditary haemochromatosis or during
non-transfusion-dependent beta-thalassaemia, lead to gradual toxic iron accumulation in the liver
and other organs. Conversely, failure to absorb sufficient amounts of bioavailable iron eventually
leads to anaemia, as in dietary iron deficiency, during chronic inflammation, and in the rare heritable
iron-refractory iron deficiency anaemia (IRIDA) [6].

Iron balance must therefore be carefully maintained. This is achieved by coordinating cellular
and systemic iron homeostasis [33]. Posttranscriptional regulation by the IRE/IRP (iron response
element/iron regulatory protein) system is central in the control of cellular iron homeostasis. IRPs
are RNA binding proteins which, during cellular iron deficiency, either stabilise iron-related mRNAs
(e.g., TFR1, for iron acquisition) by binding 3’UTR IREs, or mediate translational repression of mRNAs
by binding 5’UTRs (e.g., FPN1, for iron export; FTH1, FTL encoding ferritin heavy and light chains
respectively for iron storage) [6]. Systemic iron homeostasis on the other hand centres on the regulation
and activity of the iron regulatory hormone hepcidin [34].

2.3.1. The Hepcidin–Ferroportin Interaction

Hepcidin coordinates both iron uptake through duodenal enterocytes and iron recycling (primarily
derived from senescent erythrocytes) by reticuloendothelial macrophages. Hepcidin binds the
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iron exporter ferroportin, which is highly expressed on these cells, triggering its internalisation
and ubiquitin-mediated degradation; this prevents the export of cellular iron into circulation [35].
Hepcidin-binding also directly occludes the ferroportin ion channel, providing an additional inhibitory
mechanism [36]. Thus, when hepcidin concentrations are high, dietary iron uptake is inhibited, iron
becomes sequestered in ferroportin-expressing macrophages, and serum iron concentrations decline.
Hepcidin acts very rapidly: serum iron falls by ~80% within an hour of hepcidin injection into
mice [37]. The erythroid compartment also contributes to systemic iron homeostasis by returning iron
to circulation: hepcidin-sensitive ferroportin is expressed by erythroblasts and is found on mature
erythrocyte membranes [38,39]; erythroid-specific ferroportin knockout mice display mild serum iron
deficiency, consistent with a proportion of circulating iron being derived from the erythron [40].

Inherited disorders of iron homeostasis reveal the centrality of the hepcidin–ferroportin interaction
in maintaining iron balance. Iron overloading in haemochromatosis can be caused by mutation in
the gene encoding hepcidin (HAMP) itself. More frequently, it links to mutations in genes encoding
components of the signalling pathways mediating hepcidin upregulation in response to iron (including
HFE, HJV, TfR2, BMP6) [41,42]. Hepcidin insufficiency characterises each of these conditions. Likewise,
patients with “gain-of-function” ferroportin mutations (rendering ferroportin hepcidin-resistant)
develop iron overload [43,44]. Patients with “loss-of-function” ferroportin disease display a distinct
disordered iron phenotype (including macrophage rather than parenchymal iron loading) [45].
Contrastingly, IRIDA results from loss-of-function mutations in TMPRSS6, which encodes the protein
matriptase-2 that normally inhibits the production of hepcidin [46].

2.3.2. Hepcidin Regulation by Iron

Details of the molecular pathways regulating hepcidin have been reviewed extensively
elsewhere [34,47]. Broadly speaking, to maintain homeostasis, hepcidin is upregulated in hepatocytes
in response to sensing increased iron via the BMP–SMAD (Bone Morphogenetic Protein—Sons of
Mothers against Decapentaplegic) pathway [47]. Liver Sinusoidal Endothelial Cell (LSEC)-derived
BMP6 and BMP2 are key in this process [48–51]. BMP6 is more responsive than BMP2 to tissue iron
loading [52], although how iron sensing leads to BMP6 upregulation is yet to be described. Hemojuvelin
(HJV) is a key accessory receptor that enhances BMP-mediated signalling [53]. Sensing of acute changes
in serum iron concentration and transferrin saturation also converges on the BMP–SMAD pathway,
involving transferrin receptor 1 (TfR1/CD71), transferrin receptor 2 (TfR2), the haemochromatosis
protein HFE and BMP receptors (although not requiring BMP6 induction) (reviewed in [47]).

2.3.3. Hepcidin Regulation during Inflammation

Hepcidin is also induced during the acute phase response to inflammatory stimuli [54,55].
Upregulation is primarily mediated via the JAK–STAT3 (Janus Kinase—Signal Transducer and Activator
of Transcription proteins 3) pathway, most notably by interleukin-6 (IL-6) [56–58], but probably
also by other cytokines including IL-22, type I interferon, and IL-1beta [55,59–61]. Cross-talk with
BMP6/SMAD signalling is also required for the normal response to inflammatory stimuli, since loss
of HJV blunts the hepcidin response in this context [62]. Activin B, which also signals via SMAD
pathways, is induced during inflammation/infection and can upregulate hepcidin in vitro, although its
role in inflammatory hepcidin induction in vivo remains uncertain [63–67]. Hepcidin activity during
infection and inflammation leads to characteristic hypoferremia [68], shown to be protective against
extracellular siderophilic bacterial infections [69,70]; hepcidin-independent mechanisms including
the transcriptional downregulation of ferroportin expression also likely contribute [71]. Prolonged
inflammatory stimulation of hepcidin and consequent hypoferremia contributes to the pathogenesis of
anaemia of inflammation (AI) by limiting iron supply to the erythron [72].
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2.3.4. Hepcidin Suppression during Erythropoietic Demand

Erythropoiesis is highly iron-demanding, especially when expanded physiologically in response
to acute blood loss or when it is ineffective as during beta-thalassaemia. Erythropoietic expansion
is stimulated by erythropoietin signalling, whose activity induces the production of the hepcidin
suppressive hormone erythroferrone in erythroblasts [73]. Erythroferrone suppresses liver hepcidin
production through binding and inhibiting BMP6 and the related BMP family members, BMP5 and
BMP7 [74] (which themselves are upregulated by iron in the absence of BMP6 [75]). Iron consumption by
enhanced erythropoiesis also reduces the hepcidin-stimulatory signal from serum iron [76,77]. Similarly,
during hypoxia, hepcidin can be suppressed through the cAMP Response Element Binding protein
(CREB/CREB-H) pathways in response to high concentrations of Platelet-Derived Growth Factor-BB
(PDGF-BB) activity [78]. Together, these mechanisms inhibit hepcidin production, liberating iron from
hepatic and macrophage stores and facilitating iron absorption to supply erythropoiesis. Moreover,
duodenal iron absorption is further promoted when hepcidin is low since ferroportin-dependent iron
flux through enterocytes leads to stabilisation of the hypoxia-inducible factor HIF-2alpha leading to
the upregulation of genes involved in iron absorption (Dcytb, Dmt1, and Slc40a1—encoding ferroportin
itself) [79].

In summary, multiple signals derived from diverse physiological systems are integrated at the
level of hepcidin regulation to ensure adequate iron supply whilst mitigating against the dangers of
iron loading and, as discussed below, acute siderophilic infection.

2.4. Regulation of Hepcidin and Iron Status in Infancy and Early Childhood

Concentrations of hepcidin, although variable, are relatively high in the first few months of life,
when iron availability is not limited; this is consistent with the regulation of hepcidin operating in
infancy in response to iron status as in adults [17,80]. Evidence has been presented however that in the
first 6 months, absorption of iron supplements does not correlate with iron status, suggesting dietary
iron absorption may bypass hepcidin-mediated regulation at this point [18,19,81]. Nonetheless, most of
the iron entering circulation is derived from iron-recycling erythrophagocytic macrophages. An acute
hypoferremia in neonates occurs during the first 48 hours of life [82,83], which is associated with raised
hepcidin (Prentice, A.M.; et al., personal communication). This is consistent with hepcidin-mediated
control of macrophage iron release being functional even in neonates, despite potential differences in
intestinal iron absorption between early and later stages of infancy.

Studies in Gambian infants reveal profound reduction in serum iron concentration during the first
months of life [17], to levels well below those typical in infants from high-income settings [84]. Ferritin
decreases through the first year, more profoundly in males, as stores are consumed for expanding
the erythron and growth and development of tissues (as discussed below) [8,14]. Related decreases
in hepcidin also occur in African infants, again more notably in boys than girls [80,85,86], with the
extent of weight gain dominantly predicting the extent of hepcidin and ferritin decline [17]. Hepcidin
concentrations in African pre-school children are associated with other biomarkers of iron status,
inflammation and erythropoietic demand, suggesting hepcidin is regulated similarly in young children
and adults [87].

In contrast to the studies in African infants, declines in hepcidin during the first year were not
observed in two studies of European infants [88,89]. This may relate to higher contents of bioavailable
iron in typical European weaning diets. A recent study in Gambian infants (6–27 months) found
that respiratory infections and fever incidence (but not diarrhoea or faecal calprotectin—a marker of
intestinal inflammation) were strongly associated with raised hepcidin; inflammation (marked by CRP),
even if very low-grade, was the dominant predictor of hepcidin [90]. Chronic, even mild, inflammation
may therefore play a key role in inhibiting dietary iron uptake, contributing to the declining iron status
of early childhood in such settings.
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2.5. Classification of Iron Deficiency

Before discussing how low iron status influences key physiological processes in young LMIC
children, it is useful to review how iron status can be classified. Haemoglobin (Hb) is a standardized and
accessible marker whose concentration is directly proportional to oxygen carrying capacity. However,
it is a poor indicator of ID with low sensitivity (ability to identify iron deficiency when present) and
specificity (ability to correctly identify subjects without deficiency). This reflects anaemia being a late
manifestation of ID and having multiple aetiologies, especially in LMIC children. Thus, iron status
must be assessed using more sensitive and specific biomarkers. Ideally, these should identify different
degrees of iron status, ranging from depletion of iron stores, to iron-deficient erythropoiesis without
anaemia, to iron-deficiency anaemia [24].

The gold standard approaches for assessing ID are bone marrow iron (Prussian blue) staining and,
in the case of anaemia, evaluation of the haematological response to therapeutic iron [91]. Bone marrow
staining reveals absence of reticuloendothelial iron storage and therefore true ID. Neither of these are
appropriate for routine clinical or epidemiological assessment and, without an individually effective
biochemical biomarker of iron balance, classification of ID is challenging, especially in LMIC children.

2.5.1. Ferritin and Iron Stores

Serum ferritin is linearly predictive of iron stores in the absence of inflammation, with 1 μg/L
corresponding to 120 μg storage iron/kg body weight [92]. It reflects intracellular iron content
of macrophages and hepatocytes. The commonly used cut-off of 12–15 μg/L is diagnostic for iron
deficiency, but it has low sensitivity. Consequently, appropriate cut-offs for use in different settings
and purposes are commonly debated; for example, higher cut-offs may be advisable for confirming
a diagnosis (avoiding false negatives) compared to those used for population screening (where it is
desirable to avoid false positives) [91]. Moreover, ferritin is an acute phase protein, induced during
inflammation, infection and liver damage. Promising approaches that adjust ferritin values according
to concurrent inflammation have recently been proposed [93], but will require further validation. The
characteristics of iron metabolism in infancy and early childhood may return different thresholds
for defining deficiency especially in settings with high infectious disease pressure, and clearly more
evidence is required [94,95].

2.5.2. Markers of Iron-Restricted Erythropoiesis

The soluble transferrin receptor (sTfR1) represents a detectable circulating truncated form of the
cellular iron uptake receptor, TfR1, increasingly expressed once tissue iron supply becomes scarce.
Other than during the first few months of life, the bone marrow is the most avid iron consumer,
and sTfR1 concentration is generally thought to reflect iron demand from erythroid precursor cells.
It is less affected than ferritin by inflammation and infection, but may be modified by conditions
affecting erythropoiesis, including thalassaemia and sickle cell anaemia [96]. The ratio between sTfR
and log-ferritin (ferritin index) offers the advantage of combining two markers covering different
aspects in iron depletion, generally improving sensitivity and specificity compared to their individual
use [24]. Of note, paper-based smartphone-app-guided point-of-care assays for ferritin and sTfR show
promise in proof-of-principle studies, suggesting field measurement of these markers in children from
resource-limited settings may become feasible [97,98]. Other markers of iron-restricted erythropoiesis
are zinc protoporphyrin (ZPP) and the ZPP/haem ratio in red blood cells; ZPP accumulates in the
last step of haemoglobin synthesis when iron is lacking [99]. Certain red cell indices may also be
useful as markers of iron deficient erythropoiesis [24], among which reticulocyte haemoglobin content
(Ret-Hb/CHr) is prominent [100,101] and included in the American Academy of Pediatrics guidelines
for the evaluation of anaemia [24]. Red cell indices are reported to be more suitable than ferritin alone
in predicting response to intravenous iron in patients with chronic kidney disease [102], but their
performance in detecting nutritional anaemia in childhood has not been evaluated systematically [24].
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2.5.3. Serum Iron and Transferrin Saturation

Serum iron and transferrin saturation (Tsat, the proportion of iron-binding sites of the iron-transport
protein transferrin occupied by iron) reflect iron availability for tissues at any given moment, and thus
potentially provide information on peripheral iron delivery. However, they are affected by circadian
rhythm and decreased by inflammation and infection, rendering their interpretation challenging in
young children [24]. Nevertheless, extremely low serum iron concentrations described in concert with
low ferritin/hepcidin in African infants, well below the typical range in infants elsewhere, does likely
reflect a severe deficiency in iron supply for iron-requiring tissues [17,84].

2.5.4. Hepcidin

Hepcidin shows promise as a further reliable marker to identify ID (during which it is suppressed),
and to distinguish IDA from inflammatory anaemia in settings with high infection pressure [103].
It had moderate performance in predicting bone marrow ID in severely anaemic children in Malawi
when compared to ferritin index [104]. As the hormone that regulates iron uptake, it also predicts
oral iron responsiveness [103,105,106]. Like ferritin, hepcidin is an acute phase protein potentially
confounded by inflammation [54,55] but, unlike ferritin, hepcidin synthesis is directly suppressed by
expanded erythropoiesis. Hepcidin also shows diurnal variation [107]. High quality hepcidin assays
are increasingly available and accessible, with efforts being made towards their harmonisation and
standardisation [108,109]. With increased understanding of hepcidin biology and further analytical
refinements, hepcidin may become more frequently used in assessing iron status [110], including in
young children.

The extent to which these serum biomarkers indicate true iron deficiency must be considered.
A recent study assessed the performance of biochemical iron status markers in predicting bone
marrow ID in 1–5-year-old anaemic children in Mozambique, a setting with a high burden of
infection/inflammation. As expected, serum ferritin displayed poor sensitivity but 100% specificity
(zero false positives) in identifying bone marrow ID. In contrast, sTfR1 showed 83% sensitivity
and 50% specificity. Combining the two markers into the ratio, resulted in improved performance,
but overall, even the best-performing markers failed to identify ~25% of children with ID correctly [111].
The standardization of assays across different suppliers and instruments is an issue for all iron status
markers, in particular for sTfR1 and hepcidin. Further research to improve interpretation, accessibility
and analytics of current and experimental markers of iron status in settings with high infection pressure
is clearly a research priority.

3. The Importance of Iron Status for Different Physiological Systems in Early Childhood

3.1. Iron and Oxygen Delivery

3.1.1. Erythropoiesis in Early Childhood

Anaemia refers to a state in which the oxygen-carrying capacity of blood, mediated by haemoglobin,
falls below the level required to support normal physiological functions. In a healthy neonate,
approximately 70% of total body iron (estimated as 234–334 mg, depending on birthweight and cord
clamping time) is contained within haemoglobin, which is more concentrated in neonates than in adults
(typically ~170g/L, calculated to contain 155 mg iron in a 3.5 kg neonate) [4]. Higher haemoglobin
concentrations at birth reflect a relatively hypoxic environment in utero. The transition to a normoxic
environment after birth leads to a marked decline in erythropoietic output. Combined with shorter
erythrocyte lifespan and dilution effects related to growth, haemoglobin concentrations fall notably in
the first 1–2 months [112]. This “physiological anaemia of infancy” is accompanied by redistribution of
iron from senescent red cells to iron stores (indicated by ferritin concentrations) [113]. From 6–8 weeks,
erythropoietin concentrations and erythropoietic output increase, typically raising haemoglobin
concentrations modestly [112]. The daily iron demand for normal erythropoietic output requires
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considerably higher quantities than are absorbed each day, bearing in mind the low iron content of
breastmilk. Thus, most iron is supplied from iron stores derived from recycling of senescent red cells
by the reticuloendothelial system.

As infancy progresses into early childhood, failure to meet the iron demand of growth-related
blood volume expansion can lead to iron-restricted erythropoiesis. This is commonly observed in
young children from LMICs. Failure in iron supply can result from either nutritional iron deficiency,
or physiological restriction of macrophage iron recycling and iron absorption (functional iron deficiency),
or commonly both. Iron restriction is a feature of the response to infection and inflammation, relating
to elevated hepcidin concentrations and suppressed ferroportin activity. Erythropoietic suppression
and increased erythrocyte turnover rate also likely contribute to anaemia pathogenesis during
inflammation [72].

3.1.2. Molecular Interplay between Iron Handling and Erythropoiesis

Erythropoiesis is sensitive to decreased iron availability [114]. With decreasing transferrin saturation,
ex vivo erythroblast differentiation is diminished relative to granulopoiesis and megakaryopoiesis,
involving aconitase-mediated regulation [115]. Transferrin receptor 2 (TfR2) contributes to hepcidin
induction in response to circulating iron in hepatocytes but is also expressed on erythroblasts.
Erythroblast TfR2 interacts with the erythropoietin receptor (EpoR) to modulate sensitivity to Epo
signalling via interactions with Scribble, a key regulator of cellular trafficking and signalling [116–119].
Together, this provides a plausible mechanism by which erythropoietic output can be adjusted during
iron deficiency (reviewed in [120]). Moreover, as stated above, erythroblasts express hepcidin-sensitive
ferroportin (from a transcript (FPN1B) that is not subject to IRP-mediated regulation) [38,39].
Erythroid-specific ferroportin knockout mice displayed mild serum iron deficiency consistent with a
contribution of erythroid iron to the circulating iron pool [40]. During iron deficiency (when hepcidin
concentrations are low), this has been proposed as a safety mechanism to ensure supply of iron to
iron-sensitive tissues at the expense of erythropoiesis, also protecting erythrocytes from oxidative
stress [40].

3.1.3. The Burden of Anaemia in LMIC Children

Anaemia is typically defined by haemoglobin concentrations falling below specific thresholds.
The World Health Organisation (WHO) recommends thresholds of 100–109 g/L, 70–99 g/L and<70 g/L to
identify mild, moderate and severe anaemia respectively in children under 5 years of age [121]. However,
it should be noted that a re-evaluation of the use and interpretation of anaemia-defining haemoglobin
thresholds is underway [122]. Anaemia was estimated to affect 273 million children globally in 2011,
disproportionately exerting its burden in low-income settings [123]. Iron deficiency is often purported
to account for about half of the anaemia burden, yet estimates of the proportion of anaemia that is
iron responsive are lower than this (42% globally, and only 32% in Africa) [1,124]. These estimates
point to the diverse aetiologies of anaemia: other causes include inflammation and infection (notably
malaria), inherited erythrocyte disorders (e.g., sickle cell anaemia, thalassaemia, Glucose-6-phosphate
dehydrogenase (G6PD) deficiency), and other micronutrient deficiencies (e.g., Vitamin A, Vitamin B12).

Chronic but mild iron-deficiency anaemia may not manifest symptomatically, and could even
provide benefit in terms of reduced malarial risk (discussed further below) [125]. However, while
anaemia in young children could lead to lethargy, it may more importantly influence longer-term
developmental outcomes [126].

3.2. Iron and Neurological Development

Iron deficiency, both with and without anaemia, is associated with impaired cognitive, behavioural
and motor function development [3,127,128]. Consequently, low iron status may have long-term effects,
for example affecting educational attainment and career potential later in life [129]. Iron requirements
in the developing brain are considered spatially and temporally sensitive [130,131]. A “scaffolding”
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process during development has been suggested, where each developmental stage depends on
completion of the previous one [132]. This underlies the concern for ensuring adequate iron status
during the critical first 3 years of life [126].

As discussed above, erythropoiesis is sensitive to iron status. Based on animal models, it has been
suggested that erythroid iron is rechannelled back to circulation during iron limitation for prioritised
use by other tissues, including brain, [39,40]. However, other studies suggest that iron limitation may
lead to brain iron deficiency prior to the development of frank anaemia, suggesting erythropoiesis may
not be compromised first [100]. After iron deprivation, decreased brain iron that preceded anaemia
was reported in phlebotomized lambs [133], in human infants born from diabetic mothers [134], and in
sheep affected by intrauterine hypoxemia [135]. During repletion, decreased brain iron levels persisted
in infant rats [136] and haemoglobin repletion preceded brain iron accrual [137].

3.2.1. Roles for Iron in Brain Development

Normal neurological development involves an array of iron- and haem-dependent proteins. Studies,
primarily using rodent models, demonstrate links between ID and multiple neurodevelopmental
impairments. These range from decreased axon myelination and impaired monoamine and
gamma-aminobutyric acid (GABA) neurotransmitter system development to reduced hippocampal
function and compromised central nervous system (CNS) energy metabolism (reviewed in [3,100,138]).
The specific brain region or process affected is likely to depend on the timing of ID, with those
undergoing most rapid growth and development concurrent with ID principally affected [138].
IDA could also indirectly affect the CNS by impairing thyroid function [139] or by increasing the risk of
lead poisoning [140,141], both of which are associated with compromised neurological development.

Tools for investigating the impact of brain region-specific iron deficiency in the absence of
anaemia are emerging. For example, a mouse model with reversible (Tet-OFF) hippocampal TfR1
deficiency enables comparison of chronic hippocampal ID with reversed early-life hippocampal
ID [142]; restoration of hippocampal TfR1 expression at postnatal day 21 (heuristically corresponding to
~2 years of age in human infants) reversed some, but not all, of the gene expression changes associated
with ID [142]. This further points to lasting impact of early-life ID on neurodevelopmental phenotype,
and calls for further investigation into optimal timings of interventions aimed at restoring iron status
in infancy [143].

3.2.2. Iron Interventions and Cognitive Outcomes

In population studies, meta-analyses of the effect of iron supplementation on cognition in young
children have yielded ambiguous results. No significant collective detectable benefit was reported in
one recent meta-analysis (mean difference 1.65 [95% Confidence Interval (CI): −0.63, 3.94], p = 0.16;
6 trials; children aged 4–23 months) [144]. This could reflect a genuine lack of effect, or alternatively
the inability of the study designs to adequately detect a true effect. Assessing cognitive performance is
challenging in young children: test methods typically designed to detect “macroscopic” neurological
deficits during early perinatal life may lack sensitivity for subtle changes in performance [145].
In contrast, several studies indicate the benefits of iron supplementation on cognitive function in
older children [145–147], in particular following longer-term supplementation. Within this discussion,
it should also be borne in mind that iron-replete Chilean infants who received high iron formulas
displayed reduced cognitive performance at 10 years of age [148].

Together, these analyses highlight the general physiological importance of correcting ID for
cognitive development, while at the same time calling for further detailed investigation during early
perinatal life. Indeed, few high quality adequately-powered placebo-controlled trials in low-income
countries aimed at assessing the impact of iron interventions on cognitive function have been
performed [146]. Such data would be highly desirable for informing global health policies regarding
universal iron intervention in young children; one such trial—BRISC (“Benefits and Risks of Iron
interventionS in Children”)—is currently ongoing in Bangladesh [149].
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3.3. Iron and Growth

While more rapid growth is associated with greater decline in iron status [13,15–17], conflicting
evidence exists on the effect of iron status and supplementation on growth. Severe iron deficiency
impairs thyroid function [139], and as discussed below, iron status may influence the likelihood of
acquiring growth-limiting infections. A limited number of studies, in particular in IDA populations,
have found positive effects of iron on growth [150,151] including a recent quasi-randomized study
in Ethiopia [152]. However, most studies find no effect [153], with several reporting detrimental
growth outcomes in iron-replete infants and children [151,154,155]. A recent meta-analysis reported no
overall effect of iron supplementation on length and length-for-age, but a detrimental effect on length
gain [144]. The physiological mechanisms underlying these observations require further research.
Iron supplementation could inhibit zinc absorption, resulting in reduced growth [19]. Unnecessary
supplementation in iron-replete children could also promote oxidative stress via non-transferrin bound
iron (NTBI) generation [156], or gut inflammation and dysbiosis (discussed further below) [157,158],
again possibly affecting growth. In summary, while growth rate clearly impacts upon iron status, iron
status and interventions are not reciprocally or straightforwardly associated with subsequent growth.
In particular, the possible relationship of iron interventions with reduced growth in initially iron-replete
infants should be investigated further and considered as a component of planning intervention
programmes [159].

3.4. Iron and Immunity

Vaccination programmes significantly contribute to reducing childhood mortality. However,
5.8 million (95% CI: 5.7, 6.0) under-5 year olds died in 2015, mostly in LMICs, with infections as
the major cause [160]. Despite the success of immunization, determinants of both immune system
development and efficacious immune responses in infants, especially those from LMICs, are not fully
understood. Immune responses to vaccines and natural antigen challenges may differ between lower
and higher income countries [161,162]. Understanding childhood immunity specifically in LMICs,
in comparison with more developed settings, is therefore of great importance. Inadequate nutritional
status, including iron deficiency, represents a plausible contributory factor to impaired immune function
in such contexts. Probing immune function in young LMIC children is challenging [163], yet for these
populations that are most susceptible to infection-related mortality, even modest enhancement of
immunity achieved through novel approaches could bring important benefits [164].

3.4.1. Iron and Immune Ontogeny

The early-life immune system is not static, or equivalent to the adult immune system, but
undergoes dynamic age-related changes during ontogeny [163]. This was recently shown with great
resolution in Swedish neonates using multidimensional mass cytometry analyses [165]. Non-heritable
environmental factors (including age, cytomegalovirus (CMV) status, cohabitation) account for a large
part of the inter-individual variation in adult immune phenotypic profiles [166,167]; environmental
factors including nutritional status very likely influence early childhood immune development [164].
Iron status and iron supplementation may therefore constitute environmental determinants of immune
variation in infants, potentially influencing phenotypic profiles later in life. Effects of iron could be
direct (e.g., through affecting lymphopoiesis, which depends on TfR1 suggesting iron requirement [168])
or indirect through modifying the intestinal microbiota [169], which can influence systemic immune
phenotypes [170].

3.4.2. Iron and Innate Immune Responses

Altered cellular iron status impacts upon several aspects of the innate immune response [171]. Key
effector functions of innate cells such as neutrophils are iron dependent; for example, Saha, et al. recently
showed that the bacterial iron-binding siderophore Enterochelin impaired neutrophil antibacterial
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functions (neutrophil extracellular trap and reactive oxygen species (ROS) generation) by chelating
iron (see Box 1) [172]. Cellular iron status also influences macrophage polarization, response to
interferon-gamma, and microbicidal effector functions, reviewed in detail elsewhere (e.g., [173,174]).
Less precisely characterized is the influence of iron on adaptive immune responses.

3.4.3. Iron and the Adaptive Immune Response

Effective adaptive immune responses involve rapid proliferative expansion of antigen-specific
effector T and B cells, accompanied by characteristic metabolic changes that are influenced by nutrient
availability [175]. The role of nutrients such as amino acids in supporting normal lymphocyte responses
is well-appreciated (e.g., [176]). Key aspects of cellular proliferation and metabolic activity are iron
dependent. However, definitive conclusions regarding the precise role of iron in antigen-specific
adaptive immunity have remained scarce despite many reports over the last 50 years [177]. Insight
from experimental studies has been limited to crude responses to polyclonal stimuli or bulk IgG
production, rather than antigen-specific responses, and most studies lack the depth of insight now
attainable from more up-to-date immunological methodology. Furthermore, many clinical studies of
iron involvement in immunity are inadequately powered, poorly controlled, or potentially confounded
by co-morbidities of iron deficiency in resource-limited settings [177].

Iron restriction restricts the proliferation of lymphocytic cell lines in vitro and induces expression of
TfR1 (CD71), consistent with increased cellular iron demand [178]. Correspondingly, antibody-mediated
blocking of TfR1 function inhibits lymphocyte proliferation [179]. Lymphocytes from iron-deficient
elderly individuals showed less proliferative capacity than those from iron-replete controls [180].
In other studies, ID has also been shown to influence T cell numbers, the response to mitogenic
stimulation and IL-2 production [181,182]. Conversely, iron supplementation has been associated with
restoration of T cell numbers in children [183]. In mice, ID limited T cell-mediated inflammatory liver
injury following Concanavilin-A administration [184]. Moreover, a recent study by Wang, et al. [185]
demonstrated that iron promoted proinflammatory cytokine expression in T cells by preventing the
degradation of the RNA-binding protein PCBP1, allowing stabilisation of RNAs encoding the cytokines
granulocyte-macrophage colony-stimulating factor (GM-CSF) and IL-2.

However, the most compelling evidence demonstrating the critical role of iron in adaptive
immunity comes from the recent characterization of a rare inherited combined immunodeficiency.
Jabara, et al. [186] described two families from Kuwait and Saudi Arabia in whom several affected
children presented with recurrent, in some cases fatal, infections. Haematological parameters including
lymphocyte counts were essentially normal, although several of the children displayed hypo- or
a-gammaglobulinaemia. The affected individuals shared a hypomorphic mutation in the gene encoding
TfR1 (TfrcY20H/Y20H) that caused impaired cellular iron acquisition as TfR1 internalization was abrogated.
This defect markedly inhibited T/B cell proliferation and antibody class-switching, accounting for the
immunodeficiency. Provision of non-transferrin-bound iron rescued lymphocyte proliferation ex vivo.
These data showed that adaptive immunity is highly compromised when lymphocytes are unable to
access iron [186].

This inherited combined immunodeficiency is rare; however, the low serum iron concentrations
observed during the first year of life in Gambian infants [17]—a time when several Expanded
Programme of Immunisation (EPI) vaccines are administered—may occur in millions of infants across
LMIC settings. Lack of available serum iron could analogously limit the ability of lymphocytes to acquire
iron to support clonal expansion and differentiation of adaptive responses. Whether this contributes
to impaired vaccine responses [161,162], and whether adaptive immune responses can be enhanced
through iron interventions around the time of vaccination should be investigated. More generally,
how iron status and iron interventions influence immune ontogeny during early life should also be
assessed, preferably in a variety of settings (urban, rural, malaria-endemic), ideally in combination
with long-term outcomes.
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3.5. Iron and Infection

While evidence that iron restriction may limit adaptive immune responses increases, strong
epidemiological, experimental and evolutionary evidence that iron limitation is a protective strategy
against some infections has accumulated (reviewed extensively elsewhere, e.g., [187–189]).

3.5.1. Iron Status and Malaria Risk

Nutritional ID in young children (the identification of which typically relies on the interpretation
of the acute phase protein serum ferritin) was found to be associated with reduced risk of subsequent
malaria in multiple studies from distinct malaria-endemic regions within Africa: namely Tanzania
(children aged 0–3 years; reduced parasitaemia, severe disease and mortality) [190], Malawi
(6–60 months; reduced parasitaemia and clinical malaria) [191], Uganda (1–5 years) and Kenya
(0–7 years; reduced risk of malaria episodes) [125], besides an earlier study in Kenya (8 months–8 years;
reduced clinical malaria risk) [192]. Ex vivo Plasmodium falciparum cultures show that erythrocytes from
iron-replete individuals are favoured for invasion compared to those from iron deficient individuals,
and that supplementation of individuals with ID makes their erythrocytes more permissive to invasion
in vitro [193]. This effect likely reflects the preferential invasion of reticulocytes and young erythrocytes
by Plasmodium falciparum merozoites: by definition, iron interventions that effectively correct anaemia
create such preferred targets for parasite invasion. Thus, it is plausible that a mild iron deficiency can
represent an adaptive state protecting against malaria and/or other infections.

Iron intervention trials in similar settings have found increased risk of malaria and mortality in
children administered therapeutic iron. The most prominent amongst these was a large trial in Pemba,
Tanzania, that was halted early due to increased deaths and hospital admissions, both malaria- and
non-malaria-related, among children given iron-containing supplements [194]. No such effect was
found in another supplementation trial in Nepal (an area without endemic malaria) [195], yet other
studies have also reported increased malaria risk in iron-supplemented iron deficient children [196,197].
The importance of the co-administration of malaria prophylaxis with iron interventions is revealed by
stratified analysis of a Cochrane review: although no overall effect of iron interventions on malaria
risk was found, malaria risk was increased if no control measures were available [198]. These findings
underlie the WHO recommendations that iron interventions should only be administered when
concurrent measures for diagnosis, prevention and treatment are in place (discussed in detail in [124]).

However, interactions between iron and infective agents are not restricted to malaria. Iron
administration was also associated with increased risk of respiratory infections, and of diarrhoea in
a large randomised controlled trial (RCT) in Pakistan [199]. Oral iron supplementation influences
intestinal microbiome composition, favouring the outgrowth of more pathogenic bacteria over
commensals, and driving inflammatory gut phenotypes.

3.5.2. Iron and the Microbiome

Similarly to brain and immune development, critical changes in microbiome development occur
during the first few years of life [169]. Indeed, it is becoming clear that these systems are not mutually
exclusive. For example, changes in microbiome composition can influence systemic immunity [170].
Variability in microbiome development in infancy is driven by factors including mode of delivery,
breast- versus formula-feeding, nature of weaning diets, exposure to antibiotics and geographic
setting [169].

Early studies assessing the efficacy of iron interventions tended not to include systematic
assessment of morbidity. However, an early systematic review and meta-analysis evaluating the effect
of iron supplementation and fortification on infectious diseases did identify increased diarrhoea risk
with interventions [200], corresponding to an extra 0.05 episodes/child year. Several more recent studies
have likewise reported increased diarrhoea risk with iron supplementation and provision of multiple
micronutrient powder (MNP, containing iron equivalent to 12–15 mg/day) in young children, notably
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in Bangladesh [201], Peru [202] and Ghana [203] (reviewed in [204]). The large study in Pakistan
described above similarly reported increases in diarrhoea and bloody diarrhoea prevalence in the
groups receiving iron-containing MNPs compared to control [199]. This study was blinded within the
two MNP groups (with and without zinc), but the control group was unblinded to the intervention
meaning the authors could not fully exclude reporter bias in collection of self-reported morbidity data.
Nonetheless, an increase in bloody diarrhoea incidence of ~0.08 episodes per child year was reported,
equivalent to approximately one additional bloody diarrhoea episode per year for every 12–13 children
administered MNPs containing iron [199,204]. Furthermore, a meta-analysis of studies also identified
that iron supplementation was associated with vomiting and fever [144].

Modification of the colonic microbiota ecosystem potentially underlies the iron-associated increase
in diarrhoea prevalence in LMIC settings [205]. Iron is a required nutrient for almost all microorganisms,
with a few notable exceptions (e.g., Lactobacillaceae, which utilize manganese) [206]. Bacteria that are
well-adapted for acquiring iron may experience a fitness advantage during iron supplementation,
as shown elegantly for the probiotic strain E. Coli Nissle, which effectively outcompetes Salmonella for
iron, displacing it from its ecologic niche [207]. Many conditional pathogenic bacterial species have
evolved elaborate iron acquisition mechanisms (e.g., siderophore production), enabling thriving at
low iron concentrations (e.g., 10–30 μM in blood). These mechanisms may similarly confer growth
advantages in environments richer in iron: faecal iron concentrations in adults and weaned infants
may reach 1800 μM [205]. In contrast, human milk typically contains <10 μM iron [7,204], meaning
iron concentrations in the gut in pre-weaning infants are likely considerably lower. At weaning, iron
concentrations are likely to increase, potentially affecting microbiota composition, and are associated
with barrier function and immune stimulating properties.

Within the intestinal microbiome, Bifidobacteria spp. and Lactobacilli spp. are generally associated
with increased short chain fatty acid production and improved gut barrier function (highly desirable in
infancy, particularly in resource-poor settings), while Enterobacteriaceae may include several potentially
pathogenic species. Several recent studies in African LMICs have found increases in Enterobacteriaceae
spp. with concurrent decreases in Lactobacilli spp. and Bifidobacteria spp. following provision of iron
interventions [157,158,208,209]. Zimmermann, et al. reported such effects together with increased
faecal calprotectin (marking gut inflammation) in Ivorian children receiving 20 mg Fe/day [209]. In
infants administered MNPs containing 12 mg Fe/day, Jäggi, et al. similarly observed raised faecal
calprotectin coupled with increased pathogenic E. coli abundance [157]. The effect on calprotectin
was not detected at a lower dose (2.5 mg Fe/day), or in a subsequent trial using 5 mg Fe/day [158].
However, the latter trial confirmed reduced Bifidobacterium spp. and Lactobacillus spp. abundance,
and also reported increased expression of virulence and toxin genes and fatty acid binding protein,
a marker of enterocyte damage, following iron administration [158].

The effects of iron on the microbiome may be strongly setting specific. In the Kenyan
study described above [157], baseline prevalence of potential enteropathogens (e.g., Bacillus cereus,
Streptococcus aureus, Clostridium difficile) was very high. In contrast, a study of iron interventions
to South African school children living an area with improved water supply, and generally better
hygiene and sanitation, did not observe effects on gut microbiota with high-dose therapeutic iron
(50 mg Fe/day) [210]. Similarly, the administration of iron drops to Swedish infants was associated
with decreased Bifidobacteria spp. and increased Clostridium spp. abundance, but no enhanced growth
of specific pathogenic bacterial strains, or any effect on faecal calprotectin; at the same time, provision
of high iron formula decreased Lactobacilli abundance [211].

More nuanced approaches for iron supplementation in resource-poor settings may be effective
and practicable. For example, provision of prebiotic fibres such as galacto-oligosaccharides (GOS,
reminiscent of human milk oligosaccharide (HMO) structures) may counteract iron-associated
perturbations of the gut microbiota [158]. This approach was also coupled with measures to improve iron
bioavailability such as the use of ascorbic acid, NaFeEDTA (ferric sodium ethylenediaminetetraacetate)
and an exogenous phytase enabling substantial reduction of iron dosing while maintaining efficacy [158].
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The remarkable effects of GOS on iron bioavailability [212] require further investigation; specifically,
how different structures and sources of fibers with similarities to GOS influence gut microbiota and
iron absorption in infants should be studied.

3.5.3. Iron and the Hepcidin Response to Infection/Inflammation

While baseline iron status and iron interventions may influence malaria risk and microbiome
profiles, perturbations in host iron homeostasis occur as part of the response to infection, with a central
role for hepcidin likely [114,213]. Hepcidin upregulation is observed during many important human
infections including uncomplicated malaria [67,214,215], HIV-1 [216], Mycobacterium tuberculosis [217]
and HIV-associated tuberculosis [218], and Salmonella Typhi [219] infections with accompanying
hypoferremia or anaemia. It is likely that childhood infections similarly encompass hepcidin induction.
Indeed, associations between elevated hepcidin and respiratory infection or fever, but not diarrhoea,
in young children were recently reported [90].

Various consequences of hepcidin induction during infection have been shown using mouse
models. Hepcidin-mediated iron redistribution during blood-stage parasitaemia in murine malaria
models limited susceptibility to secondary liver stage infections; modelling suggested that this effect
could explain why young children in areas of high malaria transmission tend to carry higher parasite
densities but with fewer parasite genotypes than older children [220]. Hepcidin-mediated limitation of
serum iron protects against extracellular siderophilic bacterial infections [69,70], most likely through
limiting availability of non-transferrin bound iron (NTBI) to the bacteria. In contrast, macrophage
iron retention due to hepcidin activity may favour the proliferation of intracellular macrophage-tropic
infections such as Salmonella Typhimurium, although not through limiting bacterial iron acquisition,
but by reduced generation of vacuolar antimicrobial ROS [221,222].

Another context where hepcidin upregulation may have a key protective role in the context of
infancy relates to physiological neonatal hypoferremia. Despite neonates typically being iron replete
and cord blood containing a high serum iron concentration, a significant hypoferremia is described
in the hours following birth, lasting for a couple of days, consistent with hepcidin activity [82,83].
Neonatal septicaemia is a major contributor to infant mortality, especially in resource-limited settings.
A recent study demonstrated significantly enhanced the growth of exemplar sentinel bacterial in sera
taken from adults 4 h post-iron-supplementation (2 mg/kg), compared to pre-supplementation, and
importantly that growth rate was strongly positively associated with transferrin saturation, irrespective
of supplementation status [223]. Thus, variations in the degree of hypoferremia induced immediately
after birth could influence the likelihood of septicaemic infections becoming established.

3.5.4. Infection and Inflammation, and Iron Utilisation

Recurrent or chronic infections, or other drivers of persistent inflammation, even if mild, may
also lead to raised hepcidin and relative inhibition of dietary iron absorption [90,106]. The specific
relationship between hepcidin upregulation and iron absorption may be context dependent. A recent
study found that an acute mild inflammatory response to vaccination is associated with raised hepcidin
and decreased serum iron, but no detectable difference in iron absorption in Moroccan women with
and without IDA [224]. It is conceivable that dietary iron absorption and macrophage iron release are
differentially sensitive to mildly raised hepcidin, or that during hypoferremia, enterocyte cellular iron
metabolism (IRP/IRE and/or HIF-2alpha) compensates for the inhibitory effect of hepcidin on mucosal
iron transport. Nevertheless, chronic (even mild) infection and inflammation are still likely to contribute
to the burden of iron deficiency through persistent hepcidin-mediated impairment of iron absorption.
In line with this principle, treatment of asymptomatic Plasmodium parasitaemia in Beninese women
and Ivorian school-age children reduced mild inflammation, normalised hepcidin concentrations,
with consequent increases in iron absorption [225,226]. Targeting infections, including malaria, and
limiting inflammation are therefore likely very important not only as ends in themselves, but also as
interventions for iron deficiency and adjuncts to effective oral iron-based interventions [124,227].
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4. Interventional Strategies: How and Should Iron Status Be “Improved”?

4.1. Risk-Benefit Assessments

To summarise the discussion above, iron is critical for erythrocyte function and oxygen carriage,
for brain development, in supporting immune function and, more generally, for numerous cellular
processes. Although treating or preventing iron deficiency gives clear haematological benefits, it may
concurrently increase risk of infections such as malaria, or those involving gastrointestinal and
respiratory systems. Furthermore, delivery of iron to iron-replete children may be associated with
reduced growth, and a risk of toxicity when iron is in excess. The issue of whether to administer iron at
preventive or therapeutic doses in LMIC settings with limited sanitary and health infrastructure
therefore presents a classic risk-benefit problem. Systematic risk-benefit assessments including
data-based simulations have been initiated [228], while large, rigorous randomised-controlled trials
such as BRISC (Benefits and Risks of Iron interventionS in Children) promise to provide further
insight towards guidelines for iron administration in young children [149]. Nonetheless, it may be
unlikely that a single recommendation will ever find global validity; approaches that are adapted to
the geographical settings the population and ideally at the individual level, are likely needed.

Iron supplementation, industrial food fortification with iron, and point-of-use fortification with
iron-containing multiple micronutrient powders are some of the approaches recommended to address
the anaemia burden. These interventions generally increase ferritin and haemoglobin concentrations
and reduce anaemia prevalence [229–233]. However, despite examples of efficacy of fortification
programs and MNP/iron-supplement interventions [234,235], anaemia persists as a global health
problem. The reasons are clearly multifactorial, including lack of political awareness and recognition,
programmatic limitations, uncertainty of the accuracy of population iron status assessment [236],
besides lack of efficacy in the presence of infection or inflammation, and because a large proportion of
anaemia is not iron-responsive in high-risk populations [1,124]. Moreover, caution should be employed
in administering high therapeutic iron doses in settings with high infection burden. In line with
principles for tackling anaemia of chronic disease [237], underlying infections should be treated first.
Indeed, this approach alone may increase erythropoiesis and haemoglobin levels even when iron itself
is not administered [124,225,238]. Correspondingly, raised haemoglobin and iron status was found to
correlate with a documented interruption in malarial transmission in highland Kenya [239].

4.2. Optimisation of Iron Intervention Strategies

Global recommendations for providing iron supplements have evolved from a view of
indiscriminately providing iron at high dosage (2 mg Fe/Kg body weight) to all infants and children if
anaemia prevalence at 1 year of age in a population exceeds a given threshold (e.g., 40%) [240]. Recent
recommendations stress the multifactorial nature of nutritional anaemia [241], recognising that control
programs need to include multiple components. Currently suggested supplementation regimens for
children aged 6–23 months are lower in iron dosages (10–12 mg/day, ~1.1–1.4 mg/Kg body weight [241])
than previously recommended. However, besides improving iron status, these doses have still been
associated with detrimental effects [194,199]. Approaches which integrate knowledge of local risk
factors with known biological, nutritional and epidemiological contributors to anaemia are needed,
including addressing the underlying causes of ID and anaemia.

Given that detrimental effects of iron may be dose dependent, lower or intermittent dose schemes
which have higher fractional bioavailability [105,242] may yield fewer side effects [243]. Lower dosing
has been shown to be effective in elderly patients and for maintaining iron status in regular blood
donors [244,245]. These approaches have been tested experimentally in high resource settings and
may similarly improve the safety and tolerability of therapeutic iron doses in lower-resourced settings.

Preventing ID onset through dietary approaches is highly desirable, and probably safer than
universal therapeutic supplementation because of the lower iron doses involved. Such approaches
should be promoted, recognising that diets with high iron bioavailability may not always be
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economically feasible in many LMICs. Fortification approaches with low yet bioavailable iron levels
may be a prudent and realistic approach, and some food-based examples pointing in this direction have
been recently published [246,247]. Alternative novel approaches to enhance iron bioavailability from
foods, such as the use of GOS described above, show promise, particularly when they also promote
the growth of barrier function bacteria [158,212]. Increasing consumption of ascorbic acid-rich foods
likewise improves iron status [248], suggesting that dietary approaches to improve iron status do not
necessarily need to include increased dietary iron content.

4.3. Maternal Iron-Based Interventions

Furthermore, prevention of childhood ID provides an additional rationale for investing in measures
aimed at preventing preterm births and increasing birthweight—including promotion of delayed cord
clamping and maternal iron supplementation to prevent IDA during pregnancy. As discussed, longer
gestation, higher birthweight and delayed cord clamping lead to reduced ID risk later in infancy [7].
An RCT of iron supplementation (60 mg daily) during pregnancy in a malaria-endemic setting in Kenya
found no increased risk of malaria infection when iron supplementation was given, but increased
birthweight and length of gestation; effects were more notable in women with baseline ID [249]. Similar
trends have also been reported across other trials of iron interventions during pregnancy [250]. Thus,
ensuring positive birth outcomes provides a further strategy for enhancing childhood iron status,
apparently without the same infection risks that are associated with early childhood therapeutic
iron administration.

5. Concluding Remarks

In conclusion, defining iron status in settings with high infection and inflammation remains a
challenge. Similarly, the biological understanding of optimal iron status for specified ideal functional
outcomes (neurological, immunological, physical) remains limited despite the rapid and substantial
advances in the understanding of iron biology experienced in the last two decades. Translating
markers of positive functional outcomes to clinically and field-suitable definitions of iron status,
balanced against known side-effects and risks of “improving” iron status in young children in such
settings, presents a challenge to be tackled by the iron and health community in the coming years
(Box 2). Programmatically, it will be desirable for iron interventions to be adapted to the local sanitary
and dietary circumstances and to contain iron levels appropriately targeted to the prevailing iron
status. While dietary and fortification approaches appear safer due to the lower iron levels involved,
higher-dose therapeutic and supplemental approaches may be appropriate in well-defined settings
of highly prevalent deficiency with developed/controlled sanitary conditions, and when they can
be individually targeted. In areas affected by high burdens of infection/inflammation and iron
deficiency, strategies aimed at improving iron status and anaemia prevalence without the necessity of
administering interventional iron to children should be thoroughly evaluated. These include direct
targeting of the causes of infection/inflammation, the use of enhancers of iron absorption, and through
maternal iron interventions during pregnancy which appear safer and should benefit both maternal
and infant outcomes.
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Box 2. Research questions and priorities.

Defining iron status in young children

• Priority: standardisation of assays for hepcidin and sTfR.
• Can point-of-care diagnostics for ferritin, sTfR and other analytes including hepcidin be developed,

optimised and made cost-effective for use in LMIC settings?
• What is the optimal non-invasive definition of iron deficiency in infancy?
• Can the mechanistic understanding of iron homeostasis in infancy and early childhood be harnessed to

define cut-offs of deficiency (e.g., haemoglobin, ferritin, hepcidin, erythrocyte markers such as MCV) in
infancy and early childhood?

• Is hepcidin an optimal biomarker of iron absorption/utilisation in young children?
• Is it more important to classify iron deficiency, or the ability to safely and efficiently absorb iron?

Iron in key physiological processes of early childhood

• How is iron prioritised between the brain, bone marrow and other iron-demanding tissues during different
degrees of iron depletion, and at different stages of infancy/early childhood?

• Is there a hierarchy of sensitivity of different cellular processes (e.g., mitochondrial function, nucleotide
synthesis) to cellular iron deficiency?

• Are erythroferrone or other hepcidin-suppressive proteins involved in iron handling during the iron-demand
of early childhood?

• What are the main drivers of low-grade inflammation in LMIC settings, and are these associated with
raised hepcidin and impaired iron utilisation?

• Is there a beneficial effect of iron interventions on cognitive outcomes in infants in LMIC settings? Larger,
high quality trials are likely required to establish this, and the potential of supplementing iron early in
post-natal life should be considered.

• Does iron reduce child growth when given to iron-replete infants and, if so, by what mechanism?
• How does iron deficiency influence both innate and cell-mediated adaptive immune responses to infections

and vaccines?
• Do iron-associated microbiome changes associate with changes in systemic phenotypes including immunity

and brain development?
• Will higher resolution microbiome analysis of iron-associated changes yield useful information on specific

iron-related effects?

Interventions aimed at adjusting iron status

• Can iron status be improved in LMIC settings in the absence of exogenous iron interventions? E.g.,
by treating infection/inflammation; by increasing bioavailability using absorption enhancers?

• Is there an optimal combination of dietary components (e.g., phytase, ascorbic acid, organic acids, muscle
protein, GOS, other dietary fibres) that can enhance bioavailability while reducing iron dosage to facilitate
supplementation without microbiome-associated adverse effects?

• Could strategies for delivering haem-iron therapeutically be broadly implemented?
• Is there a role for intravenous iron in addressing disturbed iron status in LMIC settings?
• Are antenatal iron interventions and perinatal interventions (e.g., delayed cord clamping) effective in

improving neonatal outcomes, including iron status later in infancy, across varied LMIC settings?
• Can setting-specific recommendations be made for the likely relative risks and benefits of giving iron, and

the likely optimal mode of delivering iron?
• Is there benefit from programmatically promoting dietary counselling relating to iron intake and

bioavailability enhancement?
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Abstract: Anemia in cancer patients is quite common, with remarkable negative impacts on quality
of life and overall prognosis. The pathogenesis is complex and typically multifactorial, with iron
deficiency (ID) often being a major and potentially treatable contributor. In turn, ID in cancer patients
can be due to multiple concurring mechanisms, including bleeding (e.g., in gastrointestinal cancers or
after surgery), malnutrition, medications, and hepcidin-driven iron sequestration into macrophages
with subsequent iron-restricted erythropoiesis. Indeed, either absolute or functional iron deficiency
(AID or FID) can occur. While for absolute ID there is a general consensus regarding the laboratory
definition (that is ferritin levels <100 ng/mL ± transferrin saturation (TSAT) <20%), a shared
definition of functional ID is still lacking. Current therapeutic options in cancer anemia include iron
replacement, erythropoietic stimulating agents (ESAs), and blood transfusions. The latter should be
kept to a minimum, because of concerns regarding risks, costs, and limited resources. Iron therapy
has proved to be a valid approach to enhance efficacy of ESAs and to reduce transfusion need.
Available guidelines focus mainly on patients with chemotherapy-associated anemia, and generally
suggest intravenous (IV) iron when AID or FID is present. However, in the case of FID, the upper limit
of ferritin in association with TSAT <20% at which iron should be prescribed is a matter of controversy,
ranging up to 800 ng/mL. An increasingly recognized indication to IV iron in cancer patients is
represented by preoperative anemia in elective oncologic surgery. In this setting, the primary goal
of treatment is to decrease the need of blood transfusions in the perioperative period, rather than
improving anemia-related symptoms as in chemotherapy-associated anemia. Protocols are mainly
based on experiences of Patient Blood Management (PBM) in non-oncologic surgery, but no specific
guidelines are available for oncologic surgery. Here we discuss some possible approaches to the
management of ID in cancer patients in different clinical settings, based on current guidelines and
recommendations, emphasizing the need for further research in the field.

Keywords: iron deficiency; anemia; cancer; hepcidin; patient blood management

1. Anemia in Cancer: Prevalence, Pathophysiology and Prognostic Impact

Anemia is a common and potentially detrimental complication in cancer patients, that compromises
quality and expectancy of life. Prompt recognition and management has been associated with improvement
of clinical outcomes, favoring also a better tolerance and response to antitumoral therapy.

In a prospective epidemiological survey conducted in 34 European countries (European Cancer
Anemia Survey (ECAS)) involving about 15,000 subjects diagnosed with solid or hematological tumors
between 2001 and 2002, anemia (Hb <12 g/dL) was present in approximately 39% of patients at
enrolment, and the overall prevalence increased to 67% during the 6 months’ follow-up [1]. In most
cases anemia was mild (defined as Hb >10 g/dL according to the National Comprehensive Cancer
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Network guidelines [2]), but Hb values lower than 10 g/dL were detected in 10% of patients at
baseline and in 39.9% of patients during the follow-up. In another literature review published in 2004,
the prevalence of cancer anemia was highly variable (from 30% to about 90%), although this was
partially due to different cut-offs used for the diagnosis (Hb <9 versus <11 g/dL) [3]. Anemia occurs
more frequently in patients with tumor recurrence, at an advanced stage of disease (i.e., from 40% of
patients with early-stage colon tumors to nearly 80% of patients with advanced disease), and in those
receiving antitumoral treatment. Furthermore, its prevalence varies according to the type of cancer
and is higher in patients with hematologic malignancies, such as multiple myeloma and lymphoma.
Among solid tumors, the highest incidence of anemia has been reported among lung and breast tumors,
followed by gynecological and gastrointestinal malignancies [4].

The pathogenesis of cancer anemia is complex and multi-factorial and, even in the same
patient, different mechanisms can prevail at different times (e.g., after surgery or chemotherapy
(ChT)) [5]. Anemia can develop as a consequence of malnutrition and malabsorption (leading to
iron and other nutritional deficiency, e.g., folates or vitamin B12), acute and/or chronic bleeding,
systemic inflammation, metastatic infiltration of bone marrow, and therapy-related myelosuppression.
Less frequently, cancer anemia may derive from other mechanisms including hemolysis, hemophagocytosis,
and hypersplenism (Figure 1). However, not all causes are of equal importance in different cancers.
For example, overt or occult bleeding and iron deficiency are often prominent in gastrointestinal,
urogenital and gynecological tumors, while bone marrow replacement by metastases is relatively
frequent in breast and prostate cancer [6]. Anemia can also be attributed to a decline in endogenous
erythropoietin (EPO) production (e.g., during concurrent chronic kidney disease) or a reduction in
bone marrow response to EPO [7].

Cancer anemia may be associated with a broad spectrum of symptoms, depending on its
severity and rapidity of development. Fatigue is the most debilitating symptom [8,9], followed by
impaired mental capacity, confusion and depression, especially in elderly people. Nausea, loss of
appetite, dyspnea, syncope and falls can also occur, particularly in patients with comorbidities such as
cardio-pulmonary and renal dysfunctions. Of note, the decrease in quality of life (QoL) is particularly
evident when Hb drops between 11.5 and 10 g/dL, which is classically considered as mild anemia
and not perceived as a problem by most doctors [10]. Not infrequently, symptoms related to anemia
represent the first alarm sign of an occult neoplasm, as it is classically observed in patients with
colon cancer.

Anemia has been recognized as an independent predictor of poor prognosis in cancer patients.
In a comprehensive systematic review of 60 studies evaluating survival, there was a 65% overall
increase in the risk of mortality in cancer patients with anemia compared with those without anemia.
This ranged from 19% in subjects with lung neoplasia to near 75% in patients with head and neck
carcinoma or lymphoma [11]. The impact of anemia on survival has been related to delay in initiating,
or failure to complete, the ChT regimens. A poorer response to anticancer treatments has also
been evoked, as cytotoxicity induced by radiotherapy (RT) and some ChT agents require adequate
tissue oxygen levels. Moreover, a decrease in the oxygen (O2) transport capacity of the blood can
facilitate intra-tumoral hypoxia, with activation of Hypoxia Inducible Factors (HIFs). Indeed, HIFs are
considered master regulators of cancer progression [12–15] by up-regulation of target genes involved
in angiogenesis, immune evasion, and metabolic reprogramming of cancer cells [16], making them
resistant to ChT and RT [17,18].

Given the impact of anemia on QoL, disease progression and survival in cancer patients, adequate
treatment strategies appear of paramount importance. Several studies have shown that the treatment
of cancer anemia determines a marked improvement in QoL [19], particularly among patients with
mild-to-moderate anemia. It may also have the potential to improve anti-cancer treatment tolerability
and efficacy, with a possible impact on prognosis [9,20,21].
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2. Blood Transfusions and Erythropoietic Stimulating Agents: A Double-Edged Sword

Management of anemia in cancer patients often requires a multidisciplinary approach, aimed at
recognizing and treating the underlying cause (whenever possible) and at restoring hemoglobin
levels. The above-mentioned ECAS survey showed that anemia was treated in less than 40%
of patients, mainly with Erythropoietic Stimulating Agents (ESAs) and blood transfusions [1].
Indeed, until recently, blood transfusions have represented the most commonly employed treatment
for cancer anemia. Whilst effective in providing an immediate increase in Hb, the benefits of
transfusions are transient and concerns about their negative effects have prompted clinicians to
consider alternative treatment approaches. Indeed, transfusions are potentially associated with
important adverse effects, such as anaphylactic reactions, transfusion-related acute lung injury (TRALI),
circulatory overload, iron accumulation, infectious pathogens transmission, as well as an increased
susceptibility to infections because of transfusion-related immunosuppression [22]. Blood transfusions
have been independently associated to an increased risk for adverse outcomes also in cancer patients
undergoing surgery. Numerous studies and meta-analysis have observed that cancer patients receiving
transfusions during the perioperative period have an increased risk for mortality, morbidity and
tumor recurrence [23–26]. A systematic review has shown that restrictive transfusion regimens
(e.g., Hb thresholds set at 7–8 g/dL) in oncological surgery decrease blood utilization without
increasing mortality and morbidity [27]. However, whether or not a restrictive regimen in cancer
patients undergoing surgery is as safe as a liberal regimen remains debated, especially in critically
ill patients [28–30].

On the other hand, since the 1990s, the development of recombinant human erythropoietin
has represented an important alternative to blood transfusions for treating anemia. Earlier studies
indicated that ESAs reduced transfusion requirements in cancer patients [31,32], as well as relieved the
symptoms of anemia and improved QoL [32]. However, concerns on the use of ESAs in cancer patients
arose in the late 2000s. Meta-analyses suggested that use of ESAs was associated with an increased
risk of venous thromboembolism and mortality [33,34], particularly if target Hb levels exceeded 12
g/dL. An increase in mortality and/or disease progression were reported particularly in studies where
ESAs were used off-label, such as in anemic patients receiving RT only [35], or receiving neither
RT nor ChT [36,37]. The potential for ESAs to promote tumor progression or recurrence, possibly
by stimulation of EPO receptors expressed by tumor cells [38], has long been debated. However,
few studies have specifically addressed this issue, and the sparse preclinical and clinical data does not
appear to support a direct or indirect effect of ESAs on tumor growth and disease progression [39–41].
More recent studies have given reassuring data when use of ESAs is restricted to patients receiving
ChT with lower target Hb levels [42,43]. Anyway, at present there is a consensus that ESAs are not
indicated in anemic cancer patients who are not receiving ChT (except for low-risk myelodysplastic
syndromes) [44], while controversy remains in patients receiving ChT when cure is the goal.

Given the potential risks related to the use of blood transfusions and ESAs, and the growing
knowledge regarding iron pathophysiology and its implication in cancer anemia, IV iron administration
represents a promising, potentially valuable, therapeutic approach.

3. Iron Deficiency in Cancer Patients: A Common Problem, but Difficult to Define

3.1. Impaired Iron Stores and Utilization in Cancer Patients

ID with or without anemia is a frequent complication in cancer patients: in a single center survey
involving >1500 patients with solid and hematological malignancies, the prevalence of ID (defined as
TSAT <20%) was approximately 42% [45]. Subjects with pancreatic, colorectal and lung tumors were
more frequently affected by ID, as well as patients with an advanced stage of disease or treated
with chemotherapeutic agents. ID by itself, even in the absence of anemia, may be associated with
impaired physical function, weakness, and fatigue, which can be ameliorated by iron therapy [46].
Cancer patients can have either functional or absolute iron deficiency (FID or AID, respectively). FID is
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most frequent [47] and represents a condition in which iron stores are apparently adequate, but there
is insufficient iron supply for erythropoiesis. FID is mainly due to the release of cancer-associated
pro-inflammatory cytokines (e.g., IL-6, IL-1, TNF-α, and interferon-γ), that upregulate hepcidin
synthesis in the liver [48,49]. Hepcidin is a small peptide hormone that represents the central regulator
of systemic iron homeostasis. It acts by inhibiting the only known iron exporter—ferroportin, and hence
reducing iron flows into plasma from macrophages involved in recycling of senescent erythrocytes,
duodenal enterocytes involved in iron absorption from the diet, and hepatocytes iron stores [50]. FID is
one of the major contributors to the so-called anemia of chronic disease [4,51], including cancer [45].
It may also develop during increased erythropoiesis mediated by ESAs therapy and, not infrequently,
it is the cause of ESAs unresponsiveness.

On the other hand, AID is a condition in which iron stores are actually depleted. Nutritional
deficiencies (e.g., tumor-induced anorexia or malabsorption in gastric or pancreatic cancer; or after
resection of intestinal tumors) and, especially, blood losses (manifest or occult, e.g., in colon cancer or
after surgery) contribute to AID in cancer patients.

Chronic kidney disease is a relatively frequent comorbidity in cancer patients, which can
contribute to anemia not only through a reduction of EPO synthesis, but also through increased
hepcidin levels leading to iron trapping within the macrophages, and eventually to FID [52,53].

Figure 1 summarizes the main mechanisms leading to anemia and perturbation of iron metabolism
in cancer patients.

Figure 1. Schematic illustration of the main mechanisms contributing to anemia and iron deficiency
in cancer patients. Blood losses due to tumor growth (especially in gastrointestinal cancers) or after
surgery, possibly favored by concomitant coagulopathy, and inadequate iron intake due to cachexia
and malnutrition lead to absolute iron deficiency (ID). Inflammation increases hepcidin synthesis in
the liver, leading to functional ID. Treatment with erythropoiesis stimulating agents may contribute to
functional ID, determining a discrepancy between iron need for erythropoiesis and iron supply from
the stores. Other factors, such as bone marrow infiltration by tumor cells, myelosuppression caused
by chemo- or radio-therapy, and concomitant chronic kidney disease (CKD), often contribute to the
development of anemia in cancer patients.
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3.2. Characterization of Iron Status in Cancer Patients

In healthy individuals, ferritin reflects the status of iron stores, while various other parameters
such as TSAT, percentage of hypochromic erythrocytes (%HYPO), Hb-content of reticulocytes (CHr),
and soluble transferrin receptor (sTfR), reflect the amount of biologically available iron. Unfortunately,
most of these parameters are altered in cancer patients and the diagnosis of ID in this setting poses
multiple challenges. Notably, ferritin is an acute-phase protein and may not correlate with iron
stores during inflammatory states and liver disease, conditions that are relatively frequent in cancer
patients. Thus, with respect to AID, while in otherwise normal individuals a serum ferritin level of
<20–30 ng/mL is virtually diagnostic, in cancer patients a higher ferritin cut-off (e.g., <100 ng/mL)
appears more reliable [54], as suggested in other chronic inflammatory conditions such as kidney
disease or heart failure [55]. Moreover, some studies noted that a ferritin level of 100 ng/mL might be
a good threshold to identify patients better responsive to IV iron therapy [56,57].

On the other hand, the ferritin cut-off for defining FID or, in a more practical way, for deciding
whether or not iron supplementation should be considered in cancer patients, is much more debated
and still unresolved. Indeed, most experts [58] and the few guidelines available [2,54] recommend
testing both ferritin and TSAT, and considering FID when TSAT is <20% with variable ferritin levels
ranging from 100 up to 800 ng/mL. However, TSAT also has some limitations in cancer patients,
since reduced transferrin levels due to inflammation and/or malnutrition can result in falsely normal
to high values.

An increased sTfR and a reduced sTfR/log ferritin index have been reported as possible indicators
of FID [51], but sTfR lacks standardization [59] and the interpretation of this cumbersome equation in
clinical practice is far from ideal [47,50]. Finally, although %HYPO and CHr are cheap and theoretically
informative tests (with thresholds of >5% and <28 pg, respectively), only few laboratories provide
such data and most physicians overlook them.

Measurement of circulating hepcidin is a promising tool for assessing iron status [60].
While opposing stimuli can influence hormone levels, with inflammation increasing and ID decreasing
them, ID tends to prevail when both are present [61]. Indeed, low hepcidin has been proven effective
in distinguishing ID anemia from anemia of chronic disease in patients with different inflammatory
disorders, like rheumatoid arthritis [62] and inflammatory bowel diseases [63]. Similar results have
been reported in a small study on patients with cancer anemia [64], but further validation is needed.
Of note, low hepcidin levels may be useful not only for diagnosis of ID, but also for predicting response
to iron treatment [65]. This has been shown also in a study on patients with ChT-associated anemia
treated with darbepoetin [66]. Whether or not this may be true also in cancer patients not treated with
ESAs remains to be demonstrated. Currently, at international level, many laboratories are putting
efforts into harmonizing the heterogeneous hepcidin assays in order to define standardized cut-offs,
and hence allowing full implementation in clinical practice [60,67].

4. Evidence for Iron Treatment in Cancer Anemia

To date, the majority of clinical trials have investigated the effects of iron treatment in combination
with ESAs, demonstrating multiple benefits in term of hematological response (increase in Hb
levels) [68–74], improvement of QoL [68], reduction of transfusions requirements [71] and lowering
ESAs doses [69], as compared to treatment with ESAs only. A meta-analysis of eleven trials, including
more than 1600 cancer patients randomized to treatment with IV iron, confirmed the activity of iron
either as sole treatment or in combination with ESAs [75]. In particular, IV iron significantly increased
hematopoietic response and decreased the rate of blood transfusions in trials both with and without
ESAs. The increase in the hematological response rates correlated with total IV iron dose, regardless
of baseline iron status. Similar results emerged in another meta-analysis, showing an increase of
hematological response rates and a decrease of transfusion requirements with the addition of IV iron
to ESAs therapy. In contrast, treatment with oral iron was not effective [76]. Growing evidence seems
to confirm benefits of IV iron alone, particularly when the newer, third-generation compounds are
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used (for an extensive review on modern iron replacement therapy see [77]). Initially, three small
studies in gynecological cancer patients receiving chemo-radiotherapy showed significant reductions
of transfusion needs after IV administration of iron sucrose [78–80]. Subsequently, an observational
study with ferric carboxymaltose (FCM) (median dose 1000 mg), including more than 600 patients with
active malignancies and cancer anemia and/or ChT-induced anemia, revealed a similar hematological
response in patients treated with IV iron alone as compared to the combination with ESAs [56].
Hb increase was higher in patients with low initial Hb levels (<10 versus ≥10 g/dL) and in those
with serum ferritin levels <100 ng/mL. Noteworthy, patients with ferritin up to 500 ng/mL but
low transferrin saturation also benefited from FCM treatment, highlighting that cancer patients can
effectively respond to IV iron even when FID is present. In this line, a small prospective randomized
controlled trial evaluated FCM without ESAs for correction of anemia in lymphoma patients with FID
(defined as TSAT ≤20% and ferritin >40 ng/mL in men and >30 ng/mL in women). Patients in the
FCM arm had a mean Hb increase significantly higher as compared to controls at week 8 [81]. IV FCM
administration as monotherapy also effectively stimulated hematological response in a group of
patients with gastrointestinal malignancies [57]. In agreement with Steinmetz et al., this trial suggested
baseline ferritin levels <100 ng/mL as the predictor of response. Treatment with FCM has also been
associated with a significant increase of QoL in patients with various solid tumors [82].

At variance with IV iron, oral iron has not been associated with consistent clinical or hematological
improvement in cancer patients [68,70,75,76]. In cancer patients, concurrent inflammation, gastrointestinal
discomfort, polypharmacy, and malabsorption make oral iron a poorly suitable choice.

5. The Emerging Role of Patient Blood Management Programs in Oncologic Surgery and the
Contribution of Iron Treatment

In recent years, the increasing awareness on the possible adverse effects related to the use of
blood transfusions, especially in the perioperative period, led to the implementation of so-called
programs of Patient Blood Management (PBM). This term refers to patient-centered, multi-disciplinary
activities that promote safety, appropriateness, and evidence-based use of blood [83], with the aim of
reducing the short and long-term adverse consequences related to blood transfusions. The PBM pillars
include the optimization of erythropoiesis (e.g., by correcting ID) and hemostasis, as well as the use of
anesthetic/surgical technologies aimed at minimizing of blood loss.

Preoperative anemia is the major predictive factor for allogeneic blood transfusion in surgical
patients, therefore its optimal management represents one of the cornerstones of PBM programs [84]
and, from 2010, is recommended by the World Health Organization (WHO). Multiple studies
have demonstrated the effectiveness of preoperative anemia management, mainly through iron
supplementation in elective orthopedic [85] and cardiothoracic surgery [86], not only by limiting
blood transfusions, but also by reducing postoperative complications (such as acute kidney failure or
infection) and length of hospitalization. By contrast, robust evidence for a similar efficacy in oncologic
surgery is still lacking [87]. While in this setting the potential detrimental effects of transfusions
have been confirmed [23,88], it has some peculiarities, including the difficulties in defining ID
(see Section 3.2) and the need to minimize delay in elective interventions because of the time required
for anemia investigation and treatment. Nevertheless, a recent single-center retrospective study has
shown a significant decrease in blood transfusions and an increased 2-year overall survival in cancer
patients who underwent surgery after the implementation of a PBM program, as compared to the
previous period [89].

Patients with colorectal carcinoma requiring surgery have a particularly high prevalence of ID
and ID anemia, and have been more extensively studied. A systematic review of studies on iron
supplementation for preoperative anemia in this setting [90] showed a general decrease of blood
transfusion rate, but some discrepancies regarding the effect on Hb levels. Indeed, Hb significantly
increased in some studies [91], but not in others [92,93], with heterogeneity being possibly attributed
to different study design and iron doses. More recently, a multi-center observational study showed
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that preoperative treatment with FCM significantly reduced transfusion requirements and hospital
length of stay [94]. Similar results have been reported by a randomized controlled trial on FCM
for the management of preoperative anemia in major abdominal surgery, which mainly enrolled
cancer patients [95].

Overall, in line with the proven efficacy of iron for the management of preoperative anemia in
elective non-oncologic surgery, these studies suggest that the implementation of IV iron administration
protocols may be an effective and safe strategy even in oncologic surgery.

6. Possible Risks of Iron Treatment in Cancer Patients: Myth or Reality?

Data from epidemiological studies and animal models have raised some concerns regarding the
possible role of deregulated iron metabolism in certain cancer types [96,97], including promotion of
tumor growth and enhanced oxidative stress [98]. However, the relevance of such experimental data
for cancer patients is limited, since they were typically based on high iron doses, as well as injection
routes and iron formulations that are not used in the clinical setting [99].

On the other hand, data from prospective trials evaluating long-term outcomes of IV iron therapy
(alone or in combination with ESAs) in anemic cancer patients are relatively scarce. Short-term studies
are reassuring, having not revealed an increased tumor progression in patients treated with IV iron
and ESAs [54]. In 2015, a prospective randomized controlled trial evaluating treatment with IV iron
and ESAs in a small number of patients with hematological malignancies and median follow-up of
1.4 years, did not find any negative effect on long-term outcomes or survival [100]. More recently,
a retrospective cohort study, including patients who underwent surgery for colorectal carcinoma with
an extended follow-up (median 3.9 years), confirmed that overall and disease-free survivals did not
significantly differ in subjects treated with IV iron (FCM in the range of 1000–2000 mg) as compared to
a matched group not receiving IV iron [101].

Regarding the risk of infections, no alarming signal has emerged in cancer patients treated with
IV iron. Nevertheless, given the role of iron in immune response and microbial proliferation [102],
current guidelines prudentially advise to avoid IV iron administration in patients with even suspected
active infections [54].

7. Available Guidelines: Field of Action, Limitations and Uncovered Issues

Early this year, the European Society of Medical Oncology (ESMO) released updated Clinical
Practice Guidelines on the management of anemia and iron deficiency in patients with cancer [54].
Accordingly, IV iron is indicated in patients with anemia (Hb <11 g/dL) and AID (defined as serum
ferritin <100 ng/mL) or FID (defined as serum ferritin >100 ng/mL, but TSAT <20%) before or during
administration of ESAs [54]. The definition of FID is not entirely satisfying, since no upper limit
of ferritin is established. It has been argued that in patients with TSAT <20% and ferritin levels
>500 ng/mL, the decision regarding iron supplementation should be based on the risk-benefit
profile of individual patients, and treatment should be discontinued if ferritin increases above
800 ng/mL [47]. Indeed, the National Comprehensive Cancer Network guidelines suggest that IV
iron could be considered for ferritin levels up to 800 ng/mL. However, it has to be noted that such
guidelines are largely and explicitly limited to a specific clinical domain, that is patients receiving
ChT. To this end, the ESMO guidelines state that “iron therapy should be limited to patients receiving
chemotherapy” and discuss some specific conditions like patients receiving cardiotoxic ChT, in whom
iron administration should not be synchronous with the anticancer agent [54]. The reason for limiting
iron to patients receiving ChT lies on the absence of long-term pharmacovigilance studies in other
settings. However, the management of preoperative anemia (see above) represents a notable exception
to this prudential rule. Indeed, in this peculiar setting, the primary goal is not to relieve anemia-related
clinical symptoms, but rather to reach Hb level able to minimize the risk of blood transfusion. Thus,
even a mild preoperative anemia, e.g., Hb 11.5 g/dL in a male cancer patient, is worth being corrected,
irrespective of the presence of anemia-related clinical symptoms. Other substantial differences in
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the perioperative setting are: (1) ESAs should be used with caution, if not avoided, because of the
inherent thromboembolic risk temporarily increased by surgery itself; (2) regarding IV iron, it is likely
that it would be given just once before the intervention, with limited risk in the long-term follow-up.
Notwithstanding the clinical relevance of this peculiar setting (see Section 5), no specific guidelines
are available. In particular, no clear cut-off of iron biomarkers has been established to guide iron
supplementation. While there is a general agreement on giving IV iron to a cancer patient with even
a mild preoperative anemia and AID (again defined as ferritin <100 ng/mL), in cases of FID (defined as
TSAT <20%) no consensus exists on the upper ferritin levels at which IV iron should be reasonably
administered without risk. This represents a grey area, and there is a clear need of future high-quality
prospective trials in the field. Whether or not hepcidin could help in driving iron therapy in cancer
patients, as proposed in other settings [63,103], remains to be explored. At our hospital, an ongoing
project is evaluating the role of hepcidin in diagnosis and treatment of preoperative anemia in oncologic
surgery (Italian Ministry of Health research project no. CO-2016-02361206). Possible algorithms for the
diagnosis and treatment of ID in cancer patients, based on the most recent pathophysiological and
therapeutic advances in the field, are depicted in Figure 2.

Figure 2. Possible algorithms for the diagnosis and treatment of ID anemia in cancer patients.
The proposed algorithms are based on available guidelines for cancer anemia and the most recent
clinical evidence regarding preoperative anemia management in the oncologic surgery field. Grey areas
underline current uncovered issues.

8. Concluding Remarks

ID represents a major cause of cancer anemia, especially in patients with gastrointestinal tumors,
advanced disease, receiving ChT, and in the perioperative setting. Nevertheless, ID in cancer often
remains an overlooked and undertreated condition. This is partly due to difficulties in defining ID
based on traditional laboratory biomarkers. Increasing evidence suggests the effectiveness of IV iron
administration to treat anemia in cancer patients, alone or in combination with ESAs, in terms of
improvement of QoL and reduction of transfusion needs. Further studies on better biomarkers of ID
(including hepcidin) and on long-term safety of IV iron administration in this peculiar and challenging
condition are required.
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Abstract: Macrophages are sentinel cells of the innate immune system and have important functions
in development, tissue homeostasis, and immunity. These phylogenetically ancient cells also
developed a variety of mechanisms to control erythropoiesis and the handling of iron. Red pulp
macrophages in the spleen, Kupffer cells in the liver, and central nurse macrophages in the bone
marrow ensure a coordinated metabolism of iron to support erythropoiesis. Phagocytosis of senescent
red blood cells by macrophages in the spleen and the liver provide a continuous delivery of recycled
iron under steady-state conditions and during anemic stress. Central nurse macrophages in the
bone marrow utilize this iron and provide a cellular scaffold and niche to promote differentiation of
erythroblasts. This review focuses on the role of the distinct macrophage populations that contribute
to efficient iron metabolism and highlight important cellular and systemic mechanisms involved in
iron-regulating processes.

Keywords: macrophage; central nurse macrophage; red pulp macrophage; Kupffer cell;
iron metabolism; erythropoiesis; erythroblastic islands; erythrophagocytosis; inflammation

1. Introduction

Iron is a multifaceted metal that plays a versatile role in many basic cellular processes in the
body, including DNA synthesis, cellular metabolism and respiration, as well as cell growth and death
mechanisms through iron-containing and iron-sequestering proteins and enzymes [1,2]. Moreover,
iron is the main component of hemoglobin (Hgb) and is thus essential for oxygen transport within
erythrocytes. As a redox-active metal, it can be found in two main oxidation states in the body that
determine its features, functional roles, and toxicity. Whereas divalent ferrous iron (Fe2+) is the active
compound in Hgb and in many enzymes, it can cause cellular toxicity by means of intracellular
free radical production by Fenton reactions [3,4]. Therefore, iron is usually intracellularly stored or
systemically transported as oxidized trivalent ferric iron (Fe3+). Iron metabolism is tightly regulated
by a variety of redundant mechanisms that are often conserved throughout the mammalian kingdom
to adjust iron concentrations on systemic and cellular levels. In response to iron and red blood cell
(RBC) demand, an orchestrated interplay between iron-processing cells, including tissue macrophages,
hepatocytes, erythrocytes, and duodenal epithelial cells controls and maintains iron homeostasis.
In particular, macrophage populations play a key role as cellular components of iron metabolism
to maintain the balance between the availability of sufficient iron levels and the prevention of toxic
amounts of iron in the body. Tissue macrophages specialized for iron recycling include red pulp
macrophages (RPMs) in the spleen, central nurse macrophages in bone marrow (BM), and Kupffer
cells (KCs) in the liver. These macrophage populations have a tremendous ability to recycle between
90–95% of bodily iron and to maintain efficient erythropoiesis. Distortions in the equilibrium of iron
demand and supply are sensed and corrected by a network of macrophages in their niches.

Erythrophagocytic macrophages that are in direct contact with labile heme and iron developed
protective mechanisms to cope with their toxicity. On the contrary, erythropoiesis requires a
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continuous delivery of iron, supplied presumably through BM macrophages. In cases of blood loss,
menstrual bleeding, or pregnancy, a higher iron requirement is adjusted by increasing the intestinal
absorption, the only iron-regulatory process in which a role for macrophages is currently unknown.
Recent observations, however, suggested a potential role of intestinal macrophages to transiently
store iron [5]. Vertebrates do not possess active iron secretory mechanisms, but mainly lose iron
due to shedding and renewing of the intestinal cell layer. Distinct types of macrophages control
iron-processing mechanisms in interplay with other cellular components and environmental cues.
In fact, in adipose tissues a macrophage population with a high iron recycling gene expression profile
was identified [6]. In obesity, this macrophage population shows an impaired ability to handle iron
and adipogenesis is linked to tissue iron overload [6–8]. These findings suggest the possible general
importance of macrophages in tissue iron metabolism and the role of iron as a link to metabolic disease.

Here, we review the current knowledge of the cellular processes involved in iron metabolism and
the regulatory mechanisms in iron-processing macrophages.

2. Cellular Uptake and Metabolism of Iron in Macrophages

Macrophages are important regulators of iron metabolism by controlling cellular iron import
and export. While iron is taken up by macrophages in different forms, such as transferrin-bound
iron, heme iron, Hgb-bound iron, and as free iron, iron egress from macrophages occurs only through
ferroportin-1 (FPN1); encoded by the gene SLC40A1 (Figure 1).

Iron uptake mechanisms that are common to macrophages include the isolation of iron from
senescent erythrocytes after phagocytosis; the import of transferrin-bound iron via transferrin
receptor (TfR) or non-transferrin-bound iron (NTBI) via the divalent metal transporter 1 (DMT1),
as well as zinc transporter ZIP14 (SLC39A14). Heme-bound iron can be taken up via different
means. Heme-hemopexin (Hpx) complexes are internalized via its receptor CD91 (LDL receptor
related protein 1, LRP1) and Hgb-bound iron in complex with its scavenger haptoglobin (Hp) is
imported via its receptor CD163 (scavenger receptor cysteine-rich SRCR superfamily) (Figure 1).
Additional pathways of iron transport into macrophages include natural resistance-associated
macrophage protein 1 (NRAMP1/SLC11A1) and divalent cation transporter 1 (DCT1/NRAMP2) [9,10].
NRAMP1 is a divalent metal transporter that is expressed on the surface to mediate iron import,
as well as within late endosomes and phagolysosomes to support intracellular iron recycling
after erythrophagocytosis [11–13]. Other transporters that have been involved in cellular heme
transportation include the heme-carrier protein 1 (HCP1) and the feline leukemia virus group C
cellular receptor 1 (FLVCR1). HCP1 was first characterized as a cellular heme transporter, and later
studies identified it as a proton-coupled folate transporter (PCFT/SLC46A1) [14,15]. Because HCP1 is
abundantly expressed in macrophages and colocalizes with Hgb-Hp complexes, which are taken up
via CD163, indeed suggest its dual role in cellular transport of heme and folate [16]. Besides implicated
in heme uptake, other studies link FLVCR1 to cytoplasmic heme export that prevents intracellular
heme overload [17,18]. Furthermore, heme responsive gene 1 (HRG1/SLC48A1) enables the transport
of heme out of the phagolysosomes in erythrocyte-digesting macrophages. HRG1 is strongly expressed
in macrophages and colocalizes with NRAMP1 to erythrophagolysosomes [19–21].

Ferritin is the main iron storage complex in cells (see below), but it can also be found in plasma.
Two different ferritin receptors have been described that mediate uptake of ferritin-bound iron:
Heavy chain H-ferritin (FtH) receptor T cell immunoglobulin and mucin domain 2 (TIM2) and light
chain L-ferritin (FtL) receptor scavenger receptor, member 5 (Scara5) [22,23].

192



Pharmaceuticals 2018, 11, 137

Figure 1. Iron metabolism by macrophages. General steps of iron uptake, acquisition, storage and
release in the macrophage: In addition to iron extraction from red blood cells by erythrophagocytosis,
macrophages express a variety of receptors to acquire iron from different sources. Transferrin-bound
iron can be taken up by the transferrin receptor (TfR or CD71) and the complex is internalized by
clathrin coated endocytosis followed by iron release at a low endosomal pH. Empty apo-transferrin
and transferrin receptor complex are recycled again (grey arrows). Non-transferrin iron can be acquired
directly via divalent metal transporter 1 (DMT-1) that is associated with duodenal cytochrome B
(DcytB) (blue arrow). CD91 (LRP1) receptors scavenge hemopexin-bound heme (Hpx-Heme) iron,
whereas haptoglobin- hemoglobin (Hp-Hgb) complex is taken up through CD163 receptor (red arrows).
Iron transport across the endosomal membrane into the cytosol is accomplished through DMT1 after it
is reduced by the endosomal reductase six-transmembrane epithelial antigen of the prostate 3 (STEAP3).
The resulting intracellular free iron joins the labile iron pool (LIP), which is then either stored in ferritin
or utilized in cellular processes for example in mitochondrial iron metabolism as ISC [Fe-S] after being
transported through Mitoferrin 1/2 (Mfrn1/2). Iron can be exported through ferroportin 1 (FPN1) out
of the cell, supported by the ferroxidase ceruloplasmin (Cp). Iron is then loaded to transferrin in order
to be carried to the target cells.

After uptake, iron is liberated from the various iron-containing proteins via different mechanisms
(described below). Afterwards, ferrous iron (Fe2+) can be either translocated through the cytosol for
further utilization in cellular processes, transported from the cell into the circulation or stored. In the
cytosol iron becomes a part of a poorly described labile iron pool (LIP) [24,25]. It is assumed that the
LIP directly triggers iron-utilizing cellular processes when cellular iron levels increase.

Excess iron is stored mainly in hepatocytes and macrophages as ferritin—a multimeric
sphere-forming protein filled with up to 4500 iron atoms [26]. Ferritin consists of two distinct
subunits: FtH and FtL [27]. Due to the ferroxidase activity of FtH, cytosolic ferrous iron (Fe2+)
is oxidized into ferric iron (Fe3+) prior to storage in the ferritin cavity [28]. Furthermore, inside splenic
macrophages an iron deposition complex known as hemosiderin can be found; these deposits form
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paracrystalline structures and are surrounded by intralysosomal formations. It has been interpreted as
an aggregated form of partially digested ferritin, which may be only poorly available to supply iron
when needed [29,30].

Iron within the cytosol of macrophages is utilized as a cofactor in many different cellular
proteins that regulate energy production, hypoxic regulation, detoxification, and host defense and
inflammation [31]. These proteins contain iron as part of two main cofactors: Iron-sulfur clusters (ISC)
and heme groups. Both cofactors are synthesized in the mitochondria, where excess iron can also
be stored as mitochondrial ferritin (FtMt). Iron is transported across the mitochondrial membrane
in its ferrous form through mitoferrin 1 (Mfrn1) and Mfrn2 transporters [32]. Most complexes of
the electron transport chain contain several ISC proteins that drive energy production. Important
defense and inflammation-related proteins, such as myeloperoxidase, NADPH oxidase, indoleamine
2,3-dioxygenase, nitric oxide synthases or lipoxygenases that are produced by macrophages also
contain iron.

Under steady-state conditions, iron is released from the main iron stores by means of
FPN1, the only known iron exporter known until now. FPN1 is abundantly expressed on all
iron-metabolizing macrophages [2,33]. In individuals with an FPN1 mutation—as well as when FPN1
is inactivated genetically in mice—a macrophage-specific iron overload in the spleen and liver has been
observed [34–36]. These observations suggest a macrophage-specific release of iron through FPN1.

The function of FPN1 in iron-recycling macrophages is aided by a multicopper oxidase,
ceruloplasmin (Cp, IREG1), which is synthesized and secreted by the liver and macrophages [37].
The transport of iron across all biological membranes is requires the oxidation and reduction of iron.
Accordingly, different ferroxidases and ferroreductases are inevitable for iron transportation. Cp is
commonly present on macrophage membranes and is thought to mediate iron oxidation to facilitate its
export out of the cell by FPN1 [38]. Cp-deficient mice and humans with Cp mutations show hepatocyte-
and macrophage-specific iron accumulation and develop anemia indicating a critical role of Cp in the
process of iron release from macrophages [39–41]. Cp can be expressed both as a circulating plasma
protein and as a membrane-bound GPI-linked protein [42]. Interestingly, FPN1 internalization and
degradation are specifically performed in the absence of membrane-bound Cp; this may suggest that
Cp is involved in hepcidin-mediated iron regulation [39].

After oxidation to ferric iron (Fe3+) and cellular egress, it is presumed that iron is loaded
directly onto the glycoprotein transferrin, the main systemic iron transporter of ferric iron (Figure 1).
Transferrin-bound iron is mostly utilized by developing erythrocytes and nurse macrophages in the
BM to support erythropoiesis.

3. Systemic Iron Metabolism

Iron enters the body through epithelial cells of the duodenum and upper ilium in the small
intestine. Iron absorption is adjusted to iron demands and can be increased to maintain iron
requirements. The transfer of non-heme Fe3+ iron from the lumen of the duodenum into the epithelium
is carried out by DMT1 (Figure 1).

Dietary ferric iron (Fe3+) is first reduced at the apical brush border of the epithelium to enter the
enterocytes; this relies on the activity of iron-reducing ferric reductase duodenal cytochrome B (Dcytb or
CYBRD1) [43]. DMT1 is colocalized with Dcytb at the apical side of enterocytes when absorption
is elevated, and their expression is induced under iron-deficient conditions. This suggests that at
the apical surface of the epithelium, DMT1 and Dcytb serve as main transport coordinators [44,45].
As an important source of dietary iron, heme containing ferrous iron (Fe2+) can also enter enterocytes
through the heme transporter HCP1.

Once taken up, iron in the cytosol of the enterocytes might be transferred from the apical to the
basolateral site by means of vesicular trafficking [46]. An alternative mechanism is that iron transfer
might be mediated by “chaperones”, such as the calreticulin-like protein mobilferrin [47].
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The release of iron at the basolateral site of epithelium is facilitated by FPN1. The selective
inactivation of FPN1 in the intestine results in a marked iron accumulation in duodenal enterocytes
and systemic iron deficiency [48]. This confirms the essential function of FPN1 in the dietary iron release
into the circulation [34,49]. Of particular relevance is the contribution of iron-oxidizing ferroxidases
in FPN1-mediated egress of iron from the cellular environment. The membrane-bound ferroxidase
hephaestin (HEPH), a closely related homolog to Cp, is presumed to be responsible for iron oxidation
of FPN1-exported iron specifically in the enterocytes [50,51]. In addition, several studies have revealed
a significant role of Cp for iron absorption in enterocytes under iron-stress conditions, such as bleeding
and iron deficiency [52].

Interestingly, HEPH colocalizes with apo-transferrin in enterocytes [53]. This suggests a direct
transfer of iron to transferrin after its release from the intestinal epithelium. Upon binding of two
ferric iron (Fe3+) atoms, a holo-transferrin is formed, which enables a secure transport of ferric iron
(Fe3+) through plasma. In healthy human individuals, approximately 30% of the total transferrin is
saturated [33]. Holo-transferrin can bind to its receptor TfR (CD71) on macrophages, erythrocytes,
and other cell types, which is then internalized through receptor-mediated endocytosis.

4. Systemic Iron Regulation by Hepcidin

Iron homeostasis is regulated at the systemic and the cellular level by several well-coordinated
mechanisms (Figure 2). Hepcidin is the main regulator of the systemic transportation of iron. It is a
peptide hormone expressed mainly in the liver by hepatocytes and undergoes proteolytic processing
to yield a bioactive molecule that is secreted into the bloodstream [31,54,55]. Hepcidin binds to FPN1
and mediates its phosphorylation, internalization and degradation. Thus, in FPN1-expressing cells,
such as macrophages, hepatocytes, and duodenal epithelial cells, iron export is blocked [34,56,57].

Hepcidin expression is regulated by iron and iron-sensing mechanisms. Accordingly, the synthesis
of hepcidin is increased by iron loading and decreased by anemia and hypoxia. In this manner,
an increase of systemic transferrin iron leads to hepcidin expression that causes iron retention
in the macrophages and blocks iron uptake in the enterocytes to avoid further systemic iron
accumulation [34,56,58]. Inappropriate low hepcidin expression due to mutations in the
hepcidin-encoding gene Hamp or mutations that impair hepcidin function are linked to hereditary
hemochromatosis and total body iron overload [56,59–62]. On the contrary, pathological hepcidin
excess caused by inflammatory disorders induces hypoferremia, anemia of inflammation, or anemia
of chronic disease [31,63,64]. Therefore, hepcidin-mediated regulation is essential in maintaining
iron homeostasis.

Hepcidin expression is controlled transcriptionally by various signals, such as transferrin
saturation, erythropoietic activity, hypoxia and inflammation, rendering it an important player in the
process of iron homeostasis. Organisms have evolved multitude mechanisms to sense iron and to
activate hepcidin expression (Figure 2).

The molecular mechanism by which transferrin iron serves as a sensor for hepcidin expression
is based on a coordinated interplay between TfR1 and TfR2 with the homeostatic iron regulator
HFE, a major histocompatibility complex class I integral membrane protein [65,66]. Circulating
transferrin-bound iron interacts with high affinity to TfR1, whereas TfR2 has a lower iron-binding
affinity. Accordingly, under low transferrin saturation only TfR1 is engaged to transferrin iron. In this
case only, HFE is able to associate with TfR1 and hepcidin expression is not induced, while TfR2 is
directed to a lysosomal degradation pathway [1,66,67]. When transferrin iron levels increase in plasma,
transferrin iron interacts also with TfR2, which leads to detachment of HFE from TfR1 and binding to
TfR2 to induce hepcidin transcription [68–70]. Consequently, the competitive interaction between HFE
and TfR1 or TfR2 determines iron regulation through hepcidin. In hemochromatosis patients with
HFE gene mutations or in HFE-deficient mice, hepcidin synthesis is inappropriately low that induces
systemic iron overload [65,71].
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Figure 2. Main regulatory mechanisms of iron. Regulation of iron metabolism through hepcidin,
the IRP/IRE, Spi-C/Bach1, and HIF/HRE. For details see text.

Furthermore, liver iron stimulates the bone morphogenetic protein (BMP) BMP6 signaling
pathway to trigger hepcidin production [72,73]. Hepcidin induction by classical BMP signaling is
dependent on the BMP co-receptor hemojuvelin (HJV or HFE2), a GPI-linked membrane protein.
HJV binds to BMP6 and activates the Smad family of transcription factors to stimulate Hamp
transcription [58].

Inflammatory mediators are major hepcidin-inducing factors. Lipopolysaccharide, interleukin-6
(IL-6), IL-1, or IL-22 induce hepcidin partially via signal transducer and activator of transcription
3 (STAT3) [64,74–76]. Hepcidin expression in response to infections rapidly lowers plasma iron to
prevent iron sequestration of microbes that need iron for growth [77]. Additionally, macrophages are
able to produce hepcidin locally in response to bacterial signals at the side of the infection to limit iron
bioavailability for pathogens [78,79]. Thus, iron regulation by macrophages is an important defense
mechanism during an infection [80].

On the contrary, hepcidin expression is blocked by hypoxia to stimulate iron mobilization and
erythropoiesis [81,82]. Other hepcidin inhibitory factors were identified, including members of
the growth factor beta (TGF-β) superfamily comprising growth differentiation factor 15 (GDF15),
transforming growth factor beta (TGF-β), twisted gastrulation BMP signaling modulator 1 (TWSG1)
and erythroid factor erythropoietin (Epo) [83,84].
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5. Cellular Regulation of Iron by IRE/IRPs

Compared to the transcriptional regulation of hepcidin, many proteins involved in controlling
intracellular iron metabolism are governed by posttranscriptional mechanisms. The main cellular iron
uptake, transport, storage, utilization, and release processes are governed by the interplay of distinct
mRNA-binding iron-regulatory proteins (IRPs), which have been extensively studied in macrophages
and hepatocytes [1,85]. Two different IRPs are known: IRP1 and IRP2. IRPs bind to their target
transcripts that contain cis-regulatory iron-regulatory elements (IREs), conserved RNA stem loop
structures [86–88]. Besides iron status, the localization of IREs on transcripts determines whether a
given IRP-IRE interaction stimulates or suppresses protein translation (Figure 2).

In cellular iron deficiency, IRPs bind to IREs at the 5’ untranslated region (UTR) of FPN1, FtH,
FtL, delta-aminolevulinate synthase 1 (ALAS1), aconitase 2 (ACO2), hypoxia-inducible factor 2
(HIF2) mRNAs to mediate the degradation of the transcripts of the IREs to decrease iron storage
and export [89]. In addition, the binding of IRPs to IREs at 3’ UTR of TfR1 and DMT1 mRNA stabilizes
these transcripts and supports their translation to increase iron import [37,85].

Conversely, under cellular iron-replete conditions, IRP2 gets ubiquitinated and degraded by the
proteasome to inhibit binding to IREs [90–93]. IRP1 similarly loses its IRE-binding activity but acquires
an ISC [4Fe-4S] to obtain cytosolic aconitase activity that converts citrate to isocitrate in the citric acid
cycle [94]. Because the bi-functional IRP1 shifts between iron-regulation and metabolism-regulation,
this mechanism suggests an interesting link between iron and cellular energy metabolism [95–98].
IRP1−/− and IRP2−/− mice show massive impaired iron homeostasis suggesting that the IRP/IRE
system is critical in cellular iron control [95,98,99].

6. Transcriptional Regulation by Spi-C and HIF

Iron homeostasis on the cellular level is also regulated transcriptionally by the induction of the
transcription factors Spi-C and HIFs. Endogenous labile heme derived from e.g., hemolysis binds to and
liberates Spi-C from its repressor BTB domain and CNC homolog 1 (BACH1), which is subsequently
degraded by the ubiquitin−protein ligase HOIL-1 [100–103]. Unbound Spi-C can enter the nucleus and
directly stimulates important heme- and iron-regulating proteins, such as heme oxygenase 1 (HMOX1),
FPN1, NRAMP1, and HRG1. Spi-C-mediated control of iron genes in macrophages has been reported
to be particularly important when rapid iron metabolism is needed; for example, through increased
erythrophagocytosis or hemolysis [102,104]. Iron-driven Spi-C activation is a critical factor for the
development of iron-specific macrophages. Moreover, the number of BM macrophages and RPMs is
drastically reduced in Spic−/− mice suggesting that Spi-C-mediated regulation is indispensable for
iron metabolism in these cells and for protection against iron toxicity [100,105].

Additionally, iron metabolism is regulated in response to oxygen by means of HIF1α and
HIF2α. If sufficient levels of ferrous iron (Fe2+) and oxygen are present, HIF1α and HIF2α are
hydroxylated by oxygen prolyl hydroxylases (PHDs) and are then degraded by Ligase E3 [106,107].
In contrast, low iron levels in cells, as well as hypoxia, induce an accumulation of HIF1α and HIF2α
in the nucleus and subsequently triggers the recruitment of HIF1β. Accordingly, the HIFα/HIFβ
complex binds to hypoxia-responsive elements (HRE) and promotes transcription of genes that are
involved in iron metabolism such transferrin, TfR, DMT1, FPN1, Dcytb, Cp, and HMOX1 [108,109].
In line, the HIF1/2-HRE interaction in response to hypoxia and to low iron induces iron release from
macrophages [110,111]. This process is not only important in macrophages, but also induces RBC
generation and maturation through Epo [112]. HIF2α contains IREs in its 5’ UTR of mRNA and is thus
under control of IRP1. These findings show that iron homeostasis depends on complex, global and
cellular regulations at various levels of gene expression.
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7. Steady-State Erythrophagocytosis by Macrophages in the Spleen

The majority of iron (20–21 mg per day) is recycled from heme of erythrocytes in the spleen,
whereas only 1–2 mg of iron is absorbed by the diet. Macrophages extract iron from senescent
erythrocytes by disassembling Hgb. Approximately 1 billion iron atoms are extracted from
250–280 million Hgb molecules per erythrocyte [113]. Thus, almost all iron atoms pass through
macrophages for further cellular and systemic utilization.

The first signal that stimulates iron digestion in macrophages is the recognition of senescent RBCs and
the uptake of these cells by means of receptor-mediated erythrophagocytosis (Figure 3). The macrophage
surface is equipped with various scavenging receptor proteins to recognize the “eat me” signals from aged
RBCs [114,115]; these include, among others, signal-regulatory protein alpha (SIRPα), glucose-6-phosphate
dehydrogenase, phosphatidylserine (PS) receptors (such as TIM4 and TIM1), scavenger receptor type
A member I (SR-AI), and CD36. The most popular presenters of the “eat me” signals are CD47 and
PS, which are exposed to aging RBCs [10,116,117]. After internalization, RBCs-containing phagosomes
merge with lysosomal vesicles to form phagolysosomes, where the RBCs are digested. Hgb breaks
down into heme and heme is then transferred from the erythrophagolysosomes into the cytosol [21,118].
The transport of heme out of the erythrophagolysosome is facilitated by a heme transporter, known as
HRG1, which is regulated posttranscriptionally by heme and iron [19]. HRG1 expression is high
in the macrophages of the spleen, liver, as well as BM, and it localizes in erythrophagolysosomes
one hour after erythrophagocytosis. In addition, the putative heme transporter HCP1 has been
suggested to transport heme into the cytosol [16]. In the cytosol of macrophages, iron is immediately
processed from the protoporphyrin ring of heme by means of HMOX1 [119]. Degradation of heme
by HMOX1 generates equivalent amounts of CO and biliverdin in addition to iron [120]. HMOX1 is
not present on the erythrophagocyte membrane, but has been located in the endoplasmic reticulum
with its active site directed to cytosol; this process supports the idea that iron is extracted in the
cytosol [19,121]. Moreover, HMOX1 expression can be detected immediately after erythrophagocytosis
or after hemolysis corroborating its crucial role in iron and heme detoxication [122,123]. The role
of HMOX1 is underscored by the finding that HMOX1 deficiency causes a depletion of RPM and
BM macrophages; suggesting that the survival and function of iron-metabolizing macrophages is
dependent on HMOX1. In addition, there is a second heme oxygenase HMOX2, which is involved
in removing intracellular heme. In contrast to HMOX1, which is inducible, HMOX2 is continuously
expressed in most tissues and is involved in extracting iron in different cell types [122,123].

Recently, NRAMP1 (SLC11A1) has been identified as an important iron transporter in the
macrophages, which is localized to erythrophagolysosomes after erythrophagocytosis [21,124].
NRAMP1-knockout mice retain iron in the macrophages, but release storage iron from hepatocytes to
compensate for the impaired iron efflux from macrophages [124].

Depending on erythropoietic activity and other iron-consuming processes, iron can be either
stored or released through FPN1, and its expression increases in macrophages within an hour
after erythrophagocytosis [49,125]. Moreover, erythrophagocytosis-activated macrophages have
concomitant high levels of heavy (H-) and light (L-)ferritin content, even several hours after
erythrophagocytosis has occurred; this indicates that a substantial proportion of iron can be stored
intracellularly within ferritin after erythrophagocytosis in the liver and the spleen [29,126]. An increase
of cellular iron upon systemic hemolysis, when iron storage in KCs of the liver is saturated, iron has
been found to be transferred into hepatocytes for long-term storage [127].
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Figure 3. Macrophages in erythrophagocytosis and erythropoiesis. The majority of iron in a
macrophage is obtained during erythrophagocytosis. Splenic red pulp macrophages (RPMs) and
liver Kupffer cells (KCs) is the main source of iron in the body. Senescent red blood cells (RBCs) are
recognized by macrophages and digested in the lysosomes. Heme is extracted in the phagolysosomes
and transferred to the cytosol by heme transporters heme-carrier protein 1 (HCP1) and heme responsive
gene 1 protein (HRG1). Heme degradation by heme oxygenase 1 (HMOX1) in the cytosol provides
ferrous iron that enters the intracellular labile iron pool. Iron is either stored in ferritin or exported by
ferroportin 1 (FPN1) and ceruloplasmin (Cp). The transcription factor (Spi-C) protects iron processing
RPMs in the spleen and BM nurse macrophages. Central nurse macrophages in the bone marrow (BM)
promote erythropoiesis in the erythroblastic island niche. These macrophages ubiquitously express
transferrin receptors and thus, probably mainly utilize transferrin (Tf)-bound iron. Nurse macrophages
are important for the development of erythroblasts. This is mediated by adhesion molecules that control
proliferation and differentiation of erythroblasts, enable erythroblast nuclei ingestion, and control the
subsequent release of reticulocytes into the blood stream. Central macrophages are supposed to be
involved in supplying maturing erythrocytes with iron to trigger heme synthesis.

8. Stress-Induced Erythrophagocytosis and Iron Metabolism

Under steady-state conditions, heme iron is preferentially digested by RPMs in the spleen,
whereas, under stress conditions, macrophages in the liver become essential for erythrophagocytosis.
For example, during systemic hemolysis, Ly6C+ monocytes migrate to the liver and, thereupon,
differentiate into iron-recycling macrophages, but not to KCs [127]. Interestingly, colony stimulating
factor 1 (CSF1) and nuclear factor erythroid 2-related factor 2 (Nrf2) transcription factor promote the
development of these iron-recycling FPN1+Tim4neg macrophages from blood-borne monocytes in the
liver [127]. Moreover, iron recycling by RPMs in the spleen is not ameliorated to compensate for the
increased iron need. Hence, FPN1+Tim4neg iron-recycling liver handle and recycle heme and iron from
senescent and damaged RBCs after massive hemolysis [10].

Macrophages have developed further elaborate mechanisms to remove systemic heme during
hemolysis. The body responds immediately against toxic free Hgb and heme by producing the
Hgb-scavenging protein haptoglobin and the heme-binding serum protein hemopexin. Splenic RPMs
and liver KCs express the receptors CD163 and CD91: these are involved in the clearance of excessive
labile heme and, importantly, offer an acute protection mechanism [128,129]. Macrophages possess
ferroxidases (such as Cp and HEPH) and proteins promoting ferrireductase activity (such as FtH and
Dcytb); these enable the quick oxidation and reduction of iron, and ensure efficient transportation
and utilization of iron within a cell [130]. Additionally, as described above, heme-mediated Spi-C
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induction in monocytes promotes the differentiation of erythrophagocytosing RPMs in the spleen and
induces the expression of important heme- and iron-regulating proteins [100]. This facilitates a quick
heme and iron processing and inhibits iron-induced toxicity in the cells [21,29,100,101] (Figure 3).

Recently, it was demonstrated that labile heme released after massive hemolysis, following
bacterial infection, suppresses the phagocytosing function of macrophages [131]. It is conceivable that
the liberation of heme when erythrophagocytosis commences may function as a negative feedback
loop and impairs further erythrophagocytosis by macrophages as a protective mechanism to sustain
oxygen supply.

9. Bone Marrow Macrophages and Erythroblastic Islands

Erythropoiesis is a dynamic process that is regulated through environmental signals, nutrient
availability, and cellular interplay. Most of the transferrin-bound iron is utilized for heme synthesis
during definitive erythropoiesis in the BM. In the BM, CD169 (Sialoadhesin or Siglecß1) is expressed on
certain macrophages—referred to as nurse macrophages. These form an erythroblastic island, in which
the central nurse macrophage is surrounded by erythroid progenitors at different developmental
stages and provides a niche for erythropoietic regulation [132–134] (Figure 3). Thus, the nursing
macrophage supports erythropoiesis at different stages through varying the stimulating and repressing
signals to control proliferation versus differentiation of erythroid progenitors, and to sustain survival
signals [134,135]. Depending on the developmental stage, different soluble factors, such as BMP4,
insulin-like growth factor 1 (ILGF1), IL-3, and granulocyte-macrophage colony-stimulating factor
(GM-CSF) are secreted from the central nurse macrophages and induce proliferative and differential
signals in erythroid progenitors [136,137]. In addition, negative regulators of erythropoiesis can be
released by BM macrophages, including GATA binding protein 1 (GATA1), TGF-β, interferon gamma
(IFNγ), and tumor necrosis factor alpha (TNFα) [136,138].

Central nurse macrophages are thought to be involved in phagocytosing the extruded nuclei from
erythroblasts during their development. This process is based on recognition through PS exposure,
TIM4 and MER proto-oncogene tyrosine kinase (MerTK) [2,139]. Because developing erythroblasts
adhere to the central macrophage, it has also been hypothesized that BM macrophages regulate and
determine the release of mature reticulocytes into the blood circulation. Prominent adhesion molecules
that are involved in cell–cell interaction, signal transduction, and reticulocyte release controlled by
macrophages include erythroblast macrophage protein, vascular cell adhesion protein 1 (VCAM1)
and a4b1- or a4b5-integrins [136,137,140]. Ablation of macrophages, or one of the adhesion molecules,
delays proerythroblast proliferation and differentiation at different developmental stages and to
destroy the erythroblastic island [136,137,141]. Moreover, Spi-C-mediated signals are also essential for
erythropoiesis, since Spi-C ablation causes a reduction in erythroblastic island numbers and a delay
in RBC formation [100]. Interestingly, CD169+ macrophage ablation, which markedly reduces the
number of erythroblasts in the bone marrow, only leads to a mild reduction of erythroid cells without
overt anemia suggesting that erythropoietic compensatory mechanisms exist during homeostasis [141].
However, the induction of stress-induced anemia (for example, through phenylhydrazin treatment)
promoted more severe delays in erythropoietic recovery in CD169+-ablated animals. This indicates
that BM macrophages promote fast recovery responses to stress-induced erythropoiesis [132]. On the
contrary, pathological erythropoiesis in mouse models of polycythemia vera (PV) can be reversed
through the ablation of central macrophages [142].

10. Regulation of Iron Transfer by Central Nurse Macrophages

Transferrin-bound iron is the main iron source for erythropoiesis. Iron-bound transferrin and
its receptor are internalized by receptor-mediated endocytosis [143]. TfR expression on erythroblasts
increases during erythrocyte development, but is downregulated after the release of reticulocytes [144].
Loss of transferrin impedes erythropoiesis and leads to an accumulation of iron in the storage organs;
this indicates the importance of transferrin-bound iron as a crucial source for erythropoiesis [145].
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BM nurse macrophages contribute to iron-loading of the erythroblasts, which might be especially
pronounced during stress conditions. In the macrophage, iron atoms are released from transferrin
in the acidic condition within endosomes (pH 4.5), and transferrin, along with TfRs, is recycled
back onto the macrophage surface. Ferric irons (Fe3+) in the endosomes are reduced to ferrous
irons (Fe2+) by six-transmembrane epithelial antigen of the prostate 3 (STEAP3)—an endosomal
ferrireductase located in endosomes [146]. Ferrous iron (Fe2+) is then transported by means of DMT1
through the endosomal membrane and is released into the cytosol. It is not entirely clear how iron
is subsequently translocated through the cellular cytosol and utilized for erythropoiesis. The high
expression of FPN1 on the nurse macrophages and the observation that FPN1 deletion leads to
an accumulation of iron in BM macrophages and a blockage of erythroblast development suggest
that iron is released from macrophages prior to being loaded into the erythroblasts [147,148]. It is
also possible that NRAMP1, which participates in iron transport in BM macrophages, is responsible
for FPN1-associated iron release during erythropoiesis [124,149]. Interestingly, in the absence of
transferrin-bound iron, macrophages utilize other forms of iron, such as secreted ferritin iron and
heme iron to support erythropoiesis [150,151]. However, the importance of these alternative pathways
in macrophage-dependent iron transfer remains to be determined.

11. Concluding Remarks

Efficient iron metabolism is a matter that decides between life and death and depends on complex
parallel, compensatory, and complementary networks to meet the iron demand for erythropoiesis,
as well as other cellular functions, but to prevent iron overload, which cause cellular and organismal
toxicity. Tissue macrophages take center stage in iron homeostasis and their regulatory mechanisms
are increasingly recognized. Except duodenal iron uptake, macrophages are implicated in every step
of iron recycling and metabolism. Future studies may identify new functions of macrophages that
regulate tissue-specific iron metabolism and contribute to metabolic disorders. One emerging theme
from knock-out mice suggests that macrophage-mediated iron metabolism is particularly important
during stress conditions. Whereas these mouse models show that under homeostatic conditions,
compensatory mechanisms exist that maintain systemic iron metabolism, macrophages may still
be the main iron regulators in unaltered wild-type mice. Evidence implicates the importance of
the central macrophages in erythropoietic regulation, however, it is not known how macrophages
sense erythropoietic need and whether macrophages coordinate erythropoiesis dependent on iron
availability and oxygen demand. The sensing of these factors is essential for the proper regulation of
RBC maturation. Thus, HIF-regulatory mechanisms may be an attractive candidate, because they can
sense both iron and oxygen. The understanding of cellular and systemic regulation of iron homeostasis
will help to develop novel therapeutic possibilities in anemic diseases and other conditions, such as
malaria, acute blood loss, hematopoietic stem cell transplantation, or chronic kidney disease.

Author Contributions: N.S. and T.W. wrote, reviewed, and edited this manuscript.

Funding: Supported by grants from the Austrian Science Fund (FWF) P27701-B20 and P30857-B28 and the
Foundation for Sarcoidosis Research. N.S. is supported by the [DOC] Doctoral Fellowship Programme of the
Austrian Academy of Sciences. Figures are illustrated using Servier Medical Art.

Conflicts of Interest: The authors declare no conflict of interest.

Abbreviations

ACO2 aconitase 2
ALAS1 delta-aminolevulinate synthase 1
BACH1 BTB domain and CNC homolog 1
BM bone marrow
BMP Bone morphogenetic protein
Cp ceruloplasmin
DCT1 divalent cation transporter 1
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DcytB duodenal cytochrome B
DMT1 divalent metal transporter 1
E3 E3 ubiquitin ligase
Epo erythroid factor erythropoietin
FLVCR1 Feline leukemia virus group C cellular receptor 1
FPN1 ferroportin 1
FtMt Mitochondrial ferritin
FtH heavy chain H-ferritin
FtL light chain L-ferritin
GDF15 growth differentiation factor 15
GM-CSF granulocyte-macrophage colony-stimulating factor
Hamp hepcidin antimicrobial peptide
HEPH hephaestin
HCP1 heme-carrier protein 1
HFE homeostatic iron regulator
Hgb hemoglobin
HIF1α/HIF2α hypoxia-inducible factor 1α/2α
HJV hemojuvelin
HMOX1 heme oxygenase 1
Hp haptoglobin
Hpx hemopexin
HRE hypoxia-responsive element
HRG1 heme responsive gene 1 protein
ILGF1 insulin-like growth factor 1
IFNγ interferon gamma
IRE iron-regulatory element
IRP1/IRP2 iron-regulatory protein1/2
ISC iron-sulfur cluster
KC Kupffer cell
LIP Labile iron pool
Mfrn1/2 Mitoferrin 1/2
MerTK MER proto-oncogene tyrosine kinase
NTBI non-transferrin-bound iron
NRAMP1 natural resistance-associated macrophage protein 1
PHDs oxygen prolyl hydroxylases
PS phosphatidylserine
PV polycythemia vera
RBC red blood cell
RPM red pulp macrophages
SIRPα signal-regulatory protein alpha
Spi-C Spi-1/PU.1 related transcription factor
SR-AI scavenger receptor type A member I
STAT3 activator of transcription 3
STEAP3 six-transmembrane epithelial antigen of the prostate 3
Tf transferrin
TfR1/2 transferrin receptor 1/2
TNFα tumor necrosis factor alpha
TGF-β transforming growth factor beta
TWSG1 twisted gastrulation BMP signaling modulator 1
VCAM1 vascular cell adhesion protein 1
UTR untranslated region
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Abstract: Iron is an essential element that is required for oxygen transfer, redox, and metabolic
activities in mammals and bacteria. Mycobacteria, some of the most prevalent infectious agents
in the world, require iron as growth factor. Mycobacterial-infected hosts set up a series of defense
mechanisms, including systemic iron restriction and cellular iron distribution, whereas mycobacteria
have developed sophisticated strategies to acquire iron from their hosts and to protect themselves from
iron’s harmful effects. Therefore, it is assumed that host iron and iron-binding proteins, and natural
or synthetic chelators would be keys targets to inhibit mycobacterial proliferation and may have
a therapeutic potential. Beyond this hypothesis, recent evidence indicates a host protective effect
of iron against mycobacterial infections likely through promoting remodeled immune response.
In this review, we discuss experimental procedures and clinical observations that highlight the role of
the immune response against mycobacteria under various iron availability conditions. In addition,
we discuss the clinical relevance of our knowledge regarding host susceptibility to mycobacteria in
the context of iron availability and suggest future directions for research on the relationship between
host iron and the immune response and the use of iron as a therapeutic agent.

Keywords: iron; mycobacteria; immunity

1. General Context

Mycobacterial infections in human populations are increasing worldwide and remain a major
cause of morbidity and mortality, making them a major public health concern. The emergence and
spread of multi-drug resistant (MDR) and extensively drug-resistant (XDR) mycobacterial strains
have shifted our interest to explore new therapeutic approaches. Iron plays a crucial role in the
pathophysiology of mycobacteria and should be of great interest for future therapeutic strategies.
In this context, the development of an effective iron-based therapy requires a detailed understanding of
the role of iron during mycobacterial infections as a target involved in the resistance and/or susceptibility
of host.

2. Mycobacteria: The Smart Pathogens

The genus Mycobacterium comprises more than 150 species that reside in a wide variety of
habitats [1]. These bacteria are typically characterized by the structure of their cell envelope (see Figure 1
representing the structure of mycobacterial envelope and for review [2]). Mycobacteria are divided into
three groups, the Mycobacterium tuberculosis complex (M. tuberculosis, M. africanum, M. bovis, M. canetti,
and M. microti), lepromatous mycobacteria (Mycobacterium leprae), and non-tuberculosis mycobacteria
(NTM), a group which contains only a few pathogenic species involved mostly in lung infection in
immunocompromised individuals [3,4].
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Figure 1. Schematic representation of the cell envelope of Mycobacterium tuberculosis (adapted
from [2]). The cell envelope of M. tuberculosis includes an inner cell membrane (CM), a network
of peptidoglycan (PG) with covalently attached macromolecules: AG, PIM2, PIM6, LM, and
Man-LAM; an outer membrane (OM) composed of mycolic acid (MA), attached to TDM, DAT,
PAT, PDIM, and SL-1; and an outmost layer of polysaccharides and proteins. AG: arabinogalactan;
DAT: diacyltrehalose; LM: lipomannan; Man-LAM: mannose-capped lipoarabinomannan;
PAT: poliacyltrehalose; PDIM: phthiocerol dimycocerosate; PIM2: phospho-myo-inositol-dimannoside;
PIM6: phospho-myo-inositol-hexamannoside; MmpL: mycobacterial membrane protein large;
TDM: trehalose dimycolate; SL-1: sulphoglycolipid.

Host immune systems have evolved antimicrobial strategies, whereas mycobacteria which are
facultative intracellular pathogens have developed new ways to survive in previously inaccessible
niches and hostile environment. The Mycobacterium tuberculosis complex species are mainly restricted
to macrophages as host cells and induce a chronic immunopathology. Macrophages internalize
mycobacteria by phagocytosis, but only pathogenic mycobacterial species can survive and proliferate
inside these cells. In hosts cells, mycobacteria are located in the phagosome and thus exposed
to hostile conditions, such as oxidative stress, hypoxia, and nutrient restriction also known as
nutritional immunity.

The pathogenic mycobacteria have adapted to the hostile environment of the phagosome by
entering into a dormant state. Indeed, during chronic infection, M. tuberculosis survives nutrient
starvation by using the β-oxidation pathway, which allows fatty acids to be utilized as a unique carbon
source. Dormant M. tuberculosis cells are characterized by a distinct cell wall lipid content. Indeed the
β-oxidation pathway is a source of phthiocerol dimycocerosates (PDIM), glycolipids diacyltrehalose
(DAT), and polyacyltrehalose (PAT), and sulfolipid (SL-1) [2]. To establish residence in macrophages,
the pathogenic mycobacteria slow down their growth and can lay in a ‘dormant’ state for decades,
further limiting the risk of destroying their host macrophages and allowing them to survive harsh
living conditions.

2.1. Host Response to Mycobacteria Through Immune Cell Activation

The host sets up a complex immune response involving both innate and adaptive components
that are specific to persistent intracellular pathogens. The host often sequesters mycobacteria in
an organized structure named granuloma, composed of center of phagocytic cells surrounded by T
and B lymphocytes, that regulates the immune-mediated containment of the infection.
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Granulomas are hypoxic and nutrient-restricted hostile environments for mycobacteria that
contain the infection [5]. In most cases, granulomas do not develop into an active site of infection and
can resolve infection or support bacterial survival over long period of time. The resident macrophages
phagocytize and eradicate most infecting mycobacteria, preventing the mycobacteria colonization
and further mycobacterial infection. Indeed, activated macrophages can induce bacteriostatic and
bactericide effect on mycobacteria, but mycobacteria can reside within nondegradative macrophages.
Once infected, only 5–10% of immunocompetent humans exposed to M. tuberculosis develop disease.
For a successful infection, mycobacteria must not only avoid destruction and survive within phagosomes
but must also escape from the initially infected resident macrophage to spread to other areas and infect
growth-permissive monocytes to cause disease. This reactivation process depends on the presence
of metabolically active bacilli. M. tuberculosis infection can manifest as acute or chronic disease or be
clinically asymptomatic with the potential to emerge from a latent form to an active form of infection [6].
Phagocytic cells are key biological element involved in the control of mycobacterial infection, although
they also assist in their subsequent dissemination.

2.2. Host Response to Mycobacteria Through Oxidative Stress Induction: A Critical Role of Iron

Once stimulated, upon mycobacteria infection, TLRs promote the innate immune response and
the production of microbicidal effectors, such as reactive nitrogen intermediates (RNI) and reactive
oxygen species (ROS) produced by phagolysosomes from macrophages, and microbicidal peptides
such as lactoferricin and defensins [7].

Accumulating evidence suggests an important role of macrophage-derived nitric oxide (NO) in
protecting host cells against intracellular pathogens. Nitric oxide (NO) is a chemical mediator and
regulator that has physiological and pathophysiological roles in mammals as well as a significant role
in inflammation. NO is produced by the nitric oxide synthase (NOS) enzyme family, which catalyzes
the two-step conversion of L-arginine to L-citrulline and NO. The inducible nitric oxide synthase (iNOS
or NOS2), a form of NOS is transcriptionally induced in IFNγ-activated macrophages, inducing high
production of NO [8]. NO possesses cytotoxic properties through interactions of reactive free NO
radicals with iron containing enzymes or molecular oxygen and superoxide anion to produce reactive
nitrogen species that cause massive oxidative injuries. NO is a powerful reactive molecule that plays
a major role in controlling mycobacterial infections. Indeed, mice deficient in NOS2 activity are highly
susceptible to acute and chronic M. tuberculosis infection compared to wild-type mice [9,10].

Phagocytes can eliminate invading pathogens via oxygen-dependent and oxygen-independent
mechanisms. The activated phagocytes induce the NADPH oxidase system, a membrane-bound
complex located in the plasma membrane and in the phagosomal membranes of phagocytic cells that
reduces O2 to superoxide anion (O2

•−) and triggers oxidative bursts [11]. Superoxide anion (O2
•−)

spontaneously converts to hydrogen peroxide (H2O2), and H2O2 can further undergo a Fenton reaction
in the presence of iron to yield highly reactive hydroxyl radicals (OH•) (Figure 2) [12]. The presence
of O2

•− and NO will further generate peroxynitrite (ONOO−/ONOOH), the most injurious reactive
nitrogen species (RNS), and other reactive free radicals (Figure 2) [13,14]. These molecules can
damage a variety of biomolecules, including DNA, which effectively kills the pathogen and inhibits its
dissemination [15]. Neutrophils are professional phagocytes that play protective roles in mycobacterial
infections through the release of preformed oxidants and proteolytic enzymes which are discharged
during the degranulation process [16,17]. Neutrophils contain cytoplasmic granules that contain large
amount of myeloperoxidase (MPO) that uses H2O2 to catalyze the production of highly toxic ROS like
hypochlorous acid (HOCl) in the presence of anion chloride (Cl−). The production of ROS, O2

−, H2O2,
and HOCl by phagocytic cells in response to infection is a highly effective microbicidal mechanism
that is also referred to as a respiratory burst. In contrast to neutrophils, mature macrophages contain
much less concentrations of MPO and thus are unable to kill pathogenic intracellular microorganisms
by this system [18].
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In humans, genetic deficiency for one of the subunits of NADPH oxidase causes an inherited
immunodeficiency, chronic granulomatous disease (CGD), which is characterized by dysregulated
inflammation and recurrent infections with catalase-positive microorganisms, including M. tuberculosis
and M. bovis BCG [19]. Moreover, subjects with MPO deficiency have an increased susceptibility
to infection [20]. However, it has been demonstrated that MPO-loaded macrophages still ingest
M. tuberculosis and do not show a significant mycobactericidal activity despite a highly susceptibility of
mycobacteria to the system in vitro. This failure of peroxidase-loaded macrophages to kill M. tuberculosis
may result from the presence of efficient detoxifying mechanisms in the mycobacteria [18]. The lack of
granular MPO in mature macrophages may explain the tendency of mycobacteria to infect these cells
that favor the survival and proliferation of pathogenic intracellular microorganisms.

Figure 2. Series of reactive oxygen species generated in response to intracellular mycobacteria infection.
Macrophages and neutrophils produce reactive oxygen species to kill intracellular microbes in a series
of reaction which can be initiated by the conversion of NADPH to NADP + via the NADPH oxidase
(NOX) and the production of superoxide O2

− in presence of O2. O2
− can enter in the phagosome and

later in the mycobacteria through porins or crosses the outer membrane that is partially permeabilized
by antimicrobial peptides. O2

− is a substrate for superoxide dismutase (SodCI, SodA) to produce
H2O2 which can freely diffuse across membranes. The hydroxyl radical (OH•) is produced from
H2O2 and superoxide via Fenton reaction. Mycobacteria produce the catalase KatG to detoxify H2O2.
The production of NO from arginine metabolism via nitric oxide synthase (NOS2) can generate nitric
oxide which in presence of O2

− produce ONOO− and NO2
−, which present some toxic proprieties

against mycobacteria.
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3. The Iron Tug-of-War Between Host and Mycobacteria

3.1. The Importance of Iron for Mycobacteria

Iron is a crucial nutrient for mycobacteria, as it represents an essential structural and catalytic
cofactor for many metabolic enzymes. In mycobacteria, iron is used as cofactor of enzymes
involved in amino acid and nucleic acid biogenesis, such as those with pyrimidine synthesis and
ribonucleotide reductase activities, as well as enzymes in the tricarboxylic acid cycle, superoxide
dismutase, 3-deoxy-D-arabino-heptulosonate 7-phosphate synthase, and proteins participating in
electron transport. Specifically, in M. tuberculosis, iron is an obligate cofactor for at least 40 different
enzymes encoded in its genome [21].

In mycobacterial host mammals, iron is present in the cytoplasm of cells at a very low level in
a ferrous soluble, chelatable state that constitutes the labile iron pool. The labile iron pool is potentially
toxic as it can generate reactive oxygen species. Thus, most of the iron is sequestered in complexes
with iron binding proteins. In blood, the free iron concentration is approximately between 10−18

and 10−12 μM and that of total serum iron is 10–50 μM and most iron circulates bound to transferrin
glycoprotein or to lactoferrin [22]. Macrophages are characterized by high iron flux due to recycling of
iron from senescent erythrocytes and the internalization of iron via specific cell surface receptors for
transferrin, lactoferrin, and hemoglobin-haptoglobin [23], and thus represent a favorable niche for
mycobacteria to acquire iron.

Granulomas are microenvironments in which mycobacteria brave starvation including iron
deprivation. However, virulent mycobacteria are capable of long-term persistence without growth.
Granulomas formation in response to M. tuberculosis infection are heterogeneous mainly characterized
by solid cellular granulomas, cavitary granulomas and necrotic caseous granulomas in advanced
tuberculosis infection [24]. Transcriptional analysis has indicated that solid cellular granulomas express
high levels of iron uptake genes such as heme binding proteins, hemoglobin receptor, and transferrin
receptor 1 encoded by TFRC; the cavity granulomas express high ferritin and heme oxygenase
suggesting a permissive iron environment. Besides, necrotic and cavity granulomas exhibit gene
expression of extracellular of iron, hemoglobin and heme sequesters such as transferrin, haptoglobin,
and hemopexin, in addition to lactoferrin, lipocalin and calprotectin indicating host iron restriction [25].

In a prolonged iron starvation environment such as granulomas, M. tuberculosis stops the replication
process but remains metabolically active, with intact cell envelope, high expression of iron acquisition
mbt genes, reduced heme and iron-proteins synthesis and repressed oxidative phosphorylation [25].
Like all successful pathogens, mycobacteria have developed sophisticated mechanisms to compete
with host iron-scavenger proteins for iron acquisition, to transport and store iron and to acquire iron
from both extracellular transferrin, lactoferrin and intracellular iron pools [26].

3.1.1. Siderophores: The Mycobacteria Iron Scavengers

In iron-deficient environments, mycobacteria produce small iron-binding molecules called
siderophores. These molecules have a high affinity for iron and scavenge metal ions from host
insoluble and protein-bound iron. Mycobacterial siderophores can be divided into siderophores
from non-pathogenic and pathogenic mycobacteria. Exochelins are extracellular and hydrophilic
peptidic siderophores utilized mainly by non-pathogenic mycobacteria, such as M. smegmatis and
M. neoaurum. M. leprae, a pathogenic mycobacterium also utilizes the siderophore exochelin for iron
acquisition [27,28]. A structure of M. smegmatis exochelin siderophore showing its iron chelation
abilities is represented in Figure 3 [29].
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Figure 3. Structure of exochelin siderophore of M. smegmatis with its iron chelation proprieties.
The iron-chelating residues of exochelin with their interaction with iron molecule is shown in red circle
(adapted from [29]).

Mycobactins are derived from salicylic acid and include the mycobactin and carboxymycobactin
forms of siderophores isolated from pathogenic mycobacteria (Figure 4), such as M. tuberculosis,
M. bovis, M. bovis BCG, M. africanum and M. microti. Mycobactin is lipophilic and envelope-associated
while carboxymycobactin is an extracellular hydrophilic molecule [30,31]. Desferricarboxymycobactin
competes with host iron-binding proteins for iron; it chelates Fe3+ iron bound to host transferrin
after phagosome fusion with early endosomes, as well as from lactoferrin and ferritin. In early
endosomal phagosomes, mycobacteria communicate with the endocytic iron uptake system of the
host macrophage and take advantage of this source of iron (Figure 5) [32,33]. Iron-siderophore
complexes ferricarboxymycobactins are transported through the Msp (Mycobacterium smegmatis porin)
family porins, a multisubunit transport system of the mycobacterial outer membrane. Subsequently,
ferricarboxymycobactin transfers iron to the cell-wall associated mycobactin or delivers it to
the inner membrane-bound iron-regulated transporter A and B (IrtAB). IrtAB, an ATP-binding
cassette transporter synthesized in iron limited condition, mediates the reduction of the iron
from internalized ferric-siderophore complexes into Fe2+ and its release [31,34–37]. The export
and recycling of desferricarboxymycobactin through the inner membrane is carried out by the
MmpS4/MmpL4-MmpS5/MmpL5 transporter complex formed with mycobacterial membrane proteins
(Mmps). The recycling of desferricarboxymycobactin is critical for bacterial survival itself [38] (Figure 5).
Indeed, genetic disruption of the recycling process induces the accumulation of these molecules in
mycobacteria and poisons M. tuberculosis [38,39].
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Figure 4. Structure of mycobactin and carboxymycobactin siderophores of pathogenic mycobacteria.
This figure represents mycobactin and carboxymycobactin from M. tuberculosis with the iron-chelating
residues circled in red.

Mycobactins are produced by nonribosomal peptide synthetase enzyme system and requires
multiple enzymes encoded in two gene clusters mbtA-J and mbtK-N in M. tuberculosis [40,41]. Genetic
disruption of siderophores expression impairs the growth of M. tuberculosis in mice and macrophages,
demonstrating the essential role of iron acquisition for mycobacteria virulence [42]. The pathogenicity
of bacteria depends on secretion systems for an efficient transport of biomolecules known as virulence
factors. The secretion systems ESX, or Type VII systems, are specific to mycobacteria which required
specialized mechanisms for protein transport across the lipid-rich outer membrane barrier. The genes
encoding the ESX-1 system have been identified in the genome of the virulent M. tuberculosis strain
H37Rv, but these genes are absent from the genome of M. bovis BCG, which corresponds to the genomic
region of difference 1 (RD1) [43]. The ESX-3 system is crucial for iron acquisition in M. tuberculosis
and M. smegmatis contributing to growth and virulence. The esx-3 mutants display severe growth
defects in the presence of low concentrations of iron, which can be rescued by the addition of iron or
heme [44,45]. Indeed, esx-3 is expressed in response to iron deficiency, and mycobacterial esx-3 mutant
strains synthesize and accumulate dramatic amounts of mycobactin siderophores but are unable to take
up iron and grow poorly. In M. tuberculosis, the addition of mycobactin has been shown to rescue the
esx-3 mutant growth defect [46,47]. Further studies identified secreted PE5-PPE4 proteins encoded by
esx-3 as being crucial for iron acquisition, while the virulence phenotype correlates with the secretion
of EsxG-EsxH complex that impairs phagosomal maturation [47].

3.1.2. Mycobacteria Heme-Iron Acquisition Systems

Mycobacteria residing in macrophage phagosomes can also acquire heme as an iron source after
the phagocytosis of senescent red blood cells by macrophages, a process termed erythrophagocytosis.
Indeed, the attenuated growth of M. tuberculosis in low-iron medium or mycobactin-deficient mutant
can be rescued by heme supplementation [48]. Extracellular heme can be recovered by mycobacteria
through the secretion of hemolysin whose encoding gene (tlyA) has been identified in several strain of
mycobacteria (M. tuberculosis, M. bovis BCG, M. leprae, M. avium) [49]. Further, the heme-binding protein
Rv0203 [35,50] and membrane heme import proteins from mycobacterial membrane proteins large
family, MmpL3 and MmpL11 [50,51] might be involved in heme efflux to protect mycobacteria from
the toxicity of excess heme [52]. PPE37 (also named Rv2123), member of the proline–proline–glutamic
acid gene family restricted to virulent mycobacterial species, has been recently described as critical
for heme-iron acquisition [53]. Ppe37 gene deletion in M. tuberculosis severely attenuates heme-iron
acquisition and abrogates growth in a medium with hemin as the sole iron source [53,54]. PPE37 has
been identified as a factor of virulence; M. bovis BCG has been described recently as severely deficient
in heme-iron acquisition ability due to the lack of PPE37; importantly, M. bovis BCG exhibits heme iron
acquisition as efficient as that of M. tuberculosis when complemented with M. tuberculosis PPE37 [53].

217



Pharmaceuticals 2019, 12, 75

Once in mycobacteria cytosol, the heme degrading protein MhuD releases the iron from heme
(Figure 5) [51].

Figure 5. Heme-iron and siderophore-mediated iron acquisition of Mycobacterium tuberculosis in
macrophage phagosome (adapted from [55]). M. tuberculosis has both heme and non-heme iron uptake
pathways. M. tuberculosis secretes and express on its outer membrane PPE36/37 which can bind to
heme and induce heme importation across the outer membrane. Then heme is linked to Rv0265c which
facilitate heme transport to the cytosol using an unknown heme importer. In the cytosol, heme is
degraded by the heme-degrading protein MhuD and iron is extracted from heme. It is also possible
than heme can also be exported from cytosol through MmpL3/11 transporters and then linked to
Rv0203 and later exported outside the bacteria. M. tuberculosis can also acquire iron through the
siderophore-mediated iron acquisition system. M. tuberculosis desferricarboxymycobactin competes
with host iron transferrin to acquire iron in phagosome. Iron is then bound to mycobactin which
transports iron across the inner membrane through the IrtAB transporter complex. Once in the cytosol,
iron is dissociated from mycobactin which is then exported from the cytosol through MmpS4/L4 and
MmpS5/L5 complex.

3.2. Mycobacteria Protection against the Harmful Effects of Iron, ROS and RNS

For efficient infection and persistence, pathogenic bacteria have evolved to adapt their metabolism
to the hostile environment of the phagosome to survive harmful antimicrobial host defense mechanisms
such as iron limitation and the production of toxic reactive oxygen and nitrogen species. Iron is
an essential structural and catalytic cofactor for many metabolic enzymes but is also a harmful
component due to its ability to generate spontaneously ROS through the Fenton reaction. Therefore,
bacterial intracellular iron homeostasis is closely linked to the response to oxidative stresses.

3.2.1. Protection against Excess of Iron

Once captured, iron can be utilized for various metabolic processes while specific proteins
are synthesized to store iron and avoid its toxic effects. M. tuberculosis encodes two iron storage
proteins, BfrA, a bacterioferritin, and BfrB, a ferritin-like protein [56]. Both proteins aggregate to
form macromolecular structures consisting of 24 subunits that can hold 600 to 2400 iron atoms per
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molecule [41]. BfrA is required for the efficient release of stored iron under low iron conditions,
while BfrB has a high capacity for iron storage and is a major defense protein under excessive iron
conditions [57]. BfrB deleted mutant showed drastic loss of viability during iron depletion indicating
that iron stored in ferritin is essential for M. tuberculosis to survive in iron depleted environment [25].
Several investigations using M. tuberculosis bfrA and bfrB mutant have demonstrated that these genes
are crucial for the ability of mycobacteria to grow and withstand oxidative stress in vitro, as this mutant
exhibits a marked reduction in survival inside human macrophages and is unable to establish successful
infection in guinea pigs [56,58]. Therefore, although iron is an essential nutrient for mycobacterial
growth, iron excess can be detrimental to these pathogens.

In mycobacteria, intracellular iron levels are regulated by controlling the transcription of genes
involved in iron uptake, transport and storage through the iron-dependent transcription factors IdeR,
a negative regulator and HupB, a positive regulator [59,60] Under high iron conditions in M. tuberculosis,
IdeR binds Fe2+ and represses the transcription of siderophore synthesis by binding to the IdeR box in
promoter of mbt genes and iron transport genes as well as ppe37 gene while inducing the transcription
of the genes encoding iron storage BfrA and BfrB proteins [41,59,60]. The disruption of the ideR gene
in mycobacteria is lethal for these pathogens [59]. A conditional M. tuberculosis ideR mutant that is
unresponsive to iron under non-permissive conditions is unable to repress iron acquisition and displays
attenuated growth in vitro and in vivo, whereas increased cellular iron levels are associated with
a high sensitivity to NO and H2O2 [61]. These results indicate that iron accumulation in mycobacteria
exacerbates oxidative stress, providing an additional link between iron homeostasis and virulence in
M. tuberculosis infection. A recent study has identified several inhibitors of IdeR which interestingly
attenuate M. tuberculosis growth in vitro [62].

Furthermore, the HupB DNA-binding histone-like protein, which is repressed by IdeR-Fe2+

complex under increased iron levels, exerts a positive regulatory role on the expression of mycobactins
by binding to the mbt promoter upon iron limitation [41,61]. The HupB protein is essential for
siderophore synthesis and deficient hupB (or Rv2986c) fails to grow inside the macrophages and in an
axenic culture [61]. HupB plays a critical role in mycobacterial growth especially during exponential
growth. Besides its role as a positive regulator of iron acquisition, HupB is involved also in several
other biological functions such as cell wall assembly and immunoproliferation in M. tuberculosis [41].

3.2.2. Antioxidant Systems in Mycobacteria

The success of M. tuberculosis as pathogen is dependent on its ability to adapt to the harsh
environmental and stressful conditions in granulomas. Granulomas impose multiple stress factors,
such as NO, CO, and low O2, and these changes in redox balance cause M. tuberculosis to shift from
aerobic to anaerobic metabolic pathways, leading cells to transition from an actively growing state to a
dormant state. Mycobacteria express redox sensors during infection, allowing cells to sustain a redox
balance that neutralizes the toxic effect of ROS and plays a role in mycobacterial virulence. The DosR/S/T
system and the WhiB Fe-S cluster family of proteins are the two primary dormancy-induced signaling
pathways in mycobacteria.

The DosR/S/T dormancy regulon is widely distributed among mycobacterial genomes excepted
M. leprae which lacks DosR. This Dos regulon, essential for the long-term survival of mycobacteria
includes a response regulator (DosR) and two heme iron-containing sensor kinases (DosS and DosT),
which control roughly 50 genes that are essential for the establishment and maintenance of a dormant
anaerobic state. The Dos regulon responds to diatomic gases (NO, CO, and O2). The activation of
the DosR transcription factor is modulated by the DosS and DosT heme containing kinases that are
susceptible to the cellular redox state and the oxygen levels (Figure 6) [63]. In the presence of oxygen,
the heme iron in DosS and DosT are in the ferric form and are inactive, whereas iron deoxidization or
NO/CO binding promote their kinase activities [63]. Although, iron deprivation of M. tuberculosis does
not induce the dormancy regulon and dosR mutant survive to iron starvation [25].
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In addition to the DosR/S/T system, M. tuberculosis senses redox signals such as O2 and NO via
the WhiB family of iron-sulfur (Fe-S) cluster-containing transcription factors. The whiB-like genes
are exclusive to actinomycetes, such as Mycobacterium and Streptomyces spp. M. tuberculosis genome
contains seven whiB-like genes (whiB1 to whiB7). WhiB3 has been described to contribute to the
persistence and virulence of M. tuberculosis. The WhiB3 Fe-S cluster senses changes in the intracellular
redox environment associated with hypoxia and regulates the metabolic switch for the use of fatty
acids as a carbon source, modulating the biosynthesis of the virulence-associated lipids PAT/DAT,
SL-1, PDIM, and lipid inclusion bodies (triacylglycerol TAG) (Figure 6). WhiB3 gene expression is
increased in mycobacteria residing in macrophages, enabling them to alleviate the potential harmful
effects of redox imbalance [64]. WhiB3 expression increases in vitro under conditions resembling the
phagosomal environment that act as signal for mycobacterial dormancy, such as acid-stress medium,
oxidant medium, or low-nutrient concentrations, while it decreases under low iron conditions [65].
WhiB3 binds NO and is degraded by O2, and a M. tuberculosis whiB3-deletion mutant severely
impairs growth on nutrient-depleted medium that cannot be rescued by nutrient supplementation [66].
Furthermore, WhiB3 allows mycobacteria to adapt to low oxygen tensions through transcriptional
regulatory networks that maintain redox homeostasis.

Figure 6. Mycobacterial stress sensors (adapted from [75]) Mammalian host cell generates radicals
and gases as a mechanism to counter mycobacterial infection. M. tuberculosis senses these potentially
damaging stresses and responds by adjusting its energy metabolism, physiology and signaling and
counters the damage by detoxification processes. M. tuberculosis possesses sensing mechanisms such as
the Dos dormancy regulon and the WhiB3 redox sensor detecting environmental gases and alterations
in its intracellular redox state. The Dos regulon senses O2, NO, and CO through the DosS and DosT
heme proteins which transduce the signal to DosR leading to the induction of 48-member Dos dormancy
regulon. WhiB3 functions as a regulator of cellular metabolism, which responds to O2 and NO through
its Fe–S cluster and integrates it with intermediary metabolic pathways. WhiB3 is an intracellular redox
regulator that dissipates reductive stress generated by utilization of host fatty acids through β-oxidation.

Besides WhiB3, others WhiBs functions have been described in mycobacteria. WhiB4 is highly
sensitive to oxygen exposure regulating antioxidant systems as well as being required for the
virulence-associated formation of well-organized granulomas during M. marinum infection [67].
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The WhiB5 transcriptional regulator controls the expression of genes involved in M. tuberculosis
reactivation and aerobic/anaerobic metabolism that modulate the levels of mycobacterial infection,
granuloma formation and dissemination [68]. The WhiB6 regulator reacts with NO and regulates the
expression of genes associated with the ESX-1 secretion system and Dos dormancy genes, modulating
the virulence and granuloma formation as well as replication and dissemination of M. marinum [69].

In addition, mycobacteria express several oxidative response gene products that degrade
microbicidal oxidative metabolites and are crucial for mycobacterial survival in macrophages.
M. tuberculosis synthesizes the superoxide dismutase SodC that converts O2

− to O2 and H2O2

as well as the catalase-peroxidase KatG to degrade H2O2 [70–73]. Under high iron conditions,
M. tuberculosis upregulates the expression of katG, bfrA, and bfrB indicating the importance of increasing
iron storage capacity and preventing oxidative damage that may be caused by excess iron. Other
molecules such as redox enzymes such as thioredoxin reductase (TPx), alkyl hydroperoxidase (AhpC),
and methionine sulfoxide reductases (MSRs), mycothiol and ergothioneine produced by mycobacteria,
and lipoarabinomannan (LAM) a cell wall component and potent oxygen radical scavenger in
M. tuberculosis and M. leprae species are also major virulence factors [74].

4. Implication of Iron in the Host Arsenal Defense against Mycobacterial Infection

Mammals have developed a series of strategies to fight pathogens by limiting nutrient access,
such as iron and zinc, as part of a nutritional immunity process. Limiting the delivery of essential
elements to microbes is a strategy to starve invading pathogens and inhibit pathogen growth and
subsequently disease progression [76]. In mammals, the levels of circulating iron and zinc rapidly
decrease with inflammation and during acute phase of infection, establishing the hypoferremia and
hypozincemia conditions in consequence of the expression of acute phase proteins such as cytokines,
cellular proteins, and hormones. The increase of acute phase protein restricts iron and zinc availability
suppressing then pathogenic multiplication.

4.1. Host Cellular Iron Metabolism during Mycobacteria Infection

The host immune response regulates the expression of a series of mRNAs including iron metabolism
proteins that have antimicrobial properties by scavenging iron. Iron within macrophages is limited
through the activity of the immunomodulatory cytokine, interferon gamma (IFNγ). IFNγ-stimulated
monocytes have been shown to inhibit Legionella pneumophila multiplication, which is neutralized
by holo-transferrin, a source of iron [77]. In addition, lactoferrin, an abundant neutrophil-derived
protein released upon activation at sites of inflammation, possesses a greater iron-binding affinity
than transferrin and has a broad mycobacteriostatic activity, by sequestering iron; moreover,
congenital lactoferrin deficiency leads to recurring infection [78,79]. Thus, during inflammation,
the down-regulation of the transferrin receptor as well as the increase in lactoferrin iron-binding protein
levels, deplete iron from activated macrophages. This decrease of iron uptake can be related in some
studies by a decrease of intracellular iron-storage protein ferritin, although other investigations using
Mycobacterium avium have reported an induction of ferritin expression in macrophages by activating
toll-like receptor 2 [80].

In macrophages phagosomes, mycobacterial metabolism is influenced by the iron uptake system
of the host early endosomal system. Thus, the increase in iron-binding proteins in the host during the
immune response restricts iron bioavailability for intracellular pathogens. However, high iron levels
in addition to ferritin and lactoferrin have been noticed in M. paratuberculosis infected mononuclear
phagocytic cells compared to low levels observed in non-infected cells [81].

It is likely that siderophores efficiently capture iron from the host iron-binding proteins and
provide a source of iron to mycobacteria, promoting their intracellular growth. Recently, it has
been shown that mice lacking ferritin H in the myeloid-derived cell population rapidly succumb
to M. tuberculosis infection. This phenomenon is associated with an alteration of iron homeostasis
with an increased ferroportin expression in lung. Moreover, these cell-specific knockout mice exhibit,
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a strong Th-1 immune response upon infection with an upregulation of Arginase 1, an enzyme involved
in the conversion of arginine to ornithine thus depleting the Arginine substrate for the enzyme iNOS
to synthetize NO [82]. Thus, these observations highlight a role of iron distribution in the immune
response against mycobacterial infection.

Natural resistance-associated macrophage protein 1 (Nramp1 or Solute carrier family 11A1)
was the first host genetic locus shown to confer resistance to several intracellular microorganisms.
The Slc11a1 gene encodes a protein primarily expressed in macrophages located within the late
endocytic compartment and that is recruited to the membrane of the phagosome upon phagocytosis [83].
Early during infection, inbred mice strains can be separated as being resistant (DBA/2, C3H, CBA,
and C.D2) or susceptible (C57BL/6 and BALB/c) to mycobacterial infection; these two different group
of mouse strains have showed differential capacities of host macrophages to neutralize phagocytized
mycobacteria and to control microbial replication in host cells [84–86]. Susceptible mouse strains
infected with M. avium develop a more severe anemia (BALB/c) compared to a resistant mouse strains
(C.D2) [87]. Slc11a1 transports divalent metals such as iron and manganese across phagolysosomal
membrane and the susceptibility is caused by a single substitution in Slc11a1 conferring a null allele.
Similarly, the Slc11a1-deficient mouse strain showed an uncontrolled early phase of T cell-mediated
immunity with high intracellular bacterial replication, while the late phase was preserved [88–90].

The Slc11a1 metal transporter plays a role in the virulence of mycobacteria, however its function
is still controversial. Slc11a1 could either transport metals into the phagosome and exert a protective
effect against intracellular mycobacteria by triggering the production of NO and hydroxyl radicals and
the acidification of the microbe-containing phagosome, or Slc11a1 could transport metals out of the
phagosome, thus limiting the availability of essential metals [91]. In humans, a differential susceptibility
to mycobacterial infections, such as M. tuberculosis, is associated with SLC11A1 polymorphisms and
has been observed in a high-incidence community in South Africa [92–94].

4.2. Systemic Iron Homeostasis during Mycobacterial Infections

Hepcidin peptide, produced mainly by hepatocytes, is a master regulator of systemic iron
homeostasis [95,96]. Hepcidin binds to ferroportin, the sole known iron exporter, and induces
its internalization and degradation [97]. The increase in hepcidin reduces the level of ferroportin,
resulting in the inhibition of iron flux to blood circulation. The expression of the Hamp1 gene that
encodes hepcidin is upregulated by increased iron levels through TfR/HFE MHC class I-like protein
interactions and the Bmp/Smad pathway. Hepcidin is also upregulated upon inflammation through
LPS-induced stimulation and the IL-6 cytokine pathway [95,98] as well as by Smad signaling [95,98–103].
Other regulators of hepcidin have been identified, such as erythroferrone and heparin known as
negative regulators of hepcidin [104–106].

In mice, upon inflammation, high hepcidin levels decrease intestinal iron absorption and the release
of recycled iron from macrophages, inducing hyposideremia of acute inflammation that are associated
with low plasma iron and transferrin saturation [100,107]. Thus, upon inflammation, the increase in
hepcidin and lipocalin 2 levels promote hyposideremia and the development of anemia of inflammation
upon long-term infection or chronic disease [108]. The upregulation of hepcidin is an attempt to limit
iron bioavailability to pathogens and inhibit microbial growth. However, controversial results have
been observed regarding the expression of hepcidin during mycobacterial infection.

Macrophages infection with M. avium and M. tuberculosis, and mycobacterial components such
as Toll-like receptor agonists, have been shown to stimulate hepcidin expression in vitro [109,110].
However, in vivo, the levels of hepcidin mRNA have been observed to remain unchanged in wild-type
mice infected with M. avium while lipocalin 2 is upregulated. In mice, hepcidin mRNA levels even
decreases late post-infection in liver of wild-type mice infected with M. tuberculosis [111], while a study
of mice infected with M. bovis BCG indicated a late increase in hepcidin levels in liver [112].

Mycobacterial infection models using mice infected with M. tuberculosis, M. bovis BCG and
M. avium have revealed an increase in the expression of ferroportin mRNA [87,111,112]. Moreover,
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ferroportin overexpression in macrophages which promotes iron export leads to a lower mycobacterial
burden, lower iNOS production, and phagocytic ability compared to normal macrophages infected
with M. tuberculosis in vitro [113]. Mice given an iron rich diet and infected with M. bovis BCG
showed a lack of increase of ferroportin and higher iNOS expression compared to infected mice under
a replete diet [112]. These results suggest that a reduction in intracellular iron levels may interfere with
macrophage effector functions, such as NO production. Moreover, a human pilot study demonstrated
an association between polymorphisms in the ferroportin gene and tuberculosis susceptibility, providing
evidence of an interaction between iron distribution and mycobacterial growth [114].

4.3. Iron and Antimicrobial Peptides

The toll like receptor 4 agonist, LPS induces inflammation and a broad range of immune
mechanisms, including hypoferremia with low serum iron and transferrin saturation. In the late
1960s, Kochan et al showed that the serum from guinea pigs which received a LPS treatment has
a tuberculostatic effect in axenic culture [115]. Thus, it is likely that the synthesis of the iron regulatory
proteins hepcidin and lactoferrin upon inflammation play a dual role against mycobacterial infection
acting as an iron regulatory protein and an antimicrobial peptide.

Hepcidin was first isolated due to its antimicrobial properties [116,117]. Hepcidin is a peptide
that is structurally similar to β-defensin and exhibits a direct bactericidal effect against a broad
range of microorganisms, including mycobacteria [116,117]. Hepcidin is expressed at a basal level
from hepatocytes and upregulated by high levels of iron in the body; hepcidin expression is also
upregulated in hepatocytes and macrophages upon inflammation. Interestingly, hepcidin peptide has
been reported to be expressed and localized in mycobacteria-containing phagosomes and is associated
with a direct antibacterial activity against M. tuberculosis in vitro [109]. More recently, it has been
shown that M. bovis BCG infection in mice upregulates hepcidin in the liver and in macrophages [112].
The upregulation of hepcidin expression in macrophages may play a local role in iron distribution and
as an antimycobacterial defensin.

Some immune cells such as neutrophils have been described to contain important amounts of
antimicrobial peptides containing in granules such as antimicrobial peptides of the β-defensin and
cathelicidin families, myeloperoxidase, lactoferrin, and lipocalin 2. The infiltration of neutrophils
on the sites of infection at the early stage of infection is critical for host defence against M. bovis
BCG and M. tuberculosis mycobacterial infections due the presence of antimycobacterial peptides in
these cells [17]. Importantly, some of neutrophils antimycobacterial peptides have also a role in iron
homeostasis. For instance, lipocalin-2 secreted mainly by neutrophils, but also by epithelial cells
and macrophages binds to siderophores including mycobacterial mycobactins [118] and neutralize
their activity. Lipocalin 2 is a bacteriostatic agent that enhances phagocytic bacterial clearance in
macrophages and causes iron restriction to inhibit extracellular bacterial and mycobacterial such as
M. bovis BCG and M. tuberculosis growth; importantly, tissue bacterial loads have been described as
severe in lipocalin 2 knock-out mice in comparison to wild type mice [87,118–122]. Moreover, lipocalin
2 promotes neutrophil recruitment, which contributes to innate immunity to M. tuberculosis, an activity
associated with their antimicrobial properties [17].

5. Future Therapeutic Use of Iron in Mycobacterial Infections: Iron, a Friend or Foe

Mycobacterial infections are particularly difficult to treat due to their intrinsic impermeability,
intracellular localization, and low growth rate. To aid in the fight against mycobacteria, it is of great
importance that the crucial steps of infection be targeted including growth and entry into dormancy
and reactivation. Indeed, the roles of iron acquisition such as siderophore and hemophore pathways,
iron storage such as bacterioferritin expression and iron regulatory systems such as iron-based sensors
and redox sensors in the mycobacterial proliferation and virulence may suggest that the modulation
of iron levels could strengthen the host defense strategy and be used to develop new drug targets
against mycobacteria.
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Because the availability of iron appears to be critical for the growth of mycobacteria,
the development of drugs to weaken mycobacterial iron acquisition systems may negatively influence
mycobacterial viability and dissemination. However, because iron-deficient conditions upregulate
the production of siderophores, this condition would favor mycobacteria dormancy and may be
detrimental to eradicating mycobacteria.

Iron can also influence the activity of immune cells and cell metabolism, such as the generation of
ROS/NO toxic oxygen metabolites. Because iron plays dual roles in host defense, the modulation of
the iron status may be either beneficial or detrimental. Iron-based defense strategies seem promising
but require that all the consequences that may occur during infection and immune response are taken
into account. A summary of our current knowledge on the effects of iron on mycobacteria is presented
from different aspects of experimental procedure and human analysis.

5.1. Investigation of the Effect of Iron on Mycobacterial Growth in Host Cell-Free Culture

Several studies have confirmed the role of iron in mycobacterial growth in host cell-free culture.
High iron levels promote mycobacterial growth, while iron restriction yields ambiguous results.
Iron supplementation in host cell-free culture media promotes the growth of mycobacteria with higher
increase in growth for fast growing mycobacteria such as M. smegmatis compared to slow growing
mycobacteria such as M. tuberculosis and M. bovis BCG respectively [112,123–126]. Human serum
containing low iron-saturated transferrin (30%) and low serum iron concentration inhibits the growth
of mycobacteria such as M. bovis BCG in vitro, whereas mycobacterial growth increases with high
transferrin iron saturation, either from mice sera (60%) or guinea pigs (84%) [115,127].

Synthetic iron chelators and bacterial siderophores effectively remove iron from culture media
and blood, such as the natural siderophore desferrioxamine (DFO) from Streptomyces pilosus used to
treat secondary iron overload in humans. However, chelating agents are less effective at inhibiting the
growth of mycobacteria in host cell-free culture. The natural siderophore DFO, as well as chemical
chelators such as N,N’bis (2-hydroxybenzyl)-ethylenediamine-N,N’-diacetic acid (HBED), and the
1-amino-3-(2-bipyridyl)isoquinoline derivative VUF-8514 have showed a modest mycobacteriostatic
effect on M. avium and M. tuberculosis in host cell-free culture [112,124,128], whereas phytosiderophore
from the root-exudate of Tephrosia purpurea has demonstrated a strong effect on M. tuberculosis
growth [129]. The efficiency of iron chelators may reflect their efficacy at chelating iron but also
the countered effect of the induction of mycobacterial iron-acquisition systems in response to a low
iron level, a stress signal which increased the capacity of the mycobacteria to acquire iron. Thus,
iron restriction can either be detrimental for mycobacteria growth by starving mycobacteria or beneficial
by promoting an efficient iron acquisition.

Therefore, future iron-based therapeutic approaches should be based on developing new
compounds that directly inhibit the enzymes involved in siderophore biosynthesis or involved
in the downregulation of siderophore genes (for review [130]) or the alteration of heme-iron acquisition
pathway [131] or promoting the induction of endogenous siderophore ligands such as lipocalin 2,
which acts as a siderophore antagonist by inhibiting mycobacteria growth.

Strategically, the siderophore-mediated iron uptake pathway of mycobacteria, as well as the
heme uptake pathway, could be used as vehicle for the delivery of bactericidal molecules inside
mycobacteria. These pathways represent an important opportunity to pass through the cell wall barrier
of mycobacteria to import antibiotics to kill bacteria, this strategy is known as “Trojan horse” approach
to gain access to mycobacteria. Based on this feature to overcome the cell wall barrier characteristic of
mycobacteria, novel drug vectors can be formulated.

5.2. Investigation of the Effect of Iron on Mycobacterial Growth in Macrophages

Macrophages, the main host-cells of mycobacteria, restrict the growth and virulence of
mycobacteria compared to host cell-free culture [126]. Both IFNγ and LPS or a co-treatment activate
macrophages resulting in a decrease of mycobacteria growth [132], indicating that phagocytosis and/or
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cell immune response inhibits mycobacterial multiplication. The differential growth of mycobacteria
in cultured macrophages as a function of iron levels has been reported, but controversial results have
been observed.

Indeed, several studies have indicated that supplementation of mammal cell culture media
with free iron, ferrous sulfate or ferric ammonium citrate increases intracellular iron concentrations
and enhances the growth of the M. paratuberculosis, M. avium, M. bovis, and M. tuberculosis in
macrophages [112,126,128,132–134]. Similarly, to its effect on host cell-free culture, serum containing
apo-transferrin limits the growth of M. avium in macrophages, which can be prevented by transferrin
depletion or the addition of holo-transferrin (500 μg/mL) or iron (8–80 μg/mL of Fe2+) [135].
Other studies have showed that the supplementation of serum-free medium with apo-transferrin
(50–500 μg/mL; 1.7 mg/mL) or bovine lactoferrin (2 mg/mL; 0.5 mg/mL) inhibits M. avium, M. bovis,
and M. tuberculosis growth in macrophages [124,132,135]. Furthermore, the addition of the iron chelator
lactoferrin increases the mycobacteriostatic effect of IFNγ-activated macrophages, while iron citrate
(5 μM) or holo-transferrin (1.7 mg/mL) supplementation abrogates the mycobacteriostatic effect of
IFNγ-activated macrophages [128,132]. This result is also supported by a study indicating that iron
loading influences macrophage polarization towards M2 phenotype [136]. Thus, multiple host and
pathogen immune factors with dynamic interactions during mycobacterial infection could exhibit
beneficial or detrimental activities for mycobacterial virulence.

The metabolism of macrophage is differentially influenced with iron level exhibiting different
outcome of macrophage response to mycobacteria. A treatment of macrophages cell culture medium
with a huge amount of iron (500 μM of FeSO4) increases intracellular M. tuberculosis viability by
compromising macrophage functions such as superoxide production [123]. In contrast, a moderate
concentration of ferric ammonium citrate (10 μM) correlates with the production of reactive oxygen
species, an impairment in the uptake of M. bovis BCG within macrophages and a decrease of
bacterial growth [112]. We and others recently showed that iron influences the M1/M2 balance [136–
138], which plays an important role in the polarization of the immune response. Furthermore,
iron downregulates monocyte responsiveness by reducing IFNγ signaling [139] but also decreases
TNFα production and restricts M. tuberculosis growth [140]. Therefore, the level of iron in the cell
culture medium influences intracellular iron levels and cell activities modulating ROS formation and
cellular activities.

Iron chelators display varying inhibitory effects against the growth of mycobacteria and in
macrophage host-cells activities. Both DFO and silybin iron chelators exert a mycobacteriostatic effect
by reducing the growth and viability of extracellular M. avium or virulent M. tuberculosis. However,
DFO suppresses the effects of excess iron on M. tuberculosis growth in macrophage culture, while silybin
fails to prevent the effects of excess iron [123,128,133]. Indeed, DFO which does not enter into the cells,
acts primarily as an iron chelator and has little influence on intracellular parameters, whereas silybin
which enters into the host cells, inhibits the formation of superoxide anion radicals and nitric oxide,
acting as an antioxidant and anti-inflammatory compound that could promote the transport of iron
into mycobacteria [123,128,133,141]. Therefore, the level of iron plays a major role in the intracellular
growth of mycobacteria as a nutrient and in the control of gene expression to alleviate iron restriction,
but it also has a prominent role in cell defense activities, likely by promoting subsequent chemical
reactions requiring iron.

Upon infection with M. avium, M. tuberculosis, and M. bovis BCG, macrophages upregulate
hepcidin expression [110,112]. Furthermore, IFNγ-activated macrophages slightly upregulate hepcidin
expression, and IFNγ and mycobacteria infection synergistically induce high levels of hepcidin
expression [110]. In infected macrophages, hepcidin has been localized into the mycobacteria-containing
phagosomes [109]. The production of hepcidin could locally affect iron distribution with subsequent
elevated macrophage iron levels that may either create an iron-favorable environment for pathogens or
impair macrophage cytotoxic activity, although it could also have local antimicrobial activity. Therefore,
both roles of hepcidin on macrophage defense activities, and mycobacterial viability should be assessed.
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5.3. Investigation of the Effect of Iron on Mycobacterial Growth In Vivo

Iron supplementation promotes mycobacterial growth in cell-free culture but gives controversial
results in macrophages. Iron is important for mycobacterial growth as well as for macrophage
cell properties. In vivo, a complex relationship between iron levels and immune defense against
mycobacteria likely results from additional regulation of iron gene expression and immune cell
activities. Host iron levels also influence the expression of protein-associated iron in circulating blood
and in tissues. Indeed, iron depletion would decrease the expression of hepcidin and ferritin and
increase that of the iron-transport protein transferrin. Conversely, iron supplementation increases the
expression of hepcidin and decrease the levels of the iron-transport protein transferrin. Interestingly,
the infection-induced-inflammation also controls iron metabolism-related genes through the expression
of proteins that naturally control iron distribution by increasing the expression of the hormone
hepcidin, the iron-binding protein lactoferrin, and the siderophore-binding protein lipocalin 2 and
by decreasing the levels of the iron-transport protein transferrin, all of which contribute to anemia of
chronic inflammation to maintain bactericidal conditions. Therefore, the scientific rationale behind the
current attempts to use iron as therapeutic agent will require a thorough understanding of interaction
between iron and the immune response.

5.3.1. Investigation of the Effect of Iron on Mycobacterial Growth in Mice

In mice, experimental iron overload can be generated either via the enteral route using
an iron-enriched diet or drinking water or via the intraperitoneal route, which is typically accomplished
by injecting single or multiple dose of iron-complex. In wild-type mice that received multiple
iron-dextran injections (10 injections at 1.2 mg per mouse), M. avium (intravenous route 106 CFU)
growth was increased in the livers, lungs, and spleens of mice [133]. Similarly, iron-loading mice via
polymaltose ferric hydroxide injections (6 injections at 1.25 mg per mouse) allowed for significantly
enhanced bacterial burden of virulent M. tuberculosis (intravenous route 7.2 × 103 CFU) in the lungs and
spleens of mice compared to mice infected without iron loading [142]. The parenteral administration of
a high iron dose increases serum iron levels, transferrin saturation and tissue iron deposits. Therefore,
circulating iron provides high levels of iron for mycobacterial growth, and the bacteriostatic effect of
hyposideremia induced during the first step of infection may be compromised in the presence of high
circulating iron. In addition, tissue iron deposition may be toxic and detrimental to the host impacting
thus, the host ability to respond efficiently to infection.

Iron deprivation induced by a low iron diet (6.7 mg/kg for 2 weeks before infection) restricts
the growth of M. avium (intravenous route infection at 106 CFU) in the livers, spleens and lungs of
immunocompetent mice and immunodeficient beige mice [128]. However, mice under dietary iron
restriction or severe iron restriction (2 or 6 weeks at 2–6 ppm iron respectively) prior to M. tuberculosis
aerosol infection does not reproducibly affect mycobacterial growth in the lungs and spleens of
mice [111]. Moreover, iron restriction induced by intraperitoneal administration of chelators DFO or
HBED in wild-type mice shows small effect on the inhibitory activity of M. avium in mice, possibly
because chelators have little impact on the iron status [128]. Similarly, extracellular iron depletion by
intranasal administration of lactoferrin (1 mg/mL twice a week) did not alter the M. tuberculosis burden
in wild type mice 22 days after infection [124]. Compared to wild-type mice, lipocalin 2-deficient
mice are highly susceptible to intratracheal M. tuberculosis infection, with increased bacterial growth
observed in alveolar epithelial cells indicating that lipocalin 2 efficiently reduces iron level and inhibits
the growth of mycobacteria [120].

An experimental iron overload mouse model generated by iron administration via drinking water
(25 mg/mL) and aerosol infection with M. tuberculosis has been shown to exacerbate mycobacterium
replication in tissues compared with infected control mice [124]. However, aerosol infection with
M. tuberculosis in mice after intraperitoneal iron dextran injection (20 mg), which causes high serum iron
levels and iron loading in parenchymal cells and macrophages, did not exhibit significant differences
in bacterial burdens in the lungs and spleens of mice [143]. Furthermore, mice fed with a mild

226



Pharmaceuticals 2019, 12, 75

iron-loaded diet over a long period of time, showed an increased transferrin saturation but mild tissue
iron deposits in hepatocytes, which was associated with a decreased mycobacterial burden in liver
after an intravenously infection with M. bovis BCG compared to uninfected mice [112]. Therefore,
the iron distribution and the level of iron overload, as well as the route of iron administration,
may yield contradictory results. For future therapeutic design, prospective studies are required
to separate the early and long-term effects of circulating iron increase and tissue iron increase on
mycobacteria virulence.

The lack of hepcidin which exhibited severe iron overload did not influence significantly
M. tuberculosis growth in vivo although, in wild-type mice, a decrease in hepatic hepcidin mRNA
levels was observed after M. tuberculosis aerosol infection [111]. Conversely, an upregulation of hepcidin
gene expression was observed after an intravenous M. bovis BCG infection [112], indicating that the
expression of hepcidin may depend on the route of infection, the level of mycobacteria inoculation and
the virulence of mycobacteria. Eventually, it was shown that hepcidin is selectively protective against
siderophilic extracellular pathogens but has no effect on intracellular pathogens [143].

The HFE gene encodes the α chain of the MHC class-I like molecule that associates
with the β-2-microglobulin chain, and HFE gene defects are the primary cause of hereditary
iron overload (hemochromatosis) in humans [99]. Due to the lack of hepcidin expression,
Hfe-deficient mice are characterized by iron deposit, notably in hepatocytes, but low iron levels
in monocytes was reported [95,144,145]. A more severe phenotype of iron loading is observed in
β-2-microglobulin-knockout mice [146]. Both Hfe and β-2-microglobulin knockout mice exacerbated
mycobacterial growth after infection compared to wild-type mice, although Hfe deficient mice exhibited
lower bacterial loads than β-2m KO mice [124,146]. In addition, MHC-class I-knockout mice are
far less susceptible to M. tuberculosis than β-2-microglobulin-knockout mice [147], and the depletion
of CD8+ T cells does not affect the susceptibility of Hfe-knockout mice to M. avium infection [146].
Furthermore, β-2-microglobulin-knockout mice treated with lactoferrin have decreased bacterial loads
after mycobacterial infection compared to wild-type and MHC-I-knockout mice [124]. The hypothesis
that iron overload increases the risk of active tuberculosis susceptibility is in contradiction with the
results obtained using hepcidin knockout mice in mouse model of M. tuberculosis infection [111,143].

The modulation of the T cell immune response plays a pivotal role in mycobacterial growth and
virulence. The activation of lymphocytes T CD4+ Th1-polarised cells is important for the control of
intracellular mycobacteria, although CD8+ cytotoxic T cells also play a role in the immunity against
mycobacteria. A recent study showed that infected mice with M. bovis BCG and fed moderately with
enriched iron diet exhibited enhanced CD8+-T cell recruitment to granulomas [112]. In this model,
despite an increase of iron levels, also present in macrophages unlike the hepcidin knockout mouse
model, the mycobacterial burden is affected. Thus, specific localization of iron in tissues may be crucial
to cell defense activities preventing the growth of mycobacteria in vivo.

5.3.2. Investigation of the Effect of Iron on Mycobacterial Growth in Human

In humans, several reports have highlighted the influence of iron levels in the body on the outcome
of M. tuberculosis infection. Iron overload or deficiency can have various causes in human populations,
and conflicting observations have been reported. Most of these reports have come from African
populations in which tuberculosis is highly prevalent. Studies of several cohorts revealed that high
iron levels in the body correlate with an increase of M. tuberculosis pathogenicity.

Iron overload resulting from an increased dietary intake is common in sub-Saharan African
adults in rural populations due to the intake of traditional fermented beverage with a high iron
content. This affliction is characterized by prominent iron depositions in both macrophages and hepatic
parenchymal cells, which is different to the parenchymal iron loading that is predominantly observed
in individuals with HFE hemochromatosis. The iron overload disorder in the sub-Saharan African
population is associated with a poor outcome in patients with tuberculosis [148,149]. In addition,
from postmortem analyses of adults from southern Africa, splenic iron overload was significantly
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associated with death from tuberculosis, with hepatic iron levels having a lower association, suggesting
that excess iron may impair the cytotoxic activity of macrophage [150].

Tuberculosis is a common opportunistic coinfection in human immunodeficiency virus
(HIV)-infected patients, especially in sub-Sahara African countries where HIV is highly prevalent.
A cohort study of uninfected or HIV-infected individuals from Zimbabwe, where dietary iron overload is
prevalent revealed that increased dietary iron with increased serum ferritin concentrations is associated
with a 3.5-fold increase in the estimated odds of developing active tuberculosis after adjusting for
HIV status while HIV seropositivity is associated with a 17.3-fold increases risk [151]. The impaired
function of T-cells in HIV-infected patients and the combination with dietary iron overload increase
the risk for developing virulent tuberculosis. Therefore, it appears that decreasing the prevalence of
dietary iron overload in African populations would be beneficial. However, a retrospective analysis
from an HIV-infected human cohort from Gambia revealed a significantly greater risk of developing
tuberculosis in patients having lower serum transferrin, iron, and hemoglobin, and higher levels of
ferritin and hepcidin [152]. In these patients, the elevated hepcidin levels and iron distribution may
result from chronic infectious and inflammatory conditions or dietary iron insufficiency, which are both
widespread in sub-Saharan African populations and considered as an important contributing factor to
anemia [153,154]. Iron supplementation in adult males with pulmonary tuberculosis associated with
mild to moderate anemia improves serum iron markers and accelerates the resumption of hematopoiesis
in the initial phases of treatment, although it has no influence in the growth of mycobacteria or the
clinical outcome of tuberculosis [154]. Therefore, iron supplementation to treat iron deficiency anemia
in malnutrition populations would unlikely increase the risk of developing tuberculosis.

Iron deficiency may restrict mycobacterial proliferation but be detrimental for the host. Nutritional
iron deficiency is the primary risk factor for developing iron deficiency, with or without concomitant
anemia and is highly prevalent in most developing countries but often obscured by infections and
inflammatory disorders that are common in the same populations. A study of a cohort from Tanzania
suggested that anemia and/or iron deficiency is positively associated with an increased risk of death
and tuberculosis recurrence. Indeed, iron deficiency without anemia was observed to be associated
with a 2.89-fold increase in the risk of death, while anemia without iron deficiency and iron deficiency
anemia was associated with 2.72-and 2.13-fold increased risk of death [155]. Malnutrition, especially
when associated with subsequent iron deficiency, modulates immune responses, and affects host
defenses against M. tuberculosis [156]. Iron is required for proper cell immune functions, and iron
deficiency has been shown to compromise cell-mediated immunity. Iron deficiency reduces the number
of T-cells and the T cell-induced proliferative response [157–159] which can be reversed by the oral
or parenteral administration of iron [157,160]. Iron status also modulates cytokine expression profile,
leading to immune system impairments and influencing immune response. Indeed, iron-deficient
patients show altered activation capability of T-cells and expression of cytokines, with decreased
production of IL-6, IL2, IL1, TNFα, IFNγ, and IL-12p40 and increased production of IL-4 and IL-10
compared to cells from healthy individuals [161–163]. A recent publication has shown that a mutation
in TFRC that hinders TfR1-mediated iron internalization, results in defective T and B cell proliferation
as well as an impairment of class-switching which is known to be critical for antibody production [164].
Therefore, future therapeutic design should take in consideration that iron modulation influences
macrophages polarization and Th1/Th2 cytokine balance. This therapeutic design should also consider
the influence of other factors such as the diet, co-infection consequences (co-infection with HIV and
malaria), inflammatory disease, other causes of anemia without iron deficiency, and even microbiota
which can influence significantly iron absorption [165].

6. Conclusions

To combat and eradicate mycobacteria, it is of great importance to tackle the critical paths
of a successful infection, including growth, the establishment of mycobacterial dormancy, and
mycobacterial escape of immune containment, which determine the outcome of the disease. Iron
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has either beneficial or detrimental roles in mycobacteria infection, as it is involved in mycobacterial
virulence and in the immune cell response of the host. The overall benefit of iron supplementation
or deprivation in combating mycobacterial infections may have significant implications for clinical
management of individuals at high risk of mycobacterial infection in many developing countries, in
coinfection situations, and in iron-deficient or iron overload populations. Conflicting data have been
reported on the influence of iron levels on mycobacterial infection outcomes in vivo, which may result
from factors affecting iron status, iron distribution and the efficiency of the immune response.

Diet iron supplementation could have a biphasic effect depending on the level of iron status in the
host and its distribution in the context of mycobacterial infection. After a thorough literature review,
we have identified and modelized in Figure 7 two different effects of iron supplementation on host
during mycobacterial infection. As shown in Figure 7, moderate iron supplementation in host could
exhibit an “iron benefit window” shown in green during mycobacterial infection. This short window
of the beneficial effect of iron supplementation is associated with a moderated reactive oxygen species
induction and an increased immune cell response that may attenuate inflammation and mycobacterial
burden. Another benefit of this treatment would be the promotion of local hepcidin production,
for which anti-mycobacterial proprieties have been described. It is clearly admitted in the literature
that a lack of iron may increase the chance of getting an infection, thus it is possible that having
a normal–high level of iron could be beneficial for the host in term of preventing mycobacterial infection
and having a boosted immune response against infection. Beyond the maximum threshold of the “iron
benefit window”, iron supplementation may be detrimental for the host and benefit mycobacteria
as shown in red in Figure 7. In this context, iron supplementation promotes bacterial growth and
inflammation in response to mycobacterial infection resulting in a poor outcome and a susceptibility of
host to infection.

Figure 7. Suggested model of biphasic effect of iron supplementation during mycobacterial infection.
A moderate concentration of iron supplementation can have a benefit effect for host during mycobacterial
infection (shown in green). However, at high concentration of iron supplementation, iron can be
beneficial for mycobacteria promoting growth and virulence (shown in red).

The future therapeutic use of iron as a pharmaceutical tool to treat or prevent mycobacterial disease
will require delineation of the host iron benefit window in the context of infection. Iron treatment
should be designed based on the concentration that neither induces host tissue damage as iron overload
nor promotes mycobacterial growth. The host iron benefit window should be restrained, and its
effectiveness may depend on the level of mycobacterial burden, co-infections and diet habit of host.
It might be useful to design personalized co-treatment options against mycobacterial infections such
as the combination of iron treatment with traditional drugs used in tuberculosis treatment, such as
isoniazid/rifampicin, and determine whether iron status affects the efficacy of the chemotherapy.
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Abstract: Controlling the sources of Fe available to pathogens is one of the possible strategies that
can be successfully used by novel antibacterial drugs. We focused our interest on the design of
chelators to address Mycobacterium avium infections. Taking into account the molecular structure of
mycobacterial siderophores and considering that new chelators must be able to compete for Fe(III),
we selected ligands of the 3-hydroxy-4-pyridinone class to achieve our purpose. After choosing the
type of chelating unit it was also our objective to design chelators that could be monitored inside
the cell and for that reason we designed chelators that could be functionalized with fluorophores.
We didn’t realize at the time that the incorporation a fluorophore, to allow spectroscopic detection,
would be so relevant for the antimycobacterial effect or to determine the affinity of the chelators
towards biological membranes. From a biophysical perspective, this is a fascinating illustration of the
fact that functionalization of a molecule with a particular label may lead to a change in its membrane
permeation properties and result in a dramatic change in biological activity. For that reason we believe
it is interesting to give a critical account of our entire work in this area and justify the statement
“to label means to change”. New perspectives regarding combined therapeutic approaches and the
use of rhodamine B conjugates to target closely related problems such as bacterial resistance and
biofilm production are also discussed.

Keywords: fluorescent iron chelator; 3-hydroxy-4-pyridinone; fluorophore; rhodamine; membrane
interactions; bacteria; antibacterial activity

1. Introduction

1.1. Chelators and Iron

Numerous transition metal ions have proved to be essential for life, though it is well known that
transition metals can be toxic. Living organisms have resolved this paradigm by incorporating metal
ions in complex biological structures and by developing highly complex regulatory mechanisms to
keep the amounts of “free metal ion” available at any time very tiny, thus counteracting toxicity [1].

Chelation is a type of bonding normally used to bind metal ions to biomolecules, namely proteins
and nucleic acids, as well as to uptake and/or deliver metal ions. A chelator is a ligand (molecule or
anion; Lewis base) that has the capacity to bind a metal ion (Lewis acid) through at least two coordinate
bonds. The chemical entity that is formed upon chelation is designated a metal-chelate. There is a large
variety of molecules that can act as chelators and which use for chelation: (a) different types of atoms
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(O, N, S) providing different coordination spheres and (b) different number of atoms (2, 3, 4, 6, etc.)
being classified as having different denticity (bidentate, tridentate, tetradentate, hexadentate, etc.).

The affinity of a chelator for a selected metal ion, in a particular oxidation state, is defined by
the stability constant (Log β) of the respective metal-chelate measured in standard thermodynamic
conditions. The enhancement of stability, provided by replacement of ligands of lower denticity by
chelators of higher denticity is known as the chelate effect [1].

It is important to bear in mind that, upon chelation the redox potential of the metal ion and
protonation constants of the chelator are altered. In the case of iron (Fe), the first characteristic is
particularly important since it allows the fine-tuning of redox potentials by choosing the appropriate
ligands thus making it suitable to participate in electron transfer chains and providing an approach to
diminish toxicity.

Iron is one of the most abundant elements in Earth’s crust, and the most abundant transition metal,
being an essential micronutrient for all living organisms [2], with the exceptions of Lactobacilli and
Borrelia burgorferi [3–5]. Despite its abundance, the geological availability of Fe is compromised by the
fact that the element exists in insoluble chemical forms making its uptake extremely difficult to living
organisms. Bacteria and plants obtain iron from the environment by chelation, whereby the element is
chemically bound to another substance (siderophore) making the whole complex (Fe-chelate) soluble
and available.

Siderophores are chelators produced by living organisms to acquire Fe from the environment in
response to a need of the element. More than 500 siderophores have been described and the chemical
structure of approximately 260 siderophores is known [6]. Most siderophores are hexadentate chelators
bearing hydroxamate (such as desferrioxamine) or catecholate units (such as enterobactin) for which
the values of the Fe(III) stability constants are in the range 30 < (Log β) < 49. The latter values are ca 20
orders of magnitude higher than those regarding the corresponding Fe(II) chelates thus favouring the
release of the metal ion by reduction, a common step in the delivery of Fe into cells [7]. At this point
it must be mentioned that, in physiological conditions, judgement of the effectiveness of a chelator
to withdraw Fe(III) from the environment is better achieved by comparison of the respective pFe(III)
(-log[Fe(III)]) values, which are calculated considering pH 7.4, a total ligand concentration of 10−5 M
and a total Fe(III) concentration of 10−6 M [8] in opposition to the standard thermodynamic conditions
considered for the determination of the stability constant (Log β) [9].

Iron is a cofactor in metalloproteins, and is involved in essential biological functions, from DNA
biosynthesis and transcription to energy production and central metabolism [10]. The suitability of Fe
arises from its unique physico-chemical properties to act in electron transfer, namely the possibility
of existing in various oxidation states and the extreme variability of its redox potentials, which can
be fine-tuned upon chelation [11,12]. Nevertheless, this redox activity can also be pernicious if the
element exists in chemical forms with redox potentials that allow their participation in the generation
of reactive oxygen species (ROS) [13].

The maintenance of Fe homeostasis demands a tight control of intracellular and systemic iron
levels, which is achieved through sophisticated regulatory mechanisms [14]. Disruption of Fe
homeostasis has consequences in the physiopathology and clinical evolution of a significant number
of diseases in all medical areas. In clinical practice, and depending on the disease, various therapeutic
approaches are used to regain Fe homeostasis and chelation therapy is one of the currently available
choices [15–19].

The need to control Fe levels by chelation, in Fe unbalance related diseases, has prompted
chemists to synthesize several types of chelators and the increasing knowledge about Fe metabolism
and identification of specific targets, has been providing important feedback to the design of new and
more effective chelators.

Natural and synthetic Fe chelators have first been used to treat iron overload diseases and at
present three types of chelators (desferrioxamine (DFO), desferasirox (DFX) and deferiprone (DFP))
(Figure 1) are used in clinical practice [18,20–22]. The use of Fe chelators has been extended to address
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the control of Fe levels in other disease scenarios in which a disruption of Fe homeostasis has been
identified such as inflammation, infection, cancer, neurodegenerative processes and diabetes [23–25].

Although we recognize the importance of the use of chelation therapeutic approaches in many
diseases in this work we will focus on infection, particularly on mycobacterial infection.

 
Figure 1. Iron chelators in clinical use: desferrioxamine B (DFO), deferasirox (DFX) and deferiprone (DFP).

1.2. Iron and Infection

The sharp control of transition metal ion concentration is of extreme importance in infection
scenarios since transition metals are also nutrients for the invading pathogens. As referred above,
living organisms counteract transition metal ion toxicity through mechanisms that maintain very
tiny amounts of free metal ion available for redox cycling. Similar mechanisms seem to be used by
living organisms to withhold nutrients from invading pathogens in a process, which has been termed
“nutritional immunity” [26,27].

In fact, it has been described that the withholding of Fe is one of the primary defence mechanisms
against pathogenic invaders [26,28]. The competition for Fe between pathogens and their hosts
is dramatic and pathogenic bacteria have developed survival strategies like residing in specific
intracellular niches within the host cell and the ability to use the host Fe sources. Mycobacteria,
namely M. tuberculosis and M. avium, are examples of intracellular pathogens, being able to inhibit the
maturation of phagosomes and taking profit of the host Fe acquisition mechanisms [29].

An increase in the susceptibility to infection was observed in patients suffering from Fe overload
related diseases [30]. Due to the high levels of iron available in Haemochromatosis, the disease
has been associated with an increased susceptibility to infection by several bacteria [27] such as
Yersinia enterocolitica [31] and Vibrio vulnificus [32]. High levels of iron acquired from the diet lead
to an exacerbation of M. tuberculosis infection symptoms in both humans and mice [33]. Moreover,
it has been shown that iron overloaded haemochromatosis protein (HFE) deficient mice are more
susceptible to M. avium infection [34]. These findings were reproduced in macrophages isolated from
mice and infected with M. avium [35]. Several studies correlate the iron status in AIDS patients and the
susceptibility to mycobacterial infections and experiments have shown that iron overload increases
mycobacterial growth in immune-deficient mice [35,36], and iron redistribution towards macrophages
in AIDS patients was shown to favour the progress of tuberculosis [37].

Taking advantage of the knowledge on the iron-related interplay between host and the pathogen
and the evidence of a nutritional immunity, the development of many different antibacterial approaches
based on the destabilisation of iron concentrations accessible for bacteria have been reported [26,38–40].

Amongst others, the process of iron acquisition represents one of the pathways, which can be
successfully targeted by new antibacterial drugs and restriction of Fe was shown to improve the
outcome of a number of infectious diseases including mycobacterial infections [29,41–44].

Considering that bacteria produce siderophores to gain access to iron from their environment one
of the obvious choices to intervene in Fe acquisition is the administration of synthetic chelators that
are able to compete with the natural ones. Preferably, from the chemical point of view the structure
of new antimicrobial agents should differ from that of natural siderophores in order to prevent the
recognition and uptake of the iron-chelate by the pathogens.
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1.2.1. Iron Chelation—A Therapeutic Tool to Tackle Microbial Infection?

Several reports have been produced, suggesting the application of chelation therapy for the
control of infections [29,38,45–48].

The effect of iron chelators in the treatment of bacterial infections has been extensively investigated
and one of the first molecules studied was 8-hydroxyquinoline and its related ligands [49]. Some
chelators such as EDHPA, EDTA and DTPA have shown activity against Gram-positive and
Gram-negative bacteria (reviewed in [50,51]). The effect of iron chelators against bacterial biofilms
has also been proved, for instance in the biofilms produced by Pseudomonas aeruginosa [52–55] or
Staphylococcus aureus [56].

The extensively used DFO and DFX have demonstrated antibacterial effect in a numerous range of
bacterial pathogens [57–60]. However, these ligands offer some drawbacks. DFX is a tridentate ligand
and consequently has lower iron affinity than most bacterial siderophores, which are hexadentate
ligands. DFO is a hexadentate natural siderophore and some pathogenic bacteria possess specific
receptors for capturing the iron loaded chelator and use the metal ion for their own growth [59,61,62].

To overcome these disadvantages, the antimicrobial activity of chelating units, which are not
present in natural siderophores, such as 3,4-HPO ligands, has been considered. DFP has shown
efficacy against several bacteria, such as S. aureus and P. aeruginosa [59,62–64]. Other 3,4-HPO, have
shown in vitro inhibitory activity against several Gram-positive and Gram-negative bacterial species,
including S. aureus, P. aeruginosa and Escherichia coli [40,65–70].

1.2.2. Mycobacterial Infections

Mycobacteria

Mycobacterium is a genus of bacteria that comprises several species, such as Mycobacterium
tuberculosis and Mycobacterium leprae, responsible for tuberculosis and leprosy. Other mycobacteria are
responsible for opportunistic infections in humans and other animals, namely Mycobacterium avium.
M. avium complex (MAC) includes M. avium and also the non-tuberculous mycobacteria, such as
Mycobacterium intracellulare.

Mycobacterium species can be classified in different groups, according to their growth rate, as
slow growers and fast growers. Both M. tuberculosis and M. avium are slowly growing mycobacteria
while other mycobacteria, such as M. smegmatis comprises the fast growers group [71]. Mycobacteria
can also be classified according to their morphotypes as smooth or rough, transparent or opaque.
The smooth transparent morphotype is usually related with virulence in mouse while the rough
opaque morphotypes was found in AIDS patients [72].

Both, the lipidic composition and the cell envelope architecture contribute to the pathogenicity of
these microorganisms [73]. Mycobacteria’s cell envelope is a unique and complex structure composed
by the plasma membrane, the cell wall and the capsule (Figure 2) [74].

The lipidic composition of the plasma membrane includes different phospholipids and glycolipids
embedded in the plasma membrane, Mycobacteria are unusual Gram-positive bacteria in which the
cell wall contains peptidoglycan covalently bound to arabinogalactan esterified with long chain
mycolic acids. The more external layer of the mycobacterial cell envelope, the capsule, is predominantly
composed by glycoproteins, arabinomannan and mannan derived polysaccharides [74,75]. The particular
characteristics of the cell envelope, mainly hydrophobicity and impermeability, contribute to the
virulence of mycobacteria, constituting a barrier that compromises the uptake of many antibiotics.
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Figure 2. Schematic representation of the cell envelope of pathogenic mycobacteria (A, adapted
from [74]); Structure of mycobacterial siderophores: Mycobactin T produced by M. tuberculosis (MB T);
Carboxymycobactin synthetized for M. avium, M. tuberculosis e M. bovis (n = 2–9); Exochelin MS
produced for M. smegmatis. (B, adapted from [76–78]).

Both M. tuberculosis and M. avium are facultative intracellular pathogens that reside primarily
inside mononuclear phagocytes, namely monocytes and macrophages. These pathogens grow
inside vacuoles, the phagosomes, and developed several strategies to survive and resist to host
defenses [79–81].

To ensure survival and replication inside the phagosome in infected macrophages, mycobacteria
developed strategies to retard phagosome maturation, namely by manipulating the host cell endocytic
pathways in order to prevent the fusion of the phagosome with late endosomes and lysosomes [79,82].
Thus, the mycobacteria-containing phagosomes remain with characteristics of an early endosome.
The levels of ATPase are low and the vacuole is not acidified (the neutral pH value is maintained).

Mycobacterial Siderophores

Mycobacteria have developed systems for sensing and regulating iron levels in the intracellular
medium. They produce siderophores for iron acquisition and transport and also synthesize proteins
to store the iron recruited from the host [83]. Mycobacteria differ from other bacteria by being able
to produce different types of iron ligands, namely lipophilic molecules restricted to the cell envelope
(mycobactins) and polar extracellular siderophores (carboxymycobactins and exochelins) [83,84] (Figure 2).
M. leprae is an exception, lacking the gene cluster (mbt) responsible for the synthesis o mycobactins [85].
Non-pathogenic species, such as Mycobacterium smegmatis and Mycobacterium neoaurum, produce
exochelins while pathogenic mycobacteria synthesize carboxymycobactins [86,87]. Mycobactins are
salicylate-containing siderophores, which are acylated with long chain fatty acids in order to remain
associated with the bacterial membrane. The extracellular siderophores are exochelins, which have a
peptide-based structure, and/or carboxymycobactins, in which the long alkyl chain of mycobactin
is substituted with a short carboxylated acyl chain (Figure 2). Mycobacterial siderophores are
hexadentate ligands possessing chelating units based on the phenyloxazolidine ring, ornithine- derived
hydroxamates and salycilates [86]. In addition to their specific siderophores, mycobacteria produce
salicylic and citric acids which may also play a role in iron acquisition [88].
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After production of siderophores and chelation of iron, mycobacteria uptake this element for
usage or storage and the mechanism of transport differs according to the type of siderophore and its
localization. Mycobactins, located in the membrane, provide high stability constants for the formation
of the Fe complex (Log β ~ 31) [89] and these siderophores are able to remove iron from host proteins,
such as transferrin and ferritin. However, due to their localization, the access to these proteins is
difficult sometimes compromising acquisition of such iron sources. Thus, mycobactins bind iron
previously bound by carboxymycobactins, which are extracellular siderophores, and then transfer the
element through the bacterial membrane [76,87].

Several mechanisms to acquire and transport iron bound to mycobactins have been proposed
and in an interesting study Groves et al. [83,90] suggest that mycobactins may diffuse into the
host macrophage and then mobilize iron available in the intracellular pools of the macrophage.
The ferri-mycobactins are then associated to lipid droplets and return to the phagosomes.

In the case of exochelins, these ligands are able to transport iron through the cell membrane [86,91].
Exochelins, like carboxymycobactins, may also transfer iron to mycobactins. Moreover, it is also
described in the literature that exochelins are taken up by active transport and access iron from ferritin,
Tf and Lf [76,92].

Iron Chelators to Control Mycobacterial Infection

The use of chelators to control mycobacterial infection by iron deprivation has been successfully
tested (reviewed in [16,42]). The use of chelators to restrict the iron available for mycobacterial growth
has been reported [87], namely for M. tuberculosis [43,93] and M. avium [42,89,94,95].

DFO has been used to inhibit Mycobacterium aurum growth [96] and another study suggested
that DFO in combination with silybin, an iron-chelating agent from plants, was able to reduce the
extracellular growth of M. tuberculosis. However, both of these chelators induced slightly effects on
the reduction of in intracellular growth of the pathogen [97], DFO also inhibited biofilm formation by
M. smegmatis and M. bovis BCG [98].

Other ligands, namely spiro pyridopyrrolizines, pyrrolidines [99] and 4H-pyrano[3,2-c]pyridine
derivatives [100], have been tested and the results have shown that the compounds are effective to
inhibit the in vitro growth of M. tuberculosis. Spiropiperidin-4-ones derivatives also inhibited the
growth of M. tuberculosis, both in vitro and in vivo [101]. 2-Hydrazinopyrimidin-4(3H)-one derivatives,
have been tested against M. tuberculosis and several molecules have shown antimycobacterial
activity [102].

The antimycobacterial activity of different chelators, namely DFO, HBED, dDFT and VUF-8514
against M. avium were investigated [42]. The results show that DFO, HBED e VUF8514 inhibit
mycobacterial growth in axenic conditions and HBED and DFO also inhibit M. avium intramacrophagic.
In vivo, the administration of DFO or HBED had small effect on the growth of the pathogen.
Considering that inhibition of mycobacterial growth was observed in mice fed with a low iron diet,
the authors assume that the limited effect of the chelation therapy is a consequence of a lack of efficacy
of currently available chelators, stressing the requirement for new molecules, which can target the
intracellular compartments where mycobacteria proliferate [73].

Also, the study of the effect of DFP and other 3,4-HPO, namely L1Net, L1NPr and L1NAll in
in vitro studies revealed that the influence of the chelators in the replication of M. avium might depend
on the tested concentration. Chelators enhanced intracellular and extracellular growth of M. avium
at low concentrations. However, at high concentrations, they are effective in the control of M. avium
infections [103].

Functionalized tetrahydro-4(1H)-pyridinones have been synthesized and tested revealing in vitro
activity against M. tuberculosis [104]. These studies, although demonstrating the effectiveness of an
iron deprivation strategy to fight proliferation of mycobacteria also pointed out the necessity to design
chelators with physico-chemical properties which allow them to reach the infection targets.
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Moreover, at the starting point of our work little was known about the cellular distribution of
previously tested chelators thus suggesting the need to synthesize molecules that could be followed
inside the cell in order to monitor the chelators pathways inside the cells.

Our research group has designed 3,4-HPO chelators to address M. avium infection and performed
studies concerning their antimycobacterial activity, interaction with biological membranes and cellular
distribution. In this work we discuss the design of chelators, structure activity relationships, combined
therapeutic approaches and forthcoming perspectives regarding other bacterial infection scenarios.

2. Design of 3-Hydroxy-4-pyridinone Chelators to Address Mycobacterial Infections

2.1. Overview

The design of new antibacterial drugs with diverse modes of action is crucial to counteract
bacterial resistance [105–107]. Within this scope, several studies demonstrated that iron deprivation
induced by chelators could be a strategy to inhibit the proliferation of pathogenic bacteria but more
effective iron chelators able to reach the infection targets are needed.

We focused our interest in the design of chelators to address mycobacterial infection, in particular
infection by Mycobacterium avium. Considering the molecular structure of mycobacterial siderophores
and bearing in mind that in order to compete for Fe different chelating units, that originate chelators
with higher affinity for Fe(III) are necessary, we selected ligands of the 3-hydroxy-4-pyridinone class to
achieve our purpose. This class of chelators and their complexes have proved to be useful in several
fields of application [95,108–111]. In what concerns biomedical applications [112,113], Deferiprone
(1,2-dimethyl-3-hydroxy-4-pyridinone) is one of the ligands in clinical use to treat iron overload in
thalassemia major patients [114–117].

After choosing the type of chelating unit it was also our objective to design chelators that could be
monitored inside the cell and for that reason we designed chelators that could be functionalized with
fluorophores. We didn’t realize at the time that the incorporation a fluorophore would be relevant for
the antimycobacterial effect or determine the affinity of the chelators towards biological membranes.
From a biophysical perspective, this is a fascinating illustration of the fact that functionalization of
a molecule with a particular label, to allow spectroscopic detection, may lead to a change in the
membrane permeation properties of the molecule and result in a dramatic change in biological activity.

Interesting works calling the attention for the alterations introduced by fluorophore labelling have
been reported [118–125] for cell penetrating peptides (CPP) [123]. Two of the works [118,126] regard
the antibacterial properties of rhodamine B-conjugated gelsolin-derived peptides and describe the
importance of rhodamine B fluorophore on the interaction of the peptides with the bacterial membrane.
The authors demonstrate the existence of a positive correlation between the surface pressure activity
of the peptides and its antibacterial function, which is based on membrane disruption.

More recently, two elegant studies report the influence of fluorophore labelling on the cellular
distribution and cell viability of a set of CPPs [120] and on their interaction with biological
membranes [122]. The studies point out the importance of the fluorophore labeling on the alteration of
physicochemical properties and demonstrate the existence of correlations between: (i) physicochemical
properties and uptake and toxicity of the CPPs [120] and (ii) physicochemical properties and mode
and degree of interaction of CPPs with biological membranes [122]. In the latter study it has been
found that the most hydrophobic compounds are those that induce the highest membrane disturbance.
For the above reasons we believe it is interesting to give a critical account of our entire work in this
area and justify the statement “to label means to change”.

2.2. 3-Hydroxy-4-pyridinone (3,4-HPO) Chelators

3-hydroxy-4-pyridinones are N-heterocyclic compounds in which two adjacent carbonyl and
hydroxyl groups provide the two potential coordinating oxygen atoms that confer the characteristics of
a bidentate chelator (Figure 3). The 3,4-HPO ligands display superb chelating properties for M(III)
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and M(II) metal ions and form M(3,4-HPO)3 and M(3,4-HPO)2 neutral metal ion chelates. Since the
structure of 3,4-HPO ligands allows modification of their hydrophilic/lipophilic balance (HBL) without
significantly changing their metal ion affinity, these ligands are particularly suited for biomedical
applications. The variation of the HBL of the ligand is also reflected in their corresponding M-chelates.

The versatile chemical structure of 3,4-HPO bidentate chelators has prompted their extensive
use as chelating units to synthesize chelators with higher denticity (such as tetra- and hexadentate
chelators) [89,95,112,113,127,128].

 
Figure 3. General formula of the 3,4-HPO bidentate chelating unit.

2.3. Anti(myco)bacterial Effect in Intramacrophagic Growth of M. avium

In order to perform a systematic study of 3,4-HPO chelators, and taking into account the results of
a previous study regarding the inhibition of intramacrophagic growth of M. avium [42], we organized
experiments to screen the influence of several properties of the chelators such as denticity, lipophilicity
and structure of anchor molecules used to produce hexadentate chelators.

The results showed that, like deferiprone, none of the seven N-alkyl and N-aryl bidentate chelators
was able to inhibit intramacrophagic growth of M. avium. Since the chelators tested exhibit variable
lipophilicity we ruled out or the influence of the substituents for this first group of chelators [94].
Hexadentate chelators were synthesized using three types of anchor to bind the chelating bidentate
units. One of the anchors (CP256, Figure 4) is based on a tetrahedral carbon atom thus providing an
extra binding site further functionalization. This possibility was ideal for the synthesis of fluorescent
chelators and being so, compounds labelled with rhodamine B (MRH7 in Figure 4, referred as
CP777 in reference [94] and as ligand 4 in reference [89]) and fluorescein derivatives (CP851, CP852,
Figure 4) were synthesized and tested against M. avium intracellular infection of bone marrow-derived
macrophages (BMM).

 
Figure 4. Formulae of 3,4-HPO chelators, CP256 (non-fluorescent ligand), CP851, CP852 (green ligands)
and MRH7 (red ligand).

The results showed that the chelating unit CP256 did not affect M. avium growth inside BMM but
contrastingly the rhodamine B labelled chelator had a clear and reproducible inhibitory effect. In order
to confirm that the effect of MRH7 was due to its capacity to chelate Fe we tested a parent chelator in
which the chelating units were chemically blocked and the Fe(III) complex of MRH7. Upon addition of
the latter compounds we observed no effect in M. avium growth. Comparison of the effect of chelators
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labelled with rhodamine B and fluorescein derivatives showed that, although all of them have a better
effect than the non-functionalized chelating unit the effect of MRH7 is much better in particular for
lower concentrations [94].

The differences in anti(myco)bacterial effect observed between the hexadentate unit and the
rhodamine labelled chelator bearing the same chelating unit, were quite fascinating since both
compounds have the same affinity for iron (Log β (Fe3+) = 34.4 and pFe3+ = 29.8), values which
are greater than those of natural siderophores. The results demonstrate that a strong capacity to chelate
iron is indispensable but that characteristic alone is not sufficient to inhibit M. avium growth. Moreover,
the differences between chelators labelled with two types of fluorophore also suggest that the structure
of the fluorescent group may be significant.

At this stage, we hypothesized that the better anti(myco)bacterial effect of the rhodamine B
labelled chelator must also be associated with a special ability to penetrate the cell and to gain access to
its targets. In order to get insight on such differences we studied the permeation properties and cellular
distribution of chelators MRH7 (rhodamine B labelled) and CP852 (fluorescein labelled) [89]. The values
of partition coefficients (Log D7.4) and of partition constants (KP) in liposomes showed that MRH7 is
strongly lipophilic and has a strong affinity for lipid bilayers in contrast with CP852. The intracellular
distribution of the two chelators is markedly different. Upon 20 min of incubation, chelator MRH7
is widely distributed in the cell and accumulates in phagosomes while CP852 is localized in vesicles
and areas proximal to the plasma membrane but not inside phagosomes. The results suggest that the
structure of the rhodamine labelled chelator seems to be more suited to progress within the cell and
reach the niche that harbours M. avium.

To better understand the influence and consequence of the rhodamine B fragment we designed a
hexadentate chelator conjugated with another rhodamine derivative (5(6)-carboxy-tetramethylrhodamine)
and the corresponding bidentate chelators labelled with the same fluorophores [95] (Figure 5).
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Figure 5. Formulae of fluorescent 3,4-HPO chelators, MRH8, MRB8 and MRB7. The abbreviation and
numbering of compounds was assigned according to chelator denticity (MRBi for bidentate and MRHi
for hexadentate) and fluorophore (i = 7, 8).

The results of this new experiment showed that: (a) 5(6)-carboxytetramethylrhodamine- labelled
chelators are capable to limit intracellular growth of M. avium; (b) administration of bidentate
fluorescent chelators also restricts intracellular M. avium growth as long as the concentration used is
corrected according to the stoichiometry of the Fe chelate; (c) the antibacterial effect is dependent on the
structure of the fluorescent label and (d) the inhibitory effect of the rhodamine B labelled compounds
(MRH7 and MRB7) is significantly superior to that observed for the tetramethylrhodamine labelled
chelators (MRH8 and MRB8). This result points out the importance of the rhodamine B fluorophore
and the thiourea linkage, which has been introduced in the molecular framework by the use of the
reagent rhodamine B isothiocyanate in the synthetic procedure. For chelators MRH8 and MRB8 the
rhodamine derivative used is 5(6)-carboxytetramethylrhodamine, which introduces an amide linkage.
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The type of linkage present in the chelators was not deliberate, but remarkably, the choice of different
types of reagents revealed that apart from the fluorophore, the linkage between chelating unit and
fluorophore must also be considered in the chelators ´design. We consider the possible relevance
of the thiourea group since: (a) the more efficient chelators contain that type of linkage and (b) the
antibacterial properties of isothiocyanate groups against Gram(+) and Gram(−) bacteria, which have
been related to the capacity of the group to disorder the structure of the bacterial membrane, and are
well-known [129–131].

We speculate that the presence of the thiourea linkage in the structure of the chelators may allow
the targeting of the bacterial cell wall. This effect would not be related with the restriction of Fe
sources but might threat the survival of the pathogen. This hypothesis led us to consider the design
and testing of other compounds in which the thiourea linkage is now deliberately included in the
molecular framework.

To achieve that purpose we synthesized the set of compounds in Figure 6 and tested their activity
against M. avium in comparison with that of the lead chelator MRH7 [109]. The results showed that
all the fluorescent chelators exhibit antimycobacterial effect and corroborated the relevance of the
thiourea linkage, the ethyl substituents on the amino groups of the xanthene ring and the advantage
of their associated inclusion in the molecular framework. The rhodamine B labelled chelator MRH7
proved to be the most active compound in controlling of the infection.

 

Figure 6. Formulae of fluorescent 3,4-HPO chelators, MRH10 and MRB9. The abbreviation and
numbering of compounds was assigned according to chelator denticity (MRBi for bidentate and MRHi
for hexadentate) and fluorophore (i = 9–10).

In what concerns antimycobacterial infection we think that the next step is the use of combination
therapies involving iron chelators and classic antimycobacterial antibiotics in clinical. Such combination
allows intervention towards different targets and synergic effects are to be expected. The clinical
potential of the combination of iron chelators with other antibiotics has been demonstrated to fight
bacterial [39,40,57,58,70], fungal [132] and protozoal [133] infections.

In a first attempt, we investigated the combined administration of chelator MRH7 with the
antibiotic ethambutol [109]. Ethambutol, acts by inhibiting the biosynthesis of components of the
mycobacterial cell wall [134–136]. The compound is active against M. avium pathogens but high
doses are necessary thus suggesting the application of combined therapeutic approaches. The results
showed that the concomitant administration of chelator MRH7 and ethambutol is advantageous
since a higher antimycobacterial effect is achieved. The results imply that this combination allows
reduction of the amount of chelator used to obtain a significant biological effect and improves the
activity of ethambutol.
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2.4. Chelator Membrane Interactions

In parallel to the antibacterial investigations, biophysical studies regarding the partition and
distribution of fluorescein or rhodamine derived chelators have been performed in liposomes
membrane models [89,137–139].

Drug-membrane interactions have enormous importance in drug design and the understanding of
these interactions at a molecular level allows the development of more effective drugs [140–142]. In the
context of M. avium infection, the ability of drugs to interact with and cross barriers is particularly
important since M. avium is a facultative intracellular pathogen that resides within mammalian cells.

In our studies drug membrane interactions were assessed in liposome model membranes by
fluorescence spectroscopy and nuclear magnetic resonance (NMR) and by computational studies,
namely molecular dynamic (MD) simulations.

Steady-state fluorescence spectroscopy was used to determine partition constants (KP) of chelators
MRH7, MRB7, MRH8 and MRB8 in DMPC (1,2-dimyristoyl-sn-glycero-3-phosphocholine) and DMPG
(1,2-dimyristoyl-sn-glycero-3-phospho-(1′-rac-glycerol)) liposomes [89,137].

Although we recognize that octanol-water Log P and Log D values give important information
regarding the hydrophilic/lipophilic balance of a candidate drug, we believe that the values of
partitions constants determined in liposome membrane models are more realistic. The values of KP

allow a quantification of the interaction of compounds with a lipid bilayer and reflect their preference
for the lipid or the aqueous phase. Preparation of liposomes, with lipids of different characteristics
allow a better understanding of surface interactions and permeation properties. The values of Log KP

obtained for chelators with different fluorophores and linkages clearly indicate that compounds
incorporating N-ethyl substituents in the amino groups of the xanthene ring and a thiourea linkage,
have a greater affinity for the lipid phase (ca 10 times) than those bearing N-methyl substituents and
an amide linkage. The results demonstrate that the permeation and partition properties of rhodamine
labelled chelators can be tuned by choosing appropriate substituents of the rhodamine moiety.

NMR spectroscopy was also used to determine the affinity of MRB7 and MBR8 for the
phospholipid bilayer of DMPC liposomes in order to complement/corroborate the fluorescence
studies. The permeation properties of the chelators were assessed by analysis of the alterations of NMR
parameters, such as chemical shifts, line shape, spin−lattice relaxation time (T1), and translational
diffusion coefficient of the lipids and the liposomes [138,139].

In a first study [138] we used a concentration of chelators within the range of those used in the
biological experiments and observed changes in the chemical shifts of the protons associated with the
different functional groups of the phospholipid. The latter can be related with a different distribution
and location of MRB7 and MRB8 in the phospholipid bilayer of DMPC. The changes in the chemical
shift values imply that chelator MRB7 strongly interacts with the choline head groups at the surface
of the liposome sphere and is able to permeate deeper and reach the centre of hydrophobic area of
the phospholipid bilayer as demonstrated by the significant perturbations of the proton resonances
induced on the terminal protons of the acyl chains located in that area. In contrast, MRB8 molecules
strongly interact with the polar surface of liposomes and seem to be preferably located between
the polar interface and ester groups of the lipid bilayer thus justifying the non-perturbation of the
proton resonances belonging to the lipid acyl chains. The presence of N-ethyl groups in the xanthene
structure and the thiourea link in the structure of MRB7, as opposed to N-methyl groups in the
xanthene structure and an amide link in the structure of MRB8, seem to facilitate the affinity of MRB7
molecules to the liposome surface and their ability to penetrate deeper into the hydrophobic interior of
lipid bilayer.

A more extensive and detailed NMR analysis was performed using higher concentrations of
chelators to allow generation of NMR signals of appropriate intensity for measurements based
on the NMR resonance signals of the chelators [139]. This study revealed that these chelators,
in particular MRB7, might be able to induce alterations in the structure of the liposome. This result
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is quite relevant since it is indicative that these chelators may be able to disturb the structure of the
biological membranes.

MD simulation studies demonstrated that chelators interact with the lipid phases at different
levels of the bilayer and that the interaction seems to be reinforced for the compounds that contain
N-ethyl groups and a thiourea linkage (MRB7 and MRH7). The rhodamine B labelled chelator MRB7
seems to have a superior insertion and residence time in the hydrophobic region of the membrane
bilayer, in comparison to the tetramethylrhodamine labelled chelator MRB8. This observation is
consistent with the partition constants determined by fluorescence spectroscopy and mainly with
NMR results. Altogether, these results support the hypothesis that the effectiveness of the chelators as
anti(myco)bacterials is related to a greater ability to permeate lipid bilayers [95,138,139].

All the biophysical results are indicative that the more effective chelators are those that exhibit
higher affinity towards lipid bilayers and better permeation properties across biological membranes.
These results are in agreement with those obtained for cell penetrating peptides [118–126] thus
reinforcing the idea that the presence of groups that enhance the partition and permeation properties
within lipid bilayers is relevant in the design of new antibiotics.

2.5. Intracellular Distribution and Co-Localization Studies of Rhodamine Labelled Chelators in Macrophages

Comparison of the intracellular distribution patterns of a rhodamine B labelled chelator (MRH7)
and a fluorescein labelled chelator (CP851) in macrophages suggested that distinct uptake and
intracellular distributions are likely to account for different efficacy as anti(myco)bacterial agents.
To gain insight on the uptake by macrophages and cellular distribution of the set of rhodamine
labelled chelators under study we organized new confocal microscopy studies. The results obtained
showed that: (i) all the rhodamine labelled chelators are taken up by macrophages; (ii) experiments
performed with the same concentration of chelator provide images that suggest that the lipophilicity
of the chelators may limit the amount of chelator which is internalized in the cell; (iii) the
intracellular distribution and the interaction of the chelators with different cellular compartments
within macrophages are similar for all tested chelators; (iv) the rhodamine labelled chelators are able to
target the phagosome compartment (v) considering the similarity of the chelators’ distribution patterns
in the macrophage and its subcellular compartments, the pathways of all chelators appear to be the
same although a considerably higher number of rhodamine B isothiocyanate derived chelators seems
to cross the membrane in the same time frame as illustrated in Figure 7.

The concurrent incorporation of N-ethyl substituents on the amino groups of the xanthene ring of
rhodamine and of a thiourea linkage between chelating unit and the fluorophore produces chelators
with enhanced permeation properties and which are superiorly up taken by macrophages. The latter
chelators proved to be the most efficient in inhibiting the intramacrophagic growth of M. avium.

Figure 7. Scheme of a assumed mode of interaction and progress of the rhodamine labelled 3,4-HPO
chelators, MRH7 and MRB7 (red) and MRH8 and MRB8 (blue) through the biological membranes,
along the permeation process.
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2.6. Suggested Mechanism in M. avium Infection

The confocal microscopy studies are indicative that the rhodamine labelled chelators are able
to target the phagosome compartment and are likely to preferentially reside in lipid environments.
This result is quite relevant since the targeting of the phagosomal compartment was one of our goals.
Since we realized that the presence of the fluorophores on the chelators molecular framework is
crucial to target the phagosome we hypothesize that the role of rhodamine fluorophore is: (a) to
enhance the chelators uptake by the macrophage; (b) to allow access to the phagosome and (c) to
efficiently anchor the chelator in the outer and inner parts of the phagosomal membrane thus allowing
an efficient competition with natural siderophores and restrict the iron supplies compromising the
survival of bacteria (Figure 8). Considering this assumed role of the chelator fluorescent moiety,
the better results obtained for the rhodamine B isothiocyanate labelled chelators can be assigned to
their higher hydrophobicity and affinity for lipid bilayers.

Figure 8. Outline of a hypothetical mechanism for the ironing-out effect produced by the rhodamine
labelled 3,4-HPO chelators.

2.7. First Studies in a Different Infection Scenario

As previously referred there is an urgent need to develop new antibiotics that may act on different
targets to counteract bacterial resistance. Within this scope, we believe that the use of chelators that are
able to deprive bacteria from Fe, can be a choice since the antibiotics currently in use do not target
Fe metabolism.

Considering the results obtained in M. avium infection, we first investigated the activity of the
same set of rhodamine labelled 3,4-HPO chelators towards a selected set of Gram (+/−) bacteria [143].
The results obtained showed that the activity of the fluorescent chelators in this new scenario is quite
distinct from the observed in M. avium. We found that in Gram (+/−) bacteria only hexadentate
chelators have a significant effect.

Regarding the results obtained with the hexadentate chelators we found that MRH7, MRH8, and
MRH10 inhibit bacterial growth of Staphylococcus (S). aureus ATCC 25923 and S. epidermis ATCC 12228.
The hexadentate chelator MRH7 is the only one that is able to inhibit the growth of Escherichia (E.) coli
ATCC 25922. The relevance of the type of fluorophore that provides the thiourea linkage and N-ethyl
substituents on the xanthene ring was confirmed. Curiously, MRH7 was the only chelator able to have
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an effect towards Gram (−). Chelator MRH7 exhibits the higher partition constant in liposomes and
proved to be able to permeate lipid bilayers [137].

At this point it is interesting to bear in mind the different complexity and composition of Gram
(+) or Gram (−) bacterial cell walls. Gram (−) bacteria may be less accessible for the penetration of the
chelators and the superior permeation properties like of MRH7 may be relevant to understand the
result. However, further studies are necessary to establish structure-activity relationships.

For the same type of bacteria, we also investigated the activity of a new 3,4-HPO bidentate chelator
labelled with a rosamine xanthene fluorophore (MRB20, Figure 9) in order to evaluate the effect of the
chelators´ charge [144]. The rosamine fluorophore is structurally related with the previously described
rhodamine moieties but lacks one carboxylic acid substituent thus implying that the overall charge of
the chelator is positive, at pH = 7.4, in contrast with the neutral charge of rhodamine labelled chelators.
Chelator MRB20 revealed a promising antibacterial activity against Gram (+) strains including clinically
relevant species as S. aureus, S. epidermidis, Enterococcus (E.) faecium and E. faecalis [144].

 
Figure 9. Formula of rosamine-derived 3,4-HPO chelator, MRB20.

3. Concluding Remarks and Future Perspectives

The challenge that gave rise to the work described was “to design Fe chelators to ironing out
mycobacteria”. We consider that the objective was achieved and the work gave a significant contribution
to produce chelators with adequate properties for macrophage uptake and distribution inside the cell.

The choice of the class of ligands seems to be adequate since the chelating units are able to compete
with mycobacterial siderophores. Although determinant, this chelating capacity is not sufficient to
achieve anti(myco)bacterial effect.

The labelling of the chelating unit with xanthene fluorophores proved to be crucial for the
anti(myco)bacterial activity. Moreover, we found that the type of linkage that binds fluorophores to
the chelating unit also seems to have an effect in anti(myco)bacterial activity . Fluorescein labelled
chelators proved to be much less effective than the rhodamine parent compounds. For the latter
group we found that the anti(myco)bacterial effect is dependent on the substituents of the xanthene
ring groups. For rhodamine labelled chelators the simultaneous presence of N-ethyl substituents
on the amino groups of the xanthene ring and a thiourea linkage between chelating unit and the
fluorophore, produces chelators with enhanced anti(myco)bacterial effect. The same chelators also
have the better permeation properties across biological membranes and are superiorly up taken by
macrophages. These results point out the significance of the conjugation of a rhodamine B label to
the chelator through a thiourea link and suggest that the high affinity of rhodamine B towards lipid
phases may be determinant to situate the chelator in a favourable position to successfully compete
with mycobacterial siderophores.

We conclude that the effectiveness of the chelators to inhibit the intramacrophagic growth of
M. avium is strongly dependant on its capacity to interact with and reside in the lipid bilayers.
This capacity seems to provide better conditions to deprive mycobacteria from Fe. Confocal microscopy
studies proved that rhodamine labelled chelators have access and are able to remain in to the
phagosomal compartment, thus corroborating our hypothesis.

252



Pharmaceuticals 2018, 11, 110

It may be relevant to refer that, even though we performed confocal microscopy studies with
genetically modified green mycobacteria we never observed co-localization of the red chelator MRH7
and the bacteria. The mode of action may not include the crossing of the bacterial cell-wall but its
function may be just ironing out the phagosome or create a gradient between the various macrophage
iron pools. However, as the fluorescence of MRH7 is quenched upon chelation of Fe we cannot exclude
the possibility that the chelator reaches M. avium where it resides as a non-fluorescent Fe-chelate,
which we are not able to detect.

In order to complement the studies described herein and regarding M. avium infection, we
consider that we need to investigate the toxicity of these chelators in several conditions and also to test
the chelators in in vivo models. The first results obtained in Gram (+/−) infection scenarios encourage
the pursuit of further studies and point out the need to explore the variety of functional groups and
charge of the new molecules, as discussed in Section 2.7.

In the studied systems, it was found that chelators that presented a higher capacity to interact
with biological membranes also lead to an increased antibacterial effect. In Table 1 we summarize all
results regarding the antibacterial effect and partition properties in biological membranes obtained
with this set of chelators together with their structural features.

Our results corroborate the findings of other authors [120,122] regarding the modifications
induced by the introduction of fluorescent labels in the physico-chemical, biophysical and biological
properties of a molecule. Moreover, the results also point out that the choice of reagent derivatives
used in the synthesis of the fluorescent molecules may introduce functional groups that further enrich
the molecule. The results reviewed herein illustrate the consequence of small changes in the structure
of the biological relevant molecules and the influence that these modifications might have in drug-
membrane interactions and biological activity.

Table 1. Summary of the antibacterial activity, structural features and membrane interaction of
the fluorescent chelators. (0–no effect; +–low; ++ moderate; +++–high; ++++ very high effect;
nd–not determined).

Chelator

Structural Features Antibacterial Activity
Membrane
Interaction Ref.Type of

Fluorophore
Linker

Charge
(at pH = 7.4)

M. avium Gram
(+/−)

MRB7 Thiourea Neutral ++++ 0 ++

a

MRH7 Thiourea Neutral ++++ +++ +++

MRB8 Amide Neutral + 0 +

MRH8 Amide Neutral + + +

MRB9 Amide Neutral ++ 0 nd

b

MRH10 Thiourea Neutral +++ ++ nd

MRB20 Amide Positive 0 ++++ nd c

(a) [95,137–139,143,144]; (b) [109,143]; (c) [144,145].
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Considering our results in conjunction with others described in the literature, namely those
related with rhodamine derived liposome tags [146], mitochondrial probes [147] and antimicrobial
peptides [118,120,122,123,126], some other topics can be further explored.

We believe it is worth to investigate the use of rhodamine B conjugates to target mycobacterial
infections and closely related problems such as bacterial resistance and biofilm production. Rhodamine
B has the advantage of being a fluorescent molecule whose properties are sensitive to its environment
thus allowing following its pathway within the cell. Also, it is well known that the formation of
biofilms is associated with a hydrated extracellular matrix composed by polysaccharides, nuclei acids,
lipids and metal ions. We think that the use of 3,4-HPO chelators could have an effect in the disruption
of biofilms produced by several bacterial strains and insight in this area are meaningful. A graphical
representation of past and future fields of application of rhodamine B conjugates is depicted in
Figure 10.
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Figure 10. A graphical representation of past and future fields of application of rhodamine B conjugates.
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Abstract: Iron deficiency is the most common nutritional disorder in the world. It is prevalent
amongst patients with cardiovascular disease, in whom it is associated with worse clinical outcomes.
The benefits of iron supplementation have been established in chronic heart failure, but data on
their effectiveness in other cardiovascular diseases are lacking or conflicting. Realising the potential
of iron therapies in cardiovascular disease requires understanding of the mechanisms through
which iron deficiency affects cardiovascular function, and the cell types in which such mechanisms
operate. That understanding has been enhanced by recent insights into the roles of hepcidin and
iron regulatory proteins (IRPs) in cellular iron homeostasis within cardiovascular cells. These studies
identify intracellular iron deficiency within the cardiovascular tissue as an important contributor to
the disease process, and present novel therapeutic strategies based on targeting the machinery of
cellular iron homeostasis rather than direct iron supplementation. This review discusses these new
insights and their wider implications for the treatment of cardiovascular diseases, focusing on two
disease conditions: chronic heart failure and pulmonary arterial hypertension.

Keywords: iron; hepcidin; iron regulatory proteins; cardiomyocyte; chronic heart failure; pulmonary
arterial smooth muscle cells; pulmonary arterial hypertension

1. Iron and Heart Function

Iron deficiency is defined as reduced iron availability due to depleted iron stores (e.g., pregnancy),
inadequate dietary iron intake (e.g., malnutrition), repressed iron absorption (e.g., inflammatory
setting), or iron loss (e.g., menstrual blood loss in women of reproductive age). It has a significant
negative impact on the quality of life. It affects intrauterine development, reduces physical and mental
exercise capacity, and increases morbidity when concurrent with cardiovascular diseases, such as
chronic heart failure (CHF), acute heart failure (AHF), pulmonary arterial hypertension (PAH), chronic
obstructive pulmonary disease (COPD), and abdominal aortic aneurysm (AAA) [1–8]. The aetiology
of iron deficiency in cardiovascular diseases is not entirely clear, but evidence supports the role of
inflammation, and particularly of the inflammatory cytokine interleukin-6 in blocking iron absorption
in the gut [9,10].

1.1. Effects of Iron Deficiency on Heart Function

In the heart, iron is present predominantly in ferritin and within the mitochondrial
compartment [11,12]. The latter is in the form of iron–sulphur clusters and heme functional groups [13].
Iron in iron–sulphur and heme groups is required for electron transfer and oxygen activation in
oxidative phosphorylation [14–16]. Additionally, labile-free iron is required for oxygen activation by
dioxygenases [17,18], and as a catalyst for the production of reactive oxygen species (ROS) which are
essential for redox signalling [19,20].

Iron deficiency is the most common cause of anaemia [21]. Anaemia indirectly affects cardiac
function by reducing muscle exercise capacity, and directly by limiting oxygen availability for use in
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oxidative phosphorylation within cardiomyocytes [22–24]. As well as limiting iron availability to the
bone marrow, iron deficiency also limits the iron that is available for uptake by non-erythroid tissues.
Recently, the direct effects of limited iron availability in cardiomyocytes were demonstrated in a series
of experimental models. These models were designed to generate iron deficiency in the heart while
maintaining intact systemic iron homeostasis. In a mouse model lacking cardiomyocyte transferrin
receptor 1 (TfR1), iron levels in the heart were severely reduced, resulting in fatal heart failure in the
second week of age, in part, due to failure of mitochondrial respiration [25]. Another mouse model of
cardiac iron deficiency, achieved through increased iron export in cardiomyocytes, also resulted in
heart failure, likely explained by a decrease in the activity of the electron transport chain [26]. Studies of
dietary iron restriction in animal models have also shown reduced cardiac contractility due to impaired
calcium handling in the iron-deficient hearts [27]. The effects of iron deficiency on calcium handling
recapitulated the changes induced by hypoxia in cultured cardiomyocytes, supporting the notion that
they are driven by reduced oxygen delivery in anaemic animals [27]. However, the direct effects of iron
deficiency on hypoxic signalling in the heart could also be important in this context. Indeed, oxygen
sensing by hypoxia-inducible factor (HIF) prolyl hydroxylase (PHD) is modified by intracellular iron
availability, due to the requirement of PHDs for iron as a co-factor [28]. In summary, iron deficiency
affects heart function through anaemia-dependent and anaemia-independent mechanisms. These
mechanisms involve changes in oxidative phosphorylation, calcium handling, and oxygen sensing.

1.2. Treating Iron Deficiency in Heart Failure—Current Approaches

Iron deficiency commonly co-exists with cardiovascular disease [4–8,29,30]. It is an established
co-morbidity in both chronic and acute heart failure [4,5]. Some studies have reported iron deficiency
in up to 50% of patients with heart failure [29,30]. Regardless of the presence or absence of anaemia,
iron deficiency is associated with higher mortality, adverse cardiovascular events, and reduced quality
of life in these patients [4,5,30]. In recent years, a number of trials have explored whether iron
supplementation could be beneficial in patients with chronic heart failure. Oral iron supplements
have had limited success, and this has been attributed to suboptimal absorption due to inflammation.
However, intravenous iron preparations have shown clear benefits. For instance, ferric carboxymaltose
and iron sucrose have both been shown to improve many outcomes in patients with chronic heart
failure, such as mortality, self-reported patient global assessment, exercise capacity, hospitalization due
to cardiovascular events, and mortality [31–33]. Consequently, intravenous iron replacement in chronic
heart failure is now recommended by the European Society of Cardiology [34]. The benefits of iron
supplementation in acute heart failure are less clear. One study reported that iron supplementation
within four days of myocardial infarction (MI) improved infarct healing, and left ventricular(LV)
remodelling at a three-month follow-up [35], while another found that high levels of serum iron
correlated with short-term mortality following MI [36]. These conflicting results may simply reflect
distinct and possibly opposing effects of iron availability on the extent of ischemia reperfusion injury
and on subsequent cardiac repair.

1.3. Treating Iron Deficiency in Heart Failure—New Approaches

The beneficial effects of intravenous iron supplementation in patients with chronic heart failure
likely depend on a combination of mechanisms, including an improvement in exercise capacity and
oxygen delivery to tissues. Animal studies have also shown that such interventions can directly
correct cardiac iron deficiency [26]. Myocardial iron content has been shown to be reduced in patients
with heart failure, where it is shown to be associated with reduced activity of the citric acid cycle
enzymes aconitase and citrate synthase [37]. Thus, correction of myocardial iron deficiency may well
constitute an additional mechanism through which iron interventions improve outcomes in CHF.
However, these iron preparations have been developed to correct anaemia. New approaches need
to be considered to directly target myocardial iron deficiency, using compounds that can safely and
efficiently replenish cardiomyocyte iron levels. In this context, avoidance of iron toxicity in the heart
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should be an important consideration. Indeed, the heart’s function is particularly sensitive to excess
iron accumulation, as demonstrated by the iron overload cardiomyopathy that occurs in patients with
iron overload conditions such as hemochromatosis and thalassemia [38,39]. In line with this, a mouse
model harbouring a cardiomyocyte-specific deletion of the iron export protein ferroportin (FPN) was
also found to develop fatal cardiomyopathy as a consequence of cardiomyocyte iron-overload [40].

An alternative approach to supplementing iron to the heart is to target the molecular machinery
of cellular iron homeostasis in cardiomyocytes. Like other cells in the body, cardiomyocytes utilise
the iron regulatory proteins (IRPs) to orchestrate iron uptake, utilisation, and storage. Mice with the
cardiac-specific deletion of IRPs fail to increase LV systolic function in response to the dobutamine
challenge and have worse LV dysfunction and higher mortality following myocardial infarction [41].
At the same time, IRP activity has been shown to be reduced in the failing human heart [41]. Together,
these findings support the notion that myocardial iron deficiency may develop as a consequence of
reduced IRP activity in the failing heart, and that this, in turn, impairs cardiac reserve and response
to injury. Enhancement of the IRP pathway, by increasing the expression or stability of IRPs, may,
therefore, present novel therapeutic strategies in heart failure. The advantage of such an approach
over systemically administered iron compounds is that it may enable a more measured correction of
intracellular iron levels within cardiomyocytes, reducing the risk of iron toxicity.

Recently, another mechanism of cellular iron homeostasis was identified, in which cardiomyocytes
utilise hepcidin, also known as human antimicrobial peptide (HAMP), in an autocrine manner to
regulate the iron export protein FPN. Despite maintenance of normal systemic iron levels, deletion of
hepcidin specifically in cardiomyocytes resulted in fatal LV failure in mice [26]. Cardiomyocyte-specific
knock-in of the FPN isoform C326Y, which retains its iron export function but loses its hepcidin
binding, also resulted in heart failure of a similar nature and time-course to that seen in animals lacking
cardiomyocyte hepcidin [26]. In both mouse models, increased FPN-mediated iron export caused
the depletion of iron from cardiomyocytes. Heart failure in cardiac hepcidin-knockouts could be
prevented by intravenous iron supplementation. Additionally, animals with hepcidin-deficient hearts
developed greater hypertrophic response to sustained dietary iron restriction than their littermate
controls, indicating that the cardiac hepcidin/FPN axis functions to protect the heart in the setting of
systemic iron deficiency [26]. These studies identify the cardiac hepcidin/FPN axis as a non-redundant
component of cellular iron homeostasis in cardiomyocytes, and further show that the control of the
intracellular iron pool in these cells is required for normal cardiac function [26]. Studies comparing
mice harbouring tissue-specific with those harbouring a ubiquitous disruption of the hepcidin/FPN
axis support the notion that intracellular iron levels within cardiovascular cells are the sum of fluxes
through both the systemic and the local hepcidin/FPN axes [26,40]. A clearer understanding of the
precise nature of the interplay between local and hepatic hepcidins in control of cardiovascular iron
homeostasis is necessary to enable the development of strategies that can safely correct cardiovascular
iron levels without impinging on systemic iron control. Such strategies, e.g., increasing cardiac hepcidin
or decreasing cardiac FPN, could present a novel approach for the correction of myocardial iron
deficiency. A number of human hepcidin agonists and FPN inhibitors are currently in clinical trials for
the treatment of iron overload in hemochromatosis and thalassemia. It would be important to explore
whether such compounds can correct myocardial iron deficiency in CHF patients. However, given the
systemic role of hepcidin in the control of iron absorption and recycling, it may be more advantageous
to target druggable differences between hepatic and cardiac hepcidins. Strategies for the treatment of
iron deficiency in cardiovascular disease are outlined in Figure 1.
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Figure 1. Mechanisms linking iron deficiency and cardiovascular disease.

Iron deficiency affects cardiovascular function through anaemia-dependent and anaemia-independent
pathways. Anaemia-independent pathways include direct effects of cardiac iron deficiency on metabolism,
oxygen sensing, and calcium handling in the heart, and of vascular iron deficiency on oxygen sensing and
vasoconstriction in the pulmonary arteries. Iron therapies for chronic heart failure and pulmonary arterial
hypertension could be devised to directly correct local iron deficiency, enhance iron uptake (by enhancing
local IRPs)andretention(byenhancinglocalHAMP,e.g., usingbonemorphogeneticproteinreceptor2(BMPR2)
ligands for PAH), or to correct downstream changes in metabolism, oxygen sensing (e.g., HIF inhibitors),
calcium handling, or vasoconstriction (e.g., endothelin-1 (ET-1) receptor antagonists).

2. Iron and the Pulmonary Vasculature

2.1. Effects of Iron Deficiency on the Pulmonary Vasculature

Systemic iron deficiency impinges on the pulmonary vasculature both in the context of normal
physiological responses and in the setting of disease, e.g., pulmonary arterial hypertension (PAH).
For instance, both clinical iron deficiency and acute infusion with the iron chelator deferoxamine
augment the pulmonary vasoconstrictive response to hypoxia [42–45]. Iron deficiency is also prevalent
in patients with PAH, in whom it is associated with reduced performance in the six-minute walk test
(6MWT), increased disease severity, and poor clinical outcome [46–48]. It is also associated with higher
pulmonary arterial pressure in other disease settings [49,50]. Rats made iron-deficient (and anaemic)
through dietary iron restriction also develop PAH [51]. The mechanistic links between iron deficiency
and PAH have remained unclear, due to the limitation posed by the existing experimental models,
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which do not discern the systemic effects of anaemia on tissue oxygenation and exercise capacity, from
the local effects of iron deficiency directly acting in the pulmonary vasculature. However, a direct
cause/effect relationship between vascular iron deficiency and PAH has recently been demonstrated in
mice [52]. It was shown that mice with a smooth muscle-specific knock-in of FPN C326Y develop PAH
as a consequence of intracellular iron deficiency in pulmonary arterial smooth muscle cells (PASMCs).
Iron deficiency directly exerted its effects on PASMCs by increasing the expression of the endogenous
vasoconstrictor endothelin-1 (ET-1) [52]. The roles of ET-1 in normal vascular responses to hypoxia and
in the aetiology of PAH have long been recognised. ET-1 is elevated in the lung and in the circulation of
PAH patients [53,54], and a number of trials have demonstrated the benefits of ET receptor antagonists
in this disease [55]. The edn1 gene is also a known HIF-regulated gene. The regulation of edn1 by iron
represents another example of the interplay between oxygen and iron homeostasis, and suggests that
iron levels in the vascular bed may alter the magnitude of HIF-driven responses to hypoxia.

2.2. Targeting Iron Deficiency in Pulmonary Arterial Hypertension

Intravenous iron infusion has been shown to decrease the magnitude of the normal acute
hypoxic response in healthy individuals, attenuate the exaggerated hypoxic response in iron-deficient
individuals, and improve performance in the six-minute walk test (6MWT) in PAH patients [42–46,56,57].
The mechanisms underlying these effects are not entirely clear, but as with heart function, they likely
involve indirect effects via improved exercise capacity and tissue oxygenation, and direct effects on
iron-dependent pathways in the pulmonary vascular bed. The latter mechanism is supported by
the finding that intravenous iron replenishes intracellular iron levels in PASMCs in mice, decreasing
ET-1 release, and preventing and partially reversing the development of PAH [52]. The effects of
intracellular iron levels on ET-1 levels were further recapitulated in-vitro in human PASMCs, suggesting
a direct effect of iron on the expression of edn1, possibly involving blunting of the HIF pathway [52].
This “direct” mechanism is further supported by the finding that intravenous iron, administered
immediately before acute hypoxic exposure, blunts the magnitude of the rise in PAP, before any
changes in haemoglobin levels [43]. This is associated with an inhibition of the rise in serum ET-1 that
otherwise accompanies acute hypoxia exposure [52]. These data give rise to the notion that iron levels
in the pulmonary vasculature should be considered as a new target in the treatment of PAH. Existing
iron preparations in the clinic have been developed to correct anaemia, but it would be important to
explore whether such compounds can safely and efficiently replenish iron in the pulmonary vasculature
without causing iron toxicity in the long term.

An alternative approach to directly delivering iron to the vascular tissue would be to target the
molecular machinery of local cellular iron homeostasis. As with cardiomyocytes, IRPs appear to be
involved in intracellular iron homeostasis in PASMCs. Mice lacking IRP1 have been shown to develop
PAH through a mechanism involving the translational derepression of HIF-2α and subsequent increase
in its target gene edn1 [58]. More recently, the cell-autonomous control of intracellular iron through
the autocrine action of the hepcidin/FPN axis was also demonstrated in PASMCs. The loss of such
regulation was sufficient to cause PAH [52]. This study also provided evidence that the deregulation of
this cell-autonomous pathway may be an aetiological factor in familial PAH. Indeed, PASMCs from
patients with mutations in bone morphogenetic protein receptor 2 (bmpr2), which cause heritable PAH,
were shown to have decreased hepcidin expression, increased FPN levels, reduced intracellular iron
levels, and increased levels of ET-1. All of these effects could be reversed in-vitro by treatment with
iron or exogenous hepcidin peptide [52]. These findings present an entirely novel mechanism through
which bmpr2 mutations may cause PAH. Therefore, targeting the hepcidin/FPN axis in PASMCs may
hold therapeutic potential in the treatment of PAH. This would require identification of druggable
differences between hepcidin derived from PASMC and hepatic hepcidin. One possibility is the
selective enhancement of BMPR2 signalling in PASMCs through the use of specific BMPR2 ligands,
which stimulate hepcidin in PASMCs without affecting hepatic hepcidin. Further studies are warranted
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to identify the mechanisms of hepcidin regulation downstream of BMPR2 in PASMCs. Strategies for
the treatment of iron deficiency in PAH are outlined in Figure 1.

3. Conclusions

Iron deficiency is a recognised co-morbidity in several cardiovascular diseases. In chronic heart
failure and pulmonary arterial hypertension, direct effects of iron deficiency within the cardiovascular
tissue have been demonstrated, highlighting local iron deficiency as a new therapeutic target in these
diseases. Some clinically used iron preparations appear to exert their benefits, in part, by the direct
replenishment of intracellular iron levels in the cardiovascular tissue. Recent insights into the molecular
machinery of cellular iron homeostasis in the heart and the pulmonary vasculature provide novel
therapeutic targets. These targets hold the potential to correct local iron deficiency in the cardiovascular
tissue without impinging on systemic iron control.
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Biegus, J.; Siwołowski, P.; Banasiak, W.; et al. Iron deficiency defined as depleted iron stores accompanied by
unmet cellular iron requirements identifies patients at the highest risk of death after an episode of acute
heart failure. Eur. Heart J. 2014, 35, 2468–2476. [CrossRef]

6. Rhodes, C.J.; Wharton, J.; Howard, L.; Gibbs, J.S.; Vonk-Noordegraaf, A.; Wilkins, M.R. Iron deficiency
in pulmonary arterial hypertension: A potential therapeutic target. Eur. Respir. J. 2011, 38, 1453–1460.
[CrossRef]

7. Jankowska, E.A.; Ponikowski, P. Anaemia (and iron deficiency?) in aortic stenosis—A bystander or a
potential therapeutic target? Eur. J. Heart Failure 2015, 17, 994–996. [CrossRef]

8. Nickol, A.H.; Frise, M.C.; Cheng, H.Y.; McGahey, A.; McFadyen, B.M.; Harris-Wright, T.; Bart, N.K.;
Curtis, M.K.; Khandwala, S.; O’Neill, D.P.; et al. A cross-sectional study of the prevalence and associations
of iron deficiency in a cohort of patients with chronic obstructive pulmonary disease. BMJ Open 2015, 5,
e007911. [CrossRef]

9. Nemeth, E.; Valore, E.V.; Territo, M.; Schiller, G.; Lichtenstein, A.; Ganz, T. Hepcidin, a putative mediator of
anemia of inflammation, is a type II acute-phase protein. Blood 2003, 101, 2461–2463. [CrossRef]

10. Markousis-Mavrogenis, G.; Tromp, J.; Ouwerkerk, W.; Devalaraja, M.; Anker, S.D.; Cleland, J.G.; Dickstein, K.;
Filippatos, G.S.; van der Harst, P.; Lang, C.C.; et al. The clinical significance of interleukin-6 in heart failure:
Results from the BIOSTAT-CHF study. Eur. J. Heart Failure 2019, 21, 965–973.

11. Shuler, T.R.; Pootrakul, P.; Yarnsukon, P.; Nielsen, F.H. Effect of thalassemia/hemoglobin E disease on macro,
trace, and ultratrace element concentration in human tissue. J. Trace Elem. Exp. Med. 1990, 3, 31–34.

12. Chua-anusorna, W.; Tran, K.C.; Webb, J.; Macey, D.J.; St Pierre, T.G. Chemical speciation of iron deposits in
thalassemic heart tissue. Inorg. Chim. Acta 2000, 300–302, 932–936. [CrossRef]

268



Pharmaceuticals 2019, 12, 125

13. Wofford, J.D.; Chakrabarti, M.; Lindahl, P.A. Mossbauer Spectra of Mouse Hearts Reveal Age-dependent
Changes in Mitochondrial and Ferritin Iron Levels. J. Biol. Chem. 2017, 292, 5546–5554. [CrossRef]

14. Beinert, H.; Holm, R.H.; Munck, E. Iron-sulfur clusters: Nature’s modular, multipurpose structures. Science
1997, 277, 653–659. [CrossRef]

15. Meyer, J. Iron-sulfur protein folds, iron-sulfur chemistry, and evolution. J. Biol. Inorg. Chem. 2008, 13,
157–170. [CrossRef]

16. Sono, M.; Roach, M.P.; Coulter, E.D.; Dawson, J.H. Heme-Containing Oxygenases. Chem. Rev. 1996, 96,
2841–2888. [CrossRef]

17. Solomon, E.I.; Decker, A.; Lehnert, N. Non-heme iron enzymes: Contrasts to heme catalysis. Proc. Natl. Acad.
Sci. USA 2003, 100, 3589–3594. [CrossRef]

18. Glickstein, H.; Ben-El, R.B.; Shvartsman, M.; Cabantchik, Z.I. Intracellular labile iron pools as direct targets of
iron chelators: A fluorescence study of chelator action in living cells. Blood 2005, 106, 3242–3250. [CrossRef]

19. Burgoyne, J.R.; Mongue-Din, H.; Eaton, P.; Shah, A.M. Redox signaling in cardiac physiology and pathology.
Circ. Res. 2012, 111, 1091–1106. [CrossRef]

20. Ratcliffe, P.J.; O’Rourke, J.F.; Maxwell, P.H.; Pugh, C.W. Oxygen sensing, hypoxia-inducible factor-1 and the
regulation of mammalian gene expression. J. Exp. Biol. 1998, 201, 1153–1162.

21. WHO. Available online: http://www.who.int/nutrition/topics/ida/en/ (accessed on 19 July 2019).
22. Galan, P.; Yoon, H.C.; Preziosi, P.; Viteri, F.; Valeix, P.; Fieux, B.; Briançon, S.; Malvy, D.; Roussel, A.M.; Favier, A.;

et al. Determining factors in the iron status of adult women in the SU.VI.MAX study. SUpplementation en
VItamines et Mineraux AntioXydants. Eur. J. Clin. Nutr. 1998, 52, 383–388. [CrossRef]

23. Sinclair, L.M.; Hinton, P.S. Prevalence of iron deficiency with and without anemia in recreationally active
men and women. J. Am. Diet. Assoc. 2005, 105, 975–978. [CrossRef]

24. Dhur, A.; Galan, P.; Hercberg, S. Effects of different degrees of iron deficiency on cytochrome P450 complex
and pentose phosphate pathway dehydrogenases in the rat. J. Nutr. 1989, 119, 40–47. [CrossRef]

25. Xu, W.; Barrientos, T.; Mao, L.; Rockman, H.A.; Sauve, A.A.; Andrews, N.C. Lethal Cardiomyopathy in Mice
Lacking Transferrin Receptor in the Heart. Cell Rep. 2015, 13, 533–545. [CrossRef]

26. Lakhal-Littleton, S.; Wolna, M.; Chung, Y.J.; Christian, H.C.; Heather, L.C.; Brescia, M.; Ball, V.; Diaz, R.;
Santos, A.; Biggs, D.; et al. An essential cell-autonomous role for hepcidin in cardiac iron homeostasis. eLife
2016, 5, e19804. [CrossRef]

27. Chung, Y.J.; Luo, A.; Park, K.C.; Loonat, A.A.; Lakhal-Littleton, S.; Robbins, P.A.; Swietach, P. Iron-deficiency
anemia reduces cardiac contraction by downregulating RyR2 channels and suppressing SERCA pump
activity. JCI Insight 2019, 4, 125618. [CrossRef]

28. Mole, D.R. Iron homeostasis and its interaction with prolyl hydroxylases. Antioxid. Redox Signal. 2010, 12,
445–458. [CrossRef]

29. Klip, I.T.; Comin-Colet, J.; Voors, A.A.; Ponikowski, P.; Enjuanes, C.; Banasiak, W.; Lok, D.J.; Rosentryt, P.;
Torrens, A.; Polonski, L.; et al. Iron deficiency in chronic heart failure: An international pooled analysis. Am.
Heart J. 2013, 165, 575–582.e3. [CrossRef]

30. Okonko, D.O.; Mandal, A.K.; Missouris, C.G.; Poole-Wilson, P.A. Disordered iron homeostasis in chronic
heart failure: Prevalence, predictors, and relation to anemia, exercise capacity, and survival. J. Am. Coll.
Cardiol. 2011, 58, 1241–1251. [CrossRef]

31. Mordi, I.R.; Tee, A.; Lang, C.C. Iron Therapy in Heart Failure: Ready for Primetime? Card. Fail. Rev. 2018, 4,
28–32. [CrossRef]

32. Ponikowski, P.; van Veldhuisen, D.J.; Comin-Colet, J.; Ertl, G.; Komajda, M.; Mareev, V.; McDonagh, T.;
Parkhomenko, A.; Tavazzi, L.; Levesque, V.; et al. Beneficial effects of long-term intravenous iron therapy
with ferric carboxymaltose in patients with symptomatic heart failure and iron deficiency. Eur. Heart J. 2015,
36, 657–668. [CrossRef]

33. Anker, S.D.; Comin Colet, J.; Filippatos, G.; Willenheimer, R.; Dickstein, K.; Drexler, H.; Lüscher, T.F.; Bart, B.;
Banasiak, W.; Niegowska, J.; et al. Ferric carboxymaltose in patients with heart failure and iron deficiency.
N. Engl. J. Med. 2009, 361, 2436–2448. [CrossRef]

34. Lam, C.S.P.; Doehner, W.; Comin-Colet, J.; IRON CORE Group. Iron deficiency in chronic heart failure:
Case-based practical guidance. ESC Heart Fail. 2018, 5, 764–771. [CrossRef]

269



Pharmaceuticals 2019, 12, 125

35. Florian, A.; Ludwig, A.; Rosch, S.; Yildiz, H.; Klumpp, S.; Sechtem, U.; Yilmaz, A. Positive effect of intravenous
iron-oxide administration on left ventricular remodelling in patients with acute ST-elevation myocardial
infarction—A cardiovascular magnetic resonance (CMR) study. Int. J. Cardiol. 2014, 173, 184–189. [CrossRef]

36. Fuernau, G.; Traeder, F.; Lele, S.S.; Rajapurkar, M.M.; Mukhopadhyay, B.; de Waha, S.; Desch, S.; Eitel, I.;
Schuler, G.; Adams, V.; et al. Catalytic iron in acute myocardial infarction complicated by cardiogenic
shock—A biomarker substudy of the IABP-SHOCK II-trial. Int. J. Cardiol. 2017, 227, 83–88. [CrossRef]

37. Melenovsky, V.; Petrak, J.; Mracek, T.; Benes, J.; Borlaug, B.A.; Nuskova, H.; Pluhacek, T.; Spatenka, J.;
Kovalcikova, J.; Drahota, Z.; et al. Myocardial iron content and mitochondrial function in human heart
failure: A direct tissue analysis. Eur. J. Heart Fail. 2017, 19, 522–530. [CrossRef]

38. Allen, K.J.; Gurrin, L.C.; Constantine, C.C.; Osborne, N.J.; Delatycki, M.B.; Nicoll, A.J.; McLaren, C.E.;
Bahlo, M.; Nisselle, A.E.; Vulpe, C.D.; et al. Iron-overload-related disease in HFE hereditary hemochromatosis.
N. Engl. J. Med. 2008, 358, 221–230. [CrossRef]

39. Lekawanvijit, S.; Chattipakorn, N. Iron overload thalassemic cardiomyopathy: Iron status assessment and
mechanisms of mechanical and electrical disturbance due to iron toxicity. Can. J. Cardiol. 2009, 25, 213–218.
[CrossRef]

40. Lakhal-Littleton, S.; Wolna, M.; Carr, C.A.; Miller, J.J.; Christian, H.C.; Ball, V.; Santos, A.; Diaz, R.; Biggs, D.;
Stillion, R.; et al. Cardiac ferroportin regulates cellular iron homeostasis and is important for cardiac function.
Proc. Natl. Acad. Sci. USA 2015, 112, 3164–3169. [CrossRef]

41. Haddad, S.; Wang, Y.; Galy, B.; Korf-Klingebiel, M.; Hirsch, V.; Baru, A.M.; Rostami, F.; Reboll, M.R.;
Heineke, J.; Flögel, U.; et al. Iron-regulatory proteins secure iron availability in cardiomyocytes to prevent
heart failure. Eur. Heart J. 2017, 38, 362–372.

42. Smith, T.G.; Talbot, N.P.; Privat, C.; Rivera-Ch, M.; Nickol, A.H.; Ratcliffe, P.J.; Dorrington, K.L.;
León-Velarde, F.; Robbins, P.A. Effects of iron supplementation and depletion on hypoxic pulmonary
hypertension: Two randomized controlled trials. JAMA 2009, 302, 1444–1450. [CrossRef]

43. Frise, M.C.; Cheng, H.Y.; Nickol, A.H.; Curtis, M.K.; Pollard, K.A.; Roberts, D.J.; Ratcliffe, P.J.; Dorrington, K.L.;
Robbins, P.A. Clinical iron deficiency disturbs normal human responses to hypoxia. J. Clin. Investig. 2016,
126, 2139–2150. [CrossRef]

44. Bart, N.K.; Curtis, M.K.; Cheng, H.Y.; Hungerford, S.L.; McLaren, R.; Petousi, N.; Dorrington, K.L.;
Robbins, P.A. Elevation of iron storage in humans attenuates the pulmonary vascular response to hypoxia.
J. Appl. Physiol. 2016, 121, 537–544. [CrossRef]

45. Smith, T.G.; Balanos, G.M.; Croft, Q.P.; Talbot, N.P.; Dorrington, K.L.; Ratcliffe, P.J.; Robbins, P.A. The increase
in pulmonary arterial pressure caused by hypoxia depends on iron status. J. Physiol. 2008, 586, 5999–6005.
[CrossRef]

46. Viethen, T.; Gerhardt, F.; Dumitrescu, D.; Knoop-Busch, S.; ten Freyhaus, H.; Rudolph, T.K.; Baldus, S.;
Rosenkranz, S. Ferric carboxymaltose improves exercise capacity and quality of life in patients with pulmonary
arterial hypertension and iron deficiency: A pilot study. Int. J. Cardiol. 2014, 175, 233–239. [CrossRef]

47. Rhodes, C.J.; Howard, L.S.; Busbridge, M.; Ashby, D.; Kondili, E.; Gibbs, J.S.; Wharton, J.; Wilkins, M.R. Iron
deficiency and raised hepcidin in idiopathic pulmonary arterial hypertension: Clinical prevalence, outcomes,
and mechanistic insights. J. Am. Coll. Cardiol. 2011, 58, 300–309. [CrossRef]

48. Van Empel, V.P.; Lee, J.; Williams, T.J.; Kaye, D.M. Iron deficiency in patients with idiopathic pulmonary
arterial hypertension. Heart Lung Circ. 2014, 23, 287–292. [CrossRef]

49. Ruiter, G.; Lanser, I.J.; de Man, F.S.; van der Laarse, W.J.; Wharton, J.; Wilkins, M.R.; Howard, L.S.;
Vonk-Noordegraaf, A.; Voskuyl, A.E. Iron deficiency in systemic sclerosis patients with and without
pulmonary hypertension. Rheumatology 2014, 53, 285–292. [CrossRef]

50. Plesner, L.L.; Schoos, M.M.; Dalsgaard, M.; Goetze, J.P.; Kjoller, E.; Vestbo, J.; Iversen, K. Iron Deficiency in
COPD Associates with Increased Pulmonary Artery Pressure Estimated by Echocardiography. Heart Lung
Circ. 2017, 26, 101–104. [CrossRef]

51. Cotroneo, E.; Ashek, A.; Wang, L.; Wharton, J.; Dubois, O.; Bozorgi, S.; Busbridge, M.; Alavian, K.N.;
Wilkins, M.R.; Zhao, L. Iron homeostasis and pulmonary hypertension: Iron deficiency leads to pulmonary
vascular remodeling in the rat. Circ. Res. 2015, 116, 1680–1690. [CrossRef]

52. Lakhal-Littleton, S.; Crosby, A.; Frise, M.C.; Mohammad, G.; Carr, C.A.; Loick, P.A.M.; Robbins, P.A.
Intracellular iron deficiency in pulmonary arterial smooth muscle cells induces pulmonary arterial
hypertension in mice. Proc. Natl. Acad. Sci. USA 2019, 116, 13122–13130. [CrossRef]

270



Pharmaceuticals 2019, 12, 125

53. Giaid, A.; Yanagisawa, M.; Langleben, D.; Michel, R.P.; Levy, R.; Shennib, H.; Kimura, S.; Masaki, T.;
Duguid, W.P.; Stewart, D.J. Expression of endothelin-1 in the lungs of patients with pulmonary hypertension.
N. Engl. J. Med. 1993, 328, 1732–1739. [CrossRef]

54. Stewart, D.J.; Levy, R.D.; Cernacek, P.; Langleben, D. Increased plasma endothelin-1 in pulmonary
hypertension: Marker or mediator of disease? Ann. Intern. Med. 1991, 114, 464–469. [CrossRef]

55. Channick, R.; Badesch, D.B.; Tapson, V.F.; Simonneau, G.; Robbins, I.; Frost, A.; Roux, S.; Rainisio, M.;
Bodin, F.; Rubin, L.J. Effects of the dual endothelin receptor antagonist bosentan in patients with pulmonary
hypertension: A placebo-controlled study. J. Heart Lung Transplant. 2001, 20, 262–263. [CrossRef]

56. Mehmood, M.; Agarwal, R.; Raina, A.; Correa-Jaque, P.; Benza, R.L. Hemodynamic response to treatment
of iron deficiency anemia in pulmonary arterial hypertension: Longitudinal insights from an implantable
hemodynamic monitor. Pulm. Circ. 2016, 6, 616–618. [CrossRef]

57. Ruiter, G.; Manders, E.; Happe, C.M.; Schalij, I.; Groepenhoff, H.; Howard, L.S.; Wilkins, M.R.; Bogaard, H.J.;
Westerhof, N.; van der Laarse, W.J.; et al. Intravenous iron therapy in patients with idiopathic pulmonary
arterial hypertension and iron deficiency. Pulm. Circ. 2015, 5, 466–472. [CrossRef]

58. Ghosh, M.C.; Zhang, D.L.; Jeong, S.Y.; Kovtunovych, G.; Ollivierre-Wilson, H.; Noguchi, A.; Tu, T.; Senecal, T.;
Robinson, G.; Crooks, D.R.; et al. Deletion of iron regulatory protein 1 causes polycythemia and pulmonary
hypertension in mice through translational derepression of HIF2alpha. Cell Metab. 2013, 17, 271–281.
[CrossRef]

© 2019 by the author. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

271



pharmaceuticals

Review

Influence of Iron on Bone Homeostasis
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Abstract: Bone homeostasis is a complex process, wherein osteoclasts resorb bone and osteoblasts
produce new bone tissue. For the maintenance of skeletal integrity, this sequence has to be tightly
regulated and orchestrated. Iron overload as well as iron deficiency disrupt the delicate balance
between bone destruction and production, via influencing osteoclast and osteoblast differentiation
as well as activity. Iron overload as well as iron deficiency are accompanied by weakened bones,
suggesting that balanced bone homeostasis requires optimal—not too low, not too high—iron levels.
The goal of this review is to summarize our current knowledge about how imbalanced iron influence
skeletal health. Better understanding of this complex process may help the development of novel
therapeutic approaches to deal with the pathologic effects of altered iron levels on bone.

Keywords: bone homeostasis; iron overload; iron deficiency; osteoclast; osteoblast; osteoporosis

1. Introduction

Bone is a metabolically active tissue that is continuously being remodeled, which enables growth
in childhood, as well as repair and adaptation of the skeleton in adults. During bone remodeling,
the adult skeleton is renewed approximately once every ten years. The two major cell types involved in
bone remodeling are the osteoclasts, with a function of resorption of bone tissue and osteoblasts, with a
role of new bone tissue formation. Osteoclasts originate from the monocyte/macrophage hematopoietic
lineage, whereas osteoblasts originate from multipotent mesenchymal stem cells. Differentiation and
activity of these two cell types must be tightly orchestrated in order to preserve skeletal health and
integrity throughout life.

Iron overload as well as iron deficiency are associated with weakened bones, suggesting that
balanced bone homeostasis requires optimal iron levels. Accumulating evidence suggests that both
high iron and low iron influence the differentiation and activity of osteoclast and osteoblasts in a way
that it promotes bone loss.

2. Bone Homeostasis

Bones are often stereotyped as simply a scaffold that holds the body together. But besides
supporting the body structurally, bones have many different functions [1]. For example, bones protect
our internal organs as well as the central nervous system from injury, and enable us to move.
Also, bones serve as a reservoir for phosphorus and calcium and they provide an environment
for hematopoiesis that occurs in the red bone marrow. Additionally, bones store energy in a form of
lipids in adipose cells present in the yellow marrow.

Despite the first impression, bone is a metabolically active tissue that is continuously being
remodeled, which is a process not only important for bone health and homeostasis of phosphorus
and calcium, but also because it allows for adaptation of the skeleton to meet changing mechanical
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needs [2]. In the cycle of bone remodeling, old bone tissue is digested by osteoclasts, and the new bone
tissue is made by osteoblasts in a tightly coordinated manner to assure similar rates of resorption and
formation thus sustaining skeletal integrity [2]. Bone remodeling is orchestrated by systemic regulators
including hormones (e.g., parathyroid-, growth-, and sex hormones), glucocorticoids, prostaglandins,
calcitriol, calcitonin, bone morphogenetic proteins (BMP), as well as local regulators including many
cytokines and growth factors [1].

2.1. Osteoclasts

Osteoclasts, the unique cells involved in bone resorption, originate from myeloid cells of the
monocyte/macrophage lineage. Osteoclastogenesis is a multistep process, in which first osteoclast
precursors differentiate into mononuclear pre-osteoclast, which then fuse into multinucleated mature
osteoclasts, on further differentiation [3]. Terminally differentiated osteoclasts are involved in the
resorption of bone tissue. They move on bone surfaces, seal the resorption bays, pump hydrogen ions
and secrete proteolytic enzymes into the resorption cavity, to dissolve the inorganic bone matrix and
degrade bone matrix proteins [4,5]. Mature osteoclasts are short-lived cells and undergo programmed
cell death within a few days following maturation.

Osteoclastogenesis is a tightly regulated process in which diverse cytokines, steroids and lipids
play pivotal roles [4,6]. Among them, both macrophage colony-stimulating factor (M-CSF) and receptor
activator of nuclear factor κB ligand (RANKL) seem to be necessary to osteoclast differentiation.
This notion is sustained by the observations that the absence of a functional M-CSF in the op/op mouse
as well as RANKL deficiency are associated with a complete lack of mature osteoclasts resulting in
profound osteopetrosis [3,7–10]. The binding of RANKL to RANK triggers the recruitment of adaptor
molecules, such as tumor necrosis factor receptor-associated factor 6 (TRAF6) and eventually leads
to the activation of multiple downstream signal transduction pathways, including c-Jun N-terminal
kinase (JNK), p38, and extracellular signal-regulated kinase (ERK) pathways, nuclear factor-κB (NF-κB),
Src and Akt [11]. Importantly, RANKL/RANK signaling activates different transcription factors such
as NF-κB, microphthalmia transcription factor (MITF), c-Fos, and nuclear factor-activated T cells
c1 (NFATc1) [11]. Among them, NFATc1 is considered to be the master transcription factor that
drives terminal differentiation of osteclasts via regulating numerous osteoclast-specific genes such as
tartrate-resistant acid phosphatase (TRAP), cathepsin K and calcitonin receptor [12,13].

Excessive osteoclastogenesis and bone resorption is prevented by osteoprotegerin (OPG) that
regulates RANK/RANKL signaling. OPG is a soluble decoy receptor that binds RANKL and thus
prevent its binding to RANK, therefore the RANKL-OPG ratio is an important regulator of bone mass
and skeletal integrity [8,14].

2.2. Osteoblasts

Osteoblasts, which are the unique bone forming cells, originate from multipotent mesenchymal
stem cells (MSCs). To accomplish their role, MSCs first need to migrate to the site of active bone
resorption, proliferate and differentiate into active osteoblasts. Migration of MSCs is regulated by
growth factors deposited within the bone matrix and liberated during bone resorption, such as
transforming growth factor beta 1 (TGF-β1), platelet derived growth factor (PDGF), BMP2 and
BMP4 [15,16]. Additionally, the activated osteoclast-derived chemokine sphingosine-1-phosphate also
plays a critical role in the recruitment of MSCs to the bone resorption cavity [17]. These mechanisms
ensure precise coupling of bone resorption and subsequent bone formation and therefore, contribute
to maintenance of skeletal integrity [16].

MSCs are able to change into various cell types including osteoblasts, chondrocytes and adipocytes.
The processes of commitment and differentiation of MSCs are driven by lineage-specific master
transcription factors. Osteogenic differentiation of MSCs is driven by runt-related transcription factor
2 (Runx2), the master osteogenic transcription factor. Importantly, Runx2 deficient mice die shortly
after birth because of impaired bone formation due to the absence of differentiated osteoblasts [18,19].
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Runx2 has a wide variety of targets that includes the key bone tissue specific proteins such as
osteopontin, osteocalcin (OCN), bone sialoprotein (BSP) and alkaline phosphatase (ALP) [20].

Runx2 activation and subsequent osteogenic differentiation of MSCs is triggered by diverse
secreted differentiation factors, including TGF-β1, fibroblast growth factor, and upstream signaling
pathways such as BMP, Wnt and hedgehog [21,22]. Additionally, recent evidence highlighted the key
role of reactive oxygen species (ROS) in osteogenesis as a common regulator of the diverse osteogenic
signaling pathways [23]. Results showed that rigorously balanced ROS levels are crucial in proper
osteogenic differentiation of MSCs [23].

3. Bone Homeostasis in Iron Overload

3.1. Iron Overload

Iron is a Janus face element, being both essential for life and dangerous, due to its
involvement in unfettered ROS production. Because of this, diverse proteins keep the uptake
(e.g., divalent metal transporter), the transfer (e.g., transferrin and serum ferritin), and the redistribution
(e.g., transferrin receptor, ferritin) of iron under strict control on both systemic and cellular levels [24].
Most of the body iron present in red blood cells associated with hemoglobin is in a form of heme,
therefore metabolism of heme via the action of heme oxygenase-1 (HO-1) is also an integral part of
systemic iron metabolism [25]. The second largest pool of iron is stored within ferritin is mostly in
hepatocytes and macrophages. When necessary, iron is liberated from ferritin via ferritinophagy and
efficiently recycled [26]. Systematic regulation of iron homeostasis relies on the interactions between
hepcidin and the iron exporter ferroportin, whereas cellular regulation of iron metabolism is carried out
through the actions of iron-regulatory proteins and iron-responsive elements in a post-transcriptional
way [27]. Determination of iron status relies on the measurement of serum indicators, mostly transferrin
saturation, soluble transferrin receptor and serum ferritin. Additionally, protoporphyrin content of
red blood cells also reflects iron status. Because of other influencing factors such as inflammation,
determination of iron status is often based on the combination of several indicators [28].

Genetic or acquired perturbations in iron metabolism can lead to excessive accumulation of iron
in the body. For example, hemochromatosis, characterized by increased dietary iron uptake and
subsequent tissue iron overload, is caused by mutations in diverse genes involved in iron metabolism.
In Caucasian population the most frequent type of hereditary hemochromatosis (HH) is due to a
mutation of the HFE gene (Cys282Tyr) [29,30]. Mutations of transferrin receptor-2 gene (TfR2) [31],
hemojuvelin gene (HJV) [32], hepcidin gene (HAMP) [33] and the ferroportin gene (SCL40A1) [34]
contribute to less frequent forms of hereditary hemochromatosis.

Red blood cell lysis is a common feature of inherited and acquired anemias such as thalassemias,
sickle cell disease and acquired refractory anemias. Massive intravascular hemolysis leads to the
release of large amounts of hemoglobin and subsequent deposition of iron and hemosiderosis in
diverse organs including heart, liver and kidney [35,36]. Allogeneic blood transfusion is frequently
used as the first therapeutic option for the treatment of inherited anemias which improves dramatically
the prognosis of these diseases, but repeated transfusions often cause secondary iron overload due to
the lack of active mechanisms to remove excess iron [24,37].

Hepcidin, the peptide hormone that regulates systemic iron metabolism is produced by the liver
therefore chronic liver diseases are frequently associated with iron overload. In line of this notion,
high iron levels are present in patients with nonalcoholic fatty liver disease, alcoholic liver disease as
well as hepatitis C viral infection [38].

Iron overload has been recognized as a potential hazard in postmenopausal women as well.
The New York University Women’s Health Study showed a more than two-fold increase in the mean
serum ferritin concentration in postmenopausal women as compared to premenopausal women [39].
Studies showed positive correlation between serum ferritin levels and age, menopausal status, body
mass index, cigarette smoking and non-white ethnicity [39,40]. Among dietary factors serum ferritin
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concentrations were associated positively with intake of meat, the use of multivitamins and alcohol
consumption [39,41]. Another study found that dietary habits characterized by low intake of eggs and
dairy products, high alcohol consumption, and increased intake of meat rich in heme iron is associated
with increased serum ferritin levels in postmenopausal women [42].

3.2. Bone Phenotype in Association with Iron Overload

Accumulating evidence suggest that iron overload conditions (HH, thalassemias, sickle cell
disease) are associated with bone weakening, which is represented as decreased bone mass,
osteoporosis osteopenia, altered bone microarchitecture and biomechanics, as well as frequent bone
fractures [43] (Figure 1A).

 

Figure 1. Associations of iron metabolism and bone homeostasis. (A) Association between
iron metabolism and bone homeostasis. (B) The effect of iron overload on differentiation and
function of osteoclasts. Osteoclasts derive from myeloid cells of the monocyte/macrophage lineage.
Osteoclastogenesis is initiated by macrophage colony-stimulating factor (M-CSF). Bone-resorbing
multinuclear osteoclasts are formed from mononuclear osteoclast precursors via fusion. The process
is initiated by receptor activator of nuclear factor κB ligand (RANKL). Iron excess triggers osteoclast
differentiation and activation and subsequent bone destruction. (C) Osteoblasts differentiate from
multipotent mesenchymal stem cells (MSCs). Iron attenuates osteogenic differentiation of MSCs
and function of mature osteoblasts. Weak bone phenotype observed in patients with systemic iron
overload is a consequence of increased bone resorption by osteoclasts and decreased bone formation
by osteoblasts.

There are several case reports and studies on small groups suggesting an association between HH
and osteoporosis [44–47]. Based on these studies a positive correlation has been proposed between the
development of osteoporosis and the severity of iron overload [44–47]. The incidence of osteoporosis
in HH patients is about 25–34% and 40–80% of the patients suffer from osteopenia [46,48]. The largest
case-control study of the field, with the involvement of about 600 subjects (HH patients and controls),
confirmed the association between HH and increased prevalence of osteoporosis [49]. Osteoporosis
can lead to pathologic fractures which have been reported in HH patients [50,51]. These studies also
highlighted that the prevalence of fractures in HH patients is associated with the severity of iron
overload [50,51].
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Different mutations in the genes encoding the alpha and beta chains of hemoglobin (Hb) cause
hemoglobinopathies which are characterized by various degrees of anemia [52]. The most common
types of hemoglobinopathies are thalassemias and sickle cell disease (SCD). In case of severe or
persistent anemia, patients with hemoglobinopathies may receive blood transfusion therapy which
cause iron overload [52]. To avoid iron accumulation patients receive iron chelation therapy [53].
Unfortunately, regardless of iron chelation therapy, most patients with thalassemia suffer from iron
overload, which aggravates the development of end-organ damage associated with the disease.

Severe osteoporosis and pathologic fractures continued to be one of the most common
co-morbidity in patients with thalassemia [54–56]. Improvement of chelation therapy resulted that
the incidence of osteoporotic fractures decreased in thalassemia patients in recent decades [57–61].
On the other hand, due to efficient chelation regimen life expectancy of patients with thalassemia major
and intermedia increased which was unfortunately associated with increased prevalence of lifetime
fractures compared to control subjects [62]. Importantly, the risk of pathologic fractures correlates with
the severity of anemia and the regularity of blood transfusion in patients with thalassemia. Regardless
of optimal iron chelation, regimen bone mineral density (BMD) of thalassemia patients decreases
gradually by age, which leads to low BMD in more than half of the adult patients [62]. Besides bone
quantity, thalassemia has a detrimental effect on bone quality. In line with this notion, it was found that
trabecular bone score is decreased in thalassemia patients in comparison with healthy subjects [63].

Besides thalassemias, bone involvement is very frequent in SCD. More than 70% of adult
SCD patients have low BMD that can lead to osteoporetic fractures and vertebral collapse [64–69].
According to a recent study, low BMD in SCD is accompanied with a high rate of erythrocyte
lysis [70]. Iron status of SCD patients is not evident, iron overload as well as iron deficiency have been
described [71,72]. This controversy may be due to the huge individual differences in iron depositions
in patients with SCD and the abnormal distribution of iron that results in accumulation of iron in
diverse organs including the liver, spleen and the kidney, and concomitant iron deficiency in the bone
marrow [73]. Nevertheless, recently it has been shown that more than 70% of SCD patients with high
serum iron suffer from low BMD, suggesting a detrimental effect of high iron on bone homeostasis in
SCD [74].

Menopause is a complex process, characterized by hormonal alterations, such as a marked decline
of estrogen level. Interestingly, studies revealed a negative correlation between estrogen and serum
ferritin levels, and mounting evidence suggests that the 2–3-fold increase in iron/ferritin levels in
postmenopausal women influences their health [75–77]. About one-third of post-menopausal women
suffer from osteoporosis and subsequent osteoporotic fractures [78–80]. Recent studies addressed
whether increased iron stores effect bone health in women following menopause. They showed that
the rate of annual bone loss correlates to plasma ferritin levels highlighting that elevated total body
iron stores is an independent risk factor for enhanced bone loss in postmenopausal women [81,82].

Interestingly, a recent study revealed that the prevalence of low BMD is lower in elderly (>60 years)
people with high serum ferritin levels (<200 ng/mL). This finding warrants the need of further studies
to clarify the association between serum ferritin concentrations and BMD in different populations [83].

Animal models of iron overload provided further evidence regarding the harmful effect of iron
on bone health. Chronic administration of iron dextran to mice results in tissue iron overload in
different organs and osteoporosis [84]. Bone loss observed in this iron overload model was linked to
elevation of the production of ROS [84]. Inhibition of unfettered ROS formation partially prevented
bone loss in this model, emphasizing the key role of ROS in iron-overload associated bone loss [84].
Recently it has been shown that high iron stress induces rapid osteoporosis in zebrafish larvae and
adults [85]. Investigations carried out on hemochromatosis animal models (i.e., Hfe and hepcidin
deficient mice and hepcidin deficient zebrafish) also supported the detrimental effect of iron overload
on bone health [86–90]. Besides altered iron metabolism, abnormal distribution of heme seems to
influence skeletal health. In line of this notion, it was shown that the mice deficient of the cytoplasmic
heme exporter, feline leukemia virus, subgroup C, receptor 1 (FLVCR1), exhibit craniofacial and limb
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deformities [91,92]. Furthermore, several studies were performed to investigate the bone phenotype
in thalassemia and sickle cell disease mice. These studies revealed that thalassemia mice exhibit the
same weak bone phenotype as the thalassemia patients [93–95]. Similarly, sickle cell disease mice
are characterized by low BMD and harmful alterations in the microarchitecture and mechanics of
bones [96,97].

Additionally, chronic liver disease patients frequently suffer from osteoporosis [98,99].
The mechanism underlying chronic liver disease-associated osteoporosis is not entirely understood,
but studies suggested that low BMD is mainly due to decreased bone production in these patients.
Liver disease-associated osteoporosis seems to be multifactorial; retained substances such as bile acids
and bilirubin, elevated iron and pro-inflammatory cytokines are assumed to play a pathophysiological
role in low osteoblast activity [98,100].

Ovariectomy-induced menopause mice model was used to address whether elevation of body
iron stores play a pathophysiological role in postmenopausal osteoporosis [101]. These studies revealed
that excess iron does contribute to bone loss after menopause, through the generation of oxidative
stress [101,102].

4. Bone Homeostasis in Iron Deficiency

Iron deficiency is a common disease which affects almost 1.2 billion people worldwide [103].
The most frequent consequence of iron insufficiency is anemia, due to lack of iron for heme
biosynthesis. Besides its fundamental role in oxygen delivery, iron is involved in diverse enzymatic
systems throughout the body. Regarding bone physiology, iron is critically involved in 2 processes,
i.e., collagen production and metabolism of vitamin D and therefore iron deficiency is considered to
have a detrimental impact on bone homeostasis [104,105] (Figure 1A).

Bone tissue is rich in collagen type I, the synthesis of which involves hydroxylation of pro-collagen
on proline and lysine residues. The reactions of hydroxylation are catalyzed by prolyl-4-hydroxylase
and lysyl-hydroxylase, the enzymes of which require ferrous iron for their catalytic activities [106,107].

Active vitamin D plays an important role in bone homeostasis through regulating intestinal uptake
and tubular reabsorption of calcium and phosphate, the major inorganic components of bones [108].
Vitamin D activation is regulated by enzymes of the cytochrome P450 family which enzymes contain
heme as a prosthetic groups, therefore their activities are dependent on availability of iron [109].

The effect of iron deficiency on bone health was addressed in several animal studies [104].
These studies revealed that severe nutritional iron restriction causes unbalanced bone turnover,
leading eventually to bone weakening, characterized by low BMD and decreased bone mineral
content [110–112]. Besides iron, nutritional restriction of other trace elements such as copper and
selenium have been shown to compromise skeletal health [113].

On the other hand, we mostly lack information about the relevance of iron deficiency on bone
health in humans. In a small study with the involvement of about 100 young iron-deficient but
otherwise healthy women, the authors examined the relationship between bone metabolism and iron
status [114]. This study revealed that the aminoterminal telopeptide of collagen I, that is a biomarker
of bone resorption, negatively correlates to ferritin levels and concluded that iron deficiency is linked
to higher rate of bone resorption [114]. Pharmacological iron treatment reduced accelerated bone
remodeling in pre-menopausal women with iron-deficiency anemia [115].

5. Cellular Mechanisms Underlying Bone Loss in Iron-Overload

5.1. Iron Overload and Bone Resorption

Bone destruction is carried out by osteoclasts, the highly specialized cells originating from myeloid
cells of the monocyte/macrophage lineage. Mounting evidence show that excess iron facilitates
osteoclastogenesis and increases bone-resorbing activity of mature osteoclasts (Figure 1B).
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As it was previously discussed, the RANKL/OPG system is the central regulator of osteoclast
differentiation and activation [116]. It has been shown that iron promotes RANKL-induced osteoclast
differentiation of RAW264.7 cells, as well as bone marrow-derived macrophages [117]. Differentiation
of osteoclasts is associated with remarkable changes of cellular iron homeostasis promoting iron
uptake, utilization and reduced iron excretion. In line of this notion, it has been shown that expressions
of divalent metal transporter 1 (DMT1) and transferrin receptor 1 (Tfr1) are responsible for cellular
uptake of non-transferrin bound (NTB) and that transferrin-bound iron respectively are increased,
together with Steap4, an endosomal ferrireductase, that plays a key role in cellular iron utilization,
while the expression of ferroportin (FPN), the only known iron exporter, is downregulated at the initial
stages of osteoclast differentiation [118–122]. Additionally, a recent study showed that deletion of FPN
in myeloid cells in mice triggers accumulation of iron and stimulates osteoclastogenic differentiation
in vitro as well as in vivo [123]. Deficiency of the heme degrading enzyme HO-1 paradoxically results
in accumulation of non heme iron in diverse cells in both humans and mice [124,125]. Interestingly,
it has been shown that HO-1 upregulation by heme inhibits osteoclastogenesis leading to decreased
bone resorption [126]. Further investigation of this phenomenon revealed that HO-1 is involved in the
early stage of osteoclast differentiation induced by RANKL [127].

Osteoclasts are considered high energy demand cells as they actively pump out protons to the
absorption cavity to dissolve hydroxyapatite mineral, secrete proteolytic enzymes to degrade collagen,
meanwhile they need to maintain their motility [119,128,129]. This high energy demand of osteoclasts
requires much mitochondria [119,128,129]. Mitochondrial biogenesis is a process highly dependent on
the availability of iron, which could explain the high iron demand, and metabolic adaptation towards
increased iron uptake and reduced iron excretion of differentiating osteoclasts [119].

Iron participates in ROS generation, and some studies revealed that iron-induced accelerated
Production of ROS plays a central role in iron-mediated promotion of osteoclastogenesis [101,121].
A recent study showed that iron stimulates osteoclastogenesis of bone marrow-derived macrophages
in a mechanism dependent on ROS production and the activation of NF-κB signaling pathway [130].
Suppression of NF-κB signaling attenuates osteoclast differentiation [130].

Growing evidence suggests that iron not only affects osteoclastogenesis, but influences mature
osteoclast activity and bone resorption too. Mature osteoclasts highly express TRAP, an enzyme
that catalyzes the dephosphorylation of bone matrix proteins including bone sialoprotein and
osteopontin [131]. Inhibition of TRAP activity in osteoclasts abolishes bone resorption and TRAP
deficient mice have a mild osteopetrotic phenotype characterized by increased amount of bone tissue
and elevated mineral density [132,133]. TRAP is an iron-containing enzyme, the activity of which is
dependent on ferric iron [134,135]. Expression of TRAP is regulated by iron through an iron regulatory
element located at the TRAP 5’-flanking region [136].

Several in vivo studies concluded that bone-loss observed in iron-overload conditions is due to
accelerated bone destruction rather than decreased bone formation. Different mice models of iron
overload revealed that the osteoporotic phenotype is accompanied by elevation of osteoclast number
in the bone tissue [84,88]. Furthermore, the level of C-telopeptide of type-I collagen, a serum marker of
bone resorption was found to be elevated in hepcidin deficient mice, suggesting that elevated activity
of osteoclasts induces bone-loss in association with iron-overload [87].

5.2. Iron Overload and Bone Formation

Osteoblasts derive from multipotent mesenchymal stem cells (MSCs), under the control of
the master osteogenic transcription factor Runx2. Recently it has been shown that excess iron
inhibits osteogenic differentiation of MSCs through the downregulation of Runx2 [137] (Figure 1C).
The inhibitory effect of iron was dependent on the upregulation of ferritin, the key intracellular iron
storage protein [137]. Some other studies reported that superparamagnetic iron oxide nanoparticles also
impair osteogenesis of human MSCs, the effect of which is reversed by the iron chelator desferrioxamine
(DFO) [138,139]. Iron loaded fetal rat calvaria cells lose the capacity to form mineralized bone nodules
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and show decreased expressions of osteoblast phenotypic markers, suggesting that iron not only
attenuates osteogenic differentiation of MSCs, but disturbs mineralization of the extracellular matrix
of osteoblasts [140].

This phenomenon was further investigated and early studies showed that excess iron attenuates
proliferation as well as function of osteosarcoma cells [141]. Osteoblasts respond to iron overload
by fast and persistent down-regulation of transferrin receptor and up-regulation of ferritin light and
heavy chains (FtL and FtH) [140]. Parallel with these responses, suppression of osteoblast phenotype
gene markers occurs, eventually leading to a reduction in the number of mineralized nodules [140].
Recently it has been shown that excess iron downregulates the expression of Runx2 and its downstream
targets OCN and ALP in human osteoblasts, leading eventually to attenuation of extracellular matrix
mineralization in osteoblasts [142]. Increased expression of ferritin, and in particular, ferroxidase
activity of the FtH subunit, seems to play a critical role in the iron-mediated suppression of osteoblast
activity and the diminished extracellular matrix mineralization [142,143]. Further studies revealed
that excess iron inhibits extracellular matrix mineralization of BMP2-induced osteoblasts through a
mechanism dependent on HedgeHog signaling [144,145]. Additionally high iron inhibits extracellular
matrix mineralization triggered by a mixture of activated vitamin D3 and β-glycerophosphate via the
upregulation of FtH [146].

In vivo studies revealed that decreased bone formation contributes to bone-loss in iron-overload
conditions such as in th3 thalassemia mice and hemizygous β-globin knockout mice [93,95].
Additionally, Hfe deficiency is found to be associated with decreased numbers of active osteoblasts [89].
Decreased mRNA levels of osteoblast-specific proteins such as ALP, Runx2, osterix and OCN were
detected in the tibia of Townes transgenic sickle mice [97]. Hepcidin deficiency was associated with
decreased osteoblast activity characterized by low serum OCN level in mice and reduced mRNA levels
of Runx2 and osterix in zebrafish [90]. A recent study revealed that iron treatment induces a reduction
in Runx2 mRNA level in compact-bone resident osteoprogenitor cells in mice, suggesting that iron
negatively influences osteogenic commitment and differentiation, in vivo [137].

6. Effect of Iron Deficiency on Osteoclast and Osteoblast Differentiation and Function

As discussed before, iron overload undoubtedly increases osteoclast differentiation and activity,
while inhibiting osteoblast differentiation and function. The effect of iron deficiency on these cells has
not been fully addressed and remained somehow controversial.

6.1. Iron Deficiency and Bone Resorption

Several studies suggested that iron deficiency decreases differentiation as well as activity of
osteoclasts, which eventually leads to improvement of bone density. In line of this notion, it has
been shown that lactoferrin, an endogenous iron-binding glycoprotein inhibits osteoclastogenic
differentiation of monocytes, reduces the expression of RANKL, and improves bone density via
decreasing RANKL/OPG ratio [147,148]. Further in vitro studies showed that the iron chelators
clinoquinol and deferoxamine (DFO) inhibit osteoclast differentiation, as demonstrated by the
attenuation of osteoclasts formation and suppression of osteoclast specific genes expression [149,150].
A recent in vivo study investigated the effect of iron chelators on the remodeling of bioceramic bone
graft. The study revealed that local administration of iron chelators reduced graft resorption in
correlation with a marked decrease in the number of osteoclasts at the interface of bone and the
graft [151].

Ferric ion is needed for the activity of TRAP, therefore TRAP activity and osteoclast function is
inhibited by a ferric chelator [134,135].

On the other hand, hypoxia response also contributes to the overall effect of iron chelation on
osteoclast activity and bone resorption. Hypoxia response is regulated by the hypoxia inducible factor
(HIF), a heterodimer transcription factor composed by an inducible alpha subunit (HIF-1α) and a
constitutively expressed beta subunit (HIF-β). Under normoxic condition, HIF-1α is hydroxylated by
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prolyl-4-hydroxylase enzymes (PHDs) and degraded in proteosome. Reduced PHD enzyme activity
leads to HIF-1α accumulation, nuclear translocation, dimerization with HIF-β, and binding to the
hypoxia-response element of genes under the transcriptional control of HIF [152]. Catalytic activities
of the PHDs require iron, and therefore, iron chelators inhibit hydroxylation of HIF-1α and activate
HIF signaling [153]. It has been shown that HIF activation enhances bone resorption activity
of osteoclasts [154–156]. This mechanism might contribute to bone loss associated with chronic
iron-deficiency [104].

6.2. Iron Deficiency and Bone Formation

Although the negative influence of excess iron on bone formation is quite clear, we have conflicting
observations about how iron deficiency affects this process. Some studies describe a negative
effect of bone restriction on osteoblast function and bone formation in rats [157,158]. Other studies
found that iron chelation promotes osteogenic differentiation and osteoblast activity [142,159,160].
This discrepancy might be due to the different chelation procedures used in the different studies.
A recent detailed study revealed that the effect of low iron is biphasic; mild low iron increases
osteoblast activity, whereas very low levels of iron inhibits osteoblast activity [161]. Iron deficiency is
often associated with anemia. The effect of this condition on bone homeostasis was investigated in a
zebrafish model. Iron deficiency anemia was associated with defects in bone formation, assessed by
reduced number of calcified vertebrae and decreased expression of osteoblast specific genes [162].

7. Targeting Iron as a Therapeutic Approach to Treat Bone Loss in Association with Iron Ovreload

Because of the close association between iron overload and osteoporosis, different therapeutic
approaches to decrease iron level may have clinical potential for the prevention and/or treatment of
iron overload-associated osteoporosis. In clinical practice, systemic iron overload is treated with iron
chelators such as DFO, deferiprone, and deferasirox [163–165]. The effect of the iron chelation therapy
on bone health was addressed in several studies performed with the involvement of iron-overload
patients. Well-designed chelation therapy has been proved to prevent the occurrence of osteopenia
and/or osteoporosis in the first twenty years in in thalassemia patients [166]. Deferasirox therapy
prevented bone loss and decreased the prevalence of lumbar spine osteoporosis in adult β-thalassemia
major patients [167]. In a recent study, the efficiency of the different iron chelators were compared in the
prevention of bone disease in β-thalassemia major patients [168]. The authors found that deferasirox
significantly increased the mean BMD T-score and decreased the occurrence of osteoporosis, but DFO
or deferiprone alone or in combination, had no beneficial effects on the bones [168]. Despite the
fact that these studies suggested that properly designed iron chelation therapy is able to prevent
iron overload-associated bone abnormalities, bone disease remained an unsolved and caused quite
frequent complication in patients with iron overload [169]. This warrants further studies to optimize
the chelation regimen for different iron-overload conditions, and the search for alternative therapeutic
strategies for lowering iron. Hepcidin, the master regulator of iron homeostasis seems to be a promising
target in the treatment of iron overload-associated bone loss [170].

8. Concluding Remarks

There is an evident detrimental effect of iron excess or bone homeostasis which can manifest itself
in different ways, including low BMD, osteoporosis or osteopenia as well as altered microarchitecture
and biomechanics. These conditions increase the incidence of pathologic fractures in patients suffering
from diverse types of iron overload. The effect of iron deficiency on bone health is less clear, but some
studies suggest that this condition is also associated with weakened bones, highlighting that balanced
bone homeostasis requires optimal—not too low, not too high—iron levels.

Bone homeostasis involves bone destruction driven by osteoclasts, and bone formation by
osteoblasts, the processes of which are interconnected and tightly regulated, assuring the maintenance
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of skeletal health. Differentiation as well as cellular activity of both osteoclasts and osteoblasts is
influenced by excess iron resulting to a net effect on bone loss.

Osteocytes, the third cell type in bone tissue have an emerging role in bone homeostasis and
remodeling, but we lack complete information about whether iron excess or deficiency influences
their activity and function [171]. Additionally, further studies are needed to identify the signaling
mechanisms underneath the effect of iron excess and deficiency on the differentiation and function of
osteoclasts and osteoblasts.

Iron lowering therapeutic interventions could prevent or improve iron overload-associated bone
abnormalities. We need further studies to reveal that keeping serum iron concentration in the target
zone with the use of iron chelators can normalize bone homeostasis in patients with different forms of
iron overload. Additionally, trials are needed to investigate the efficiency of iron chelation therapy in
the treatment of postmenopausal osteoporosis.
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Abstract: Plasma non-transferrin-bound iron (NTBI) is potentially harmful due to the generation
of free radicals that cause tissue damage in vascular and other diseases. Studies in iron-replete
and iron-deficient subjects, receiving a single oral test dose of Fe(II)SO4 or NaFe(III)EDTA with
water, revealed that FeSO4 was well absorbed when compared with NaFeEDTA, while only the
Fe(II) compound showed a remarkable increase of NTBI. As NaFeEDTA is successfully used for
food fortification, a double-blind randomized cross-over trial was conducted in 11 healthy women
with uncomplicated iron deficiency. All subjects received a placebo, 6.5 mg FeSO4, 65 mg FeSO4,
6.5 mg NaFeEDTA, and 65 mg NaFeEDTA with a traditional Indonesian breakfast in one-week
intervals. Blood tests were carried out every 60 min for five hours. NTBI detection was performed
using the fluorescein-labeled apotransferrin method. Plasma iron values were highly increased after
65 mg NaFeEDTA, twice as high as after FeSO4. A similar pattern was seen for NTBI. After 6.5 mg of
NaFeEDTA and FeSO4, NTBI was hardly detectable. NaFeEDTA was highly effective for the treatment
of iron deficiency if given with a meal, inhibiting the formation of nonabsorbable Fe-complexes,
while NTBI did not exceed the range of normal values for iron-replete subjects.

Keywords: iron deficiency anemia; nutrient iron; oral iron therapy; FeSO4; NaFeEDTA;
non-transferrin-bound iron (NTBI); developing countries; Indonesia

1. Introduction

Iron deficiency anemia (IDA) is a worldwide health problem, affecting about 2 billion people,
particularly in developing countries like Indonesia [1]. IDA has a large impact on productivity,
mental performance, child growth, immunity, and pregnancy outcome. About 20 years ago in
Indonesia, 25–30% of the population (50 to 70 million subjects) suffered from IDA [2]. The management
of iron deficiency by oral iron salts and food iron fortification were effective for raising plasma
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hemoglobin concentration in Indonesia as demonstrated by large family life surveys on anemia
prevalence, estimated in 1997, 2000, and 2008 [3]. The prevalence of anemia decreased in all groups
studied, e.g., in women >15 years from 36.0 to 26.6%. Nevertheless, iron deficiency anemia remains a
health problem in Indonesia due to insufficient nutrient daily intake [4].

Meanwhile, iron supplementation is commonly practiced by physicians in rural and urban areas.
Furthermore, the community has easy access to oral iron supplements for their own consumption.
Unfortunately, iron drugs are often consumed without a proper diagnosis of iron deficiency anemia,
and are even used to combat lethargy or to gain strength and vitality. Measures to prevent iron
deficiency should be specifically aimed at population groups at risk because actions to increase iron
intake and bioavailability in the general population can be harmful for subjects with undiagnosed
homozygous and heterozygous forms of iron overload diseases such as thalassemia intermedia [5].

Despite the fact that plasma-transferrin in iron-deficient patients has a large capacity of free
iron-binding sites, treatment with a standard oral dose of 200 mg FeSO4 (ferrous sulfate, containing
65 mg of elementary iron) was observed to generate potentially toxic amounts of non-transferrin-bound
iron (NTBI) [6]. NTBI is the fraction of iron in plasma that is not tightly and safely bound to
transferrin, including a heterogeneous mixture of labile and stable molecular species. NTBI is
associated with oxygen radical formation and tissue damage in normal subjects and those with
iron overload diseases [7]. In addition, NTBI and many other human iron-containing molecules can be
utilized by microorganisms [8]. Therefore, the detection of NTBI after oral administration of regular
iron medication, even in subjects with iron deficiency, needs further investigation. As iron-deficient
subjects, with mainly free iron-binding sites on circulating transferrin, may be protected against
iron-catalyzed reactive oxygen species, it is not clear whether the detection of NTBI after oral iron
therapy can be harmful or is just associated with iron absorption physiology.

Not only should ferrous sulfate be investigated, being the standard treatment of iron deficiency,
but also the Fe(III) compounds that have been used since 1950 for food iron fortification. In particular,
NaFe(III)EDTA (Ferrazone, Akzo Nobel), recommended by the WHO as the preferred iron fortificant
for wheat and maize flour, which are staple foods used by the whole population. Layrisse and
co-workers described in 1977 that iron absorption from Fe(III)EDTA was about twice as high as that
observed from ferrous sulfate [9].

NaFeEDTA is widely used in Indonesia, not only as a food fortificant, but also for the treatment
of iron deficiency in children, which is recommended by the Pediatrician Association of Indonesia
(IDAI). It is available as a syrup, Ferrostrane® (Teofarma S.r.l., Pavia, Italy), with one teaspoon (5 mL)
containing 34 mg of iron. For adults, three to six teaspoons per day are recommended (102–204 mg
of iron).

In previous studies that investigated the iron absorption and generation of NTBI in subjects
receiving a single oral therapeutic dose of Fe(II)SO4 or NaFe(III)EDTA with water, the absorption of
iron from FeSO4 was much better when compared with NaFeEDTA, while only the Fe(II) compound
showed a remarkable increase of NTBI. This was found in iron-replete [10] and in iron-deficient
subjects [11].

In the present clinical crossover study in iron-deficient women (without signs or symptoms of
inflammation), the post-absorption values for plasma iron and NTBI were measured during five hours
from both a therapeutic elementary iron dose (65 mg) and a dose relevant for iron fortification (6.5 mg)
in the form of Fe(II)SO4 and NaFe(III)EDTA, all presented after a traditional Indonesian breakfast.

2. Results

2.1. Selection of Participants and Data Collection

After screening 63 apparently healthy female candidates, 11 were selected for a randomized
clinical trial as described in the Materials and Methods. All selected subjects fulfilled the criteria
for iron deficiency anemia with low values for hemoglobin (Hb), mean cellular volume (MCV),
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mean cellular hemoglobin (MCH), low seum iron (SI), and high total iron binding capacity (TIBC).
Mean transferrin saturation was 7.7% and serum ferritin was less than 20 μg/L These basic data were
obtained from examination on minute 0 on the first day of the study when all subjects were only given
the test meal: Group A received FeSO4 first, and Group B received NaFeEDTA first. There was no
significant difference between any of the laboratory characteristics of the subjects from both groups.

In some samples, taken before the consumption of the standard meal, a raised level of C-reactive
protein (CRP) (>10 mg/L) was found, which was interpreted as a sign of inflammation. As iron
absorption is decreased during inflammation [12], such episodes were removed from the final results.
We also decided to remove investigation episodes if hemolytic blood samples were identified in the
laboratory. The minimum number of episodes that could be analyzed, however, was never below six.
In all three subjects with increased CRP, of whom the results were removed from the study, serum iron
and NTBI curves after iron ingestion were flat, even after the administration of 65 mg Fe as NaFeEDTA,
and were no different from the 0 mg Fe placebo dose.

The complete set of data collected during this investigation is available in the Appendix. One table
indicates which data were excluded from further evaluation due to hemolysis of the blood sample or
CRP-values > 10 mg/L as a nonspecific sign of inflammation. If a test subject’s data for FeSO4 had to
be removed, data for NaFeEDTA for the same iron dose (6.5 or 65 mg) were also removed.

2.2. Results for Iron Absorption and NTBI Generation

Presented are the results of the increase of serum iron values (Figure 1A) and NTBI (Figure 1B)
after donation of one meal only and a meal with the addition of 6.5 or 65 mg iron as either FeSO4

or NaFeEDTA. Such simple values represent the dynamic processes after ingestion of the meal with
the specified test dose during migration through the stomach and upper intestine (all with a distinct
function in iron absorption), and the binding of iron to and the release from transferrin in plasma.

Accumulatively, the increase of serum iron and NTBI after the different oral doses of FeSO4

and NaFeEDTA is demonstrated in Table 1 with the area under the curve (AUC) according to
Conway et al. [13]. From the calculation of AUC, NTBI generation after 65 mg FeSO4 and 65 mg
NaFeEDTA was far higher when compared to the placebo and iron supplement of a lower dosage.
NTBI generated after 65 mg NaFeEDTA was higher when compared to 65 mg FeSO4.

Table 1. Area under the curve (AUC) of serum iron and NTBI during 300 min after ingestion.

Test Dose AUC Serum Iron (μmol/L) AUC NTBI (μmol/L)

Fe 0.0 mg (placebo) 100 3.0
6.5 mg FeSO4 89 −10.5
65 mg FeSO4 2017 203.7

6.5 mg NaFeEDTA 370 −1.8
65 mg NaFeEDTA 2968 324

With the method used, hardly any increase in serum iron and NTBI was observed after a meal
only (placebo 0 mg Fe), or 6.5 mg iron as either FeSO4 or NaFeEDTA. Additionally, no significant
difference could be seen for both parameters for all time points after the donation of 6.5 mg iron
between FeSO4 and NaFeEDTA.

There was a significant difference, however, in the increment of both serum iron and NTBI levels
(p < 0.05) in subjects given a standard therapeutic dose of 65 mg Fe of both FeSO4 and NaFeEDTA.
It was remarkable, however, that both iron absorption (estimated by an increase of plasma iron) and
the appearance of potentially harmful NTBI were about twice as high after the donation of NaFeEDTA
than after FeSO4.
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Figure 1. Increase of serum iron (A) and serum NTBI (B) after 6.5 and 65 mg iron administered after a
standard meal as Fe(II)SO4 or as NaFe(III)EDTA.

In Table 2, more detailed data are presented for the NTBI values after the administration of 0 mg
(placebo) and the high, but therapeutically most relevant, dose of 65 mg FeSO4 and NaFeEDTA. In both
cases, a considerable increase of NTBI was observed.
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Table 2. NTBI (μmol/L) generation after ingestion of a meal, followed by 0 mg Fe (placebo), 65 mg
FeSO4 and 65 mg NaFeEDTA.

Minute Placebo 65 mg FeSO4 p-Value

0 0 0 -
60 −0.0034 ± 0.1798 0.6866 ± 0.7498 0.002

120 0.0433 ± 0.1565 0.8886 ± 0.9156 0.012
180 −0.0031 ± 0.1781 0.8412 ± 0.7522 <0.001
240 0.0154 ± 0.2372 0.6795 ± 0.4329 0.001
300 0.0409 ± 0.2194 0.5531 ± 0.6003 0.020

Minute Placebo 65 mg NaFeEDTA p-Value

0 0 0 -
60 −0.0034 ± 0.1798 0.8106 ± 0.8073 0.007

120 0.0433 ± 0.1565 1.0566 ± 0.7181 0.002
180 −0.0031 ± 0.1781 1.4695 ± 0.7247 <0.001
240 0.0154 ± 0.2372 1.4922 ± 0.7523 <0.001
300 0.0409 ± 0.2194 1.1421 ± 0.7509 <0.001

Minute 65 mg FeSO4 65 mg NaFeEDTA p-Value

0 0 0 -
60 0.6866 ± 0.7498 0.8106 ± 0.8073 0.530

120 0.8886 ± 0.9156 1.0566 ± 0.7181 0.423
180 0.8412 ± 0.7522 1.4695 ± 0.7247 0.017
240 0.6795 ± 0.4329 1.4922 ± 0.7523 0.001
300 0.5531 ± 0.6003 1.1421 ± 0.7509 0.011

2.3. Complications and Side Effects

Blood loss. Due to this study protocol, all participants had considerable blood loss. During each
of the five test episodes, there was 50 mL blood loss (10 mL at minute 0 min, then 5 times 8 mL)
with a total of 250 mL. During the test period, hemoglobin concentration decreased around 0.7 g/dL.
Therefore, at the end of the study protocol, all participants received iron supplement therapy.

Phlebitis in subject 11 after phlebotomy at the administration of 6.5 mg NaFeEDTA.
Topical heparin (Thrombophob®) was applied and resolved the problem after three days.

Nausea in subject 1 after the administration of 6.5 mg NaFeEDTA, in subject 4 after the
administration of 65 mg NaFeEDTA and in subject 10 after the administration of 6.5 mg FeSO4.
All three subjects were given one omeprazole 20 mg capsule and one domperidone 10 mg tablet.
The symptoms were resolved after 30 min.

Other side effects or complications were not observed.

3. Discussion

3.1. Comparison with Results from Studies Using Similar and Different Methodologies

Numerous clinical studies on the absorption of iron for the treatment or prevention of iron
deficiency have been published [14,15]. The method used in the present investigation is not able
to provide absolute quantitative values, but iron uptake from the gut after presenting different
compounds and amounts of iron can be compared. However, there is a limitation as small increases of
non-radiolabelled iron in plasma are undetectable if low iron doses are given.

In this study, iron uptake and the appearance of potentially harmful non-transferrin-bound iron
(NTBI) were investigated by administering doses relevant for iron therapy (65 mg Fe) and also for food
iron fortification (6.5 mg) to healthy, iron-deficient Indonesian females after an Indonesian standard
breakfast. The compounds were Fe(II)SO4 (medication of choice for treatment of iron deficiency
anemia) and NaFe(III)EDTA (supplement of choice for the fortification of food products and therefore
for the prevention of iron deficiency anemia). Intestinal iron uptake was estimated by comparing the
serum iron concentration during six hours, and increase of serum NTBI [6]. We compared our results
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with investigations from Guatemala, published in 2012 [10] and 2013 [11], to try to answer similar
questions and use the same experimental approach, however, with a completely different outcome.
In all three studies, NTBI tests were performed in the same laboratory in Utrecht.

In the 2012 study [10], an oral supplement of a 0 mg Fe placebo dose in 200 mL water, a therapeutic
dose of 100 mg iron as FeSO4 (as a commercial syrup dissolved in 200 mL water) or 100 mg of iron as
770 mg of NaFeEDTA powder dissolved in 200 mL of water, was administered to healthy, iron-replete
males after at least eight hours of fasting. In this cross-over study, each subject served as his own
control. Venepuncture was performed at 0, 90, 180, and 270 min. In the 2013 study [11], the design was
identical, in particular, the donation of iron with water, but the test subjects were non-pregnant healthy
women with low ferritin values (<30 ng/mL). After 100 mg iron as FeSO4, a considerable increase of
serum iron was seen in men with adequate iron stores and normal CRP, and a much higher increase in
females with low iron stores and normal CRP. Iron uptake from 100 mg iron as NaFeEDTA in men was
identical to that from water. Additionally, in iron-deficient females, the serum iron values were only a
bit higher.

Troesch et al. [16] and Brittenham et al. [17] used stable isotopes to estimate the percentages of
iron absorption in post-absorption curves, and iron utilization by circulating erythrocytes 14 days after
ingestion of the labeled test doses. Troesch et al. investigated iron uptake from 6 mg iron as FeSO4 with
ascorbic acid (AA) and from 6 mg iron as NaFeEDTA. Hardly any increase was seen for both FeSO4

and NaFeEDTA when the serum iron values were measured. When labeled with stable isotopes, the
6 mg iron uptake curves were almost identical with those found by us after the uptake of 65 mg iron.
After 6 mg iron, the increase of serum iron was higher after FeSO4 with AA than after NaFeEDTA.

Brittenham studied women with replete and reduced iron stores, receiving a 6 mg or a 60 mg
iron dose as FeSO4 with a standard meal. Red blood cell iron utilization was measured using stable
isotopes. With this approach, the values for real iron absorption could be calculated, which were
higher for iron-deficient than for iron-replete women. Of interest was the percentage of iron absorption
in iron-deficient women from the test dose given with a meal, which was 1.22 mg (20.4%) from the
6 mg dose, and 8.82 mg (10.0%) from the 60 mg dose. Peak values for NTBI were 0.1 μmol/L after the
6 mg dose and 0.81 μmol/L after 60 mg Fe. These values were almost identical with those from the
comparable doses in our study. After the donation of 65 mg Fe as NaFeEDTA, the mean peak NTBI
values were twice as high, but remained below 1.5 μmol/L.

Although the design of our study was similar to the two from Guatemala, there were crucial
differences. Most importantly, our iron test dose was not given after eight hours of fasting but directly
after ingestion of a standard breakfast. This resulted in a high uptake from 65 mg iron as NaFeEDTA,
even twice as high as that from 65 mg Fe as FeSO4 (Figure 1A). The conclusion was that the absorption
of iron was much better if given with a meal than with water. The pattern for NTBI in plasma was
almost identical, suggesting that NaFeEDTA may be less safe than FeSO4 (Figure 1B). In addition to a
therapeutic dose of 65 mg Fe, we studied a fortification dose of 6.5 mg Fe. No NTBI could be detected
in the serum for both iron compounds. Serum iron values were marginally higher for NaFeEDTA.
The absolute NTBI values were low because all subjects were iron deficient.

3.2. Aspects of Iron Absorption

If iron is administered in an aqueous solution on an empty stomach, passage through the stomach
and upper intestinal tract is rapid. This is an advantage for the uptake of iron from ferrous sulfate
as Fe(II) is directly available for transport by the divalent metal transporter (DMT1) to the cytosol
of duodenal mucosal cells by simple diffusion [18]. Complexed Fe(III) like in NaFeEDTA must first
be reduced to Fe(II) by the reductase duodenal cytochrome B (DcytB) in direct proximity of DMT1.
Fe(II) leaves the mucosal cells by ferroportin, mainly depending on the free iron binding sites for Fe(III)
on transferrin. Oxidation of Fe(II) by hephestin (membrane) or ceruloplasmin (plasma) is needed
for binding to transferrin. The mucosal cell function in processing absorbable iron is summarized in
Figure 2.
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Figure 2. Processing of absorbable iron by the duodenal mucosal cells. DMT1 = divalent metal
transporter 1; DcytB = duodenal cytochrome B; HCP1 = hem carrier protein 1; HO1 = hem oxygenase-1;
Cp = ceruloplasmin; Trf = transferrin.

Plasma iron concentration is the resultant of iron transported to the plasma, free iron-binding
sites on transferrin, and iron demand for erythropoiesis, which is increased in iron deficiency and in
hemolytic anemias.

After the duodenum, the nonabsorbed Fe(II) is oxidized in the intestinal lumen and forms
complexes with a variety of ligands in more distal parts of the intestinal tract before being removed
with the feces. While the results for FeSO4 in the Guatemalan studies can be explained by normal
physiology, this was not the case with NaFeEDTA administered with water.

EDTA is a chelator that can combine with virtually every metal, depending on its stability
constant with the metal. This is influenced by pH, the molar ratio of the chelator to the metal ion,
and the presence of competing metal ions and other ligands. Ferric iron has the highest stability
constant with EDTA at 25.1 (optimum pH = 1), followed by ferrous iron (14.6) (optimum pH = 5) [19].
The intraluminal pH is rapidly changed from acidic in the stomach (empty state pH 4–5, after meal
pH 1.3) to about pH 6 in the duodenum. The pH gradually changes in the small intestine from pH 6 to
about pH 7.4 in the terminal ileum, 5.7 in the cecum, and pH 6.7 in the rectum [20].

The binding of EDTA to iron is favored by the acidic environment of the stomach (due to the
very high binding constant), but in the more alkaline surroundings of the duodenum, the iron is
exchanged in part for other metals. EDTA protects iron in the stomach from inhibitory dietary ligands
such as phytates and polyphenols and releases iron in the duodenum, where iron can be absorbed
after reduction by DcytB and transport by DMT1. Phytates, present in many cereals and legumes, are
powerful inhibitors of iron absorption. Some direct evidence of the ability of NaFeEDTA to prevent
their action was obtained in an experiment where bran, a rich source of phytates, was shown to reduce
the absorption of iron from ferrous sulfate eleven-fold. In contrast, no such inhibition occurred when
bran was fed with NaFeEDTA [21].

Fe(III) reaches the cecum in complexed forms. With EDTA, however, it will form a stable complex.
Nonabsorbed Fe as NaFeEDTA may reach the colon with a pH of 5.6 and a relatively low stability
constant for NaFe(II)EDTA. Iron absorption from the colon is possible [22]. Some DcytB has been
found to be expressed in the large intestine, while ferroportin and DMT1 are expressed at significant
levels and are increased in iron deficiency [23].
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3.3. Toxic Effects of NTBI in Plasma after Absorption of Iron

NTBI includes plasma iron that is not bound to transferrin or is a structural part of other proteins
in plasma including ferritin. While transferrin-bound iron is redox-inactive and safe, many forms of
NTBI are labile and able to exchange iron with other molecular species that can cause the formation
of toxic oxygen species and tissue damage. NTBI was first identified in 1978 in patients with beta
thalassemia major and intermedia [24]. For decades, NTBI was exclusively associated with (severe)
iron overload, although it was also associated with other pathological conditions.

After a publication on the appearance of NTBI in plasma after oral treatment with FeSO4 [6] and
in hereditary hemochromatosis (HH) heterozygotes [25], the general view was that in these conditions,
NTBI might also generate oxygen radicals. In a large epidemiological investigation, high mortality
due to myocardial infarction and stroke was detected in female HH heterozygotes, but only in those
reported with smoking and/or hypertension as combined risk factors [26]. In another large study
investigating the relation of NTBI, serum iron, transferrin saturation, and serum ferritin with the risk
of coronary heart disease (CHD) and acute myocardial infarction (AMI), the results did not show an
excess risk of CHD or AMI within the highest NTBI tertile when compared with the lowest, but rather
seemed to demonstrate a decreased risk [27]. The NTBI was measured with the same method as in the
present study, and the total range of NTBI concentrations was −2.06 to 3.51 μmol/L.

As we wanted to compare the post-absorption curves of NTBI in this study, for all compounds
and Fe-doses, the 0-min NTBI was set to 0 with the appropriate correction of all NTBI values.
When reviewing the complete range of all time-points including the high dose of 65 mg Fe as FeSO4

and NaFeEDTA, the range of all values of NTBI was between −0.59 and 0.37 μmol/L. This was very
low, and in agreement with the iron-deficient state of the test subjects.

As can be seen in Figure 1, only about 10% of the absorbed iron was identified as NTBI.
Many molecular species in plasma can bind iron, however, with a much lower affinity than
apotransferrin. This was described in a review by Hider [28]. Most important are citrate and albumin.
The citrate level in plasma is 100–120 μmol/L, representing a considerable iron binding capacity.
In our test subjects, the total iron binding capacity (TIBC) of transferrin was 45–73 μmol/L. Citrate
forms a wide range of oligomeric iron(III) species, which are stable complexes. Transfer of iron
between an iron(III) citrate complex and desferrioxamine takes several hours to complete at pH 7.4 [29].
The rate-limiting step is the dissociation of iron from the polynuclear complex. Another molecule able
to bind large amounts of iron in plasma is albumin [28]. Its concentration is 34–50 g/L plasma, and
albumin possesses a large number of negative carboxylate sites on its surface that are able to bind
Fe(III). Absorbed iron bound to citrate or albumin cannot be considered as toxic labile NTBI.

Our conclusion is that humans, after being exposed for a longer time to NTBI values in plasma
that can be reached after treatment with highly absorbable iron compounds with a rather moderate
increase of serum NTBI, remained healthy. These considerations may contribute to the discussion on
the maximum acceptable daily intake of EDTA for iron fortification and iron therapy [30].

3.4. Iron Therapy in Developing Countries

Iron is needed for microbial proliferation [8]. There is enormous diversity in the mechanisms of
iron uptake and of iron species that can be processed. A minority of pathogenic microorganisms are
able to use plasma NTBI, one important species being malaria parasites. This is a huge health problem
as malaria, together with iron deficiency anemia, is endemic in many regions of the world [31].

Thalassemia has a high prevalence along the Mediterranean coast, Africa, Middle East, India,
Burma, Southeast Asia including Indonesia, and Melanesia up to the Pacific Islands [32,33]. A total of
3–10% of the world’s population are β thalassemia carriers with the prevalence in Indonesia reaching
8% [34]. Thalassemia with iron overload and iron deficiency co-exists in the same population. Both are
microcytic anemias, and clinical symptoms of iron deficiency and thalassemia heterozygotes are
similar. Thalassemia patients frequently receive oral iron supplements for six months for up to two
years. This practice is based on screening difficulties between iron deficiency anemia and anemia in
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Thalassemia trait or intermedia. Apart from that, the public has access to hematinics that are sold
freely over the counter.

The result of this study, showing an increment of NTBI generation after the administration of oral
iron supplements may create awareness in healthcare providers to include sufficiently informative
laboratory tests before providing oral iron supplements for iron deficiency only and to exclude
iron-replete subjects and thalassemia heterozygotes.

4. Materials and Methods

This investigation was a randomized double-blind phase III clinical trial. After randomization, a
cross-over design was used. The trial was carried out at the Eijkman Institute Jakarta from November
2008 to April 2009. Laboratory tests were performed at the University of Indonesia/Dr Cipto
Mangunkusumo Hospital, Jakarta, Indonesia. NTBI values were measured in the laboratory of the
Department of Medical Microbiology, University Medical Centre Utrecht, Utrecht, The Netherlands.

4.1. Selection of Test Subjects

Inclusion criteria: (1) Female; (2) Age 15–60 years old; (3) Iron deficiency (serum Ferritin < 20 μg/mL);
and (4) Informed consent to be involved in the research.

Exclusion criteria: (1) Suffering from a chronic illness; (2) Currently having an acute or severe
chronic infection; (3) Currently under drug therapy or receiving an iron supplement in any form,
minimum one week prior to the clinical investigation; (4) Oral iron supplement allergy; (5) Suffering
from a disease or disorder of the alimentary tract; and (6) Pregnancy.

Eleven females were selected after screening 63 apparently healthy women: (1) students of the
Faculty of Medicine University of Indonesia who went for Thalassemia screening at the Eijkman
Institute for Molecular Biology of Jakarta who were found to have microcytic hypochromic anemia;
and (2) healthy women from several areas in Jakarta who were known to be iron deficiency patients
at the Hematology and Medical Oncology outpatient clinic in the department of Internal Medicine
RSCM. Eleven iron-deficient females were finally selected for this investigation.

The age range of the research subjects was between 15 and 34 years with a mean age of 24.18 years.
A major portion of the study subjects were of a low education level (seven persons) and nine persons
of low income, thus can be assumed to be of low socioeconomic level. A description of the selected
test subjects is provided in Table 3.

Table 3. Distribution characteristics of the selected subjects.

Characteristic Mean Reference Value

(n = 11)
Age 24.18

Education
Low 7 subjects
Medium 3 subjects
High 1 subject

Income
Low 9 subjects
Medium 2 subjects
High -

Hemoglobin 10.9 12–14 gr/dL
MCV 74.9 82–92 fl
MCH 24.6 27–31 pg
MCHC 32.9 32–36 g/dL
Serum Iron 4.8 6.6–26.0 μmol/L
TIBC 76.9 44.6–73.4 μmol/L
Transferrin Saturation 7.7 <15% = Iron Deficiency
Ferritin 6.2 20–300 μg/L
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4.2. Procedure of the Investigation

The selected subjects were asked to visit the Eijkman Institute five times with one-week intervals
to undergo the test procedure.

The subjects were divided into two groups of six (A) and five (B) subjects. A cross-over procedure
was used as shown in Scheme 1. The procedure sequence towards the subjects was determined
by double-blind randomization using a voting technique. Randomization and crossing-over were
performed to determine who would receive either FeSO4 or NaFeEDTA first. Each subject needed to
attend five times with a one-week interval as a wash-out period.

Scheme 1. Iron supplement administration schedule and iron doses.

Before any test episode (with or without receiving an iron dose), the test subjects were not allowed
to take anything orally except plain water for at least six hours prior to the study. An intravenous
catheter (Veinplon®) with a saline lock method was applied to enable multiple blood drawings in all
subjects. A quantity of 10 mL blood was taken for the first venous blood drawing for Hb, MCV, MCH,
MCHC, NTBI, Ferritin, SI, TIBC, transferrin saturation, CRP, and hepcidin.

Next, subjects were asked to consume a meal of rice with coconut milk (nasi uduk) and omelet,
which is low in iron content, followed by the oral iron supplementation as shown in the table
(see Scheme 2).

The mean reason why a meal prior to supplementation was included in the protocol was the
reduction of side effects of oral iron supplementation like nausea, vomiting, epigastric pain, and
burning sensation in the chest. A placebo dose was included to see the influence of the standard meal,
and eventually circadian fluctuations of serum iron and NTBI.

After each test dose of oral iron supplement, 8 mL venous blood was taken at 60th, 120th, 180th,
240th, and 300th min for the measurement of NTBI, SI, TIBC, and transferrin saturation. Subjects were
allowed to take anything orally after one hour of the test dose of oral iron supplement. Low iron
snacks were provided during the whole procedure because subjects were at the research area for about
six hours.

299



Pharmaceuticals 2018, 11, 85

Scheme 2. Algorithm of the investigation.

4.3. Production of NaFeEDTA Capsules

Ferric sodium EDTA (C10H12FeN2NaO83H2O) MW = 421.1 was provided by Akzo Nobel,
The Netherlands, as Ferrazone®. The capsules were produced in the Pharmacy of Dr. Cipto
Mangunkusumo Hospital, Jakarta, Indonesia. One capsule with 65 mg elementary iron was composed
of 490 mg NaFeEDTA, and 110 mg lactose. One capsule with 6.5 mg elementary iron consisted of
49 mg NaFeEDTA and 600 mg lactose.

4.4. Composition of Test Meal

Before taking the test dose of the iron supplement, all subjects consumed “nasi uduk” (a standard
Indonesian meal of cooked rice with coconut + fried egg). This meal is free from fortified iron and has
a very low amount of natural iron. Composition of one portion of rice 100 g = 178 calories: protein:
6.8 g; fat: 0.7 g; carbohydrate: 78.9 g; and iron: 0.5 mg. One portion of fried egg (50 g) = 105.8 calories:
protein: 9.3 g; fat: 14.6 g; carbohydrate: 1.5 g; and iron: 2.7 mg.

4.5. Laboratory Test Methods

Routine laboratory tests were performed by the Laboratory of Clinical Pathology, Faculty of
Medicine, University of Indonesia/Dr Cipto Mangunkusumo Hospital.

Laboratory test methods included hemoglobin: cyanide-free sodium lauryl sulfate (SLS)
Sysmex XT-2000i; erythrocytes, leukocytes, hematocrit, MCV, MCH, MCHC: flow cytometry with
semiconductor laser hydrodynamic focusing (Sysmex XT-2000i); serum iron and total iron binding
capacity: Ferrozine (Cobas Integra 400, Roche Diagnostics, Risch-Rotkreuz, Switzerland) Transferrin
saturation %: SI/TIBC x %; C-reactive protein (CRP): turbidimetric (Cobas Integra 400)

Non-transferrin iron (NTBI): fluorescein-labeled apotransferrin (Fl-aTf) [35] was performed at
the Eijkman-Winkler Institute for Microbiology, Infectious Diseases, and Inflammation, University
Medical Centre Utrecht, The Netherlands. Frozen samples were sent from Jakarta to Utrecht.

4.6. Estimation of Iron Absorption

For the estimation of iron absorption from the gut, the most superior technique is a double isotope
method where iron is labeled with Fe59 and a nonabsorbable substance (51CrCl), while the accumulation
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of both radioactive isotopes in the body can be measured simultaneously with a whole-body counter
(WBC) [36]. As such methods, using in vivo radioactive material and very expensive equipment, are no
longer available, stable isotopes or chemical laboratory techniques are used for comparing iron uptake
from two different compounds. For a comparison of iron absorption from two non-labeled different
iron compounds, with or without a meal, in different iron-doses, either Fe(II) or Fe(III), a comparison
of serum iron curves is considered a reliable and powerful tool [13,37]. Absolute values for total iron
absorption, however, cannot be estimated with this method.

4.7. Data Management and Analysis

Research data were recorded in tested research questionnaires. Verified data were analyzed
and organized in text format, tables, or figures using SPSS version 16.0 and NCSS 2007 research
software. Multivariate analysis was carried out using one-way ANOVA parametric tests to see the
difference in NTBI level generation in each test dose of iron supplement and placebo every hour.
Normality tests were performed before using the Shapiro–Wilk method in view of the small number
of subjects (11 persons with n < 50). The result of the normality tests showed a slightly abnormal
distribution of data by which log10 transformation was carried out. However, in 6.5 mg FeSO4 from
the 240th min, the distribution was still abnormal, thus a nonparametric Kruskal–Wallis test was
performed followed by a Mann–Whitney test to have a look at the significance between test doses in
the 240th min. One-way ANOVA was performed followed by post hoc analysis.

4.8. Ethical Assessment

Signed, informed consent was obtained from all test subjects before participation in the study.
The study was conducted in accordance with the Declaration of Helsinki. Ethical assessment of the
study protocol was conducted by the Ethical Committee of the Faculty of Medicine, University of
Indonesia/Dr Cipto Mangunkusumo Hospital and was approved on 13 October 2008. The Project
Identification Number is 338/PT02.FK/ETIK/2008.

The original protocol also contained an investigation, similar to the iron-deficient subjects, in
apparently healthy females with nontransfused alpha thalassemia intermedia. This part of the study
was not approved as it implicated the donation of iron to a potentially endangered group of patients.

5. Conclusions

1. In healthy iron-deficient females, intestinal iron uptake from NaFe(III)EDTA, provided as a
therapeutic dose of 65 mg Fe, was twice as high as that from Fe(II)SO4 if ingested with a
traditional Indonesian meal.

2. Measured in the same samples, non-transferrin-bound iron (NTBI) also increased with an almost
identical time-related pattern.

3. When a 6.5 mg iron dose (representing iron fortification) was ingested, the post-absorption curves
and increase of NTBI of NaFeEDTA and FeSO4 were almost flat, being below the detection level
of the method used. Such studies should be performed with stable isotopes, estimating red blood
cell iron utilization.

4. For NTBI, the post-absorption concentration in plasma was representative for the whole
circulation being the dilution volume. If the NTBI values remain within the range considered to
be normal for iron-replete men after the therapeutic dose of 65 mg iron, then one should not fear
pathological side effects.

5. Although iron absorption from NaFeEDTA was almost zero if given with water, as was
demonstrated for iron-replete men and women, its absorption was excellent (and even much
better than that from FeSO4), if given with a meal as described in this study.

Supplementary Materials: Tables presenting a complete data set of serum iron and NTBI data. Annex 1: Complete
set of serum iron values. Annex 2: Complete set of NTBI values.
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Abstract: Iron is an essential trace mineral necessary for life, and iron deficiency anaemia (IDA)
is one of the most common haematological problems worldwide, affecting a sixth of the global
population. Principally linked to poverty, malnutrition and infection in developing countries,
in Western countries the pathophysiology of IDA is primarily linked to blood loss, malabsorption
and chronic disease. Oral iron replacement therapy is a simple, inexpensive treatment, but is
limited by gastrointestinal side effects that are not inconsequential to some patients and are of
minimal efficacy in others. Third generation intravenous (IV) iron therapies allow rapid and
complete replacement dosing without the toxicity issues inherent with older iron preparations.
Their characteristic, strongly-bound iron-carbohydrate complexes exist as colloidal suspensions
of iron oxide nanoparticles with a polynuclear Fe(III)-oxyhydroxide/oxide core surrounded by
a carbohydrate ligand. The physicochemical differences between the IV irons include mineral
composition, crystalline structure, conformation, size and molecular weight, but the most important
difference is the carbohydrate ligand, which influences complex stability, iron release and
immunogenicity, and which is a unique feature of each drug. Recent studies have highlighted
different adverse event profiles associated with third-generation IV irons that reflect their different
structures. The increasing clinical evidence base has allayed safety concerns linked to older IV irons
and widened their clinical use. This review considers the properties of the different IV irons, and how
differences might impact current and future clinical practice.

Keywords: adverse event profile; anaemia; bioengineering; labile iron; intravenous iron;
iron-carbohydrate complex; iron processing

1. Introduction

Iron, the most abundant element on earth, accounting for 35% of the earth’s mass, is an essential
trace mineral necessary for a myriad of metabolic reactions in the body. These include a role in
catalytic enzymes and proteins for DNA synthesis, transport of oxygen in haemoglobin and myoglobin,
mitochondrial cell respiration, oxidative phosphorylation and adenosine triphosphate (ATP) formation
in the tricarboxylic acid cycle [1–3]. The human body contains 3–5 g iron and is essential for life,
but iron acquisition and assimilation in humans is challenging as oxidised iron is poorly soluble
at neutral pH, and within the body, “free” iron is toxic through the promotion of reactive oxygen
species. Thus, multiple, complex systems have evolved in man to manage and retain iron, yet iron
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deficiency and iron deficiency anaemia (IDA) are common problems [4]. Oral iron therapy is a simple,
inexpensive treatment, but is limited by gastrointestinal side effects that are not inconsequential
to some patients and are of minimal efficacy in others [5]. Advances in our understanding of the
pathophysiology of iron metabolism and the development of new pharmaceutical technologies have
led to a better understanding of the need for and development of intravenous (IV) formulations for
iron replacement when oral iron preparations are not efficacious or cannot be used. This review
considers the properties of the different IV irons, and how differences might impact current and future
clinical practice.

2. Iron Deficiency Anaemia

Iron deficiency is the most common nutritional deficiency worldwide. IDA is one of the most
common haematological problems, and the most important cause of a microcytic, hypochromic
anaemia. Globally, 1.24 billion people are affected by IDA, which corresponds to about a sixth of
the global population [4]. The Global Burden of Disease project highlighted the significant public
health importance of IDA, with around 35,000,000 disability-adjusted life years globally attributable to
IDA, ranking it fourth in the top leading causes of disability [4]. It is associated with multiple disease
states, including chronic kidney disease (CKD), inflammatory bowel disease (IBD) and congestive
heart failure and contributes to loss of wellbeing and poor outcomes for patients [6,7]. From a health
system perspective, identification and correction of perioperative IDA reduces rates of transfusion
and mortality rates, as well as length of hospital stay [8,9]. Regardless of whether IDA is symptomatic,
all patients should be treated—both by addressing the underlying cause of the iron deficiency and
through adequate replenishment of iron stores. More recently, emerging data also suggest benefit in
the treatment of non-anaemic iron deficiency (NAID) with replacement iron [10,11].

2.1. Pathophysiology of IDA

Principally linked to poverty, malnutrition and infection in developing countries, in western
countries the pathophysiology of IDA is primarily linked to blood loss, malabsorption and chronic
disease (Table 1) [7]. Chronic blood loss occurs in a range of conditions that include peptic ulcer disease,
inflammatory bowel diseases, regular haemodialysis therapy, occult intestinal cancer and heavy
menstrual bleeding. Impaired iron absorption is often apparent after gastrectomy and in inflammatory
bowel diseases, and chronic diseases such as CKD are characterised by impaired erythropoiesis through
iron restriction. Loss of iron in the urine can occur through rare forms of intravascular haemolysis,
and IDA can be drug-related (proton-pump inhibitors, leading to impaired absorption due to increased
gastric pH) and genetic (iron-refractory iron-deficiency anaemia, IRIDA) [7].

Table 1. Main causes of iron deficiency in the western world [7].

Cause Details

Insufficient uptake Malnutrition or diet-related (low-iron, vegetarian, vegan)

Increased physiological
demand

Rapid growth during infancy/adolescence, menstrual blood loss, pregnancy
(2nd/3rd trimesters)

Chronic blood loss Trauma, surgery, delivery, heavy menstrual bleeding

Chronic disease Kidney disease, heart failure, inflammatory bowel disease, gastritis, peptic ulcer,
intestinal cancer and benign tumours

Drug-related Glucocorticoids, salicylates, non-steroidal anti-inflammatory drugs, proton-pump
inhibitors, H2-receptor antagonists, drug-induced haemolytic anaemia

Genetic Iron-refractory iron-deficiency anaemia, thalassaemia and sickle cell anaemia

IRIDA is caused by mutations/polymorphisms in the gene TMPRSS6 (transmembrane protease,
serine 6) [12]. This anaemia offers useful insights into the normal iron-control mechanisms in
humans. The consequence of TMPRSS6 loss of function mutations is constitutively high levels of the
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iron-regulatory hormone hepcidin, a 25-amino acid peptide that together with the sole iron exporter in
the body, ferroportin, control iron homeostasis (Figure 1). High levels of hepcidin result in ferroportin
loss from cell membranes and cessation of iron export to plasma. This explains the inability to absorb
intestinal iron in IRIDA cases and thus the muted response to treatment with oral iron preparations [13].
This can be partly overcome if sufficiently high quantities of oral iron are administered as demonstrated
in studies of the phosphate binder ferric citrate [14].

Figure 1. A simplified overview of iron metabolism. The major flow of iron in the body is via
transferrin (TF), which transports iron from iron absorption in the enterocytes in the duodenum,
the recycling of iron from senescent erythrocytes within macrophages of the reticuloendothelial system,
and the mobilisation of iron storage within ferritin (FTN), that mainly resides within macrophages
and hepatocytes. Iron export to plasma is mediated via the sole iron exporter, ferroportin and
is controlled by its ligand, hepcidin, which is secreted into blood plasma mainly by hepatocytes.
Hepcidin binds to ferroportin and controls ferroportin concentration through promoting its endocytosis.
Almost all plasma iron is bound to TF, but after infusion of iron supplements, labile (unbound) iron
may appear in plasma. The molecular structure of third generation IV irons confers stability on
the iron complex, with the intention of limiting the amount of labile iron entering the plasma after
infusion and ensuring a controlled release of iron from the complex once taken up by macrophages.
How the different IV iron complexes are handled in the macrophage and the basis for their different
solubility is not well characterised, but will be dependent not only on pH, but the low molecular
weight molecules that are present in the lysosome and their different iron-binding affinities and on
macrophage polarisation/differentiation. Iron released from the iron–carbohydrate complex is either
stored as ferritin or transported out of the macrophage and bound to TF.

Hepcidin and iron regulatory proteins (IRPs) are essential for maintaining iron homeostasis [15].
Hepcidin production from the liver is increased in the presence of inflammation, in particular in
the presence of the inflammatory cytokine interleukin-6 and is an underlying mechanism of IDA
associated with chronic disease [16]. Chronic inflammation, for example related to CKD, increases
hepcidin production, in turn inhibiting both the uptake of dietary iron and the mobilization of stored
iron from the reticuloendothelial system to circulating transferrin [17]. This restricts the availability
of iron for erythropoiesis, which is often superimposed on underlying true iron deficiency and may,
therefore, be termed functional iron deficiency as there are sufficient iron stores but an inability to
access them due to elevated hepcidin [18,19].
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2.2. Iron Supplementation Strategies

Historically, oral iron replacement therapy to treat IDA in the form of iron salts dates to the 17th
century. Oral ferrous salts are the most commonly prescribed iron replacement therapy, reflecting
their efficacy and simplicity of dosing [6,7]. However, long-term treatment of up to 6 months is
usually required to adequately replete iron stores, and gastrointestinal side-effects that include nausea
and pain are common. A meta-analysis of 43 randomised, controlled trials of 6831 patients reported
gastrointestinal side-effects in up to 75% of patients [5]. These side effects can be underestimated
regarding their impact on patients and adherence can be challenging [20].

For those who do not respond to oral iron, understanding the hepcidin–ferroportin axis has
provided mechanistic insights into relative “iron resistance”. This points to a potential role for hepcidin
measurement in clinical practice, with a view to identifying patients most likely or least likely to
respond to oral iron therapy. Also, recent studies of NAID have shown that alternate-day dosing of
oral iron might optimise iron absorption, as the hepcidin levels fall in the alternate days without iron
consumption [10,11].

There is ongoing research interest in the development of original oral irons; in particular,
the utilisation of nanotechnology to create novel oral iron nanoformulations [21–25]. One of
the strategies proposed is to use the iron core of ferritin, the primary iron-storage protein in
cells, as a model. Ferritin has evolved to serve as a highly efficient iron storage protein that is
conserved across eukaryotes. Ferritin is composed of an iron oxide nanocore contained within a
globular heteropolymeric protein, from which iron release is restricted and controlled [26]. Recently,
a nanoparticulate mimetic of the ferritin core was proposed as a potentially side effect-free form
of supplemental iron [27] and a paediatric trial is ongoing (NCT02941081). Other trials are
on-going with many different oral iron formulations developed to improve absorption and/or
tolerability [14,23,28–30].

The first parenteral iron preparations to be used clinically in the early 20th century were colloidal
ferric hydroxide preparations, but toxicity linked to the release of large amounts of labile (“free”)
iron limited their use. This prompted the development of preparations composed of an iron core and
carbohydrate shell that prevented rapid release of the elemental iron [13,31]. The introduction of IV
iron saccharide in 1947 and high-molecular-weight dextran (HMWD) iron in 1954 signalled a major
change in perception of IV iron supplementation due to their efficacy and relative safety. Nonetheless,
cases of severe hypersensitivity reactions, in particular the well-documented dextran-induced anaphylactic
reactions, led to extreme caution within the medical community regarding the use of these IV irons [13,31].

In the 1990s, two new formulations—iron gluconate and iron sucrose—were developed that
used non-dextran carbohydrates complexed with the iron core and these were associated with
markedly fewer severe adverse events (SAE). It was shown that patients previously sensitive to HMWD
were unlikely to be sensitised to these newer irons [13,31,32]. Development of new pharmaceutical
technologies allowed the development of third generation IV irons in an attempt to circumvent
the toxicity issues inherent with earlier preparations and the posology limitations of iron sucrose
products. In the last ten years, three third-generation IV iron compounds were licensed for the
treatment of IDA [13,31]. Two are currently approved for use in Europe—ferric carboxymaltose and
iron isomaltoside 1000—and one in the United States—ferumoxytol [33].

3. Bioengineering and Metabolism of IV Iron

IV iron preparations are bioengineered as iron-carbohydrate complexes to deliver high doses of
iron in a stable, non-toxic form [34] and consist of colloidal suspensions of iron oxide nanoparticles with
a polynuclear Fe(III)-oxyhydroxide/oxide core surrounded by a carbohydrate ligand [13,31,35–39]
(Table 2). In essence, IV irons behave as prodrugs, retaining ionic iron until the iron–carbohydrate
complex is metabolised [35,36]. The physicochemical differences between the IV irons include
mineral composition, crystalline structure, conformation, size and molecular weight, but the key
point of difference between IV iron products is the carbohydrate ligand, which influences complex
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stability, iron release and immunogenicity, and is a unique feature of each drug [13,31,34–38] (Table 3).
Schematic models of a high molecular weight iron–carbohydrate complex (iron carboxymaltose) and a
low molecular weight complex (iron gluconate) are compared in Figure 2, which illustrates that these
are two different particles both in terms of overall size but also, and importantly, in terms of number of
iron atoms and how accessible these are to undergo chemical reactions. Iron carboxymaltose contains
around 110,000 iron atoms bound to 180,000 oxygen atoms in a dense structure with an approximate
core diameter of 18 nm. This makes it more difficult to break down once inside the cells, since the iron
atoms are less accessible to chelators or redox reactions, whereas iron gluconate is smaller with a 6 nm
diameter, is less compact and has fewer iron atoms (around 4200 iron atoms bound to 7000 oxygen
atoms) and, therefore, the kinetics of iron release from iron gluconate is faster than that of iron release
from iron carboxymaltose, meaning that iron gluconate is more labile than iron carboxymaltose.

Table 2. Clinical characteristics of currently available IV irons [13,33,39].

Ferumoxytol
Iron

Carboxymaltose

Iron
Isomaltoside

1000

Low Molecular
Weight Iron

Dextran

Iron
Sucrose

Iron
Gluconate

Brand name Feraheme® Ferinject® Monofer® Cosmofer® Venofer® Ferlixit®

Maximum single
dose

510 mg 1000 mg 20 mg/kg 20 mg/kg 200 mg 125 mg

Minimum
administration time

(minutes)
15 15 15 60 30 30–60

Replacement dose
possible in a single

infusion
No Yes Yes Yes No No

Table 3. Comparison of physicochemical characteristics and pharmacokinetics of IV irons [37–39].

Ferumoxytol
Iron

Carboxymaltose

Iron
Isomaltoside

1000

Low Molecular
Weight Iron

Dextran

Iron
Sucrose

Iron
Gluconate

Molecular weight
(Da)

185,000 150,000 150,000 103,000 43,000 37,500

Carbohydrate
ligand

Polyglucose sorbitol
carboxymethylether Carboxymaltose Isomaltoside Dextran

polysaccharide Sucrose

Gluconate,
loosely

associated
sucrose

Relative stability
of iron

carbohydrate
complex

High High High High Medium Low

Reactivity with
transferrin

Low Low Low Low Medium High

Relative labile
iron release

Low Low Low Medium High High

Plasma half-life
(hrs)

~15 7–12 20 5–20 6 ~1
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Figure 2. Schematic illustration of the relative size and composition of iron gluconate (left,
low molecular weight, 37,500 Da) and iron carboxymaltose (right, high molecular weight,
150,000 Da). The models show iron-oxide cores, based on the neutron diffraction-derived structure of
ferrihydrite [40], surrounded by the relevant organic ligands. Oxygen is shown in red, hydrogen in
pink, carbon in black and iron in blue.

Upon IV infusion, the volume of distribution of IV irons corresponds roughly to the plasma
volume. IV irons are processed in macrophages and release functional iron from the carbohydrate
ligand [35,36]. The iron complex is endocytosed by macrophages within the reticuloendothelial
system, mainly in the liver, spleen and bone marrow, but the precise mechanism of recognition and
internalization is not fully defined [41]. Endosome–lysosome fusion creates an acidic endolysosome
and, combined with endogenous iron-binding due to citric acid and other iron-complexing agents
present in the lysosomes, drives iron release from the iron–carbohydrate complex [42]. This may be
distinct from the mechanism of iron release from ferritin. Early in-vitro stability analyses suggest that
the low pH of the endolysosome, the type and concentration of low-molecular-weight iron-ligands
present in the endolysosome and the stabilities of the different IV iron-carbohydrate structures, are all
important for iron liberation [42,43]. However, the precise mechanism of iron liberation is incompletely
understood. This is an area of current interest—IV iron metabolism is likely to vary depending on the
type and differentiation state of the macrophage processing the iron [44,45], and iron itself can alter
macrophage polarisation [46], so that the different characteristics of each iron-carbohydrate complex
may potentially affect macrophage function. The latter may well have relevance for the regulatory
authorities when defining the extent of similarity between iron-formulations of the same class.

Iron is subsequently transported into the labile iron pool in the macrophage cytoplasm, where it
can be stored, or exported into the plasma by ferroportin. The mechanism by which intracellular iron
is delivered to ferroportin for export is not well characterised [47]. Upon export, iron is immediately
oxidised by ferroxidases, and sequestered by plasma transferrin for transport to erythroid precursor
cells for incorporation into haemoglobin or to other iron-requiring cells, or for liver storage in the form
of ferritin [35–37] (Figure 1).

The stability of the iron–carbohydrate complex influences the amount of labile iron that is
present in the formulation [32,37]. Strongly-bound iron–carbohydrate complexes characterise the
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third-generation IV irons. These stable, robust complexes bind iron tightly and do not release large
amounts of labile, non-transferrin-bound iron (NTBI) into the blood before macrophage uptake.
As a result, the risk of infusion reactions caused by labile iron is diminished and are clinically
well-tolerated even at high doses [13,31,32,35,37,39,48,49]. This allows rapid, high-dose infusion
of doses of 1000–1500 mg, thus offering the potential for complete iron replacement in 15–60 min
(Table 2), although processing and distribution of the iron will obviously take longer. Comprehensive
biochemical quantification of the different IV irons preparations confirms differences in complex
stability and labile iron release (Figure 3) [32].

Figure 3. In vivo comparison of labile iron potential of IV iron preparations. Results of the
determination of detectable labile iron in human serum as a percentage of total dose given (200 mg and
500 mg), using the Ferrozine®-method (adapted from Jahn et al., 2011 [32]).

Compared with third-generation irons, the lower molecular weight iron sucrose complexes have
lower complex stability, are termed semi-robust, moderately strong, and release larger amounts of NTBI
into the blood [37]. As a result, maximal single doses are significantly lower with longer administration
times [33,37]. Ferric gluconate preparations contain variable amounts of low-molecular-weight
components (<18,000 Daltons), are characteristically labile and weak, and generate larger amounts
of labile NTBI [37]. Labile iron also has the potential for formation of highly reactive free radicals
causing oxidative stress [50]. Under normal physiological conditions, iron in the body exists in a
non-redox-active form, i.e., it is not able to repetitively complete coupled reduction and oxidation, as in
ferritin and transferrin. However, should iron infusions lead to complete or near-complete saturation
of transferrin, the subsequent high levels of labile, redox-active iron, particularly with high-dose
infusion, may contribute to formation of reactive oxygen species and reactive nitrogen species in an
uncontrolled way. These entities cause oxidative and/or nitrosative stress that upsets normal cellular
signalling mechanisms and has been shown to be involved in many diseases, including heart failure,
and Alzheimer’s disease, Friedreich’s ataxia and Parkinson’s disease [35,39].

A further consideration is the risk of dextran-related immune reactions and clinical
hypersensitivity reactions more generally. Dextran, given intravenously, can result in IgG-mediated
anaphylaxis [34]. Early IV formulations of high-molecular-weight iron dextran caused rare but serious
allergic reactions that led to anaphylaxis [13,31]. The formulation of iron dextran (lower molecular
weight) currently available is associated with markedly lower rates of adverse events [51–54].
For third-generation IV iron preparations, the carbohydrate component of the iron-carbohydrate
complex is responsible for immune recognition and eliciting hypersensitivity reactions. It is now
thought that a complement activation-related pseudo-allergy is likely a more common pathogenetic
mechanism in acute reactions to currently licensed IV iron than a response that is immunological and
IgE-mediated [55]. The response is likely triggered by iron nanoparticles and influenced by the unique
carbohydrate-iron complex of each IV iron.
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Thus, the structure and physiochemical characteristics of IV irons have implications for therapy,
impacting the maximum amount of iron that can be infused, the rate of infusion, the risk of minor
infusion reactions, the risk of immune-mediated hypersensitivity reactions, and wider negative effects
linked to the toxicity of labile iron.

Regulatory View of IV Iron Formulations and Bioequivalence

The complexity of the IV iron formulations underlies the ongoing issue regarding approval of
generic copies of non-biologic complex drugs. The authorisation process for generic pharmaceuticals
is currently based on pharmaceutical equivalence which encompasses demonstration of ‘sameness’ of
the active pharmaceutical ingredient and bioequivalence to the listed reference product without the
need for efficacy studies and establishing a safety profile. With the availability of iron sucrose similars
in the European Union, differences in clinical efficacy and safety profiles to the originator drug have
been reported [56–63].

With this background, the regulators have taken notice of the complexity of IV iron formulations.
Both the Food and Drug Administration (FDA) and European Medicines Agency (EMA) acknowledge
that IV iron–carbohydrate nanoparticle preparations cannot be authorised by this well-established
generic approval paradigm for small molecules. The EMA and FDA have reflected on the data
requirements to define similarity and the possibility of interchanging or switching between
different IV iron formulations; these include stepwise in vitro, non-clinical and clinical testing as
a prerequisite [64–66]. The EMA has concluded that the stability of IV iron-carbohydrate complexes
and the physicochemical properties of both the iron and the carbohydrate impact the quality attributes
of the different drugs, which have the potential to influence both safety and efficacy [66]. This position
draws into question the view that IV irons are substitutable and interchangeable and suggests caution
should be exercised when switching between IV irons, with appropriate efficacy and safety monitoring
put in place.

4. Clinical Use of IV Iron

The prescribing of IV irons across a broad range of indications reflects the breadth of conditions
that manifest IDA. IV iron use has dramatically increased, and the broad and increasing number
of conditions for which IV iron has been investigated is at least in part supported by their safety
profile. An extensive meta-analysis of >10,000 patients derived from 103 clinical trials offers important
insights into the overall safety profile and allows comparison between IV and oral iron [67]. IV iron
was not associated with an increase in serious AEs (SAE) when compared to oral iron and placebo
(RR, 1.04; 95% CI, 0.93–1.14). SAE were rare, estimated to occur in 1:200,000 doses with no fatal or
anaphylactic reactions reported [67]. Although the study confirmed that minor infusion reactions do
occur, the frequency of these adverse events must be considered in the context of the use of blood
transfusions. In many cases, transfusions are the only alternative to IV iron to correct IDA when oral
iron is ineffective or not tolerated or in acute situations when there is not enough time for oral iron to
replenish iron levels.

A limitation of the meta-analysis is the short-term nature of randomised clinical trials (RCTs),
with long-term adverse events not being tracked (67). For conditions such as CKD that are dependent
on ongoing long-term dialysis and frequent iron infusions, there are some concerns about the long-term
safety outcomes. This concern in part relates to the potential for oxidative stress linked to IV iron use,
especially in the context of the ongoing chronic inflammatory processes characteristic of CKD. A large,
clinical study (proactive IV iron therapy in haemodialysis patients, PIVOTAL, EudraCT number
2013-002267-25) has recently been completed and will report major adverse outcomes including major
cardiovascular events in CKD patients [68].

There is extensive clinical trial evidence supporting the efficacy of IV iron preparations in patients
with both non-dialysis-dependent and end-stage CKD [69–99] and patients with CHF [100–110],
IBD [28,111–120], women’s health (including abnormal uterine bleeding [121], peri and postpartum
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IDA [122–125], and prevention in pregnancy [126], and in various cancers [127–131], and in the
perioperative management of anaemia [132]. Several observational cohort studies further support the
efficacy and safety of IV iron in real-world clinical practice for IDA associated with CKD [133–142]
(including dialysis patients hospitalised for infection [139]), IBD [143–145], pregnancy [146] and
cancer [147,148].

Multiple clinical guidelines relating to the management of iron deficiency in various healthcare
fields including CKD, CHF, IBD, cancer and pregnancy note the benefit of IV iron as a treatment option
for CKD for whom oral iron is not an option (lack of response, non-compliance, or intolerance) and
for those patients with severe iron deficiency with the need for rapid iron replenishment [149,150].
As would be expected, the clinical evidence base underpinning these guidelines is strong. The 2018
European Society for Medical Oncology (ESMO) clinical practice guidelines for the management of
anaemia and iron deficiency in patients with cancer reflect the most recent clinical data and strongly
recommend IV iron in confirmed iron deficiency [151]. For chemotherapy-associated anaemia, IV iron
makes an important contribution to improved response to erythropoiesis stimulating agents. In dialysis
associated with CKD, IV iron is standard care practice [152].

Evolving Evidence Base Identifies Differences between Third-Generation IV Irons

Generally, reviews and meta-analyses provide valuable pooled results reporting the overall
efficacy and safety profile of the class. Direct comparison between different irons are few, but with the
increasing evidence pool and broadening of diseases assessed for IDA correction, some differences
between irons are beginning to become apparent that may impact clinical practice.

In heart failure, iron deficiency is linked to disease severity and is only partly related to anaemia
and is recognised as a marker of poor prognosis, independent of other prognostic factors [153–155].
IV iron improves patient well-being and New York Heart Association (NYHA) functional class,
as reported in the FAIR-HF trial (Ferinject Assessment in Patients with Iron Deficiency and Chronic
Heart Failure) in both anaemic and non-anaemic patients and exercise capacity over 24 weeks in
the CONFIRM-HF trial (Ferric CarboxymaltOse evaluatioN on perFormance in patients with IRon
deficiency in coMbination with chronic Heart Failure) [107,156]. In light of the evidence derived
from trials of ferric carboxymaltose, the European Society of Cardiology guidelines for heart failure
management makes a specific recommendation that ferric carboxymaltose should be considered in
symptomatic patients to alleviate HF symptoms and improve exercise capacity and quality of life [150].
Whether other third generation irons have a similar impact is yet to be confirmed but is currently being
investigated with results expected in 2021 (NCT02642562) [157].

Iron deficiency is highly prevalent in IBD, occurring in more than two-thirds of patients with
Crohn’s disease and ulcerative colitis [158,159]. Inflammatory bowel disease is perhaps a unique
disease process with respect to IDA because of the multiple pathogenic mechanisms involved in
its pathophysiology. Chronically inflamed intestinal mucosa with blood loss and micronutrient
deficiency (iron and B12) are the primary mechanisms underlying the development of anaemia in IBD,
with chronic inflammation, haemolysis, and medication-induced myelosuppression also thought to
have roles [160]. A Bayesian network meta-analysis assessed the comparative efficacy and safety of
different IV irons in patients with IBD and anaemia. This meta-analysis included five trials involving
a relatively small number of patients (n = 1143) treated with IV iron (IS, ferric carboxymaltose,
ferumoxytol, low-molecular-weight iron dextran, ferric gluconate, iron isomaltoside). Based on
response rate, defined as Hb normalisation and/or increase by ≥2 g/dL, ferric carboxymaltose alone
was shown to have superior efficacy than oral iron (OR = 1.9, 95% CI: 1.1; 3.2) [161].

From a safety perspective, the two main side effects associated with IV iron are
hypophosphataemia, apparent soon after infusion and lasting up to 2 weeks, and hypersensitivity
reactions, as previously noted. The occurrence of hypophosphataemia has been investigated further.
The underlying cause of the phenomenon is related to the expression of FGF-23, a hormone derived
from osteocytes, with the ultimate consequence of renal phosphate excretion. A head-to-head
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retrospective analysis of 81 patients who received ferric carboxymaltose or iron isomaltoside identified
hypophosphataemia almost exclusively in the ferric carboxymaltose-treated patients and caused by
increased concentrations of FGF-23 [162]. A more recent study, the FIRM study in 1997 participants
also demonstrated this difference in effect on phosphate when ferric carboxymaltose was compared
with ferumoxytol [163]. This side effect highlights a subtle but potentially important different
pharmacodynamic action of these two third generation IV irons. More data on hypophosphataemia is
accruing; it is currently thought to be generally mild and usually without clinical consequence, but rare
cases with clinical sequalae are apparent and this issue must be kept in consideration. The risk may be
increased in patients with other disturbances of phosphate metabolism, such as hyperparathyroidism.
A Danish retrospective analysis of 231 outpatients treated with IV iron infusions over a 2.5-year
period, during which ferric carboxymaltose was switched to iron isomaltoside and back to ferric
carboxymaltose in a stable cohort of patients largely with IBD [164], showed hypophosphataemia
events were markedly more frequent in patients treated with ferric carboxymaltose than iron
isomaltoside (64 vs. 9, p < 0.01). The study also reported that significantly more patients experienced
hypersensitivity reactions with iron isomaltoside than ferric carboxymaltose (2.5% vs. 10.7%, p < 0.01),
with no hypersensitivity crossover between the two drugs apparent. With the same amount of iron
delivered with both drugs, this study suggests the differences in side effect profile relate to the different
structures and properties of the two different IV iron drugs. More recent reviews have reassured
that at least in patients with renal disease, the prevalence of serious adverse reactions is relatively
low [49,67,165,166].

5. Conclusions

IDA is a clinically important complication associated in particular with chronic inflammatory
conditions, infection and other disease states and leads to chronic fatigue, reduced quality of life
(QOL), increased risk of complications and increased mortality. Treatment of iron deficiency falls into
two main categories, oral and IV iron formulations [167]. Clinical practice guidelines identify the
benefits of IV iron preparations as a treatment option for patients with IDA who lack a response to,
are non-compliant with, or are intolerant of oral iron treatment, as well as those who have severe iron
deficiency and require rapid replenishment of available iron and Hb levels. IV iron has an important
role in management of IDA perioperatively, particularly for emergency surgery, and there is now a
robust clinical trial evidence base supporting the efficacy and safety of IV iron preparations in CKD,
CHF, IBD, women’s health and cancer.

The third generation of IV irons are characterised by unique carbohydrate ligands forming
strongly bound iron–carbohydrate complexes. Their complexity is reflected in the guidance from
regulators that generic formulations cannot be authorised by the generic approval process and goes
against the view that IV irons are substitutable and interchangeable. The risk of infusion reactions is
diminished compared with previous IV iron formulations, and these drugs are clinically well-tolerated
at high doses to allow rapid, high-dose infusion that offers the potential for complete iron repletion
in 15–60 min. As the evidence base and range of indications for which IV iron treatment is used
expands, it is valuable to define the differences between these agents, in particular adverse event
profiles, and reflect on how this might influence both the choice of iron and the decision to switch
between IV irons in clinical practice.
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Abstract: Iron deficiency (ID) is usually treated with oral iron salts, but up to 50% of patients complain
of gastrointestinal side effects, leading to reduced compliance with treatment. Intravenous (IV) iron
formulations are increasingly safe, but there is still a risk of infusion, hypersensitivity reactions
and the need for venous access and infusion monitoring. Sucrosomial® Iron (SI) is an innovative
oral iron formulation in which ferric pyrophosphate is protected by a phospholipid bilayer plus
a sucrester matrix (sucrosome), which is absorbed through para-cellular and trans-cellular routes
(M cells). This confers SI’s unique structural, physicochemical and pharmacokinetic characteristics,
together with its high iron bioavailability and excellent gastrointestinal tolerance. The analysis of the
available evidence supports oral SI iron as a valid option for ID treatment, which is more efficacious
and tolerable than oral iron salts. SI has also demonstrated a similar effectiveness, with lower risks,
in patients usually receiving IV iron (e.g., chronic kidney disease, cancer, bariatric surgery). Thus,
oral SI emerges as a valuable first option for treating ID, especially for subjects with intolerance to
iron salts or those for whom iron salts are inefficacious. Moreover, SI should also be considered as an
alternative to IV iron for initial and/or maintenance treatment in different patient populations.

Keywords: Anemia; iron deficiency; oral iron salts; intravenous iron; Sucrosomial® iron; M cells;
bioavailability; tolerability; efficacy

1. Introduction

Data from 187 countries from 2010 revealed that anemia affected up to one-third of the global
population, though prevalence varied widely across regions, and iron deficiency (ID) was responsible
for about 50% of anemia cases [1]. In a systematic analysis in the Global Burden of Disease Study 2016,
iron-deficiency anemia (IDA) was the fourth leading cause of years lived with disability, especially in
women [2]. Thus, prophylaxis and management of ID is a first order public issue. The main causes of
ID are increased demands, reduced absorption and/or increased loss of iron [3,4] (Table 1).
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Table 1. Main causes of iron deficiency.

• Increased demands:

� Body growth (infancy and childhood)
� Pregnancy and lactation
� Recovery from blood loss
� Treatment with erythropoiesis stimulating agents

• Limited external supply or absorption

� Poor intake
� Inappropriate diet with deficit in bioavailable iron and/or ascorbic acid (including excess of

dietary fiber, phenolic compounds from tea or coffee, and soya products)
� Malabsorption (autoimmune atrophic gastritis, gastric resection, bariatric surgery, inflammatory

bowel disease, celiac disease, non-celiac gluten sensitivity, Helicobater pylori infection)
� Medications (AntiH2, PPI, antacids, etc.)
� Increased hepcidin levels (e.g., IRIDA or ACI)
� Molecular defects in iron transport proteins (e.g., heme oxygenase or DMT1 deficiencies)

• Increased iron losses:

� Bleeding trauma
� Gastrointestinal bleeding (peptic ulceration, neoplasia, inflammatory bowel disease, vascular

malformations, medications [anti-inflammatory, anti-platelet or anticoagulant agents])
� Genitourinary bleeding
� Menses and multi-parity
� Multiple diagnostic phlebotomies (medical “vampirism”)
� Blood donation
� Dialysis (particularly hemodialysis)

ACI, anaemia of chronic inflammation; AntiH2, histamine H2 receptor antagonists; DMT1, divalent metal
transporter 1; IRIDA, iron-refractory iron deficiency anemia; PPI, proton pump inhibitors.

Nevertheless, the prevalence and consequences of ID may also vary depending on the clinical
setting considered [5–13] (Figure 1). Following the diagnosis of ID, it is especially relevant to find and
address the underlying cause, especially in unexplained and/or recurrent cases, as well as to choose
the therapeutic option that safely meets the patient’s needs [14–17].

Figure 1. Prevalence of iron deficiency across pathologies. (Data taken from references [5–13]).

2. Diagnosis of Iron Deficiency

A correct diagnosis of ID is essential for a safe treatment, but it is sometime elusive. Importantly,
the absence of anemia does not exclude ID, because a normal individual must lose most of his iron
stores before the hemoglobin (Hb) can fall to values defined by World Health Organization (WHO)
as anemia (Hb < 12 g/dL for women and Hb < 13 g/dL for men). In fact, the WHO declares that
“mild anemia” is a misnomer, as ID could be well advanced and causes clinical symptoms before Hb
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reaches the threshold for anemia [18]. The role of non-anemic ID, as a disease looking for recognition,
has recently been reviewed: ID is the disease, and anemia is just one of its consequences [17,19].

A patient’s history (including signs and symptoms of ID and co-morbidities) and previous iron
supplementation provide some clues. In individuals without anemia, chronic fatigue is the most
important symptom (iron is needed for the enzymes involved in energy production). However,
generally, clinicians will not relate chronic fatigue to ID. As a result, ID without anemia is almost
invariably a casual laboratory finding [20].

In patients whose Hb level is within the normal range, ID should be suspected if a low mean
corpuscular Hb (MCH; normal range 28–35 pg) or an increased red cell distribution width (RDW,
normal range 11–15) is present [4,21]. The most accurate definition of true ID is a serum ferritin
concentration < 30 ng/mL (sensitivity 92%, specificity 98%), though lower values are used in many
laboratories [22] (Figure 2). A serum ferritin < 100 ng/mL with a transferrin saturation (TSAT) < 20%
is also indicative of ID, especially in the presence of inflammation (Figure 2). In contrast, serum
ferritin > 100 ng/mL with a TSAT < 20% usually indicates iron sequestration (also referred to as
functional iron deficiency, FID). Treatment with erythropoiesis-stimulating agents (ESA) may also
result in FID, as mobilization from stores may be not rapid enough to meet the increased bone marrow
demands on iron (Figure 2) [4,21,23]. This provides the basis for iron supplementation in most patients
receiving ESA treatment.

Figure 2. Laboratory assessment of iron status. * Low reticulocyte Hb content (<28 pg), increased
hypochromic red cells (>5%) or high soluble transferrin receptor to log ferritin ratio (>2) could identify a
component of an absolute iron deficiency in the presence of an inflammation-induced high ferritin level.

However, as it is an acute phase reactant, high ferritin levels do not exclude ID in patients
presenting with an inflammatory status. In these cases, other parameters, such as a low reticulocyte
Hb content (<28 pg), increased hypochromic red cells (>5%) or a high soluble transferrin receptor to
log ferritin ratio (>2), indicate a component of true ID. Should this be present, iron supplementation
may be beneficial [4,14,21].

3. Treatment Options for Iron Deficiency

In addition to searching and addressing the underlying cause, if possible, ID could be treated
with oral iron, intravenous (IV) iron and/or blood transfusion, depending on the patient’s Hb levels,
tolerance and co-morbidity. Whether it is a new onset, recurrent, explained or unexplained should also
be considered for choosing among the different ID treatment options
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3.1. Oral Iron Supplementation

Oral iron supplements, provided as ferrous or ferric salts, are usually the first line of treatment for
uncomplicated ID, because of their availability, ease of administration, and relatively low cost [14,15].
Oral iron has usually been prescribed at a high dose (100–200 mg elemental iron), to be taken
1–3 times a day. However, the bioavailability is 10% to 15% for ferrous iron preparations (sulfate,
gluconate, fumarate, etc.), and it is even lower for ferric iron salts or ferric iron complexes (amino
acids, polysaccharide, ovo-albumin, etc.). The co-administration of other drugs, such as proton pump
inhibitors or antacids, or meals, and the presence of an inflammatory status may further hamper
the absorption of oral iron salts [24]. This may prolong the duration of treatment or even render it
ineffective [24]. In addition, up to 50% of patients on oral iron (depending on the iron formulation)
report gastrointestinal side effects due to the direct toxicity of ionic iron, which may lead to reduced
tolerance and adherence to iron supplementation [25,26].

Single low doses of iron supplements (40–60 mg/day) are associated with less gastrointestinal
side effects and lower hepcidin secretion, resulting in better treatment compliance and enhanced
fractional absorption [27,28]. In a randomized study, 90 octogenarian patients with IDA received
15 mg, 50 mg or 150 mg of elemental iron per day. After two months, there were no between-group
differences in the levels of Hb (mean increase 1.4 g/dL in all groups) or ferritin, but the adverse effects
were significantly more common with higher doses [29]. Therefore, a low single daily dose (40–60 mg)
and/or single alternate day dose (80–100 mg) are preferred in order to reduce the side effects and
maximize fractional absorption [27–29]. Though not formally proven, this emerges as a new paradigm
for oral iron supplementation in ID treatment [21].

3.2. Intravenous Iron Supplementation

Should the patient develop intolerance to one oral iron salt, or it was proven inefficacious,
switching to another oral iron formulation or to intravenous (IV) iron may be appropriate [15].
Different IV iron formulations have been made commercially available for clinical use, such as ferric
gluconate (FG), iron sucrose (IS), low molecular weight iron dextran (LMWID), ferric carboxymaltose
(FCM), ferumoxytol (FXT), or iron isomaltoside 1000 (ISM). All of them have been shown to have a
dose-dependent efficacy for correcting ID [17,24]. However, “newer” IV iron formulations, such as
FCM or ISM, which allow for a short-time (15–60 min) infusion of high iron doses (1000 mg or more),
are preferred by both physicians and patients, compared to “older” IV formulations [17,24].

Nevertheless, though increasingly safer, IV iron formulations are more expensive than oral
iron and still carry the need for venous access (side effects at the injection site may occur) and
infusion monitoring (there is still a risk of infusion and hypersensitivity reactions) [30]. In this regard,
the European Medicines Agency states that “IV iron products should be administered only when staff
is trained to evaluate and manage anaphylactic reactions, and resuscitation facilities are immediately
available” [30]. In addition, except for the chronic kidney disease population [7], data on the long-term
safety of IV iron are scant [24].

3.3. Red Blood Cell Transfusion

A patient presenting with severe IDA and alarming symptoms (e.g., hemodynamic instability)
and/or risk criteria (e.g., coronary heart disease) should be treated with red blood cell transfusion,
using the minimal amount necessary to achieve clinical stability. Adhering to patient-adapted
restrictive transfusion criteria and transfusing one unit at the time, with post-transfusion reassessment,
is strongly recommended by most guidelines [6,31–34].

Red blood cell transfusion produces a rapid, albeit transient, rise in Hb, thus increasing
oxygen-carrying capacity. However, severe IDA will recur unless the underlying cause is identified and
addressed. After hemodynamic stability has been achieved by red blood cell transfusion, additional
iron supplementation should be considered [17].
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4. Sucrosomial® Iron: Preclinical Data

4.1. Composition and Structure

Commonly used oral iron salts are poorly absorbed, with unabsorbed iron leading to
gastrointestinal side effects [25]. Newer oral iron supplements have been formulated to increase
their tolerability [26]. However, there was still a need for new carriers that not only protect the iron
but also enhance its intestinal absorption, thus reducing dosage and side effects [35].

Sucrester is a surfactant derived from the esterification of fatty acids with sucrose (sucrose esters)
and has recently been shown to behave as an absorption enhancer because of its ability to reduce
intestinal barrier resistance, thus facilitating the passage through para-cellular and trans-cellular
routes [36,37]. Sucrester effects depend on both the hydrophilic-lipophilic balance and the fatty
acid chain length; therefore, the choice of the appropriate raw material is crucial for developing a
formulation with absorption enhancer properties. While there is evidence of the enhancer properties
of sucrose esters for the accumulation of drugs in CACO-2 cells [38] and for intestinal permeability in
animals [39], its use in oral medicinal product administration has been scarcely studied.

Sucrosomial® Iron (SI), developed by Alesco srl (Pisa, Italy), represents an innovative oral
iron-containing carrier, in which ferric pyrophosphate is protected by a phospholipid bilayer
membrane, mainly from sunflower lecithin, plus a sucrester matrix. Further stability and coating are
obtained by adding other ingredients (tricalcium phosphate, starch), forming the “sucrosome” and
allowing SI to be gastro-resistant and carried through the intestinal tract, without side effects from the
interaction between iron and intestinal mucosa (Figure 3). To date, in vitro studies have shown that SI
is mostly absorbed as a vesicle-like structure, bypassing the conventional iron absorption pathway.
Due to its behavior in the gastrointestinal tract, SI is well tolerated and highly bioavailable, compared
to conventional iron salts [40].

Figure 3. Schematic structure of Sucrosomial® iron.

4.2. Gastro-Resistance and Intestinal Absorption

The presence of sucrester confers gastro-resistance properties to SI [41], as demonstrated in in vitro
studies using a simulated gastric fluid digestion (pH 1.2). After different digestion times (30 to 120 min),
the release of ferric iron (III+) from SI was very low (<5%), compared to that of a sucrester-free iron
preparation (75–85%) (Figure 4A) [41].

Gastro-resistance allows the intact sucrosomes to reach the intestinal mucosa, where they are
absorbed. Polled data from several studies indicate the presence of different pathways involved in
SI absorption. Ex-vivo permeation experiments, carried out using the excised rat intestine model,
have shown that the presence of sucrester protects trivalent pyrophosphate iron in SI against enzymatic
reduction and promotes its absorption across the intestinal epithelium through a DMT-1 independent
pathway, as it is not affected by BPDS activity (bathophenanthroline disulfonic acid, a divalent iron
chelator) [40].

The presence of the phospholipids and the sucrester matrix allows the pyrophosphate iron
in SI to be absorbed as a vesicle-like structure through para-cellular and trans-cellular routes.
In vitro experiments using the MatTek EpiIntestinal human 3D tissue model have confirmed the
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presence of vesicle-like structures during the intestinal absorption of SI and its different absorption
kinetics, compared to ferrous sulfate (FS) and ferrous bisglycinate (FeBIS) [42]. Over time, a greater
increase of iron concentration in the basolateral compartment was observed in tissues treated with SI
(2.7 ± 1.7 g/mg protein), compared to samples treated with FS (1.3 ± 1.1 g/mg protein) and FeBIS
(1.6 ± 1.1 g/mg protein), indicating an endocytosis-mediated cellular uptake, which was confirmed by
transmission electron microscopy analysis [42].

Microfold cells of the Peyer’s patches (M cells) are involved in the transfer of particles and
microbes from the luminal side of the intestine to the lamina propria, where they are presented to
immune cells. M cells have been shown to provide a pathway for delivering orally administered
vesicle-like particles to the lymphatic system [43,44]. However, the transfer efficacy of this pathway
has also been shown to be greatly influenced by the physicochemical properties of the transported
particles [43,44]. The possible role of an M cell-mediated pathway in SI absorption was investigated
using an in vitro CACO2/RajiB co-culture system. Experimental data show that the presence of M
cells (RajiB cells) increased the absorption of SI but not that of conventional oral iron salts, such as FS
or FeBIS (Figure 4B). This evidence confirms that M cells can support the intestinal absorption of SI.
In ex-vivo experiments using isolate rat intestine and fluorescein, labeled SI, it has been demonstrated
that, after passing through M cells, SI was taken up by CD68+ macrophages [42].

Figure 4. Gastro-resistance and intestinal absorption of Sucrosomial® iron. (A) Gastro-resistant
properties of Sucrosomial® iron compared to a sucrester-free iron preparation in an in-vitro simulated
gastric fluid digestion at pH 1.2. (B) The involvement of M cells in Sucrosomial® iron uptake was
evaluated using an in vitro CACO2/RajiB co-culture. The iron to protein ratio was significantly
increased in co-culture cells treated with Sucrosomial® iron (SI), compared to other oral iron
formulations: ferrous sulfate (FS), ferrous ascorbate (FeASC), ferrous ethylene-diamine-tetra-acetate
(FeEDTA), ferrous bisglycinate (FeBIS), and control (no iron) (data are mean ± SEM, * p < 0.05) (Adapted
from references [41,42]).

4.3. Bioavailability

Most probably, the involvement of different cellular routes in SI absorption underlies its high
bioavailability, and this may explain its efficacy in improving hemoglobin and ferritin concentrations.
Data from CACO-2 cell cultures show that the administration of SI increases 3-fold ferritin
accumulation, compared to ferrous sulfate, and 3.5-fold, compared to phospholipid containing ferric
pyrophosphate (Lipofer®) or micronized, dispersible ferric pyrophosphate (SunActive®) (Figure 5A),
indicating that the SI technology increases ferritin iron accumulation within enterocytes [45].
Furthermore, in vitro experiments, comparing SI with commercially available iron salts, show that SI
was able to significantly increase the ferritin concentration in CACO-2 cells, compared to tested iron
salts (Figure 5B) [41].
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Figure 5. Bioavailability experiments on CACO-2 cells. Ferritin expression by cells treated with
Sucrosomial® iron (SI) was significantly increased, compared to cells treated with ferrous sulfate
(FS), phospholipid containing ferric pyrophosphate (Lipofer®), or micronized, dispersible ferric
pyrophosphate (SunActive®) (A) or different iron salts, FS, ferric pyrophosphate (FePYR), ferrous
ascorbate (FeASC), ferrous ethylene-diamine-tetra-acetate (FeEDTA), ferrous bisglycinate (FeBIS),
and control (no iron) (B) (Data are mean ± SEM, * p < 0.001 SI vs. other iron compounds) (Adapted
from references [41,45]).

Data from cell cultures show that SI was able to increase the ferritin expression in enterocytes
in vitro, but this evidence was not sufficient to demonstrate the high bioavailability of SI in vivo.
Therefore, SI bioavailability was subsequently investigated in iron deficient new-born piglets and mice.
In piglets, a 4-week course of oral SI supplementation efficiently prevented the deterioration of the
hematological status and contributed to the recovery from IDA, as shown by the significant increase
in Hb concentration, compared to iron dextran treated animals. In addition, oral SI supplementation
increased duodenal L-ferritin protein levels, compared with animals treated with parenteral iron
dextran (Figure 6A) [46]. In anemic mice, treated with iron administered via gavage for 2 or 4 weeks,
SI was able to improve the hemoglobin levels and iron status (Figure 6B) [47]. Bioavailability data
obtained from animals are interesting, as they indicate that different animals affected by IDA respond
to oral SI supplementation in a similar manner and that the efficacy of SI is comparable with all forms
of oral iron salts. Remarkably, the efficacy of SI has been demonstrated, not only in animal models
of uncomplicated IDA, but also in some clinical conditions, in which the absorption of oral iron is
drastically reduced (e.g., celiac disease, post-bariatric surgery, ACI, IRIDA]) [48–52].

Figure 6. Iron supplementation in anemic piglets and mice. (A) Hemoglobin concentration in anemic
piglets treated with iron dextran (FeDEX) or Sucrosomial® iron (SI) (Data are mean ± SD; * p < 0.001,
treatment vs. anemic; ** p < 0.001, SI vs. FeDEX). (B) Change in hemoglobin levels in anemic mice after
a 14-day treatment with Sucrosomial® iron (SI) or ferrous sulfate (FS). (Data are mean ± SD; * p < 0.01,
SI or FS vs. saline; ** p < 0.05, FS vs. vehicle) (Adapted from references [46,47]).
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4.4. Distribution

Usually iron distribution and storage are measured by the quantification of the total iron and
ferritin expression in target tissues. Ferritin-bound iron indicates the ability of the cell to internalize
and store iron and, indirectly, the absorption of the administered iron. Anemic piglets and mice treated
with SI were able to store iron in the ferritin of their spleens and livers. Moreover, a mild but significant
increase of serum iron and transferrin saturation was observed in both IDA animal models [46,47].

A bioavailability study was also performed in healthy rats treated with ferric pyrophosphate
or SI, in which the concentrations of trivalent iron in blood were measured over time (h).
Blood concentrations of trivalent iron were higher in animals treated with SI after the first 3 h.
Pharmacokinetic profiles show that the area under the curve (AUC) and maximal plasma concentration
of iron (Cmax) for SI were significantly higher than those for ferric pyrophosphate. Furthermore,
5 h after the oral administration, SI, but not ferric pyrophosphate, led to a measurable increase of
the trivalent iron content in liver and bone marrow [53]. These data suggest that SI has a greater
bioavailability, and that the iron supply which exceeds the requirements for hematopoiesis and
metabolic processes, is stored in the hepatocytes [54].

4.5. Iron Homeostasis

Hepcidin, a 25-amino acid peptide, synthetized by hepatocytes, regulates systemic iron
homeostasis, and its levels can be increased in response to inflammation or iron overload [55]. Similarly,
oral supplementation with iron salts also induces hepcidin up-regulation, which regulates iron release
into the bloodstream and then to target organs [35].

The effects of oral supplementation with ferrous sulfate or SI, provided at the same concentration
(1 mg/kg/day), on liver hepcidin mRNA and circulating hepcidin levels were investigated in IDA
mice. While SI-treated mice showed a minor, non-significant increase in liver hepcidin mRNA and
serum hepcidin levels, both were significantly increased in ferrous sulfate-treated animals. In parallel,
FS induced the expression of two inflammatory markers, as well as the suppressor of the cytokine
signaling 3 (Socs3) and C-reactive protein (CRP), while SI did not [47]. This suggests that FS
supplementation induces hepcidin up-regulation through a double mechanism. First, a direct effect
of the absorbed iron on peri-portal hepatocytes was observed in ID women receiving FS at doses of
≥60 mg/day [27]. Secondly, the direct toxicity of non-absorbed iron on intestinal mucosa induces an
inflammatory response [56]. In contradistinction, most SI is not released into the portal blood stream,
but into the lymphatic circulation (M cells route) and, later, the arterial circulation, before reaching
the liver. Moreover, the ferric pyrophosphate in SI does not interact with duodenal mucosa, as it is
protected by the sucrosome, and it has also been suggested that the phospholipidic bilayer carriers
may also exert anti-inflammatory properties [57]. Such a different behavior of SI could be relevant,
since hepcidin reduces the iron availability by inhibiting the cellular iron export.

5. Sucrosomial® Iron for the Management of Iron Deficiency in Different Clinical Settings

As stated above, SI has unique structural, physicochemical and pharmacokinetic characteristics,
together with a high iron bioavailability and excellent gastrointestinal tolerance. These properties
make SI the most suitable formulation for the oral treatment of ID, even in clinical settings (e.g., CKD,
cancer, bariatric surgery, etc.), where IV iron seemed to be the only therapeutic option [48–52]. We will
review the efficacy and safety of oral SI for treating ID in the most common clinical scenarios.

5.1. Obstetrics

Iron deficiency in pregnancy continues to present a significant health problem throughout
the world. There is evidence that ID and IDA are associated with an increased risk of a poor
pregnancy outcome (e.g., low birth weight, prematurity), low neonatal iron deposits, preeclampsia
and post-partum hemorrhage [5]. In a propensity score analysis (n = 12,470), severe pregnancy anemia
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was also associated with an increased risk of peri-partum mortality [58]. In the postpartum period,
anemia is associated with decreased physical performance, reduced cognitive abilities and impaired
lactation [5].

In order to reduce the risk of low birth weight, maternal anemia and iron deficiency, a recent
consensus statement recommends daily oral supplementation of 30–60 mg iron and 400 μg folic acid,
as part of routine antenatal care (GRADE 1B) [5]. However, compliance with recommended oral iron
intake among pregnant women varies, mostly due to the gastrointestinal side effects. Multivitamin
and mineral compounds are not the best way for supplementation, mainly when ID or IDA is present,
as most of them do not contain adequate amounts of iron, vitamin B12, C or D. Indeed, the EMPIRE
study in Portugal found that IDA had a very high prevalence among pregnant women (54.2%),
despite the fact that over 80% of them were receiving iron supplementation, mostly administered as
multivitamin and mineral products [59].

In this regard, a recent study on non-anemic pregnant women, presenting with Hb > 10.5 g/dL
at 12–14 weeks of gestation, were randomly assigned to receive no iron (control; n = 20), ferrous iron
30 mg/day (FI; n = 20), SI 14 mg/day (SI-14; n = 20) or SI 28 mg/day (SI-28; n = 20) for up to 6 weeks
postpartum (Table 2). Compared to the control and FI groups, the SI-28 group showed significantly
higher Hb levels at 28 weeks and in the postpartum period. Ferritin levels at 20 and 28 weeks and at
6 weeks postpartum (p < 0.01) were significantly higher in the SI-28 group, compared to the control.
Interestingly, fewer women from the SI-28 group developed anemia (10%), compared to the control
(30%), FI (25%), and SI-14 (25%). Moreover, no differences in hematological parameters were observed
between the group receiving SI 14 mg/day and that receiving FI 30 mg/day, thus demonstrating a
higher bioavailability and allowing for the reduction of doses and side effects [60] (Table 2).

In a series of 148 consecutive deliveries, 8 non-anemic women (mean Hb: 12.1 g/dL), who developed
postpartum anemia due to bleeding (mean: 858 mL; range: 700–1600 mL), received SI (60 mg twice
daily). After one week, the mean Hb increase was 1.5 g/dL, and no gastrointestinal or systemic side
effects were witnessed [61].

Thus, published evidence on SI in relation to preventing anemia during pregnancy is promising,
and large studies, further evaluating the role of SI in pregnancy and in the postpartum period, would be
helpful (Eudra CT: 2017-000994-35).

5.2. Oncology

Both ID and IDA are highly prevalent in onco-hematological patients. IDA and chemotherapy-induced
anemia (CIA) are generally treated with red blood cell transfusion, ESAs and/or iron supplementation.
However, there is controversy on the safety and cost issues regarding different iron compounds and
administration routes [23,62].

A recent position statement recommends investigating the presence of anemia and/or iron
deficiency in all cancer patients, but especially in those scheduled for cytotoxic chemotherapy,
radiotherapy or surgery. This should be carried out before and during treatment in order to plan the
most appropriate therapeutic strategy [23].

According to the most recent ESMO guidelines, patients with CIA (Hb ≤ 11 g/dL or Hb decrease
of ≥ 2 g/dL from a baseline level of ≤ 12 g/dL) and absolute ID (serum ferritin < 100 ng/mL) should
receive iron treatment to correct ID. In the case of FID (TSAT < 20% and serum ferritin > 100 ng/mL),
iron treatment should be administered before the initiation of and/or during ESA therapy (with both
the originator and biosimilar products, approved by the EMA), or as mono-therapy [6].

Regarding the iron formulation that should be used, ESMO guidelines indicate that oral iron is
considered only for patients with both absolute ID and non-inflammatory conditions (CRP < 5 mg/L).
Even if ESMO guidelines recommend the use of IV iron in cases of FID, they stated that the long-term
safety of IV iron in oncology has not yet fully established [6]. Therefore, SI could be taken into
consideration in cases of inflammatory conditions and anemia, as SI absorption does not seem to be
affected by hepcidin [23,35].

332



Pharmaceuticals 2018, 11, 97

In several small case-series and pilot studies of anemic oncologic patients, with or without
chemotherapy, oral SI (30–60 mg/day for 2–6 months) was shown to increase Hb levels, with very few
gastrointestinal side effects (Supplementary material, Table S1). More recently, a retrospective study of
patients presenting with moderate CIA (Hb 8–10 g/dL), and no ID or FID, assessed the performance
of oral SI (30 mg/day; n = 33) in improving the Hb response to ESA (Darbepoetin 500 μg/3 weeks),
compared to IV FG (125 mg/week; n = 31) [51] (Table 2). After 8 weeks of treatment, there were no
differences between the groups with respect to Hb response (70% vs. 71%, respectively), as defined by
an increment in Hb ≥ 2 g/dL and/or a final Hb ≥ 12 g/dL. There were also no differences in red cell
transfusion rates (one patient in each group) or change in the quality of life. Oral SI was well tolerated,
with only one patient showing gastrointestinal toxicity, whereas 2 infusion reactions were witnessed
with IV FG.

5.3. Nephrology

Iron deficiency is one of the main causes of anemia in patients with CKD, and iron supplements,
along with ESAs, constitute the basis of its treatment, both for patients not on dialysis (ND-CKD) and
those who are hemodialysis-dependent (HD-CKD), but disparities exist in the guidelines and position
papers for anemia treatment across the world [7,63].

Though mortality and adverse effects rates in CKD patients receiving oral or IV iron
supplementation are similar, a meta-analysis (24 studies, 3187 patients) found that hypotensive
reactions were more frequent with IV iron, whereas more gastrointestinal adverse events were observed
with oral iron [64]. A recent randomized, controlled trial in 128 anemic CDK patients suggested a
possible higher incidence of cardiovascular events and hospitalization for infection in the IV iron arm,
compared to the oral iron arm [65]. In contrast, a trial evaluating IV versus oral FS in 626 anemic
ND-CKD patients, with ID and not receiving ESA therapy, found no difference in the infection rates
or cardiac events between patients receiving a higher FCM dose (500–1000 mg/4 weeks), lower FCM
dose (200 mg/4 weeks) or oral FS (200 mg/day) during the 56 weeks follow-up (3.9%, 3.3%, and 3.8%,
respectively) [66]. It is worth noting that, in this trial, only 21.6% of patients receiving oral iron showed
an Hb increase of at least 1 g/dL, and < 30% of early non-responders responded at any subsequent
time point during the follow-up, suggesting that the early consideration of alternative therapy would
be beneficial in this population [67]. In a cohort of 58,058 HD-CKD patients, IV iron doses greater
than 400 mg/month were associated with higher cardiovascular death rates [68]. The conclusion
should be that “too much iron is bad” for CKD patients, but further large clinical studies are needed
(such as the on-going PIVOTAL trial; EudraCT Number: 2013-002267-25), whereas the oral versus IV
administration of iron is an on-going debate [24,63].

In several case series on ND-CKD patients (mostly with mild anemia), oral SI (30 mg/day), with or
without ESA, was shown to be efficacious in maintaining and/or increasing Hb, ferritin and TSAT
levels during different follow-up periods (from 3 to 24 months), with virtually no gastrointestinal side
effects (Supplementary material, Table S2). In a randomized open-label trial, 99 ND-CKD patients
with IDA (Hb ≤ 12 g/dL, ferritin ≤ 100 ng/mL, TSAT ≤ 25%) were assigned (2:1) to receive oral
SI (30 mg/day) for 3 months or a total dose of 1000 mg of IV FG (125 mg/week), and they were
followed-up for 4 months [50]. At the end of the treatment period, the Hb levels were similar in both
groups (11.4 g/dL vs. 11.7 g/dL, respectively), though the replenishment of iron stores was greater in
the IV FG group (ferritin 86 ng/mL vs. 239 ng/mL, respectively; p < 0.05) (Table 2). Hb concentrations
decreased more rapidly after iron withdrawal, although significantly fewer adverse events were
observed in the oral group (p < 0.001), and adherence to treatment was similar in the two groups.
Therefore, this study shows that short-term, low-dose oral SI is as efficacious as IV FG for correcting
anemia in ND-CKD patients and suggests that there is no risk of iron overload during its long-term
use. Similar results were observed in two preliminary studies comparing oral IV and IV FG, with or
without ESA, in 34 anemic HD-CKD patients (Supplementary material, Table S2).
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Recently, in 3 CKD patient populations (pre-dialysis, peritoneal dialysis, and post-transplant),
who did not respond to conventional oral iron supplementation, Darbá et al. [69] assessed the economic
impact of switching from intravenous iron (FCM or IS) to SI. Using a 4-year budget impact model
(2017–2020), the progressive increase of SI use (up to 10% of market shares) would lead to over
€750,000 savings.

5.4. Gastroenterology

Anemia is the most frequent systemic complication in inflammatory bowel disease (IBD), celiac disease
(CD), non-celiac gluten sensitivity (NCGS) and autoimmune atrophic gastritis (AAG) [70]. In IBD patients,
anemia is more frequent among those with Crohn’s disease, though its prevalence in studies varies
according to the definition criteria, type of patients, and year of publication, but ID and ACD are the
most common causes [9].

Oral iron supplementation in IBD patients may result in worsening disease symptoms (flares),
which can be attributed to iron-induced oxidative stress, but also to microbiota alterations.
After 3 months of iron supplementation, shifts in gut bacterial diversity and composition were found in
IBD patients, with oral FS (120 mg of elemental iron per day) differentially affecting bacterial phylotypes
and fecal metabolites, compared with IV iron sucrose therapy (3–4 doses of 300 mg) [71]. However, in an
experimental model of colitis in mice (induced by the administration of dextran sodium sulfate [DSS]),
the effect of dietary iron supplementation (500 mg/kg) on survival depended on the formulation used,
and this was either beneficial (FeBIS) or highly detrimental (ferric ethylene-diamine-tetra-acetic acid),
most likely due to the modulation of the microbiota [72]. In addition, a hem-enriched intestinal lumen
(due to a hem-rich diet, hem-based iron supplementation or intestinal bleeding) led to changes in
bacterial flora composition (with a decrease in Proteobacteria and a reduction of Firmicutes), which were
similar to, though less pronounced than, those observed after DSS administration [72]. Therefore, oral
iron supplementation in IBD patients with ID is challenging, and guidelines are prone to recommend
the use of IV iron [9]. However, initial clinical data in IBD patients suggest that oral iron formulations
with improved tolerability, such as SI or ferric maltol, may represent a viable alternative to IV iron [73].

In several case series of IBD patients with mild-to-moderate IDA (n = 92, including 46 intolerant
to ferrous sulfate [74]), SI (30–60 mg/day for 2–3 months) has been shown to be efficacious in rising
Hb concentrations (+0.92 g/dL), as well as ferritin and TSAT levels, with very few gastrointestinal
side effects (Table 2) (Supplementary material, Table S3). In comparative 2–3 month treatment courses,
the efficacy of SI (30–60 mg/day; n = 38) in increasing Hb was higher than that of FS (105–210 mg/day,
n = 14) (mean Hb change +2.7 g/dL vs. 1.4 g/dL, respectively), despite lower elemental doses
(Supplementary material, Table S3), and similar to that of IV iron sucrose (100 mg/session, up to
500–1000 mg) (mean Hb change: +1.7 g/dL vs. +1.8 g/dL, respectively) [75] (Table 2).

Celiac disease is a common intestinal autoimmune pathology, which presents with laboratory
abnormalities, irritable bowel syndrome, osteopenia, fertility problems and iron deficiency [76].
A prospective study evaluated the efficacy of a 3-month course of SI supplementation (30 mg/day) in
anemic patients with CD, who could not tolerate oral FS (n = 24) (NCT02916654) [48]. Additionally,
naïve patients were assigned to receive oral FS (105 mg/day) (n = 19). After a 3-month follow-up,
a significant improvement in all iron parameters was observed in both groups. Both treatments
increased Hb levels, compared to the baseline, with a similar proportion of patients presenting Hb
values within the normal range (70% vs. 82%, respectively; p = ns), although the elemental iron dose
with SI was one-third of that with FS (Table 2). As evaluated by visual analog scale (VAS) scores,
patients receiving SI reported a lower severity of abdominal symptoms and a higher increase in general
well-being, compared to those receiving FS [48].

Sucrosomial® iron (30 mg/day for 15 days, plus 15 mg/day for 75 days) has also been shown to
be effective in treating IDA, in a series of non-CD gluten-sensitivity patients (n = 28), and in increasing
Hb (+2.8 g/dL) and ferritin levels (+11 ng/mL) (Supplementary material, Table S3).
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Autoimmune atrophic gastritis is another autoimmune entity, which may be triggered by
Helicobacter pylori infection, in which autoantibodies against gastric parietal cells and/or an intrinsic
factor are characteristically present. Mucosal atrophy leads to hypo- or achlorhydria, and most
AAG patients develop anemia, either due to cobalamin deficiency (older patients) or ID (younger
patients) [70]. Importantly, AAG is responsible for 20–27% of IDA cases, which are refractory to oral
iron supplements, and use to be treated with IV iron [77].

To assess the efficacy of oral SI, 20 consecutive AAG women (100% with gastric parietal cells
autoantibodies, 20% with intrinsic factor autoantibodies) with recently diagnosed IDA (Hb < 120 g/dL)
were enrolled in a prospective observational study [78]. Patients received SI (120 mg/daily, either
fasting or during meals) for 8 weeks. Only 3 patients dropped out due to intolerance (2) or lack of
compliance (1). Compared to the baseline values, after 8 weeks, there were significant increments in
Hb (from 10.5 g/dL to 12.5 g/dL), ferritin (from 7 ng/mL to 27 ng/mL) and TSAT (from 8% to 18%)
(Table 2).

Bariatric surgery, especially the malabsorptive procedure, can be associated with a risk of
nutritional deficiency, including iron, which increases over the years, and women of childbearing age
are the most vulnerable group [10]. In a 4-year follow-up, after gastric bypass or sleeve gastrectomy
procedures at a single institution (n = 353, 73% women), the investigators found that ID prevalence was
significantly reduced in men (17.2% vs. 40%), but significantly increased in women (31.5% vs. 26.1%),
especially in those of childbearing age (<50 years) [79]. In these settings, traditional oral iron
formulations present clear and significant limitations regarding tolerance and efficacy, and patients
use to be switched to IV iron.

A case-control study included 40 women of childbearing age, who were receiving IV iron sucrose
supplementation after bariatric surgery (300 mg every 3 months). Of these women, 20 were switched
to oral SI (28 mg/day for 3 months), while another 20 received a dose of IV iron sucrose (300 mg).
Hemoglobin, ferritin, and TSAT levels were measured, before and three months after the treatment
switch, and no between-group differences were found [49] (Table 2). Thus, for patients developing ID
after bariatric surgery and requiring IV iron, oral SI could be an alternative maintenance therapy.

5.5. Cardiology

As stated above, iron is needed for proteins and enzymes involved in oxygen transport
(hemoglobin), storage (myoglobin), and utilization for energy production (respiratory chain) in skeletal
and cardiac muscle cells. ID, with or without anemia, affects 50% of congestive heart failure (CHF)
patients and is independently associated with a reduced physical performance, decreased quality of
life and increased risk of mortality [8]. Treatment of ID, as defined by serum ferritin <100 ng/mL or
ferritin between 100 and 299 ng/mL and TSAT <20%, in patients with chronic heart failure, is strongly
recommended by the European Society of Cardiology [80].

The mechanisms of ID in heart failure are still not well understood. Chronic heart failure is
considered to have a low-grade inflammatory status, which increases the circulating levels of hepcidin.
In turn, hepcidin binds ferroportin, especially at the enterocytes, promoting its internalization and
degradation, thus preventing iron absorption, while iron recirculation from macrophages seems to be
less affected [4,14,55]. The alteration in the composition of the intestinal microbiota, known as intestinal
dysbiosis, may also contribute to the perpetuatation of the inflammatory status [35]. A high prevalence
of malnutrition and reduced iron absorption due to intestinal edema could also be involved [35]. In a
recent randomized controlled trial in CHF patients (the IRONOUT study), oral iron polysaccharide
(150 mg, bid) was demonstrated to be inefficacious for correcting ID [81]. In contrast, the European
guidelines recommend the administration of IV iron for treating ID in this patient population [80].

However, a prospective pilot study has evaluated the possible role of oral SI supplementation in
30 patients with CHF and ID iron deficiency, with or without anemia [82]. Twenty patients received
oral SI (30 mg/day for 3 months) and 10 served as controls (no iron). All were on stable, evidence-based
medical therapy for at least 1 month, and there were no differences in baseline clinical and laboratory
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parameters between groups. At 3 months, SI treatment improved iron parameters, while Hb levels
remained stable. There was also an improvement in quality of life, as assessed by Kansas City
Cardiomyopathy Questionnaire (from 55.7 to 61.8; p = 0.038), and a trend towards a longer 6-min
walked distance (from 318 m to 332 m; p = 0.065) and lower B-natriuretic peptide (from 643 to 535;
p = 0.360). All patients in the SI group adhered to the protocol, and no side effects were witnessed.
No change in any of the assessed parameters was observed in the control group. These results are
in line with those from 3 small case-series (n = 29) (Supplementary material, Table S4), but large,
confirmatory studies are needed. In this regard, 2 randomized controlled trials, comparing oral SI with
oral ferrous bisglycinate or a placebo (PREFER-HF study), or oral SI with IV FCM (IVOFER-HF study),
are currently on-going.

5.6. Internal Medicine

Anemia is a frequent condition among hospitalized surgical and critically ill patients,
compromising their clinical outcome. However, the role of anemia, as a risk factor for a poor
outcome in other hospitalized patients, has hardly been investigated. In a random sample of patients,
admitted to the internal medicine ward in 2015, the prevalence (53%) and severity (46% moderate,
7% severe) of anemia was high and most probably caused by chronic inflammation, blood loss,
and/or hemodilution [83]. It seemed to be linked to older age, a higher Charlson comorbidity index,
a longer length of hospital stay and increased in-hospital mortality, but it was underdiagnosed and
undertreated [83]. On admission to the internal medicine ward, data from 771 consecutive patients
revealed that 67% presented with anemia, which was associated with an increased risk of in-hospital
mortality (RR 1.82, 95% CI 1.21–2.74) [84]. Iron deficiency (58%), with (41%) or without (18%) anemia,
was also highly prevalent [84]. Therefore, an appropriate anemia management protocol for this patient
population should be established, including an appropriate provision of iron supplementation.

Patients with myelodysplasia (MSD) frequently exhibit anemia with FID, for which IV iron may
be effective [6]. However, preliminary data suggested that oral SI may be as effective as IV iron in
MSD patients (Supplementary material, Table S5). More recently, the efficacy of SI (28 mg/day) in
supporting the erythropoietic response to an originator (group A) or biosimilar (group B) epoetin-α
was studied in 92 MSD patients with refractory anemia. Patients also received vitamin B12 (400 mg/day
orally) and calcium levofolinate (7.5 mg/day orally) to avoid deficiencies of maturation factors [85].
Responder rates (as defined by an Hb increment of ≥ 1.5 g/dL after 3 months of epoetin treatment) were
similar in both groups (50% and 43%, respectively) and higher than that reported in the literature [86],
thus suggesting the efficacy of oral SI supplementation.

In a small sample of young women with chronic inflammatory anemia due to autoimmune diseases
(systemic erythematosus lupus, rheumatic fibromyalgia, connectivitis), the efficacy SI (60 mg/day,
n = 9) was compared to that of FS (210 mg/day) over a 3-month course [86]. There were no differences
in the baseline Hb (8.5 g/dL vs. 9.0 g/dL, respectively), iron status (%TSAT, Ferritin) or inflammatory
markers (CRP). Compared to FS, SI resulted in significant improvements in Hb (11.5 g/dL vs. 9.5 g/dL,
respectively) and ferritin (260 ng/mL vs. 100 ng/mL, respectively). Additionally, SI, but not FS,
was associated with a significant reduction in ESR and CRP levels [87].

Bleeding is also a common cause of anemia in the internal medicine ward, with red blood
cell transfusion being the default treatment, but in many cases we could care for patients
without exclusively resorting to blood components. A recent study included 90 patients with
moderate-to-severe IDA due to non-neoplastic gastrointestinal or gynecologic bleeding, without
inflammation but with intolerance/refractoriness to FS [88]. Patients were randomized to receive a
high dose of SI (120 mg/day for one month; SI group; n = 45), with or without food or antacid therapy,
or IV FG (62.5 mg/day until cover total ID; FG group; n = 45). There were no differences in the baseline
Hb concentration (8.5 g/dL vs. 8.2 g/dL, for SI and FG groups, respectively), and both treatments were
equally effective in increasing the Hb (12.0 g/dL vs. 12.5 g/dL, after 4 weeks, respectively) (Table 2),
though treatment costs were significantly lower for the oral SI (120 €/month) than for the IV ferric
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gluconate (300 €/month). Adverse drug events were observed in 12 (26%) patients from the SI group
(epigastric pain, diarrhea) and in 10 (22%) from the FG group (hypotension, urticarial, headache),
but no patient required transfusion (Table 2). These data seem to confirm those obtained with SI
supplementation in several case series and observational studies of patients with IDA of different
origins (mostly bleeding) (Supplementary material, Table S5).

In another multicenter study, 300 patients with moderate-to severe IDA (Hb < 11 g/dL,
ferritin < 30 ng/mL) due to gastric (44%) or intestinal (56%) bleeding were randomized 1:1:1:1:1:1
to receive 60 mg of elemental iron daily of oral FS, microencapsulated iron (Saccarate iron),
micronized ferric pyrophosphate (SunActive®), SI, heminic bisglycinated iron, or bisglycinated iron.
Patients’ characteristics and follow-up times (12–24 weeks) were similar in all six groups. Compared to
any other oral iron formulation tested, SI led to consistently higher Hb increments from week 6,
both for the whole study population (Figure 7A) and for the subgroup of patients presenting with
inflammation (high CRP) (Figure 7B). At week 24, mean Hb concentrations in SI-treated patients were
13.2 g/dL for the whole, and 12.5 g/dL for the high CRP subgroup. Gastrointestinal side effect rates
were low with all formulations (6–12%), except for FS (30%). Therefore, among the different oral iron
formulations tested in this patient population, SI showed the fastest and greatest efficacy in correcting
IDA, which was more evident in patients presenting with high CRP values [89].

Figure 7. Comparative efficacy of different oral iron formulations for treating bleeding-induced
moderate-to-severe anemia. SunActive®, micronized ferric pyrophosphate. Each oral iron formulation
was tested in 60 patients (Data taken from reference [89]).

5.7. Surgery

Pre-operative anemia is frequent among patients scheduled for major elective surgery
(30–40%) [13], being an independent risk factor for a poor outcome (increased rates of morbidity,
mortality and readmission) and prolonged length of hospital stay [12], but enhancing the deleterious
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effects of blood loss and red cell transfusion. Postoperative anemia is even more frequent, affecting up
to 80–90% of patients [90].

Absolute iron deficiency and iron sequestration are the leading causes of preoperative anemia
(70% of cases), whereas surgery-associated blood loss and inflammation may induce and/or maintain
postoperative anemia [13]. Hematinic deficiencies without anemia are also frequent and may hamper
pre-operative Hb optimization and/or recovery from postoperative anemia.

As modifiable risk factors, preoperative anemia (Hb < 13 for both genders) and hematinic
deficiencies should be detected, classified and treated prior to any major surgery [21]. However, the role
of preoperative oral iron supplementation in treating ID, FID or IDA in these patient populations has
been scarcely investigated, while available evidence indicated that it is not useful in the postoperative
period [21,24,90].

A retrospective study evaluated the efficacy of preoperative SI in 200 paired-matched patients
undergoing prosthetic hip surgery (2106) in terms of blood transfusion requirements, length of hospital
stay and postoperative Hb recovery [91]. Preoperative iron supplementation with SI (30 mg/day
for 3–4 weeks, preoperatively) was offered to 100 patients with Hb 12–13.5 g/dL, for women,
or 13–14 g/dL, for men, and ferritin < 100 ng/mL (ID) or ferritin > 100 ng/mL, if there was an
elevated CRP or TSAT < 20% (FID). Another 100 patients with the same demographic and laboratory
characteristics, who had not received SI, served as a control group. Compared to the control group
(no iron supplementation), SI supplementation led to a reduction in the number of transfused units
(0 units vs. 7 units, respectively) and the length of the hospital stay (4 days vs. 6.5 days, respectively),
with an estimated cost saving of 1763 €/patient. Additionally, higher Hb levels were observed in the
SI group, 30 days after discharge (13.4 ± 1.5 vs. 10.2 ± 1.2, respectively). Obviously, a confirmatory
randomized control trial on the beneficial effects of SI supplementation is warranted.

In this regard, the CardioSideral Heart Surgery (NCT03560687), a prospective study in
1000 consecutive patients undergoing heart surgery, randomized to either SI supplementation or
no treatment (control), is on-going. Its main outcome variable is the reduction in transfusion rates,
but the changes in Hb and iron parameters, number of transfused units, postoperative quality of life
(6-min walk test), tolerability and cost-effectiveness of SI will also be assessed.
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6. Efficacy of Sucrosomial®Iron: An Overview

Most relevant evidence on the bioavailability, tolerability and efficacy of oral SI in different
preclinical and clinical settings has been presented as lectures or communications in the 3rd,
4th, 5th and 6th International Multidisciplinary Courses on Iron Anemia and other international
meetings. However, a growing number of studies have been already published as full peer-review
papers [40,42,47–51,60,69,85,91]. Characteristics and results for a number of clinical studies are
summarized in Table 2.

Preclinical studies clearly demonstrated that SI has unique structural, physicochemical and
pharmacokinetic characteristics. The presence of sucrester confers gastro-resistance to SI, protects its
trivalent pyrophosphate iron against enzymatic reduction, and promotes its absorption across the
intestinal epithelium by a DMT-1 independent pathway, which is greatly mediated by M cells. All this
enables oral SI to have a high iron bioavailability and a low gastrointestinal toxicity.

The analysis of available clinical evidence seems to support oral SI as a new valid opportunity
for iron supplementation, which is more comfortable, efficacious (lower doses, higher Hb increments
and/or better replenishment of iron stores) and tolerable than traditional oral iron salts (Table 2).
Sucrosomial iron has been also demonstrated to have a similar effectiveness, with lower risks, in clinical
settings where IV iron was the usual treatment option (e.g., CKD, cancer, bariatric surgery, etc.)
(Table 2).

Thus, the administration of oral SI emerges as a valuable first option for treating uncomplicated
iron deficiency, especially for subjects with intolerance to iron salts or those for whom iron salts are
inefficacious. Moreover, oral SI should also be considered as an alternative to IV iron for initial and/or
maintenance treatment in different patient populations. Nevertheless, appropriately sized randomized
control trials are needed to confirm the promising results obtained with oral SI supplementation in
different clinical settings.

Supplementary Materials: The following are available online at http://www.mdpi.com/1424-8247/11/4/97/s1,
Table S1: Sucrosomial® iron (SI) administration in oncologic patients (10 studies, 241 patients), Table S2:
Sucrosomial® iron (SI) administration in patients with chronic kidney disease (CKD) (11 studies, 294 patients),
Table S3: Sucrosomial® iron (SI) administration in patients with gastrointestinal disease (7 studies, 122 patients),
Table S4: Sucrosomial® iron (SI) administration in cardiology patients (8 studies, 161 patients), Table S5:
Sucrosomial® iron (SI) administration in Internal Medicine (10 studies, 236 patients).
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Abstract: In pigs, iron deficiency anemia (IDA) is the most prevalent deficiency disorder during the
early postnatal period, frequently developing into a serious illness. On the other hand, in humans,
only low-birth-weight infants, including premature infants, are especially susceptible to developing
IDA. In both human and pig neonates, the initial cause of IDA is low birth iron stores. In piglets this
shortage of stored iron results mainly from genetic selection over the past few decades for large litter
sizes and high birth weights. As a consequence, pregnant sows cannot provide a sufficient amount
of iron to the increasing number of developing fetuses. Supplementation with iron is a common
practice for the treatment of IDA in piglets. For decades, the preferred procedure for delivering
iron supplements during early life stages has been through the intramuscular injection of a large
amount of iron dextran. However, this relatively simple therapy, which in general, efficiently corrects
IDA, may generate toxic effects, and by inducing hepcidin expression, may decrease bioavailability
of supplemental iron. New iron supplements are considered herein with the aim to combine the
improvement of hematological status, blunting of hepcidin expression, and minimizing the toxicity
of the administered iron. We propose that iron-deficient piglets constitute a convenient animal model
for performing pre-clinical studies with iron supplements.

Keywords: hepcidin; iron deficiency anemia; iron dextran; neonatal period; pig; supplementation

1. Iron Deficiency Anemia (IDA) in Suckling Piglets

Iron deficiency is a very common condition, which is widespread in the human population [1].
In humans, individuals at increased risk of developing iron deficiency are young children, adolescents,
and postpartum women. There is evidence in humans that iron deficiency at birth is relatively rare with
the exception of low birth-weight-infants, including premature infants [2]. Pigs (Sus scrofa domestica)
are the only mammalian species, in which neonatal iron deficiency anemia (IDA) commonly occurs,
the most serious consequence of iron deficiency [3–5]. This disorder affects piglets of all breeds but
its outcome is particularly severe in animals of high performance breeds. The occurrence of IDA in
suckling piglets has been known for long time: The first case of anemia in piglets has been reported
at the end of the 19th century [6], then in 1924 a causal link had been made between iron deficiency
and the appearance of anemia [7]. Finally, 5 years later it was shown that anemia may be prevented
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by the administration to piglets of iron salts (FeSO4) [8]. The problem of neonatal IDA in piglets was
first comprehensively drawn to the attention of the scientific community by Venn et al. in 1947 [3].
Thereafter, various aspects of IDA in piglets such as etiology, clinical aspects, diagnosis, prophylaxis
and treatment have been the subject of several reviews [3–5,9–11].

IDA in suckling piglets is typically hypochromic, microcytic anemia characterized by a decrease
in red blood cell (RBC) parameters such as mean corpuscular volume (MCV) and mean corpuscular
hemoglobin concentration (MCHC). However, it is worth noting that physiological reference ranges
for RBC indices of piglets in the early postnatal period (from birth to weaning, i.e., usually up to
day 28 postpartum) commonly used to diagnose IDA are difficult to estimate. In swine production,
iron supplementation of piglets is a routine and mandatory practice performed with the use of
various iron supplements, administered by various routes, at differential doses of supplemental iron,
and following various time schedules (reviewed in [9,10]). It is not surprising therefore that RBC
parameters strongly vary in piglets depending on iron treatment protocols. On the other hand, without
iron supplementation piglets rapidly develop IDA, and thus, by definition, RBC values measured in
these animals (most frequently when pigs are used for research purposes) cannot be considered as
normal ones. Nevertheless, there is a general consensus regarding hemoglobin concentration to set the
cut-off level of anemia in suckling piglets at 8 g/dL [12,13], although some authors propose higher
values reaching 11–13 g/dL [14]. It is clear from many studies [15–20] including our own [15–17] that
such a level of Hgb is reachable only in piglets supplemented with very high doses of iron. Without
iron supplementation IDA in piglets appears few days after birth. 1-day old piglets are usually not
anemic showing Hgb concentration slightly above 8 g/dL [12,15]. It is important to underline that
most iron supplementation therapies start on the 2nd or 3rd day after birth, therefore, this initial, sensu
stricto normal Hgb value is a convenient starting point for testing the efficacy of new supplementation
procedures in both veterinary practice and research. On day 3, Hgb concentration in non-supplemented
piglets drops to the level of 6–7 g/dL and at weaning is drastically decreased even down to 4–5 g/dL,
which indicates a state of extreme anemia [15,16,21]. Due to the efficient supplementation widely
used in suckling piglets (see chapter below), anemia was practically eliminated from pig husbandry,
however, in research, anemic piglets still constitute an indispensable reference group for exploring the
molecular background of systemic iron metabolism in neonatal and early postnatal periods.

Etiology of IDA in Suckling Piglets

Low iron stores. In most mammals iron accumulated during pregnancy in the fetal liver is the
main source of this microelement for erythropoiesis and other iron-dependent processes in the neonatal
period [22]. For example, infants born full term with an appropriate weight for gestation have iron
stores that are adequate for their development during about half a year after birth [22]. In contrast,
piglets are born with very limited iron reserves estimated at 50 mg, which are considered the lowest
among mammalian newborns [3,4]. This reduced hepatic iron reservoir in pig neonates is reminiscent
of that reported in low-birth-weight and preterm infants, congruent with the fact that the birth iron
stores are generated primarily during the last period of gestation (last 10 weeks in pigs [23] and third
trimester in humans [22]). In both humans and pigs, low iron stores are associated with increased risk
of neonatal iron deficiency anemia. Iron content in the piglet at birth covers the requirement for only
the first 3–4 days of postnatal life. Indeed, in non-supplemented piglets on day 4 after birth hepatic iron
content is decreased by about 5-fold compared to day 1, and on day 7 is barely detectable [15]. In this
context, the question why iron stores in normally born piglets are strikingly low arises. It is conceivable
to propose that the main reason is the physiological inability of pregnant sow to meet iron demand
for the greater number of fetuses. Unceasing improvement of the reproductive potential (including
increasing litter size), is one of the objectives of modern pig husbandry. According to the Annual
Report of the Polish Pig Breeders and Producers Association “POLSUS” the number of alive born
piglets in two main Polish breeds (Polish Large White and Polish Landrace), increased by 0.5 and 0.7
between 2008 and 2017, respectively [24]. Such performance, which is an effect of intensive selection for
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reproductive traits, largely exceeds the physiological potential of sows to provide a sufficient amount
of iron to their fetuses. Interestingly, wild boars (ancestors of domesticated pigs still present in the
wild) having about half as many piglets in the litter as domestic pigs [25], seem to be not affected by
neonatal IDA. Apparently, pigs domesticated from wild boars in Europe and Asia about 10,000 years
ago [26] have not been able to evolve quickly enough to deal with high breeding pressure exerted only
since the 19th century.

A second plausible explanation of deficient iron stores in pig fetuses and neonates is a low
efficiency of iron transfer across the placenta. In this context, it is worth noting that iron
supplementation of sows at various stages of pregnancy, using various iron supplements administered
orally or parenterally has no significant impact on the improvement of the iron status of newborn
piglets, and thus does not prevent suckling animals from becoming anemic (reviewed in [4]).
The fact that despite iron abundance in pregnant sows, the iron status of their offspring still remains
compromised, strongly suggests an insufficiency of the molecular machinery involved in iron transfer
from mother to fetus. Obviously, this issue deserves further investigation. Our knowledge about
placental iron trafficking and its regulation in pigs is poor. Surprisingly, even in mice and humans
(in which iron metabolism is best studied among mammalian species) the placenta is considered
the forgotten organ of iron transport, and regulatory mechanisms of iron transport from maternal to
fetal circulation are only now emerging [27]. Moreover, when comparing placental iron transfer in
various species, we should be aware of structural differences between human/rodent and pig placenta
(hemochorial vs. epitheliorial type) because they may imply different regulations of iron trafficking
across the placenta.

Low iron content in the sow’s milk. Low iron concentration in the sow’s colostrum and milk is
commonly considered as risk factor in developing IDA in piglets [3–5]. Indeed, sow’s milk is a very
poor source of iron containing about half as much of this microelement as human milk. Iron content of
sow’s milk according to various reports ranges from 1.4–2.6 [28] to 0.2–4 mg/L [29]. Assuming that
the daily milk intake per piglet is 0.5–1 L and that the absorption rate of milk iron is 60–90%, the piglet
absorbs approximately 1 mg iron per day, an amount that is far below their daily requirement (about
7 mg) [3,30]. Importantly, attempts to increase the iron concentration in sow’s milk by giving them
high iron diets or by the injection of large amounts of iron dextran during late gestation and lactation
have not been successful [3,31].

Immaturity of molecular iron absorption mechanisms? Immaturity of the molecular machinery
involved in intestinal iron absorption and its regulation in newborn piglets have been claimed as
a factor contributing to the development of IDA [15]. Although our understanding of processes
of dietary iron uptake in the neonatal period of mammalian development is poor, there are strong
indications from studies on rodents that mechanisms of iron absorption clearly established in adult
mammals are not fully functional during early life [32–34]. In adults, iron absorption occurs mainly in
the proximal part of duodenum. At the cellular level, iron is absorbed through the polarized simple
columnar epithelial cells located at the mid to upper villus. The passage of non-heme iron through
the absorptive enterocyte from the gut lumen into the portal circulation involves two major steps:
(1) Transfer across the enterocyte brush border (apical) membrane by the iron transporter–divalent
metal-ion transporter 1 (DMT1) [35], a process preceded by the enzymatic reduction of the dietary ferric
iron by duodenal cytochrome b, (DcytB, an apical membrane ascorbate-dependent ferrireductase) [36];
(2) export from the enterocyte across the basolateral membrane into intestinal capillaries via the sole
iron exporter known to date—ferroportin [37]; the trans-membrane ferroxidase, hephaestin, colocalizes
with ferroportin in the basolateral membrane and oxidizes the exported ferrous iron back to ferric iron,
which is then complexed to transferrin [38]. Both, DcytB and hephaestin seem not to be indispensable
for dietary iron absorption at least in mice, as animals with targeted disruption of the Cybrd1 gene
coding for DcytB show normal iron phenotypes [39], and in sla mice carrying a mutation in the heph
gene, the transport of iron into the circulation is only diminished [38]. The efficiency of iron absorption
is normally regulated in accord with iron status of the organism by hepcidin, a 25 amino acid peptide
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hormone released in to the blood plasma mainly by hepatocytes that negatively regulates the efflux of
absorbed iron from enterocytes in the duodenum, the release of recycled iron from macrophages as well
as the release of iron stored in hepatocytes [40]. This well-documented biological activity of hepcidin
relies on its binding to ferroportin, which leads to its degradation [41]. Hepcidin is induced upon iron
loading to decrease the iron level and in this way limits iron toxicity, whereas during iron deficiency
there is increased erythropoietic activity and hypoxia, therefore, hepcidin expression is down-regulated
to increase iron availability [40]. Recent studies demonstrated that the rate of dietary iron uptake is also
locally controlled in absorptive enterocytes and that hepcidin-mediated regulation alone is insufficient
to reduce iron absorption [42,43]. These studies showed the molecular mechanism of functioning of so
called “mucosal block” [44], a concept of the regulation of iron absorption by duodenal ferritin, protein
with an enormous capacity to store iron (up to 4500 Fe atoms/molecule [45]), which determines the
level of basolateral iron efflux from the duodenal epithelium. Local control of duodenal iron absorption
also involves transcriptional and post-transcriptional regulation of genes involved in iron absorption
by hypoxia inducible factor 2 [46] and iron regulatory protein 1 [43], respectively. Recent advances in
the understanding of this gut regulation have been detailed elsewhere [47]. In Figure 1, we provide an
outline of duodenal non-heme iron absorption and its regulation.

Figure 1. Intestinal uptake of non-heme iron and its regulation. Non-heme iron absorption occurs
mainly in duodenal enterocytes. The first step in the transport of iron across the apical membrane
of enterocytes is ferric (Fe3+) to ferrous (Fe2+) iron reduction, catalyzed by the membrane-associated
ferrireductase duodenal cytochrome B (DcytB). Ferrous iron is subsequently transported into the
enterocyte via the divalent metal transporter 1 (DMT1)-dependent pathway. After crossing the apical
membrane, iron enters so called labile iron pool (LIP) in the cytosol and is subsequently used for
cellular needs (e.g., for iron–sulfur cluster biogenesis in mitochondria), stored inside the cell in ferritin
(Ft, which probably requires the chaperone PCBP1 (poly (rC) binding protein 1) to delivers iron to
Ft), or exported into the circulation by the iron exporter ferroportin (FPN) present on the basolateral
membrane. Iron export from enterocytes also requires hephaestin (Heph), a multi-copper oxidase,
which oxidizes Fe2+ to Fe3+, prior to iron binding by transferrin (Tf) in the blood. The expression of
genes involved in iron absorption is regulated intracellularly at the level of transcription by hypoxia
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inducible factor 2 alpha (HIF2α) and post-transcriptionally via iron regulatory proteins (IRP1 and
IRP2). Under iron-deficient conditions, stabilization of HIF2α protein leads to the transcriptional
up-regulation of DcytB, Dmt1 and Fpn genes. In contrast, in iron replete enterocytes HIF2α undergoes
accelerated proteosomal degradation resulting in the decrease of its transcriptional activity. At low
intracellular iron concentrations, IRPs bind to specific iron regulatory elements (IREs) present in the
5′-UTR mRNAs encoding ferritin subunits (H- and L-Ft) or FPN mRNAs and block their translation.
On the other hand, direct interactions between IRPs and several IRE motifs in the 3′-UTR DMT1
mRNA stabilize this transcript. The converse regulation of Ft subunits, FPN and DMT1 synthesis,
being a consequence of the lack of binding of IRPs to IRE, occurs in enterocytes with high iron level.
Importantly, the presence of IRE has also been identified in HIF2α mRNA. Binding of IRP1 (which
under iron deficient conditions gains the ability to recognize IREs with high affinity) to the unique
IRE in the 5′-UTR of HIF2α mRNA blocks its translation. Iron trafficking across the enterocyte is also
controlled extracellularly by the systemic iron regulatory hormone hepcidin (Hepc). Hepcidin can bind
to FPN, causing its internalization and degradation, hence decreasing iron export from enterocytes into
the blood plasma.
It seems that in neonatal piglets fed almost an exclusive milk diet (mean daily intake of solid

feed by piglets during two first weeks after birth is only slightly above 3 g [17]) and in infants with
exclusive breast feeding, this complex molecular machinery described above is not mandatory for
iron absorption. Lactoferrin, a major iron-binding glycoprotein abundantly present in milk, retaining
bound iron down to a pH of ~3.5 [48], was postulated to be involved in intestinal iron absorption in
suckling newborn animals and breast-fed infants. The identification of a specific receptor for lactoferrin
(LfR) in the duodenum of newborn infants [49] and suckling piglets [50] is evidence that the Lf-LfR
pathway is involved in iron absorption during early life. In this context, low duodenal expression
of the two major iron transporters DMT1 and Fpn reported in pig neonates [15] may only impair
absorption of iron contained in the solid diet and/or derived from dietary iron supplements and not
Lf-bound iron, which uses an independent pathway to cross intestinal barrier.

High iron requirements in suckling piglets. Iron supply from natural sources such as hepatic iron
stores and iron contained in the sow’s milk cannot balance the extremely high iron demand in suckling
piglets. According to various authors their daily iron requirements are estimated at the level between
7 and 16 mg [20,30], which largely exceeds the amount of iron provided from natural sources. It is
worth noting that upper reference values have been established for piglets with daily body weight
gain of 250 g and more [20]. Indeed, high growth intensity of piglets in early postnatal life is a crucial
factor determining this huge iron need. Piglets increase their body mass 2-, 4- and 10-fold within first
week, 3 and 6 weeks after birth, respectively being the most rapidly growing animals among livestock
species [5]. This impressive growth rate is accompanied by the expansion of blood volume, high
erythropoietic activity resulting in an increased number of red blood cells that require an enormous
amount of iron to maintain adequate hemoglobin level. Of note, a major part (~70%) of body iron
is present associated with hemoglobin of developing erythroblasts in bone marrow and mature
circulating erythrocytes.

2. Iron Supplementation of Piglets

2.1. Intramuscular Supplementation with Iron Dextran (FeDex)—A Gold Standard?

To counteract the development of anemia in young pigs, an exogenous iron source must be
administered. Parenteral iron supplementation of piglets by intramuscular injection of 200 mg
Fe in the form of FeDex (high molecular weight iron complex composed of a polynuclear iron
hydroxide with dextran (polyisomaltose)) within 2–3 days after birth is routinely practiced in pig
breeding and commonly considered by breeders and veterinary surgeons a golden standard for the
prevention/treatment of IDA in suckling piglets [9]. Multiple variants of this method (in terms of
number of injections, their time schedules and the amount of injected FeDex) have been proved
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to be generally beneficial in correcting iron deficiency in newborn piglets [15,18,20,51]. However,
it seems that high parenteral intake of supplemental iron given in a single dose or even twice is
not efficiently metabolized and may perturb the tight control of systemic iron homeostasis. First,
excess of iron introduced to the organism may strongly exceed its capacity to store and detoxify this
biologically active metal with ferritin. It is worth noting that after intramuscular injection of FeDex,
this complex enters macrophages of the reticuloendothelial system (RES) via lymphatic circulation [52].
In macrophages, iron released from FeDex is either stored in ferritin [53] or redirected from these
cells into the circulation by ferroportin where it is bound to transferrin and transported mainly to the
erythropoietic compartment. In piglets supplemented with large amounts of FeDex, iron has been
detected in Browicz-Kupffer cells (hepatic macrophages) by Prussian blue staining in the form of
massive iron deposits [15]. Moreover, ferritin in the liver of these piglets has been found to be fully
saturated with iron pointing to heavy pathological iron overload [15]. When in excess, iron is toxic
because it generates through the Fenton reaction, the hydroxyl radical that reacts nonspecifically with
biological molecules. Accordingly, piglets excessively loaded with FeDex showed increased hepatic
levels of 8-oxo-7,8-dihydro-2′-deoxyguanosine (8-oxodG), an oxidatively modified nucleoside in DNA,
a biomarker of iron-induced oxidative stress [15,54]. These piglets showed also elevated levels of
8-isoprostane, a biomarker providing a reliable measure of oxidative stress in whole organism [55].
It is not surprising therefore that an acute toxicity of the overdose of FeDex has been reported in
antioxidant-deficient piglets [56]. Sporadically, toxicity of FeDex given to piglets may be also assigned
to dextran (sugar part of FeDex)-induced anaphylactic reactions [57].

Second, applying FeDex therapy to piglets also implies the necessity for caution due to the
possibility of excessive induction of hepcidin expression by supplemental iron, and in consequence,
inhibition of iron absorption from the diet as well as iron release from macrophages (utilization of
iron freed from FeDex). In humans, the incidence of such risk has been clearly demonstrated in
iron-supplemented women showing significantly decreased fractional iron absorption, which was
associated with acute increase in hepcidin [58]. In our studies, we have performed for the first time
a comprehensive analysis of hepcidin expression (we measured the abundance of hepcidin mRNA in
the liver as well as hepcidin concentration in blood plasma and urine) in suckling piglets supplemented
with FeDex and in anemic, non-supplemented animals [16,17,59]. Administration of large amounts of
iron to piglets resulted in a significant increase in hepcidin expression, which appeared immediately
(only one day) after the injection of FeDex and was sustained at high levels up to weaning (day 28
after birth). In contrast, in anemic piglets hepcidin was hardly detectable in the blood plasma [16,59].
Our observation suggests that in piglets abundantly supplemented with iron, absorption of this
microelement from the diet may be reduced. This could be a potentially unfavorable phenomenon
especially in the second part of the early postnatal period (from day 14 following birth up to weaning),
when voluntary intake of solid feed (containing usually high amounts of inorganic iron) by piglets
is increased and the diet becomes a valuable source of exogenous iron. With the aim to correct iron
deficiency in piglets without increasing hepcidin expression, we have proposed a modified procedure
of FeDex administration, which involves double injection of a carefully calculated, reduced amount
FeDex on day 3 and 14 after birth. Although this procedure has been shown to achieve the objectives,
its application in the practice is questionable due to labor considerations at farms [59].

2.2. Oral Supplementation

“Supplementation” with soil iron. Rooting is a natural behavior for pigs frequently used at all
ages. Pigs root in the soil in different ways for different reasons including searching for food. Iron
is a relatively abundant element (20–40 g/kg) of the soil [60], which is considered a valuable source
of this nutrient (mineral) for wild boar piglets living in their natural woodland habitat. In contrast,
modern indoor farming systems prevent contact of piglets with soil and thus deprive them access
to this source of iron. It has been suggested that in outdoor production iron supplementation of
piglets occurs at least in part by ingesting this microelement from the soil [61]. However, experiments
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conducted on a large number of piglets (more than 2300 per group) clearly showed that outdoor-reared
animals still need parenteral iron supplementation with FeDex, otherwise they develop anemia (Hgb
level—5.1 g/dL) and show increased mortality [21]. Other studies demonstrated that environmental
iron, ingested from the soil plays an essential role in maintaining correct iron status in domestic piglets
during the pre-weaning period [62].

Iron supplements as feed additives. Over the years, various dietary iron supplements such as
iron salts [63], iron chelates [13], carbonyl iron [64], iron polymaltose [65], and iron microparticles [66]
have been used to prevent/treat IDA in piglets. Despite such huge diversity of oral iron supplements,
there is a general consensus that dietary supplementation with iron is less efficient in rectifying
hematological status of piglets compared with parenteral one (reviewed in [10]). On the other hand,
supplementation per os, when it is based on voluntary intake of feed containing supplemental iron,
it is a non-stressful, less time-consuming procedure, which avoids possible risks of iatrogenic disease
transmission. However, low consumption of solid feed or drinking water by piglets during the first
two weeks after birth strongly reduces the therapeutic efficiency of this strategy despite using various
feeding devices and chemical attractants [17,67]. Although applying of excessive doses of supplemental
iron added to the feed has been shown to improve iron status in piglets at a rate comparable to FeDex
injection [67], the usefulness of this method seems to be doubtful because of strong adverse side effects
observed mainly at the level of gastrointestinal tract and liver [68]. Regarding the oral route, iron can
be also individually delivered to piglets in the form of a paste directly into the mouth [69]. In this case,
the amount of administered iron can be tightly controlled. However, reports on the labor consumption
of this procedure and its influence on the welfare of supplemented animals are controversial [70,71].

Despite several limitations in oral supplementation of piglets with iron, the search is ongoing for
new iron supplements characterized by high bioavailability and potentially overcoming canonical
pathways of iron absorption. In some sense, heme is a good candidate for such new although already
long known iron supplement. Heme, a ferrous iron protoporphyrin IX complex, is employed as
a prosthetic group in diverse proteins (including hemoglobin) that participate in important biological
processes [72]. On one side, dietary heme uptake has been recognized for more than 60 years [73]
and many studies have since confirmed that in mammals (except from mice [74]) absorption of heme
is far more efficient than that of inorganic iron [73]. Accordingly, heme iron has been successfully
used as iron supplement to treat iron deficiency in humans [75,76]. On the other hand, the use of
heme iron to prevent IDA in piglets has not attracted much interest from pig breeders. Nevertheless,
some studies [17,66,77] including our own [17] clearly showed that supplementation of piglets based
on voluntary intake of hemoglobin from the feed can rescue these animals from severe IDA (piglets
maintained hemoglobin level at 8 g/dL throughout the experimental period i.e., from day 3 to day
28 after birth) despite the reduced intake of solid feed during the first 10 days postpartum [17].
Importantly, dietary supplementation with hemoglobin promoted combating of severe IDA in piglets
without inducing a disadvantageous increase in hepcidin expression [17]. We proposed that the
well-known high bioavailability of heme iron may depend on a split pathway mediating the transport
of heme-derived elemental iron as well as intact heme from the interior of duodenal enterocytes to
the bloodstream.

The use of encapsulation technologies has been proposed not only to improve bioavailability
of supplemental iron delivered by the oral route [78] but also to decrease its adverse effects in the
gastrointestinal tract, due to the oxidative toxicity of ferrous iron [68]. Some of the novel oral iron
supplements developed by encapsulating in various kinds of matrix inorganic and heme iron have
been tested on anemic piglets and found to improve RBC indices [66,79]. Among encapsulation
technologies, liposomes, bilayer phospholipid vesicles, have attracted much interest as efficient drug
delivery systems [80]. In our recent studies we successfully used liposomal iron (Sideral®Pharmanutra,
Pisa, Italy), a new generation iron (ferric phosphate) supplement containing phospholipids and sucrose
esters of fatty acids, assuring its high bioavailability and tolerability [81]. The efficacy of this drug
in correcting iron deficiency attested by the restoration of physiological hemoglobin levels has been
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proven in human and animal studies [82,83]. We show that liposomal iron given orally to suckling
piglets is a suitable feed additive for the reinforcement of iron status in piglets in the critical period from
birth to weaning. Oral supplementation with liposomal iron is not only as effective as the parenteral
one with FeDex, but in addition it seems to be less toxic [55].

3. Concluding Remarks

Intramuscular administration of large amounts of FeDex to suckling piglets is long-established
and commonly considered most favorable procedure used for preventing/treatment of IDA in the
neonatal/early postnatal period. Here, we propose reconsidering this routine supplementation in the
light of recent advances in molecular understanding of homeostatic regulation of iron in mammals [84],
including mammalian neonates [85,86]. Our concept of optimal prophylaxis/treatment of IDA in
suckling piglets is outlined in Figure 2. The main objective of iron supplementation is to meet current
needs of this microelement for erythropoiesis, a physiological process consuming large amounts of
iron. It seems that rebuilding of depleted hepatic iron stores of suckling piglets with supplemental
iron is physiologically less important and plays a secondary role. The process of replenishment of
iron reservoirs should proceed gradually and be driven by dietary iron contained in the basal feed
routinely given to piglets during rearing. This approach will allow the reduction of the amount of
supplemental iron administered to piglets. Lower dose iron given to piglets will primarily decrease its
toxicity but will also minimize hepcidin expression and in consequence, maximize both natural iron
absorption from the gut and supply of iron recovered from reticuloendothelial macrophages. Finally,
when providing exogenous iron to piglets, we cannot leave aside neither the economical aspect of this
procedure nor piglet welfare. In this context, oral supplementation based on voluntary intake of iron
compounds added to the feed seems to be an optimal solution. However, major obstacles standing on
this way are poor intake of solid feed by piglets during the first two weeks after birth, and neonatal
immaturity of the piglets’ absorption molecular mechanisms. For this reason, there is a need to test
the therapeutic efficacy of new iron supplements such as iron nanoparticles and encapsulated iron
compounds overcoming canonical pathways of iron absorption. Importantly, considering that pig is
a recognized model for human nutrition [87,88], we propose that piglet model of “physiological” IDA
may be useful in preclinical studies for testing various iron food supplements in humans.

Figure 2. Main objectives of sustainable iron supplementation in suckling piglets. See description in
the text for details.
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Abstract: Balancing systemic iron levels within narrow limits is critical for human health, as both iron
deficiency and overload lead to serious disorders. There are no known physiologically controlled
pathways to eliminate iron from the body and therefore iron homeostasis is maintained by modifying
dietary iron absorption. Several dietary factors, such as flavonoids, are known to greatly affect iron
absorption. Recent evidence suggests that flavonoids can affect iron status by regulating expression
and activity of proteins involved the systemic regulation of iron metabolism and iron absorption. We
provide an overview of the links between different dietary flavonoids and iron homeostasis together
with the mechanism of flavonoids effect on iron metabolism. In addition, we also discuss the clinical
relevance of state-of-the-art knowledge regarding therapeutic potential that flavonoids may have for
conditions that are low in iron such as anaemia or iron overload diseases.
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1. Biological Importance of Iron

Studying the chemistry of iron in detail, it is easy to see why iron is essential for life. Namely,
under physiological conditions, iron is mainly present in two forms, ferrous (Fe2+) and ferric (Fe3+).
The Fe3+ Fe2+ system facilitates variety of redox potentials that can be fine adjusted by different ligands
(from about −0.5 V to about +0.6 V), which almost entirely corresponds to the redox potential range
of utmost importance for biological systems. That is why iron complexes are uniquely suitable for a
variety of catalytic processes and reactions which are of great biological significance, such as electron
transfer and acid-base reactions [1,2].

Iron carries out a variety of significant roles in biological systems, mostly as a part of iron-containing
proteins. Haemoproteins are a large group of iron-containing proteins where the iron is bound to a
porphyrin molecule (haem) which is bound to the different proteins with diverse functions. There are
three main categories of haem proteins: Oxygen carriers (haemoglobins, myoglobins and neuroglobins),
activators of molecular oxygen (cytochrome oxidase, cytochrome P450s, catalases and peroxidases)
and electron transport proteins (cytochromes) [3,4].

The second group of iron-containing proteins is the iron-sulphur proteins, where iron is bound to
sulphur by thiol groups from cysteine or inorganic sulphide. Iron-sulphur proteins are widespread in
all living organisms and express numerous actions. Namely, they are included in redox and non-redox
reactions as part of different enzymes, like succinate dehydrogenase and aconitase, and proteins
involved in the electron transfer chain [1,5].

The third class of iron-containing proteins presents a diverse group of proteins that do not contain
iron in a haem or iron-sulphur form. One group is mononuclear non-haem iron enzymes, which include
lipoxygenases, aromatic amino-acid hydroxylases, prolyl and lysyl hydroxylases, etc. Additionally,
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there is the dinuclear non-haem iron protein group, consisting of ribonucleotide reductase and ferritins
or proteins involved in iron transport, such as transferrins (Tfs) [1].

Summing activities of the above-mentioned proteins, it is apparent that iron is crucial for many
important processes, such as: Oxygen transport and storage, cellular respiration and energy production,
the electron transport chain of mitochondria, synthesis of DNA, RNA and proteins, regulation of gene
expression, cell proliferation and differentiation. In addition, iron is indispensable for normal brain
function, psychomotor development and cognitive performance (especially in infants), endurance and
physical performance, the inflammatory response, pregnancy (40% of all maternal prenatal deaths
are linked to anaemia), thyroid function, production and metabolism of catecholamines and other
neurotransmitters, drug metabolism, etc. Hence it is evident that nearly every cell and organism
require iron for life [3,6–10].

On the other hand, the property of iron to easily change its oxidative state can also be toxic, mainly
due to its ability to produce free radicals when it is not bound by proteins and is free in a labile iron
pool. Iron takes part in a reaction, known as the Fenton reaction, where the hydroxyl radical (HO•) is
the end product. HO• is the most toxic reactive oxygen species (ROS) which can damage all classes
of biomolecules. Consequently, unrestrained production of HO• leads to cell injuries and death and
gives rise to numerous severe pathological states [11]. The Fenton reaction initiates the chain reaction
(Equation (1)), which is then followed by the reactions (Equations (2) and (3)) in which more and more
HO• is produced [12].

Fe2+ + H2O2 → Fe3+ + HO• + HO− (1)

HO• + H2O2 → H2O + O2
•− + H+ (2)

O2
•− + H+ + H2O2 → O2 + HO• + H2O (3)

Thus, balancing systemic iron levels within narrow limits in an organism is crucial, as both
iron deficiency and iron overload lead to serious haematological, metabolic and neurodegenerative
disorders, which belong to the most frequent disorders worldwide, as well as carcinogenesis [13].

2. Distribution and Homeostasis of Body Iron

The total iron content of the adult human organism is estimated around 4 g (~35 mg/kg woman,
~45 mg/kg for men). About 66% of total body iron is found as part of haemoglobin in circulating
erythrocytes, erythrocyte precursors or as intracellular pool (liver and reticulo-endothelial macrophages),
7.5% in muscle as part of myoglobin, 0.5% as part of the catalytic center of a variety of enzymes
(cytochromes, catalase, peroxidases, flavoproteins, etc.) and 0.1% as Tf-bound iron in the circulation
(see Figure 1) [2,14].

Body iron homeostasis is maintained by regulating the iron levels in plasma (Tf-bound iron),
which is determined by four coordinated processes: Duodenal iron absorption, macrophage iron
recycling, hepatic iron storage and erythropoiesis. Erythropoiesis, the production of red blood cells in
bone marrow, requires nearly 30 mg iron each day, the main part of which comes from the recycling
of iron via reticulo-endothelial macrophages (>28 mg/day). Macrophages ingest old or damaged
erythrocytes, process them and release recycled iron to plasma Tf. The pool of Tf-bound iron (~3 mg)
is very dynamic and undergoes recycling more than 10 times daily. Furthermore, when in balance,
each day the body absorbs 1–2 mg of iron by duodenal enterocytes and at the same time loses 1–2 mg
of iron by nonspecific iron losses, such as exfoliation of enterocyte, skin and hair loss, menstruation
and some gastrointestinal blood loss (Figure 1). Bearing in mind that there is no known physiologic
mechanism for controlling iron excretion and that macrophage-mediated iron recycling cannot be
sufficient for maintaining erythropoiesis over the long term, absorption of dietary iron in duodenum is
of great importance in keeping iron homeostasis in balance [15,16].
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Figure 1. Distribution of body iron. The adult human body has approximately 4 g of iron, with
more than half (>2 g) incorporated in the haemoglobin of developing erythroid precursors (300 mg)
and mature circulating erytrocytes (1800 mg). The remaining body iron is found in a transit pool
in reticulo-endothelial macrophages (600 mg) or stored in hepatocytes (1000 mg). A smaller part is
present in muscles within myoglobin (300 mg), while only a minor amount is present in plasma bound
to transferrins (Tfs,3 mg) or incorporated in other proteins and enzymes that include iron in their
structures. Approximately, 10–20 mg of iron is daily consumed by diet, from which only 1–2 mg is
absorbed. The same amount is lost every day by blood loss of different etiology, shedding of the skin
and sloughed enterocytes.

Mechanism of Dietary Iron Uptake

Nutritional iron absorption occurs primarily in the duodenum, on the apical (luminal) membrane
of the enterocytes, and is tightly regulated by bioavailable iron, iron stores, erythropoietic drive and
inflammation. The average diet daily contains about 10–20 mg of iron from which only 1–2 mg is
absorbed. There are two types of dietary iron: Non-haem iron, which is present in food from both
animal or plant origin, and haem iron, which is present only in food of animal origin. Absorption of
non-haem iron in the intestine comprises the following (see Figure 2) [17]:

1. Reduction of Fe3+ and uptake of Fe2+ from the diet through the apical membrane of enterocytes. In
the diet iron is mainly present as Fe3+. However, the absorption of Fe2+ is more efficient than Fe3+.
In order to increase Fe3+ bioavailability, Fe3+ firstly needs to be reduced. Duodenal cytohrome
b (Dcytb) is an iron-regulated ferric reductase, highly expressed on the apical membrane of
duodenal enterocytes [18]. After being reduced by Dcytb, Fe2+ is transported across the apical
membrane by the divalent metal transporter 1 (DMT1) [19].
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2. Intracellular processing of iron and iron transport to the basolateral membrane of enterocytes.
Even though mechanisms of intracellular iron transport are not fully elucidated, it is assumed
that poly r(C)-binding proteins (PCBPs) play important roles in this transport. Namely, PCBP1
is identified as an iron chaperone for ferritin, the main iron storage protein in the cell, while
PCBP2 is assumed to transfer of iron from DMT1 to the cytosol and later to iron efflux transporter
ferroportin (FPN). In addition, NCOA4 was identified as autophagic receptor for ferritin, which
during iron deficiency in cell leads to ferritin autophagy and iron liberation [20]. In general, the
fate of absorbed iron is closely related to the body’s demands for iron. If there is a need for more
iron, then iron is exported from the cell via the basolateral membrane of enterocytes which is
followed by iron binding to Tf and transport to peripheral tissues that require iron. If there is no
need for additional iron in the body, iron is stored in the cell in the form of ferritin, and returned
to the lumen at a time when the villus enterocytes die [8].

3. Transfer of iron through the basolateral membrane to the circulation. The mechanism of Fe2+

transport through the basolateral membrane includes synchronized activity of two proteins,
FPN [21–23] and transmembrane copper-dependent ferroxidase, hephaestin (Heph) [24,25].
Before entering circulation, Fe2+ firstly needs to be oxidized to the Fe3+ state, which is catalysed
by hephaestin, the intestinal ferroxidase. Fe3+ then binds to the serum glycoprotein Tf [26], the
key iron transporting protein in the serum and extracellular fluids.

Figure 2. Mechanism of non-haem and haem iron absorption in duodenal cells. Non-haem iron
from food is firstly reduced by the ferric reductase Dcytb yielding Fe2+, which afterwards enters the
enterocytes via divalent metal transporter 1 (DMT1). On the other hand, haem is absorbed via haem
carrier protein 1 (HCP1), subsequently broken down by HO-1, after which free Fe2+ from haem joins
a common cell iron pool with iron from the non-haem source. If body iron stores are high, iron may
be stored in the cell complexed with ferritin as Fe3+ and eventually lost when the cell is discarded
from the intestinal villus tip. Otherwise, iron efflux into the circulation via the iron efflux transporter
ferroportin (FPN), subsequently being re-oxidised through hephaestin (Heph) to enable loading into Tf,
after which it is transferred to peripheral tissues that require iron.

The uptake mechanism for non-haem and haem iron differs across the apical membrane of the
enterocyte, while it follows the same pathway once iron is inside the cell (see Figure 2). Even though
the mechanism of haem absorption is not fully characterized, haem carrier protein 1 (HCP1) was
identified as protein for haem uptake on the apical membrane of duodenal enterocytes [27]. Currently,
the role of HCP1 in haem transport is debated since it was also identified as the proton-coupled
folate transporter [28]. In addition, the new heam transporter is identified, known as feline leukemia
virus subgroup C cellular receptor family member 2 (FLVSC2), whose detailed characterisation is in
process [29]. Once inside the cell, haem is degraded by haem oxygenase (HO-1) [30] and the released
iron enters an intracellular iron pool. After that, absorbed iron from the haem source follows the
pathway of absorbed non-haem iron.
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3. Bioavailability of Iron

To keep iron in balance, it is essential that iron is supplied by diet, especially during growth
of infants, children and adolescents and the reproductive period in women, particularly during
pregnancy. In Table 1 it can be clearly seen that daily requirements of absorbed iron differ greatly
between individuals of different age, sex and state [31,32].

Table 1. Daily requirements of absorbed iron in individuals of different age, sex and state [32,33].

Age/State Absorbed Iron in Duodenum a (mg/day)

4–12 months 0.96
13–24 months 0.61

2–5 years 0.70
6–11 years 1.17

12–16 years (girls) 2.02
12–16 years (boys) 1.82

Adult males 1.14
Women during lactation 1.31

Women during menstruating period 2.38
Women during postmenopausal period 0.96

Women 1st trimester of pregnancy 0.8
Women 2nd & 3rd trimester of pregnancy 6.3

a Calculations were done on the basis of average weight and average status.

As mentioned previously, dietary iron occurs in two forms: Haem and non-haem. Haem iron
makes 10–15% of total iron from diet in meat-eating populations, but it is estimated to contribute ≥40%
of total absorbed iron. However, non-haem iron absorption is much lower, and it varies between
2–20%. In contrast to non-haem iron, whose bioavailability is highly dependent on the presence of
iron absorption promoters or inhibitors in the diet, dietary factors have little effect on haem iron
absorption [31].

3.1. Anaemias

The low bioavailability of non-haem iron contributes greatly to iron deficiency anaemia (IDA),
which is the most prevalent nutritional deficiency worldwide, estimated to affect two billion people
especially in low-income populations where consumption of meat is low. On the other hand, low
bioavailability of non-haem iron is a problem in population groups eating only a plant-based diet,
vegetarians and vegans, whose popularity is rising in modern societies [34].

Iron deficiency disorders are generally known as functional deficiency and anaemias. Commonly,
anaemia is a condition in which there are not enough healthy erythrocytes in the circulation which
leads to inadequate oxygen distribution and consequently disturbance in the maintenance of normal
physiological function of tissues, such as liver, brain, muscles, etc. [33].There are many types of anaemia
and these can arise as a result of a wide variety of causes that can be single, but more often coexist.
Globally, the most significant contributor to the anaemia is IDA. The main causes for IDA are low
dietary iron intake, poor absorption of iron from diet at a period of life when iron requirements
are particularly high, such as growth periods among children, reproductive period among women,
especially during pregnancy. Other recognized causes of anaemia, such as heavy blood loss, extensive
menstruation or chronic bleeding are also recognized [35].

Additionally, anaemia and hypoferraemia that occurs as consequence of chronic infections and
inflammatory disorders is known as anaemia of inflammation (AI) or anaemia of chronic disease. AI
is a systemic iron disorder characterized with decreased iron, iron binding capacity and intestinal
iron absorption, as well as impaired erythropoiesis, while iron is trapped in macrophages and liver,
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indicating impaired mobilization of iron from stores. AI is a consequence of cytokine (mainly IL-6)
mediated induction of hepcidin production as a response to chronic inflammation [3,36].

To be more precise, anaemia is a consequence of both poor nutrition and poor health. Increased
risk of maternal and child mortality is one of the main concerns of severe anaemia. Additionally,
the negative consequences of IDA on cognitive and physical development of infants and on general
performance, particularly work productivity in adults, are also great concern. The World Health
Organization declares iron deficiency as one of the 10 leading risk factors for disease, disability and
death in the world today. Iron deficiency affects mostly children and women in practically all countries.
It can be estimated that most preschool children in non-developed countries and at least 30–40%
in developed countries are iron-deficient, and nearly half of the pregnant women in the world are
estimated to be anaemic [6,34,35,37,38].

In order to compensate for lost iron and to keep iron homeostasis in balance, it is of utmost
importance that absorption of iron is sufficient. Thus, it is essential to understand in detail the
mechanism of iron absorption in the duodenum as well as to target its promoters or inhibitors.
Additionally, for individuals affected with iron deficiency (anaemias) it is important to know what
food is rich in highly bioavailable iron and try to consume it as much as possible. In Table 2 it can be
seen what the average levels of total iron in common foods are.

Table 2. Amount of total iron in common foods [39].

Food mg Iron/100 g Food

sources of non–haem iron
red bean 6.69
parsley 6.20

wheat flour, whole-grain 3.71
corn flour, whole-grain, yellow 2.38

garlic 1.70
lettuce 0.86
potato 0.81
orange 0.80

red cabbage 0.80
broccoli 0.73

blackberry 0.62
kiwi 0.54

red pepper 0.43
cauliflower 0.42
strawberry 0.41

apricot 0.39
fig 0.37

carrot 0.30
cucumber 0.28
blueberry 0.28

banana 0.26
watermelon 0.24

eggplant 0.23
red onion 0.21

apple 0.12

sources of haem iron
goose, liver 30.53

oyster 3.86
beef meat 1.69
lamb meat 1.55

turkey meat 1.09
chicken meat 0.82
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3.2. Dietary Inhibitors of Iron Absorption

There are recognized inhibitors of iron absorption whose occurrence in food should be addressed
in iron-deficient individuals. Major inhibitors of iron absorption from the diet are phytate, polyphenols
(especially flavonoids), calcium and proteins.

Phytate (inositol hexakisphosphate; see Figure 3) is a primary phosphorous storage molecule in
plants and cannot be digested by humans.

 

Figure 3. Structure of Phytate.

It is believed that phytate forms a complex with iron through its phosphate ester groups making it
nonabsorbable and it is considered as the main inhibitor of non-haem iron absorption. The inhibitory
effect of phytate has been proven, but particular food preparation methods, such as milling, heat
treatment, soaking, germination, fermentation, addition of ascorbic acid or enzyme phytase, can remove
or degrade phytate and thus partially or totally eliminate its negative effect on non-haem iron absorption.
However, low concentrations of phytate (2–10 mg/meal) express a negative effect on non-haem iron
absorption [31,40–42]. Considering that some foods contain phytate in considerable concentrations,
even much more than common food containing non-haem iron (see Table 3), consumption of phytate
rich plants should be under attention, especially together with iron supplementation. Plant foods not
shown in Table 3 may be considered as not rich in phytate.

Table 3. Phytate and iron content in selected foods [39,43].

Food g Phytate/100 g Food mg Iron/100 g Food

soybean seed 1.0–2.22 15.7
sesame seed 1.44–5.36 14.5

bean 0.61–2.38 9.0
lentil 0.27–1.51 7.4

flax seed 2.15–3.69 7.2
indian walnut 0.19–4.98 6.7

sunflower seeds 3.9–4.3 6.0
wheat seed 0.39–1.35 5.3

oats 0.42–1.16 4.7
pea 0.22–1.22 4.7

hazelnut 0.23–0.92 4.7
peanut 0.17–4.47 4.5

chickpeas 0.28–1.60 4.3
rice 0.06–1.08 4.0

pistachio nuts 0.29–2.83 3.9
almond nuts 0.35–9.42 3.7

corn 0.72–2.22 3.0
walnut 0.20–6.69 2.9

rye seed 0.54–1.46 2.6

Calcium has been shown to have an inhibitory effect on both non-haem and haem iron absorption.
The mechanism of the inhibitory effect of calcium on iron absorption is not known, but it is speculated
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that it could block initial iron uptake by the enterocyte [44]. Inhibition of iron absorption has
been demonstrated even with a calcium concentration that is common in the daily dietary intake.
This fact could represent a general health problem because widespread and recommended use of
calcium supplements, manly for prevention of osteoporosis, can bring about problem with iron
absorption [31,45].

Particular proteins are also proven to have an inhibitory effect on iron absorption such as: Milk,
soybean and egg proteins, albumin, casein and whey [46–49].

3.3. Dietary Enhancers of Iron Absorption

The main dietary enhancers of iron absorption are ascorbic acid and muscle tissue. It is proven
that ascorbic acid improves non-haem iron absorption, mainly due to its ability to reduce Fe3+ to
Fe2+ and thus make it available for transport by DMT1. The amount of ascorbic acid that expresses a
positive effect on non-haem iron absorption is approximately 30–100 mg daily, which corresponds to
the recommended dietary intake for ascorbic acid. However, in foods of plant origin, such as, fruits
and vegetables, the supporting effect of ascorbic acid might be reduced by the inhibiting effect of
polyphenols and phytate [40,50–54]. In contrast to the positive effect of ascorbic acid on non-haem iron
absorption after a single meal, improvement in iron status after chronic supplementation with ascorbic
acid was not observed in humans. The reason for this occurrence is not yet fully understood [55].

Muscle tissue, known as the “meat factor”, also showed a positive effect on non-haem iron
absorption, the same as ascorbic acid, but it was hard to demonstrate the same activity after a
longer consumption. There is evidence that this could be attributed to: Cysteine-containing peptides,
glycosaminoglycans and L-α-glycerophosphocholine and their ability to reduce and chelate iron [56–58].

3.4. Ways to Prevent Anaemia

Nowadays three approaches are recognized as ways to deal with IDA and raise amount of
absorbed iron which can be practices alone or in combination with each other: Change in dietary
habits by means of diversity and modification of the diet in order to improve nutritional value andiron
bioavailability, supplementation (intake of iron in higher doses not with food), and fortification (the
addition of iron into food during food processing).

A change of dietary habits so that intake of food rich in both haem and non-haem iron, as well as
promoters of iron absorption, is increased, while intake of inhibitors of iron uptake should be decreased.
Even though it showed significant practical limitations, a change of dietary habits is the favoured way
of treating IDA. Apart from the fact that it is hard to change an individuals’ dietary preference, food
rich in highly bioavailable iron, such as meat, is expensive especially in developing countries.

Supplementation is an efficient and cost-effective way of treating IDA over short periods of time,
such as pregnancy. However, insufficient coverage of all parts of the world and compliance is a major
limitation to the effectiveness of iron supplementation programs [59]. Iron supplementation is carried
out orally or, very rarely, by injection. Frequently used forms of iron in supplements include Fe2+ and
Fe3+ salts, such as SO4

2−, gluconate, fumarate and citrate. High doses of supplemental iron may cause
gastrointestinal side effects, such as nausea and constipation. Other forms of supplemental iron, such
as haem iron, carbonyl iron, iron amino-acid chelates and polysaccharide-iron complexes, are also
available and are believed to manifest fewer gastrointestinal side effects compared with salts [6,60].

Iron fortification of food is considered as the most cost-effective route for lowering incidence of
IDA all over the world. Generally, iron fortification refers to the addition of iron to foods consumed
by all or most of the population and it is regulated by the government. Milled cereals are frequently
the subject of iron fortification and showed a successful outcome in making populations less iron
deficient. In addition, it was estimated that iron fortification is economically more favourable than iron
supplementation [60,61].
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4. Plant Polyphenols

Polyphenols are plant secondary metabolites that include a great number of structurally diverse
compounds. Chemically speaking, phenols are compounds which contain one (phenol) or more
(polyphenols) aromatic rings, bearing one or more hydroxyl groups, which can be esterified, etherified or
glycosylated. Generally, polyphenols represent all secondary metabolites whose syntheses go through
the shikimate/phenylpropanoid or the “polyketide“ acetate/malonate pathway, or by combination of
two of them, producing monomeric or polymeric phenols. Additionally, phenols are uncommon in
bacteria, fungi and algae but are ubiquitously present in the plant kingdom. The phenolic profile of
an individual plant strongly depends on plant species and thus can be used as a reliable taxonomic
marker [62]. Throughout evolution, plants have developed adaptive mechanisms which are reflected
in their ability to produce a great number of phenolic secondary metabolites. Although phenols are
not compulsory in the processes such as plant growth and development, they have pivotal role for
plants’ interactions with the environment, reproduction and defence. From an evolutionary point of
view, it is easy to see why plants produce such a great collection of secondary compounds compared
with animals. Namely, they cannot rely on physical mobility to escape predators or perform successful
pollination. Thus, they had to developed exuberant chemical systems in order to survive. Plants need
phenols for protection against herbivores, microbes, viruses or other plants, as signal compounds to
attract pollinating or seed dispersing animals, protection from ultraviolet radiation or oxidants and
fluctuation of organic and inorganic nutrients from soil [62].

Phenols are generally soluble in polar organic solvents, unless being entirely esterified, etherified
or glycosylated. Also, most phenol glycosides are water-soluble but the corresponding aglycones
are usually less so. Due to the presence of an aromatic ring, all phenols demonstrate intense
absorption in the ultraviolet part of the spectrum. Furthermore, phenols that give colour to plants
absorb light in the visible region as well. On the basis of the phenol skeleton, several classes
of phenols have been categorized: C6 (phenols, benzoquinones), C6–C1 (phenolic acids), C6–C2

(acetophenones, phenylacetic acids), C6–C3 (hydroxycinnamic acids, coumarins, phenylpropanes,
chromones), C6–C4 (naphthoquinones), C6–C1–C6 (xanthones), C6–C2–C6 (stilbenes, anthraquinones),
C6–C3–C6 (flavonoids, isoflavonoids), (C6–C3)2 (lignans, neolignans), (C6–C3–C6)2 (biflavonoids),
(C6–C3)n (lignins), (C6)n (catecholmelanins) and (C6–C3–C6)n (condensed tannins) [62–64].

4.1. Flavonoids

Flavonoids are one of the largest groups of plant phenols and, by now, more than 8000 structures
of flavonoids have been identified. These secondary metabolites are widely distributed in plants and
are classified in a number of subgroups, of which one representative of flavones, flavonols, isoflavones,
flavanones, flavanonols, flavanols, anthocyanins, chalcones and aurones subgroup is presented in
Figure 4. As with other phenols, flavonoids also have numerous functions in plants, such as: Protection
against ultraviolet radiation and phytopathogens, a protective response during stress, signaling during
development and growth, auxin transport and coloration of flowers for attraction of insects during
pollination [65,66].

Apart of being valuable for the plant kingdom, flavonoids are also beneficial to human health.
Namely, flavonoids have played a key role in the successful traditional medical treatments of ancient
times and their use has continued up to the present day [67,68]. For medicine, the most valuable
property of flavonoids is their ability to effectively scavenge highly toxic free radicals and lower
oxidative stress [69]. Free radical species occur in the course of numerous physiological processes
and can initiate damage of nucleic acid, lipid and protein structures, resulting in disturbance of vital
cellular functions and causing a wide range of disorders. Thus, today it is almost impossible to
separate free radical reactions and oxidative stress from almost any disorder [70]. Apart from keeping
biomolecules safe from free radical attack, flavonoids take part in many biochemical processes in an
organism, such as: Regulation of expression of cell cycle regulatory proteins, and inhibition/activation
of signal transduction pathways or enzyme activity. As a consequence, flavonoids express many
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beneficial health actions, such as: Lowering blood pressure and risk of cardiovascular disorders,
decreasing the incidence of carcinogenesis and neurodegeneration, inhibiting platelet aggregation and
the inflammatory response, as well as lowering levels of bad LDL cholesterol [67–74].

Figure 4. Structure of some classes of flavonoids.

To give answer to question as to why flavonoids express numerous physiological properties is not
easy, but the most probable answer lies in the fact that they are highly reactive and can enter into almost
any type of reaction known to organic chemistry. Namely, they can take part in oxidation-reduction,
acid-base and free radical reactions and hydrophobic interactions, while their substituents can modify
electronic induction, resonance and steric hindrance. Additional, flavonoids make stable complexes
with metal ions, such as iron, and thus express their antioxidative property, which is the focus of this
review [75].

4.2. Absorption and Metabolism of Flavonoids in Humans

Absorption and metabolism of flavonoids will be explained with quercetin, as an example, since
it is the most abundant flavonoid in human diet. However, other flavonoids follow the same or similar
mechanism of absorption and metabolism as described for quercetin.

Quercetin is mainly present in plants in its highly hydrophilic glycosylated forms, mainly as
β-glycosides of various sugars. The dominant types of quercetin glycosides differ in plants. However,
main forms presented in plants are quercetin-3-O-rutinoside (rutin), quercetin-3-O-galactoside
(hyperoside), quercetin-3-O-glucoside (isoquercitrin), quercetin-3-O-rhamnoside (quercitrin) and
quercetin-4′-O-glucoside (spiraeoside) [75].

Prior to absorption in the gut, flavonoids firstly need to be free from plant tissue by chewing in
oral cavity and then processed by digestive juices in the intestine or by microorganisms in the colon.
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Generally, there are two main routes of quercetin glycoside absorption by enterocyte. Firstly, absorption
goes via transporter followed by deglycosilation within the enterocyte by cytosolic glycosidase.
Secondly, deglycosilation can occur firstly by luminal hydrolases followed by transport of aglycone
by passive diffusion or via different transporters. It is demonstrated that quercetin glucosides can be
taken up by enterocyte through the sodium–dependent glucose transporter (SGLT1) with subsequent
deglycosylation inside the enterocyte by cytosolic β-glycosidase. Also, quercetin glucosides can firstly
undergo luminal hydrolysis by lactase phlorizin hydrolase (LPH) and afterwards absorbed inside the
enterocyte by passive diffusion or transporter–mediated mechanism [76–79]. Specifically, quercetin can
use glucose transporter (GLUT)-1, -3 and -4 to enter cells and thus operate as an inhibitor of glucose
transport [80]. The nature of sugar moiety greatly influences the way and rate of quercetin absorption
in the gut. Namely, it is suggested that absorption rate in the small intestine of 3-O-glucosylated form
of quercetin is higher than the same of quercetin. On the other hand, quercetin glucosides containing
rhamnose (rutin) could not be absorbed in the small intestine, and it is believed to be absorbed in the
colon after deglycosylation [78,81,82].

The definition of bioavailability states that bioavailability is the portion of an initially administered
dose of drug that reaches the systemic circulation unchanged. Considering that, flavonoid bioavailability
is very low mostly due to extensive metabolism at the intestinal level. Namely, further biotransformation
of quercetin aglycone goes through glucuronidation, sulfonation and methylation of hydroxyl groups,
which primarily occurs in enterocytes and hepatocytes. Specifically, major quercetin metabolites
detected in plasma are quercetin-3′-sulphate and quercetin-3-glucuronide. It is assumed that they
are produced in the small intestine, pass into the portal vein and are further converted into other
metabolites in the liver, such as isorhamnetin-3-glucuronide, quercetin diglucuronide, quercetin
glucuronide sulphate, methylquercetin diglucuronide, etc. After returning to the bloodstream they
are excreted in urine via kidneys. Additionally, a portion of quercetin is converted to low molecular
weight phenolic acids, such as 3-hydroxyphenylpropionic acid, 3,4-dihydroxyphenylpropionic acid
and 3-methoxy-4-hydroxyphenylpropionic acid [83,84].

4.3. Occurrence and Intake of Dietary Flavonoids

Nowadays, a growing body of research confirms different beneficial health effects of dietary
flavonoids. Consequently, consumers take more and more interest in the levels and types of flavonoids
that are taken up with diet. This is particularly interesting in the scope of the modern concept
of functional food, food that apart from nutritional value express additional functions, such as
health–promotion or disease prevention. Namely, flavanols and anthocyanidins have been associated
with reduction of risk of cardiovascular disease, while anthocyanidins efficiently protect LDL cholesterol
oxidation [85]. It had been shown that flavonoids express organ–specificity for cancer prevention, so
intake of quercetin rich diet was proven to be in positive correlation with protection against lung and
intestinal cancer [86,87].

Flavonoids are present in nearly all edible fruits, vegetables and other food of plant origin.
Generally, the human population is consuming notable amounts of flavonoids on a daily basis, being
more in regions where diet is mainly based on plant sources. It is estimated that the average daily
intake of flavonoids in the United States of America is 20–34 mg, in Finland 24 mg, Japan 63 mg and
The Netherlands 73 mg [88]. In Table 4, flavonoids and iron content in selected foods that are regularly
consumed in Western diet are listed.
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Table 4. Flavonoids and iron content of selected foods [39,89].

Food mg Flavonoid/100 g mg Iron/100 g

parsley 233.16 6.20
garlic 3.61 1.70
lettuce 4.63 0.86

red cabbage 210.67 0.80
broccoli 11.96 0.73

red pepper 0.86 0.43
cauliflower 1.02 0.42
strawberry 13.35 0.41

fig 8.07 0.37
carrot 0.60 0.30

blueberry 180.82 0.28
cucumber 0.17 0.28

tomato 5.95 0.27
banana 13.69 0.26

cranberry 132.08 0.23
eggplant 85.73 0.23
red onion 56.61 0.21

apple 15.15 0.12

4.4. Links between Flavonoids and Iron Homeostasis

Over 30 years ago, it was shown that consumption of tea is in accordance with low non-haem iron
bioavailability [90,91]. Consequently, flavonoids, or polyphenols, from the tea were recognized as the
main cause for low non-haem iron absorption. Today, flavonoids, among them primarily quercetin, are
considered as one of the main dietary inhibitors of iron absorption in the duodenum. Even though the
exact mechanism of how flavonoids inhibit non-haem iron absorption is still not fully elucidated, it is
strongly believed that its power to chelate iron is mainly responsible for this action [92,93]. In contrast,
it was shown that quercetin may operate as a substrate for Dcytb by increasing its reduction potential
and providing more Fe2+ for cellular uptake by DMT1 [94].

In diseases connected with an imbalance in iron homeostasis, organ-specific iron accumulation is
present. In order to bring iron levels back into balance, chelato therapeutics are applied. Potent chelato
therapeutics should be able to go through iron-over loaded tissues, complex iron by forming stable
and redox-inactive iron and transfer it to Tf in the circulation. Known chelato therapeutic drugs fulfil
more or less listed requirements [95]. However, it has been proven in vitro that quercetin is able to
decrease intracellular iron and to transfer it to Tf. These significant findings suggest that quercetin
could be a valuable representative of chelato therapeutics for iron-redistribution therapy. Yet, this fact
still needs to be proven with in vivo studies [96]. On the other hand, it is clear that flavonoids should
be avoided in IDA, especially during oral consumption of iron either as a natural constituent of the
diet or as a food supplement.

Furthermore, flavonoids were shown to be potent in regulation of systemic iron metabolism.
Namely, Bayele et al. [97] reported that quercetin increased expression of hepcidin, a main iron
regulatory hormone, which might involve the Nrf2 pathway. Other authors showed in cells that
quercetin is able to activate Nrf2 pathway by supporting its nuclear translocation and transcriptional
activity [98]. In view of the fact that levels of FPN and H and L ferritin are also known to be
transcriptionally up regulated by Nrf2 pathway quercetin could affect iron homeostasis and help cells
defending against oxidative stress. Moreover, Vanhees et al. [99] showed that prenatal exposure to
quercetin caused hepcidin induction in adult mice.

4.4.1. Flavonoids as Iron Chelators

Flavonoids are known for their numerous health benefits which are mostly attributed to their
ability to scavenge highly reactive free radical species. However, flavonoids’ antioxidative potential is,
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at least partially, associated with their ability to chelate iron. By chelating iron, flavonoids reduce the
accessibility of iron to oxygen and consequently diminish oxygen high toxicity, e.g., by inhibiting the
production of HO• in Fenton reaction [99].

The exact mechanism by which certain flavonoids reduce bioavailability of non-haem iron is not
fully understood, but it is proposed that flavonoids are able to chelate non-haem iron [92,93,100–102].

Like most other flavonoids, it was proven that quercetin possesses a high ability to chelate
iron [103]. The preferred site for iron chelation by flavonoids, such as quercetin, is its 3-hydroxyl
and 4-carbonyl group. Specifically, for complexes containing one iron and one quercetin, the binding
strength has an order 3–4 > 4–5 > 3′–4′. Moreover, the 3–4 chelation site is also preferred for complexes
which are formed between one iron and two or three quercetin molecules (see Figure 5) [104]. In
addition, it is estimated that quercetin, like most other flavonoids, forms a complex with Fe3+ with a
greater stability than Fe2+. Even though when quercetin initially forms a complex with Fe2+, Fe2+ will
autooxidise to Fe3+ [105].

 

Figure 5. Structures of complexes between Fe3+ and quercetin.

Regarding inhibition of iron absorption by quercetin, it was clearly demonstrated in vivo that
chelation of iron by the 3-hydroxyl group of quercetin is an important determinate of iron uptake in
duodenum [93]. The authors confirmed that the decrease in duodenal iron transfer is due to chelation
of iron by quercetin which increases apical uptake of iron, but prevents basolateral transport. Further
information that supports this hypothesis is the fact that the quercetin–Fe complex is considerably
stable in gastrointestinal conditions. Namely, it was shown in vitro, by mimicking conditions that occur
in the stomach, that the recovery of quercetin–Fe complex is up to 45%, which supports the importance
of chelation of iron by quercetin in the human body [106]. However, the precise place of iron chelation
by quercetin is still uncertain. It is still unknown whether chelation occurs in the duodenal lumen or
the cytosol of duodenal enterocytes. One explanation could be that iron is chelated by quercetin in the
duodenal lumen by forming the apical–membrane–permeable quercetin–Fe complex that cannot cross
the basolateral membrane of enterocyte. Despite its great size, there are in vitro reports that support
transport of the quercetin–Fe complex across the cell membrane in both directions [96]. Furthermore,
there is evidence that the quercetin–Fe complex is transported by GLUTs transporters [107], which could
also be the case in vivo. Furthermore, even though it was shown that quercetin can be transported via
GLUTs 1, 3 and 4 transporters, quercetin is lipophilic enough so it can easily cross lipid bilayers without
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interaction with transporters [80,107,108]. A second possibility is that that quercetin could influx into
the cell and then form a complex with free iron. Additionally, it was shown that quercetin may operate
as a substrate for Dcytb by increasing its reduction potential and providing more Fe2+ for cellular
uptake by DMT1 [94]. Knowing this, quercetin could firstly chemically reduce non-haem iron and thus
increase apical uptake followed by formation of the quercetin–Fe complex inside the cell. Therefore,
both luminal and cytosolic iron chelation, or their combination, can provoke iron accumulation within
duodenal mucosa in vivo. However, in both cases the quercetin–Fe complex could remain in the
enterocyte due to the inhibition of FPN function or simply because the quercetin–Fe complex would be
too bulky to be transported by FPN. This explanation can be applied to all polyphenols that have a
noticeable capacity to chelate iron, particularly those which are present in the diet and thus can directly
affect iron absorption.

This phenomenon was previously shown for other polyphenols, particularly for
(–)-epigallocatechin-3-gallate, but in in vitro conditions using Caco-2 cells as a model system [101,109].
Kim et al. [101,109] reported their finding as unexpected as it was common to think that polyphenols
inhibit iron absorption by preventing mainly apical uptake of non-haem iron.

Furthermore, the quercetin-Fe complex inside the cell could be a negative signal for the iron
regulatory protein/iron responsive element (IRE/IRP) system and thus destabilize FPN mRNA.
Thus, by chelating iron, quercetin could lower free iron levels inside the cell and thus trigger
the post-transcriptional IRE/IRP control system, such that when iron levels in tissue are reduced, the
expression of FPN is decreased [110]. Furthermore, the possibility that quercetin or its metabolites
have direct inhibitory effects on the function of FPN should not be discounted. In addition, bearing
in mind that many proteins that have a pivotal role in iron homeostasis beside FPN, such as ferritin,
DMT1, TfR1 and Hif-2α, are also regulated by the IRE/IRP system the role of flavonoids which are
potent to chelate iron becomes even more important.

Together all these mechanisms could account for the increased mucosal iron retention observed
in our studies [93,102]. Furthermore, if a quercetin–Fe complex is formed inside the cell, it could be
proposed that quercetin could affect absorption of haem iron too. Namely, quercetin could also prevent
the export of free iron for the haem source, after haem degradation by HO-1 which occurs in the cytosol
after its absorption.

Potentially listed modes of action could be ascribed to all dietary polyphenols that have
demonstrable capacity to chelate iron and this information could be useful in the design of iron
chelators based on the structure of these common dietary polyphenols.

In marked contrast, work using Caco-2 cells showed that certain flavonoids promote iron
bioavailability (i.e., epicatechin, kaempferol [111,112]). However, these are still in vitro results that
needs to be confirmed in vivo.

4.4.2. Flavonoids as Regulators of Systemic Iron Metabolism

It was shown that flavonoids could play important role in regulation of systemic iron metabolism.
Namely, a couple of studies have shown that flavonoids have a great effect on hepcidin levels in vivo.
However, results are contradictory.

Bayele et al. [97] reported that intraperitoneal quercetin increased hepcidin expression which
might involve the Nrf2 pathway, which also correlated with changes in serum iron levels and Tf
saturation, as well as with reduction in FPN mRNA. Vanhees et al. [99] showed that prenatal exposure
to quercetin caused hepcidin induction in adult mice and the authors hypothesized that after birth,
when pups were no longer exposed to quercetin, improved bioavailability of dietary iron sensed as
body iron overload. Lesjak et al. [102] showed that quercetin increased hepcidin mRNA levels in both
liver and spleen. Increased levels of hepcidin were followed by decreased FPN levels.

However, previous results of others indicate contradictory results on how different dietary
polyphenols affect hepcidin levels. Mu et al. [113] reported that the polyphenol myricetin inhibits
hepcidin expression induction in vivo by the BMP/SMAD signalling pathway. Quercetin and myricetin
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are very similar in structure, with myricetin having an extra hydroxyl group. The differences in effect of
these two similar polyphenols on iron absorption indicate the complexity of responses to polyphenols.
Furthermore, Zhen et al. [114] and Patchen et al. [115] showed that genistein, a main polyphenol
from soya, and ipriflavone, synthetic analogue derived from abundant dietary polyphenol daidzein,
respectively, both strongly promote hepcidin expression in vivo. Recent studies by Grillo et al. [116]
and Zhang et al. [117] indicate that other natural products apart from flavonoids could also have a
major role in iron metabolism in vivo and may have potential in therapy of iron metabolism disorders.
Namely, Grillo et al. [116] showed that hinokitiol, a natural product of terpenoid structure found in
wood that strongly complex iron, could restore iron transport in vivo very effectively. Zhang et al. [117]
elucidated that prenylated flavonoid glycoside icariin, which can be found in some Chinese herbal
medicinal plants, are able to induce hepcidin expression in mice and change serum and tissue iron
concentrations by activating Stat3 and Smad1/5/8 signaling pathways.

Interestingly, it was shown that quercetin directly regulates FPN expression [93]. Namely, in
Caco-2 cells exposed to quercetin there was a significant dose-dependent decrease in FPN protein
and mRNA and this was associated with a significant decrease in iron transport across Caco-2 cell
monolayers. This occurrence was associated with interactions between miRNA and 3′UTR of FPN
mRNA. This data suggests a possible great role for miR-17 and potentially other microRNAs in
mediating diet-gene interactions that can influence nutrient bioavailability [93].

5. Conclusions

All of the above-mentioned possible impacts of flavonoids on iron homeostasis become even more
significant in the view that they are consumed regularly in considerable amounts and that nowadays
their supplementation is supported due to numerous health benefits. On the other hand, as imbalance
in iron homeostasis is connected with many diseases, flavonoids may have important applications in
their treatment. Hence it is of great importance to fully understand how dietary flavonoids interact
with intake and homeostasis of iron and thus research in this direction should be supported. Further
testing of phenolic compounds with iron chelating and cell signaling properties in animal models
of iron overload could provide the basis for novel approaches for treating clinical iron deficiency as
well as overload in humans. Namely, they could lead to development of new dietary approaches to
preventing and treating IDA. In addition, flavonoids might be beneficial for groups at risk of iron
loading (e.g., patients with hereditary haemochromatosis), either by limiting the rate of intestinal iron
absorption or by modifying tissue iron distribution.
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Abstract: Iron (Fe) is a highly ample metal on planet earth (~35% of the Earth’s mass) and is
particularly essential for most life forms, including from bacteria to mammals. Nonetheless, iron
deficiency is highly prevalent in developing countries, and oral administration of this metal is so
far the most effective treatment for human beings. Notably, the excessive amount of unabsorbed
iron leave unappreciated side effects at the highly interactive host–microbe interface of the human
gastrointestinal tract. Recent advances in elucidating the molecular basis of interactions between
iron and gut microbiota shed new light(s) on the health and pathogenesis of intestinal inflammatory
diseases. We here aim to present the dynamic modulation of intestinal microbiota by iron availability,
and conversely, the influence on dietary iron absorption in the gut. The central part of this review is
intended to summarize our current understanding about the effects of luminal iron on host–microbe
interactions in the context of human health and disease.

Keywords: iron; gut microbiota; iron supplementation; iron transporters; mucosal immunity; SCFA;
intestinal inflammation; inflammatory bowel disease (IBD); colorectal cancer

1. Introduction

The availability of iron is enormously vital for many living organisms, particularly humans
and microbes. Iron has a direct impact on host–microbiota interactions via altering microbial/viral
growth, acting on the host immune system, and drafting in a range of biochemical processes critical
to sustain life [1–3]. Most living beings have evolved to acquire iron from their proximate niche as
an evolutionary conserved strategy. Iron mainly works as an universal co-factor for proteins such as
hemoglobin, and for numerous enzymes involved in oxygen transport mechanisms, mitochondrial
respiration, intermediary and xenobiotic metabolism, and fundamental biological processes such as
cell growth and differentiation [4]. Nonetheless, iron deficiency, the most prevalent nutritional disorder,
or iron overload in gut due to its malabsorption, can alter host mucosal immune responses. Notably,
this is supported by several observations in the course of infectious disease or intestinal inflammatory
disease [3,5,6]. Conversely, an accumulated body of evidence also suggests that immune activation
can regulate iron metabolism that then leads to the development of iron-restricted anemia [1,5,7,8].
In this review, we meticulously cover the multifaceted aspects involved in iron-mediated host–microbe
interactions in the gut, for a better understanding of bi-directional cross-talk between iron homeostasis
and the mucosal immune system primed by gut microbiota. We begin with introducing general
concepts of gut microbiota and metabolic stress in gut lumen. We then concisely present systemic
iron metabolism and homeostasis concepts. The central part of this review focuses on our current
knowledge about mechanisms mediating the effects of luminal iron on host intestinal immune
responses, as well as the effects of abnormal gut immunity on iron homeostasis due to changes in
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abundance of commensal and pathogenic bacteria in gut. We last discuss the effects of iron metabolism
on intestinal inflammation and colorectal cancers via modulation of the gut microbial profile.

2. Mammalian Gut Microbiome in Health

Humans and other animals co-exist with vast numbers of microorganisms in their lower intestine,
and they are in continuous interaction with these entities on a daily basis. If one thinks of a human as
a host–microbial super-organism, these prokaryotic constituents comprise 90% of our total cells and
contain 99% of the aggregate gene pool [9]. The existence of highly co-evolved mutualism between
microbes that inhabit body surfaces and the host immune system have promoted beneficial co-existence
and interdependency over millions of years. Such mutualism starts at birth and continues throughout
life, driven by the colonization of microbial consortia within specific niches. Mucosal surfaces are
densely colonized by bacteria, fungi, archaea, viruses, and parasites that are mainly non-pathogenic in
healthy hosts: the extended metabolic potential of biochemical pathways in microbes crucially contribute
to host physiology, including digestive [10,11] and protective [12–15] functions, microbial catabolism of
otherwise indigestible foodstuffs [16], provision of essential amino acids, maturation of host mucosal
immune system [17–20], and completing the bile-salt cycle and pre-systemic metabolism of drugs and
toxins [21–26]. By far, the gastrointestinal tract (GI) is the most heavily colonized organ in humans,
and it contains over 70% of all the microbes in the body. The human gut has an estimated surface area
of a tennis court, and it is a preferred site for colonization due to its constant physiological temperature
and richness in molecules that can be used as nutrients by microbes. Though bacteria belonging to
Bacteroidetes (~16–23%) and Firmicutes (~49–76%) phyla, and to a lesser extent, Actinobacteria (<5%)
and Proteobacteria (<10%) constitute the main players in human intestines, besides, there is a greater
diversity at lower taxonomic levels. Prominently, the viable intestinal microbiota are critical for retaining
a healthy host [27]. However, host–microbial interactions are not always mutualistic; unfortunately,
like any beautiful relationship, this mutualism can also turn sour [26,28]. Several features of the modern
lifestyle directly contribute to this situation via antibiotics and other medications, including birth control
and non-steroidal anti-inflammatory drugs, diets high in refined carbohydrates, sugar, and processed
foods or low in fermentable fibers, dietary toxins such as gluten in wheat and industrial seed oils, and the
modern plague chronic stress. Under these extreme pathophysiological conditions, the interactions
can be subsumed in a pathogenic relationship, leading to alterations in the composition of microbial
consortia and their metabolic functions, accompanied by a loss of fitness of the host—producing the
occurrence or manifestation of disease [11], including many gastrointestinal disorders such as diarrhea,
gastroenteritis, irritable bowel syndrome (IBS), and inflammatory bowel disease (IBD) [29–33]. However,
the uncharacterized features of different prokaryotic constituents within the diverse microbiological
environment that can provoke different types of host immune responses that still make it difficult to
identify the source(s) of a soured mutualistic relationship.

Many characteristics concerning mammalian gut microbiota, including the dynamics impact of
its assembly, which define the spatial distribution and functional features of its prokaryotic members,
remain vague. Concurrently, the factors involved in shaping the gut microbiota were extensively
studied in the last decade. Well-characterized factors that influence gut colonization during life are
among diet (including breast feeding and formula-based feed in early life), hygiene, illness, medication,
surgery, hospitalization, stress, sport activity, aging, and smoking and alcohol abuse, which all can
be classified as environmental factors [34,35]. Even though gut microbial changes can partially be
explained by host genetics [36–38], a recent study shows inter-individual gut similarities in the gut
microbial profiles of genetically unrelated individuals sharing a household pattern, and that over 20%
of the inter-individual microbiome variability is associated with environmental factors such as diet
and medication [35]. Interestingly, this study additionally demonstrates that there is limited evidence
for micro biome–genetic associations, based on an analysis performed on a cohort of 1046 healthy
adults [35]. Even though there are minor heritable taxa and SNP associations, gut microbial
composition is predominantly shaped by non-genetic factors [39–41]. Gaining mechanistic insight
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into the regulation of host–microbe interactions and the development of microbial consortia within a
specific niche is of fundamental importance for discriminating the associations and causalities between
the intestinal ecosystem and host immunity. This will undoubtedly lay the foundation for the future
therapies of intestinal inflammation-linked diseases [26].

3. Systemic Iron Metabolism and Homeostasis

A healthy human can absorb 25–50 g of dietary iron over lifetime. The majority of body-constituent
iron (~3–5 g) is presented as heme, an iron-containing compound of the porphyrin class in the
hemoglobin of red blood cells (RBCs), or in the myoglobin of muscles [42]. In order to replace iron
losses through urine, sweat, and desquamated enterocytes, humans are able to absorb iron in a daily
basis. On average, 2 mg of iron is delivered by dietary absorption into the duodenum, which is
balanced by an unregulated loss of 2 mg of iron. Dietary iron has three forms: inorganic, heme,
and ferritin. Inorganic dietary iron, existing in almost all diet sources, is mainly present in the oxidized
form, Fe(III), and this needs to be reduced to the Fe(II) form via ferrireductases prior to intestinal
uptake [43,44]. Although heme mainly derived from lean meat accounts for only 5–10% dietary iron,
it is more readily available compared to non-heme iron. Even though the uptake of dietary heme and
ferritin mechanistically is not well identified, evidence suggests that iron is consequently released
from these forms, and it enters a common pathway in the enterocyte as inorganic iron. The circulation
of iron is relatively small, and it must have a turnover of few hours to meet the daily requirement
of iron to support normal body functioning. The balance of iron level in human body is extremely
important, and since humans do not have a physiological mechanism for iron excretion, intestinal
iron absorption is a highly regulated dynamic process. Players such as macrophages in the spleen,
liver, and bone marrow maintain a transient fraction of iron, while an excess of the metal is stored
in the liver parenchyma within ferritin [45,46]. Despite rapid turnovers and changes in host iron
utilization, plasma iron concentration is generally stable, indicating that the delivery of iron from
recycling macrophages into plasma is homeostatically controlled. Iron is an essential bio-element for
most life forms, and its importance lies in its ability to mediate electron transfer (The ferrous state
of iron acts as an electron donor, and its ferric state acts as an acceptor). Therefore, iron plays a vital
role in the catalysis of enzymatic reactions that involve electron transfer (reduction and oxidation,
redox reaction). Even though it is a critically essential micronutrient, in reverse, it is a deleteriously
toxic oxidative radical when allowed to exchange electrons in an unrestrained manner with hydrogen
peroxide (H2O2), which it leads into the production of hydroxyl radicals and hydroxide ions via Fenton
chemistry. Hence, the balance between deficient or excessive levels of iron can be harmful for the host
via damage to DNA, protein, and lipids [47]. Therefore, this balance is tightly regulated at the systemic
and cellular levels by two distinct but interacting sets of regulatory mechanisms that humans and
other organisms, therefore, evolved to have [4,42,48].

The uptake of all forms of iron occurs mainly in the duodenum and upper jejunum. Systemically,
duodenal enterocytes absorb inorganic dietary non-heme ferric iron via divalent metal transporter 1
(SLC11A2 or DMT1) after reduction by membrane bound ferrireductases (DCYTB), the enzymes that
reduce ferric iron to ferrous iron, often as a by-product of another operation (Figure 1). Iron can also adopt
different spin states (high or low) in both the ferric and ferrous form, depending on its ligand environment.
Enterocytes are also able to uptake heme iron via an undefined mechanism (however, the proposed
transporter SLC46A1 in this study then appears to carry mostly folate) [49,50]. Iron translocation at the
cellular level occurs through the enterocytes and is exported into circulation by the basolateral exporter
ferroportin (SLC40A1) via a mechanism dependent on the oxidation of iron by a membrane-bound
multi-copper oxidase hephaestin enabling binding between plasma transferrin (Tf) and iron. Most cells
in the human body obtain iron from circulating diferric Tf (Tf-Fe(III)). This key form binds to transferrin
receptor 1 (TfR1), which is highly expressed on hemoglobin-synthesizing erythroblast cell surfaces and
is internalized as a Tf-Fe(III)–TfR1 complex by endocytosis. Later, ferric iron is released from Tf upon
acidification of the endosomes, and this is followed by reduction via STEAP3. Upon the reduction,
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it is exported into the cytosol by DMT1. This cytosolic form of iron is used then for the formation of
iron-containing proteins and by the mitochondria for the biosynthesis of heme and Fe–S clusters [51].
When enough iron is stored in the human system, iron export is reduced via hepcidin (a 25-amino acid
peptide hormone)-mediated internalization and the degradation of ferroportin. Additionally, ferritin
stores iron, which can be lost within three days by intestinal cells shedding (Figure 1) [51,52].

Figure 1. Systemic iron metabolism. Cells and organs involved in iron regulation are shown. Hepcidin
produced in hepatocytes regulates iron efflux from other cells by regulating the stability of ferroportin.
Hepatocytes sense iron levels and release hepcidin accordingly. Divalent metal transporter 1 (DMT1)
on enterocytes internalize iron from the lumen of the duodenum after ferric Fe(III) is reduced to
ferrous Fe(II) by ferrireductase. In parallel, free heme is internalized via HRG1 and hemoxygenase-1
(HMOX1) helps to release Fe(II). Ferroportin on the enterocyte’s membrane that cooperates with
hephaestin (HEPH) oxidizes Fe(II) to Fe(III). Besides, hepcidin binds to ferroportin on macrophages
and duodenal enterocytes and splenic reticuloendothelial macrophages recycle iron from senescent
red blood cells and release via ferroportin with the aid of natural resistance-associated macrophage
protein 1 (Nramp1). Fe(II) is then oxidized into Fe(III) via ceruplasmin (Cp) in the circulation. Plasma
transferrin (Tf) captures and circulates iron in the body, and Tf–Fe2 supplies iron to all tissues in host
body. Hepatocytes sense iron levels in host and release hepcidin, a hepatic hormone that regulates
iron efflux from these cells by regulating the stability of ferroportin. The synthesis and secretion of
hepcidin by hepatocytes is also influenced by several conditions in the host, including inflammation,
endoplasmic reticulum (ER) stress, and hypoxia.

Daily absorbed iron (1–3 mg) represents only a fraction of the total body iron, while the recycling
of heme from senescent erythrocytes by reticuloendothelial (RE) macrophages provides the main
fraction of circulating iron [53]. Ferroportin exports the iron from heme into the circulation, and binds
to apotransferrin for hemoglobin synthesis in the bone marrow. However, liver hepatocytes play a
critical role in regulating serum iron levels via the integration of information on the systemic iron
status, and secreting an appropriate amount of hepcidin that orchestrates systemic iron fluxes and
controls plasma iron levels (Figure 1) [4,54]. Hepcidin also influences the internalization of ferroportin,
decreasing iron export. An Increased level of hepatic iron (>30 μmol/g of dry weight) and inflammation
are positively correlated with hepcidin production, and they are negatively correlated with ferroportin
degradation in intestinal cell RE macrophages, which leads to an iron reduction in plasma [55,56].
Mechanistically, iron–transferrin complexes bind to TfR1 on hepatocytes, thereby displacing the
TfR1-associated protein, HFE. Then, the binding interaction between HFE and hepatocyte-specific
type 2 transferrin receptor (TfR2) transduces signals acting together with other signals from bone
morphogenetic proteins (BMPs) to increase hepcidin secretion. This leads the binding of hepcidin
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to the transporter ferroportin on enterocytes and macrophages to induce its internalization and
lysosomal degradation, thus reducing the entry of iron into the circulation and restoring homeostasis
(Figure 1) [1,8]. In contrast, low levels of plasma iron control the inhibition of hepcidin expression and
an increase in transporter ferroportin, which allow more iron into the blood circulation [1,8]. Of note,
perturbations in hepcidin production, either inherited or acquired, consequently trigger iron deficiency
(high hepcidin levels) or iron overload (hepcidin deficiency).

4. Iron Regulation Along the Gastrointestinal Tract (GIT) Under the Shade of the Gut Microbiota

The stomach is an oxygenic and acidic environment [57]. The nature of diets and the stomach
leads the most of the dietary iron to reach the intestine in ferrous form, Fe(II), assisted by reducing
agents, such as ascorbic acid [57,58]. Contrary to that, in the small intestine, the pH rises, and hence,
the solubility of ferric iron decreases and the oxidation of iron increases [59]. Several studies
demonstrate the role of colonic microbiota on this iron, with a shift in the valence state and the
importance of siderophore production (Figure 2) [60–63]. Nevertheless, the iron solubility and
availability in the colonic lumen for gut microbiota is extremely difficult to predict, due to the
direct/indirect influence of many environmental and conditional factors. Depending on the dietary
availability, only ~15% of iron is absorbed in the duodenum, the primary site of iron absorption, and the
remainder passes into the colon, where it is available for utilization by the gut microbiota. Despite a
relative high theoretical concentration (~25 mmol/L) of iron presenting in the large intestine, only a
small proportion (~0.4 mmol) is bioavailable, likely due to the limited water solubility of inorganic iron
in a non-acidic microenvironment [64]. Additionally, iron transporters such as DMT1 have been shown
to express in the apical surfaces of the mammalian proximal colon, indicating an involvement of the
host in exacerbating the iron availability in the bacteria-dense large intestine [65,66]. Iron speciation
and the potential presence of lactoferrin, also known as lactotransferrin, lipocalin-2 (only expressed at
low level in healthy host) and as-yet unidentified defence proteins in colonic mucosa might contribute
to the limitation of iron at this site, which enables gut microbes to synthesize siderophores, the small,
high-affinity iron-chelating compounds, for their needs under the circumstances of limited amount of
iron in their surrounding environment (Figure 2) [67].

Not only oxygen and pH, but also different dietary products can also affect the valency and the
solubility of iron. Certain dietary products, mainly derived from plant sources including phytate [68,69],
polyphenols [70], and tannins [69] negatively affect iron absorption by tightly binding to iron and
decreasing iron bioavailability. Vitamin C is a water-soluble vitamin that is thought to increase the
absorption of non-heme iron, and it acts as a reducing agent to facilitate iron absorption from the
GIT [71,72]. Other organic acids such as tartaric, malic, succinic, fumaric, and citric acids can prevent
the precipitation of ferric iron when the pH increases, and this enhances Fe(II) and Fe(III) uptake [71,73].
Moreover, the fluctuations in gut metabolites cause an increase in short-chain fatty acids (SCFAs),
which can lower the pH, promote solubility, and reduce iron into the ferrous state, and importantly,
via stimulating the proliferation of epithelial cells, enhance the absorptive surface [63]. However,
the efficiency of colonic iron absorption is only about 14% that of the duodenum. The expression of
several critical genes in iron absorption pathway, including Dcytb, DMT1, TfR, and ferritin, are lower
(not ferroportin) in the colon than in the duodenum [74,75]. In contrast, colonic epithelial cells express
basolateral IREG1 in the same fashion as in the duodenum, and this protein could regulate colonic
epithelial cell iron levels [60]. Mice studies clearly showed that iron absorption genes in the colon are
up-regulated compared to iron-deficient mice, whereas Dcytb (a highly expressed duodenal reductase)
is down-regulated [60]. This hints at the influential role of the colonic microbiota on the valence state
of iron, by acting on extracellular reductases (Figure 2). A recent study indicates a direct role of host
microbiota in iron regulation. The study reported a 10-fold increase in intestinal Dcytb and Dmt1
expression, and a two-fold reduction in ferroportin expression in germ-free (GF) mice, as compared to
specific pathogen free (SPF) mice [76]. Therefore, in the absence of gut microbiota, the intestinal cells
displayed very low iron stocks, and transport systems towards the body were very scarce. However,
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in the presence of gut microbiota, these cells acquired a considerable capacity for iron storage (in the
form of ferritin), and favored its transport towards the body by increasing the expression of ferroportin.
This shows that intestinal cells have a capacity to adapt their ability to distribute and store iron in the
presence of gut microbiota. This notion is further supported with GF studies in rats, showing that the
reduced level of iron uptake increased the loss of iron in their feces compared to specific-pathogen-free
(SPF) rats [77], and they become anemic when fed on a low-iron diet [77]. The authors estimated that
the absorption and net retention of iron decreased by around 25% in the absence of viable intestinal
microbiota [77], in agreement with other studies that found a decreased absorption of iron after antibiotic
treatment in rats [78] and rabbits [79]. Additionally, elevated ferritin expression and epithelial cells
favoring iron storage upon gut colonization in GF mice provide an insight that gut microbes can
establish a specific iron regulation signature for crosstalk with the host intestinal epithelium. Notably,
due to the reduced environment in the colonic lumen, iron can form complex formations with mucins,
certain amino acids, proteins, and other food components. However, we do not entirely know yet how
accessible these insoluble forms of iron are for bacteria [80]. Somehow, ferrous and ferric forms of iron
are be present in the colonic lumen to favor the viability of gut microbiota.

Figure 2. Several iron regulation mechanisms in the colonic lumen. The pH varies along the
gastrointestinal tract (GIT), and food intake can also drive further pH fluctuations in the GIT.
The stomach has a low pH (pH = 1.5–3.5) that favors the solubility of both ferric and ferrous iron
with or without a ligand. Even though the pH is low in the duodenum (pH = 1.5–4.5), the acidic
nature of the environment, mixed with food components, can increase the pH. A higher pH in the
small intestine (pH = 6.2–7.5) decreases the solubility of ferric iron, and within the colon, the pH
can slightly drop due to lactate and short chain fatty acids (SCFAs; acetate, butyrate, and propionate)
produced by the microbiota (pH = 4.5–7.5). In colonic lumen, (1) iron can bind to polyphenols, including
tannins and phytate, that can make iron accessible via the enzymatic degradation or removal of the
iron by siderophores; (2) An insoluble form of iron with phosphate, carbonate, or oxides can be
made soluble again via as-yet unidentified mechanisms that drive bacterial reduction or siderophore
chelation; (3) Host cells and/or gut microbes can utilize the reduced form of iron conjugated with
citrate or ascorbate, and additionally, iron-bound lactate, mucin, or amino acids might be easier
to access compared to an iron−ferritin complex by colonic microbiota via unknown mechanism(s);
(4) The low-affinity siderophores, alpha-hydroxyacids and alpha-keto-acids may theoretically assist
with the relatively easier access of iron, and they may also help for the iron cross-feeding by
heterologous siderophores (a phenomenon where certain bacterial strains can compete for each other’s
siderophores) within the colonic microbiota. At last, lipocalin-2 in the colonic lumen may scavenge
iron conjugated to siderophores to prevent uptake by pathobionts.
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We have more information on how the mammalian host cells in the gut are able to deal with
iron; however, we are quite restricted on the roles of the gut microbiota on iron regulation, which
remains speculative [65]. Iron availability for small intestinal microbiota, explicitly in the duodenum,
are likely to be different to that for colonic microbiota, since small intestinal microbiota are home
to a lower density of residing microorganisms compared to the colon. Nevertheless, colonic iron
absorption can contribute more to defence mechanisms, as iron exclusion from the colonic lumen can
contribute to nutritional immunity and restrain the gut pathobiont community [81]. Of note, oral iron
administration can modify gut microbiota due to metabolic changes in the colonic lumen.

5. The Effect of Iron on Gut Microbiota and Pathogens

The human gut microbiota encounters a broad range of unabsorbed luminal iron concentrations
acquired via a diet containing red meat and fortified cereals. Iron as an essential element, is also
extensively required across the domain of bacteria by functioning as a co-factor in iron-containing
proteins for redox reaction, metabolic pathways, and electron transport chain mechanisms [82,83].
These gut residents, just like humans, have evolved a number of mechanisms for obtaining iron from
their human hosts for survival and proliferation.

Iron is critical for the replication and survival of almost all bacteria, with a few exceptions, which
acquired alternative metabolic solutions from evolution. Lactobacillus plantarum was the first identified
iron-independent microbial strain, which contains just one or two iron atoms—a level that is considered
to be too low to provide iron with any conceivable biological function [84]. This feature also explains
their presence in natural gut microbiota and milk, a highly iron-restricted environment due to the
lactoferrin [85]. Another novel microorganism is Borrelia burgdorferi, a well-known pathogen causing
Lyme disease transmitted to humans by the bite of infected ticks of the genus Ixodes. This pathogen
have evolved in an iron-poor but a manganese-rich environment, by substituting Fe with Mn in their
metalloproteins, which is an essential trigger for the activation of SodA superoxide dismutase (SOD),
and which is essential for virulence [86]. This may facilitate infection in iron-free conditions that is
tightly restricted within the host systemic compartment [87].

Alternatively, siderophores are small, high-affinity iron-chelating compounds that are secreted
by bacteria, and they are the most prevalent strategies of aerobic and facultative anaerobic bacteria
families such as Enterobacteriaceae, Streptomycetaceae, and Bacillaceae, in order to scavenge inorganic
iron from the environment [88]. They are vastly produced by bacteria under low iron stress, due to their
high ferric ion-specific chelating capacities [83,89]. There is no shared protein structure of siderophores
due to the ability of the gut bacterial species to produce iron-siderophore complexes with specific
transporters [88].

On the other hand, some gut strains like Bacteroides fragilis are strongly dependent on heme
(or its precursor, protoporphyrin IX), since they have dispensed with the biosynthetic machinery
that is required for heme elaboration. Microbes can take up heme by releasing either hemophores or
expressing high-affinity heme outer membrane transporters [90]. In iron depletion, heme availability
in the GIT is likely to be limited [91]. Thus, iron availability severely influences the gut bacterial
ecosystem. Not surprisingly, different studies have investigated the effect of iron deficiency and/or
supplementation on shaping the composition of the intestinal microbiota, both in animals and humans.
These studies revealed well-defined patterns of microbial alterations in the gut which correlate with
iron-deficient and iron-supplemented diets.

Numerous studies have investigated the effect of iron deficiency and supplementation on the gut
microbiota (summarized in Figure 3). One of the oldest studies back in 1985, showed that infants given
an iron-fortified cow’s milk preparation had lower Bifidobacterium but higher counts of Bacteroides and
E. coli than infants receiving an unfortified cow’s milk preparation [92]. Another study on prolonged
consumption of iron-supplemented biscuits by children from Côte d’Ivoire demonstrated a high
proportion of fecal Enterobacteriaceae family and a low proportion of Lactobacillus, compared to a
control group receiving non-supplemented biscuits [93]. Moreover, iron deficiency in young Indian
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women was associated with low levels of Lactobacillus acidophilus in the gut [94]. In a recent study,
an iron-fortified micronutrient powder provided to Kenyan infants ranging from 6 to 10 months of age
caused an increase of several taxa from Enterobacteriaceae family, especially the pathobiont E. coli, and a
decrease of Bifidobacterium in their intestine [95]. Of note, the researchers also stated on higher levels of
calprotectin in infants supplemented with iron, an indication of increased gut inflammation [95]. A lack
of host factors such as iron status, immune system, and diet fluctuation in the gut might be drawbacks
to studying iron and microbiota. Nevertheless, in vitro studies hint on microbial metabolism in the
presence of iron and nutrients. An in vitro colonic fermentation study using immobilized human
fecal microbiota to show the impact of Fe deficiency and sufficiency showed that during very low
Fe conditions, several taxa, including Roseburia, [Eubacterium] ectale, Clostridium Cluster IV members,
and Bacteroides were decreased, while members of the Lactobacillus and Enterobacteriaceae family were
increased, consistent with a decrease of SCFA, namely butyrate and propionate [96].

 

Figure 3. Microbial and metabolic changes in the colonic lumen after oral iron administration. Orally
administered iron has a direct impact on alteration of microbial composition in the gut. It can result
in reduction in the beneficial microbiota and the expansion of pathobionts (A), and this can also
provide an opportunity for the expansion of enteric pathogens (B). The host metabolism is additionally
influenced with an increase in protein fermentation and reduction in carbohydrate metabolism (C).
Importantly, iron can induce the generation of reactive oxygen species (ROS) in the gut (D), which
causes oxidative stress and consequently, intestinal epithelial damage. In turn, the host intestinal
immune system responds with inflammation, intestinal damage, and possible infection.

Experimental animal studies further supported the findings in human studies. These studies
pointed out the similar usual suspects, such as elevated abundance of the Lactobacillus, Enterobacteriaceae
family as well as Enterococcus and reduced abundance of Bacteroides and Roseburia members in
iron-deprived mice and young Sprague Dawley rats [97,98]. Besides, relatively low numbers of
total anaerobes in the colons of iron-supplemented mice suggested that the provision of Fe(III)
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suppressed bacteria, likely by the oxidation of normally reduced environments [97]. In a study where
researchers only assessed Bacteroidetes, the Enterobacteriaceae family, and Firmicutes, the influence
of ferric iron on gut microbiota was investigated, but no effect was found [99]. In rats, iron dose
and a time-dependent study showed changes in these usual suspects with addition of changes in
Clostridium difficile enterotoxin [100]. In a further study with a genetic modification of iron metabolism
in mice, the relative abundance of five lactic acid bacteria were significantly different among the
mouse lines, suggesting that the deletion of iron metabolism-related genes in the host can affect the
intestinal gut composition [101]. It was also shown that a heme-rich diet decreased gut microbial
diversity. Major taxonomic changes included an increase in the relative abundance of Proteobacteria,
and a decrease in the abundance of Firmicutes, similar to Dextran Sulfate Sodium (DSS)-induced
colitis [102]. Additionally, the intestinal lumen may support the growth of bacteria-coding genes that
are related to heme uptake and release from RBCs. In return, gut microbiota can play a critical role
on iron absorption, as shown in a study in which metabolic changes due to prebiotic administration
affected iron absorption [75] via increasing the expression of iron regulatory genes in the colon and
duodenum, and an increase of Lactobacillaceae in the colon [103,104]. Further, a study with GF
rats showed a decrease in iron uptake compared to SPF mice, as mentioned before [77]. Among all
these studies, another important finding is that concentrations of SCFA and branched chain fatty
acids (BCFAs; isobutyrate and isovalerate) were altered in adult fecal microbiota and during in vitro
experimentation [98,105]. Specifically, low levels of butyrate and propionate were observed during
a luminal iron deficiency condition in rats, and luminal iron absorption might be enhanced by
Propionibacteria via the biosynthesis of propionate [106].

Not surprisingly, iron can promote the replication and virulence of gut enteric pathogens
including Salmonella, Shigella, and Campylobacter (Figure 3). Iron availability in the colon lumen is
a critical signal for the expression of virulent genes by pathogens and hosts. It has been shown
that a ferroportin-mediated efflux of iron, and consequent changes in the amounts of available
iron to Salmonella typhimurium can decrease the expression of the protein, favoring the growth
of this pathogen [107]. This observation was also investigated with different organisms residing
in macrophages, and it was supported with the general notion that cellular iron concentration is
one of the critical determinants for infectivity [108,109]. Besides the impact of iron availability to
pathogens, hepcidin-mediated iron sequestration also influences the host immune response by altering
macrophage cytokine production and function [110]. An in vitro study demonstrated that moderate
extracellular iron levels can give an advantage for invasion to Salmonella when it is cultured with
intestinal epithelial cells [105]. Furthermore, the survival of this enteric pathogen in the host cell may
partly depend on the host iron status. However, iron does not always elevate the viability and virulence
of pathogens. A recent study with a Citrobacter infection experimental mouse model showed that
dietary iron supplementation induced insulin resistance and increased glucose levels in the intestine
that help to suppress the pathogenicity of this bacterium. Additionally, dietary iron was able to drive
the selection of attenuated Citrobacter strains that can transmit and asymptomatically colonize naive
hosts [111]. In general, iron availability in the gut can have a large impact on the infection cycle of a
pathogen. The increased luminal iron and intracellular iron in enterocytes may exaggerate or reduce
the virulence of enteric pathogens. So far, relatively little is known about a potential link between iron
and intestinal infection, and more research is needed to investigate these concepts in detail.

Overall, oral iron intake can influence the gut microbiota of young and adult populations in the
short-term. However, we have still no idea of what is the potential effect of oral iron supplementation
in a long-term view for health and gastrointestinal-related infection problem. Given the importance
of the microbiota in shaping the development and function of the intestinal immune system [17–19],
iron-dependent changes in gut microbiota could have an impact on infant health and mucosal immune
responsiveness, which need to be further investigated with a larger perspective, with randomized
controlled trials in human patients yielding concrete clinical outcomes.
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6. Iron and Inflammatory Bowel Disease (IBD)

Dysbiosis, or imbalance of the gut microbial consortia disrupting their mutualism with the
host, may cause intestinal or systemic pathology, including chronic inflammatory bowel disease
(IBD) [112–114]. Crohn’s disease (CD) and ulcerative colitis (UC) are the two main forms of IBD,
each with an annual incidence of 10–30 per 100,000 in Europe and North America, and they are usually
diagnosed before age of 35. These are relapsing-remitting immune-mediated, chronic inflammatory
intestinal diseases, each with very diverse sub-phenotypes and heterogeneous responsiveness to
treatment [28,115]. Unfortunately, no treatment is satisfactory in about 30% of patients, leaving
life-long morbidity, malnutrition, and risk of malignancy. Among many complications of the disease,
anemia is the most common one and one third of IBD patients suffer from recurrent anemia. It is
a condition that develops when the human system lacks either enough healthy red blood cells or
hemoglobin. Many people carry on their lives without knowing that they have iron deficiency anemia.
Therefore, people are likely to experience symptoms for years without ever knowing the reason behind
them [116]. Iron deficiency anemia (IDA) and anemia of chronic disease (ACD) are the most common
causes of anemia in these patients, and they often occur simultaneously. Chronic bleeding in the GIT
or unbalanced iron absorption/iron homeostasis due to increased systemic hepcidin levels in the
presence of ongoing inflammation are the main reasons behind iron deficiency [8,117,118]. This has
tremendous impact on the quality of life of IBD patients. Chronic fatigue is commonly instigated by
anemia, and it may debilitate patients as much as abdominal pain or diarrhea. The ultimate therapeutic
goal is to improve the patient’s quality of life by changing the hemoglobin concentration and iron level
in those patients [119].

Iron absorption is down-regulated in IBD patients with the active disease, but it is normal in
quiescent IBD patients [120]. Patients with the active disease generally require iron supplementation.
However, one should be cautious with oral iron supplementation, which often leads to gastrointestinal
side effects such as nausea, abdominal pain, and diarrhea. Several experimental animal model studies
using transgenic models or chemically induced colitis suggested that oral iron administration could
exacerbate intestinal inflammation [121–125]. Mechanistically, this might be due to ferrous forms of oral
iron appearing to be poorly absorbed, and the iron-induced production of reactive oxygen species (ROS)
within the lumen of the gut, or the increased growth of pathobionts in the GIT that thrive on iron and
inflammation (Figure 3). It is well-characterized that the gut microbiota of IBD patients are relatively
different than non-IBD subjects, mostly with an increase of enteropathogenic strains, as shown by
many different groups [126–132]. Dietary iron supplementation leads to disease exacerbation and
a higher risk of infection, and an increased abundance of Enterobacteriaceae. Additionally, it has
been shown that the absence of luminal ferrous iron was associated with key changes in the intestinal
microbiota [125]. Many animal studies that we have also mentioned in Section 5 support the idea that
microbial differences might be enlarged upon iron supplementation into the gut.

In contrast, intravenous iron therapy offers effective alternative management for iron deficiency
anemia, since it does not cause side effects and it is more efficient in restoring the iron status in
patients [133]. This generally is preferred when iron deficiency co-exists with anemia in clinically
active IBD patients. Direct administration of iron into the circulation requires formulations to prevent
the cellular toxicity of iron salts, and hence, intravenous iron is usually administered as ferric gluconate,
iron sucrose, iron dextran, and ferric carboxymaltose. A study with the intravenous administration
of ferric carboxymaltose showed that this therapy was found to be effective and well-tolerated in
IBD patients with iron deficiency [134]. In a complementary study in which iron was supplemented
either orally or intravenously, the researchers analyzed the effect of iron supplementation of the gut
microbiota and metabolites of IBD patients. Even though the route of supplementation did not affect
the species richness in the gut, oral iron changed the abundance of F. prausnitzii and Bifidobacterium [135].
Metabolically, high levels of phosphatidylglycerol (PG), palmitate, and its derivatives in the orally
iron-supplemented group were observed, whereas bile acids, tetrahydrodeoxycorticosterone, and other
cholesterol derivatives were the characteristics of the intravenously iron-supplemented group [135].
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This study identified that CD patients were more prone to iron-supplemented therapy shifts, and oral,
but not intravenous, iron therapy affected the presence of specific bacterial species and their products.

Nowadays, there are many good reasons to pay careful attention to iron metabolism than ever
before, when dealing with specifically IBD patients with anemia. Until we find a better treatment
to IBD, the primary goal is the optimization of supportive care to enhance the patient’s quality of
life. To do that, we need to better understand the fine-tuned balance between iron metabolism and
microbial population residing in the gut of IBD patients.

7. Iron and Colorectal Cancer

Iron is a limiting factor of growth for many pathobiont bacteria. Contrary, it can also promote a
shift in the ratio between pathobionts and gut commensals, with an increase in specific metabolites and
inflammation in the intestines. Therefore, a high concentration of iron in the colon leads us to question
whether or not iron might also be involved in the initiation or promotion of colonic diseases, specifically
colorectal cancer. Despite recent advances in cancer treatment, colorectal cancer still remains one
of the deadliest cancer types, with a significantly increased incidence in developing countries with
Westernized lifestyles. The incidence of colorectal cancer differs broadly between diverse human
populations. It has been suggested that dietary fiber content is of utmost importance, and that it is
inversely related to the occurrence of colonic cancer. Since Graf and Eton’s editorial comment in 1985,
multiple factors that drive the progression from healthy mucosa to colorectal carcinoma have been
identified [136,137]. Accumulating evidences with many in vitro studies and in vivo interventions
have consistently supported the role of iron in colorectal cancer risk via a mechanism of increased
oxygen radical synthesis and the role of phytic acid, a potent inhibitor of iron-mediated generation of
the hazardous oxidant, hydroxy radicals, reversing the augmentation of tumor risk [138–140].

A majority of the strongest studies confirm that both dietary iron and iron storage augment
colorectal cancer risk, as reviewed in these manuscripts [139,141]. A positive association between
iron storage (transferrin saturation) in the host system due to mutation in human hereditary
hemochromatosis (a.k.a. iron overload disorder; a disorder that causes the body to absorb too much iron
from the diet, and excess amount of iron is stored in the body’s tissues and organs, particularly the skin,
heart, liver, pancreas, and joints) gene (C282Y mutation), and the development of precancerous lesions
in the colon, colonic adenomas, or polyps were reported [142,143]. Additionally, five prospective
human cohort studies, including the data of 566,607 individuals and 4,734 cases of colon cancer, showed
that a high intake of heme iron was linked with an increased risk of colon cancer, even though one
cohort did not identify any association [144–148]. Yet, many critical studies hint on the significant role
of diet as a major player in colorectal cancer development [149]. Even though the hemochromatosis
gene probably does not play a major role in the majority of colorectal cancers, two different fields of
research, genetic and nutritional oncology, have united to find out the mechanisms that drive this type
of cancer. The findings that intraluminal iron via interactions with intestinal microbes, promotes of
hydroxy radicals, brings the gut microbiota, the hot subjects over the last 5–6 years, to this unity as a
third key factor, and shift recent investigations in the microbiota field, which have been largely driven
by advances in DNA sequencing (particularly of highly conserved hyper-variable regions of the 16S
ribosomal RNA genes in bacteria).

Recent reports showed that Bacteroides/Prevotella, Clostridum, Streptococcus bovis, and Enterococcus
faecalis can produce genotoxic metabolites, such as hydrogen sulphide and secondary bile salts, which
likely promote inflammation and carcinogenesis [150–153]. In defence, B. longum and L. acidophilus are
gut-protective commensals [154,155]. They form a protective barrier against colonization by pathogenic
bacteria, and they produce butyrate that act as an anti-carcinogenic agent [156]. Additionally, strains
of Bifidobacteriaceae family can affect free radical formation by binding iron to their surface, and they
promote daily renewal of the colon epithelium, while strains of Lactobacillus can reduce the mutagenic
effect of bile acids [154,155]. Moreover, antibiotic-based clearance of gut pathobionts reduced the
incidence of colon cancer, and altered gut microbiota in mice [157]. These findings were supported
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with human studies. Advanced colorectal adenoma or carcinoma patients were shown to be deficient
in lactic acid-producing commensals [158]. Whether reverting this microbial profile in the patient’s
gut might have an effect on disease progression is the one burning question, and even though gut
microbiota-dependent dietary changes are promising against colorectal carcinoma, these methods still
require further investigation.

8. Concluding Remarks

Iron deficiency is a globally serious problem, and it can be corrected to avoid any serious health
issues in individuals suffering from it. In this review, we discussed the multi-faceted effects of iron,
its administration, and its role on host–microbiota interaction(s) in health and disease (Figure 3).
So far, we have a clear view that oral iron administration may impact the gut microbiota profile,
and it is the main preferable therapy, even though this has serious gastrointestinal problems including
diarrhea, morbidity, and mortality in children, mainly in Africa. From this, the “chicken–egg” question
arises, as scientists struggle to find better explanations for iron homeostasis based on iron-dependent
fluctuations in the host response, and the growth of gut bugs in the presence of inflammation. It is
likely that intestinal microbiota and iron homeostasis are the key parts, but not the only parts, of a
more complex interplay that triggers the inflammatory response in the intestines, which can lead to
IBD or colorectal cancer. Impressive advancements have been made during the past few years in
biomedical science and computation biology, and we are now at a level of better characterization of
gut microbiota-dependent inflammatory responses and its direct connection to iron metabolism.
Until today, many human studies have only reported observed correlations, and more work is
necessary to prove a causal relationship between iron-gut bacteria interactions and the development
of gut inflammatory diseases and colorectal cancer. Experimental animal models have assisted in
understanding how the gut microbiota interact with excessive amounts of unabsorbed luminal iron,
and modern iron therapeutic administration methods for iron deficient populations [159].
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Abbreviations

ACD Anaemia of chronic disease
BCFA Branched chain fatty acids
BMPs Bone morphogenetic proteins
CD Crohn’s disease
DCYTB Duodenal Cytochrome B
DMT1 Divalent Metal Transporter 1
GF Germ-free
GI Gastrointestinal
H2O2 Hydrogen peroxide
HEPH Hephaestin
HMOX1 Heme Oxygenase 1
IBD Inflammatory bowel disease
IBS Irritable bowel syndrome
IDA Iron deficiency anemia
Nramp1 Natural Resistance-Associated
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PG Phosphatidylglycerol
RBC Red blood cell
ROS Reactive oxygen species
SCFA Short-chain fatty acids
SLC40A1 Solute Carrier Family 40 Member 1
SLC46A1 Solute Carrier Family 46 Member 1
SNP Single nucleotide polymorphisms
SOD Superoxide dismutase
SPF Specific pathogen-free
UC Ulcerative colitis
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Abstract: Over the last decade, increasing evidence has reinforced the key role of metabolic
reprogramming in macrophage activation. In addition to supporting the specific immune response
of different subsets of macrophages, intracellular metabolic pathways also directly control the
specialized effector functions of immune cells. In this context, iron metabolism has been recognized
as an important component of macrophage plasticity. Since macrophages control the availability
of this essential metal, changes in the expression of genes coding for the major proteins of iron
metabolism may result in different iron availability for the macrophage itself and for other cells
in the microenvironment. In this review, we discuss how macrophage iron can also play a role
in immunometabolism.

Keywords: macrophages; iron; metabolism; inflammation

1. Introduction

Over the last decade, interest in immunometabolism—the interaction between immunological
and metabolic systems at both the body and cellular levels—has grown considerably. Although the
metabolic pathways of several types of immune cells, such as T cells—which contribute to immune
modulation in cancer through their metabolic connection with tumor cells [1]—have received attention,
most studies have focused on macrophage immunometabolism. In fact, it is increasingly appreciated
that the functions of these cells extend beyond immune defense. Indeed, metabolism is not only a
system to produce energy, but also a source of a variety of intermediates with relevant biological
function in innate immunity and inflammatory response. Under the influence of signals from the
microenvironment, cells of the monocyte–macrophage lineage undergo a complex reprogramming
toward distinct functional phenotypes [2]. Emerging evidence has shown that immunometabolism is an
important factor of the functional phenotype that characterizes the different macrophage populations,
such as those present in sites of infections, tissue injury, tumors, atherosclerotic plaques, adipose
tissue, etc. In this review, we address the cell-intrinsic metabolic functions that contribute to determine
the functional activity of macrophages focusing in particular on iron metabolism, which has been
recognized as one of the selected metabolic features of different classes of macrophages [3].

2. Macrophage Polarization

Macrophages play a variety of distinct roles both in pathological conditions, such as inflammation,
and physiological tissue homeostasis. To fulfil these tasks, macrophage populations are able to
acquire different phenotypes depending on environmental and immune signals, which polarize
macrophages to a range of activation states classified in two major groups: classical pro-inflammatory
(M1) macrophages endowed with cytotoxic and microbicidal functions, which are typically induced
following activation of toll-like receptors (TLR) by pathogen products such as lipopolysaccharide (LPS),
or alternative anti-inflammatory (M2) macrophages, which respond to anti-inflammatory cytokines
like interleukin 4 (IL-4) and are involved in cell growth and tissue remodelling [4] (Figure 1). In spite of
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the oversimplification, this classification faithfully represents the polarization of macrophages in most
pathophysiological settings. The behaviour and the gene expression profile of differently polarized
macrophages show considerable differences, but recent studies have shown that several divergences
in cellular metabolism also contribute significantly to the diversity of the M1 and M2 populations.
Notably, the metabolic changes, which are influenced by signals from the microenvironment, in turn
support the specialized functions of macrophage subsets [5]. In addition, recent studies showed that
altering macrophage metabolism can also reshape their functions [6]. This may offer the possibility to
exploit metabolic pathways to alter the role of macrophages in a variety of pathologic conditions in
which myelomonocytic cells are a key component, such as tumors, obesity, atherosclerosis.

Figure 1. M1 and M2 macrophages represent the extremes of a spectrum. The major properties and
functions of polarized macrophages are summarized in the boxes. The differential expression of
representative molecules and effectors is also shown.

3. Macrophage Diversity and Metabolism

3.1. Amino Acid Metabolism

Macrophage plasticity includes changes in amino acid metabolism (Figure 1); in fact, a well-known
distinctive feature of M1 macrophages is the inducible conversion of arginine into nitric oxide (NO),
a reactive compound important for microbial killing. Conversely, arginase-dependent metabolism
of arginine in M2 cells on the one hand depletes arginine required for NO synthesis in macrophages
and for T cell immunity [7]; on the other hand leads to the production of ornithine, thus possibly
contributing to collagen synthesis, consistent with the healing function of M2 [3,5].

The metabolism of tryptophan which can be converted in different compounds along two main
pathways represents another example of the connection between immune function and amino acid
metabolism. Tryptophan can be metabolized by the heme-containing indoleamine 2,3-dioxygenase
1 (IDO1) or tryptophan mono-oxygenase: IDO1 catalyzes the initial reaction of the pathway that
transforms tryptophan into kynurenine, a product that exerts major immunosuppressive effects by
inhibiting T cell immunity and impairing chemotaxis of neutrophils [7] (Figure 2). IDO1 can be induced
in several types of myeloid cells, including macrophages [8], in response to stimulation of innate
immunity [9]. The immunosuppressive activity of IDO1, which is also considered a marker of M2
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polarization, has been ascribed to its ability to deplete the microenvironmental tryptophan pools for
T cells while favoring the accumulation of kynurenine and the production of ligands for the aryl
hydrocarbon receptor with ensuing synthesis of pro-inflammatory cytokines [10]. Consistent with the
inhibitory role of kynurenine, lack of tetrahydrobiopterine (BH4), which is a cofactor for tryptophan
mono-oxygenase, favored tryptophan metabolism by IDO1, thus repressing T cells proliferation and
impairing mitochondrial respiration and energy production [11].

Figure 2. Schematic diagram of different tryptophan metabolism pathways. According to results
found in T cells lacking tetrahydrobiopterin (BH4) (see text), it is conceivable that the conversion of
tryptophan by tryptophan mono-oxygenase results in high iron levels and efficient mitochondrial
activity, whereas the kynurenine pathway initiated by IDO1 activity leads to the formation of the iron
chelator picolinic acid.

3.2. Glucose Metabolism

The differences in amino acid metabolism described above are well-known and have long
been used to define macrophages subsets, but recently a growing interest highlighted the role of
glucose metabolism in this context (reviewed in Reference [12–14]) (Figure 1). M1 macrophages
produce ATP mainly through aerobic glycolysis, i.e., the metabolism of glucose to lactate despite
oxygen availability. Reactive oxygen species-mediated hypoxia inducible factor 1 α (HIF1α) induction
results in glycolysis upregulation [15]. This pathway is less efficient in generating ATP than the
mitochondrial respiration, but it allows the cells to generate building blocks needed for the synthesis
of nucleotides, amino acids and lipids. Moreover, the higher levels of glucose 6-phosphate generated
by increased glycolysis can stimulate the pentose phosphate pathway, thus also providing more
of the reduced form of nicotinamide adenine dinucleotide phosphate (NADPH), a key cofactor for
a variety of biosynthetic processes, including lipid synthesis. Therefore, M1 macrophages adapt
their energy metabolism to secure enough ATP, while also supporting biosynthetic functions needed
to sustain proliferation and synthesis of cell structures and inflammatory molecules. At the same
time, the other metabolic process observed in M1 macrophages is the inhibition of mitochondrial
oxidative phosphorylation [12]. This is attained by suppressing the tricarboxylic acid (TCA) cycle at
two distinct levels, with concomitant generation of intermediates that are used for protein and lipid
synthesis. The block of isocitrate dehydrogenase (IDH) results in the accumulation of acetyl CoA
and citrate, which is then exported from the mitochondria to the cytosol where it can be converted
by acetyl-CoAcarboxylase (ACC) to malonyl-CoA, which is then used to synthesize fatty acids,
important precursors for the expansion of membranes, such as the endoplasmic reticulum. Suppression
of succinate dehydrogenase (SDH) is obtained through a recently discovered pathway based on
TLR4-mediated induction of cis-aconitic acid decarboxylase/immune-responsive gene 1 (CAD/Irg1),

404



Pharmaceuticals 2019, 12, 94

an enzyme that drives the conversion of cis-aconitate, the intermediate between citrate and isocitrate
in the TCA cycle, to itaconate, a metabolite possessing both anti-inflammatory and anti-microbial
properties [16] (Figure 3). It has been shown that itaconate, known as industrial polymer since almost
a century [17], inhibits SDH activity, thereby decreasing fumarate production. Since SDH is also a
component of the complex II of the electron transport chain, induction of CAD/Irg1 activity affects two
key steps of cellular oxidative energy production. Moreover, by inhibiting the prolyl hydroxylases
involved in HIF1α degradation pathway, succinate accumulation may concur to the induction of
glycolysis reported above. The latter effect is also achieved by itaconate-mediated repression of fatty
acid biosynthesis from glucose. Interestingly, itaconate is also endowed with antimicrobial properties
against a variety of microorganisms, as it is transported from the mitochondria, where CAD/Irg1
is located, to phagosomes in which it inhibits microbial isocitrate lyase, an enzyme involved in the
glyoxylate pathway required for survival when glucose availability is limited [16]. Itaconate is also
secreted [17], as revealed by its presence in serum, and hence it also traverses the cytoplasm. Therefore,
mitochondrial or cytosolic itaconate might play regulatory roles while phagosomal and extracellular
itaconate participates in anti-microbial action. A recent study [18] reported that the activity of one
isoform (BCAT1) of branched chain aminotransferases, multi-level regulators of the TCA cycle and
oxidative phosphorylation, is required for itaconate production and metabolic reprogramming in
human macrophages, thus showing the interaction of different nutrient metabolism (amino acids and
glucose) in pro-inflammatory macrophage function.

Figure 3. Alternative pathways of cis-aconitate metabolism. Iron availability and reactive molecules
produced under inflammatory condition like nitric oxide (NO) can target the iron-sulfur cluster and
alter aconitase activity, thus affecting the amount of cis-aconitate available for the decarboxylating
activity of CAD/Irg1 and the production of itaconate.

Notably, the link between macrophage metabolism and functionality is underlined by the
evidence that metabolic pathways of M1 macrophages contribute specifically to their pro-inflammatory
role. Moreover, metabolites can also be employed as immunoregulators in order to control the
extent and duration of the inflammatory response. For example, the lactate produced by activated M1
macrophages through glycolysis accumulate and exerts an immunosuppressive function by stimulating
M2 polarization of macrophages. Interestingly, lactate appears to be one of the factors produced by
tumor cells that promote the formation of M2-like tumor associated macrophages (TAM) [19].
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On the other hand, M2 cells show high levels of oxidative phosphorylation and mitochondrial
activity. The TCA cycle is fueled by consumption of fatty acids undergoing beta oxidation and also by
glutamine utilization to form α-ketoglutarate. To support these reactions, mitochondrial biogenesis
is also induced. Interestingly, the key metabolic regulator mechanistic target of rapamycin (mTOR)
is involved also in macrophage metabolism and activation. In fact, inducers of M2 polarization
like IL-4 signal through the mTOR pathway to promote fatty acid oxidation (FAO) and glucose
consumption for oxidative phosphorylation, two metabolic changes that are critical for macrophage
alternative activation [20]. A recent study has demonstrated that upregulating FAO in macrophages
of hypercholesterolemic mice via miR-33 inhibition drives macrophages toward an M2 state and
reduces atherosclerosis [21]. This study emphasizes how metabolic reprogramming of macrophages
can influence disease outcome.

The anti-inflammatory and pro-resolving function of M2 macrophages is involved also in
efferocytosis, the process by which apoptotic cells are cleared by phagocytes, primarily resident
macrophages. Recent findings have shown that two distinct metabolic pathways are required to prevent
unwanted inflammation and promote repair by creating an anti-inflammatory tissue environment.
One study showed the importance of glycolysis and lactate release [22], whereas Zhang et al. [23]
described how FAO starts a mechanism leading to the production of anti-inflammatory IL-10. These
results indicate that macrophages adopt separate but converging mechanisms to alter their metabolism
and thus drive an anti-inflammatory response.

Amino acid and glucose metabolism are linked in reprogramming macrophage function. In fact,
recent findings have shown that NO also impacts on mitochondrial cell bioenergetic pathways, probably
thanks to its reactivity against iron-containing Fe-S clusters and heme moieties that are present in
several proteins of the electron transport chain and TCA cycle. In fact, knock down of iNOS restored
mitochondrial ATP production through oxidative metabolism in M1 macrophages. These forces
activated macrophages to bring in glucose and use glycolytic metabolism to produce energy [12].
Notably, both the accumulation of citrate described above and the generation of glucose 6-phosphate
by glycolysis, with consequent stimulation of the pentose phosphate pathway, favor NO production,
thereby inducing a feedforward loop of inflammatory activation.

Despite our increased understanding of macrophage immunometabolism as an important
determinant of the pathophysiological conditions in which macrophages are involved, it should
be kept in mind that several issues remain to be explored and clarified. Some of the major challenges
and concerns are reported below. In the same way as the distinction of M1 and M2 macrophages
between pro- and anti-inflammatory, respectively, is an oversimplification, also describing their
metabolism as glycolytic or depending on oxidative phosphorylation does not reflect the variety of
phenotypes and metabolic profiles that can be obtained by in vitro exposure to different stimuli or,
even more, to the distinct macrophage subsets occurring in vivo. An example of the diverse effects
on metabolism of different M1 polarizing stimuli is represented by the response of mitochondrial
metabolism to LPS, which is downregulated in bone marrow-derived macrophages and upregulated
in peritoneal macrophages, despite a similarly strong inflammatory response [24]. Another striking
example is provided by TAM, which are usually considered M2-like but show a glycolytic metabolism
similar to that of in vitro polarized M1 cells (discussed in Reference [14]). Moreover, IRG1-itaconic
acid production, which is typical of M1 cells, has been shown to be linked to the modulation of M2-like
macrophage polarization in the revascularization of ischaemic muscle [25]. It should be also kept in
mind that most studies investigating immunometabolism were performed in mouse models and in
several instances the maintenance of the observed effects in humans remains to be investigated and
demonstrated. Indeed, several differences exist between mouse and human macrophages, such as
the inability of human macrophages to produce significant amounts of a key regulator of metabolic
reprogramming like NO.
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4. Macrophages and Iron Metabolism

Iron is a redox-active metal required for the activity of essential enzymes involved in a variety
of cellular functions, but excess iron is potentially toxic as a catalyst of oxidative stress. Therefore,
the appropriate iron concentration in the cells and organisms is homeostatically maintained by several
mechanisms. The role of macrophages in iron metabolism has been covered extensively in this
Special Issue [26]. At the systemic level, macrophages are key regulators of iron trafficking [27,28].
Spi-C-dependent splenic reticuloendothelial cells clear senescent erythrocytes and release iron back
to circulation, thus providing iron needed for erythroid precursors proliferation and hemoglobin
synthesis [29]. On the other hand, iron sequestration by pro-inflammatory macrophages represents a
recognized and efficient bacteriostatic response [30,31]. Moreover, iron is required for hemoproteins
essential for macrophage activity in inflammation, such as NADPH oxidase 2, cyclooxygenases 1 and
2, inducible nitric oxide synthase, etc. [29]. Consistent with their different functions in homeostatic and
inflammatory conditions, polarized macrophages also show a distinct expression of genes involved
in iron homeostasis [28,32], in which M1 cells withhold iron whereas M2 are prone to iron release to
tissues (Figure 1). High expression of the iron storage protein ferritin correlates with iron retention
by in vitro polarized M1 macrophages. On the other hand, alternatively activated M2 macrophages
show an elevated capacity for CD163-dependent uptake and heme oxygenase-mediated catabolism of
heme-associated iron, as well as high expression of ferroportin (FPN), the only known mammalian
iron exporter [33]. This FPN-mediated sustained iron release may significantly contribute to the role
of M2 macrophages in various pathophysiological conditions, such as tissue repair, and also tumor
growth [28], as TAM acquire a M2-like phenotype [34]. However, the effect of iron on TAM polarization
remains to be fully understood. In fact, it has been shown that high doses of iron can shift TAM,
which usually have a pro-tumor activity, to the anti-tumor M1 phenotype [35]. Conversely, it has
been described that an intracellular iron-chelator can switch TAM from their iron-release phenotype
toward iron storage [36]. In this context, it is interesting that TAM macrophages can also be a source of
extracellular ferritin in the tumor microenvironment and ferritin was able to stimulate the growth of
cancer cells in an iron-independent way, at least in vitro [37].

Moreover, we recently demonstrated that macrophage FPN-dependent supply of iron to the
microenvironment is necessary for stromal and parenchymal cells multiplication, differentiation and
activity, both in the physiological context of hair follicle growth and in the pathophysiological setting
of wound healing, two conditions sharing many similarities including fast cell replication [38]. In fact,
loss of macrophage FPN causes hair follicle alterations and alopecia by inhibiting the proliferation
of neighbouring hair follicle cells. Similarly, iron retention in macrophages delayed wound healing
in mice lacking FPN in macrophages by affecting stromal cells proliferation, blood and lymphatic
vessels formation and fibrogenesis. These findings indicated that iron should be included in the
list of trophic mediators produced by macrophages that are required for tissue homeostasis and
repair. Although in these settings iron retention in macrophages had no impact on the inflammatory
processes accompanying wound healing [38], other studies suggested that under conditions of massive
iron deposition caused by hemolysis iron accumulation in macrophages can activate them to a
pro-inflammatory M1 phenotype [39–41]. The conflicting results may be related to the amount of iron
stored as well as to the exposure to different iron sources, as heme iron is highly toxic [42].

5. Macrophage Iron and Immunometabolism

The differences in iron metabolism existing in the various macrophage subsets can be relevant
also for immunometabolism. As reported above, in pro-inflammatory macrophages CAD/Irg1
decarboxylates cis-aconitate to generate itaconate, a compound with antimicrobial functions [16,17].
Cis-aconitate, an intermediate in the conversion of citrate to isocitrate, is the substrate of both
mitochondrial and cytosolic aconitases. The latter represents an alternative form of iron-regulatory
protein 1 (IRP1), an RNA-binding protein which controls the synthesis of proteins involved in
intracellular iron usage, storage or transport [43]. The availability of iron to assemble the iron-sulfur
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cluster dictates the switch between the enzymatically active holoprotein endowed with aconitase
activity and the RNA-binding apoform which controls iron homeostasis [44] (Figure 3). We have
shown that in macrophages NO is able to induce concomitant inactivation of cytosolic aconitase
and activation of IRP1, attributable to disassembly of the Fe-S cluster [45]. This switch should
result in cis-aconitate accumulation and increased availability of this substrate to CAD/Irg1-mediated
conversion to itaconate. Therefore, this process could represent a still unexplored pathway used by
NO-producing inflammatory macrophages to favor the generation of an antimicrobial compound.
In addition, by targeting iron-sulfur clusters the generation of NO can also affect macrophage metabolic
activities [46]. In fact, in Toll-like receptor-activated mouse macrophages, NO-mediated damage
to iron-sulfur proteins compromises mitochondrial oxidative metabolism and thus constitutes an
additional mechanism contributing to the shift toward the glycolytic pathway that characterizes M1
cells. Notably, genes involved in iron-sulfur cluster biogenesis, such as ISCU and NSF1, were found to
be preferentially expressed in M2 polarized human macrophages [32], which rely on mitochondrial
oxidative phosphorylation for energy production. In the same context, by influencing the formation of
the iron-sulfur cluster of mitochondrial aconitase, iron availability in the mitochondria could determine
whether cis-aconitate is decarboxylated by CAD/Irg1 or converted to isocitrate by aconitase (Figure 3).

Iron may be involved also in amino acid catabolism. Tryptophan mono-oxygenase-mediated
tryptophan metabolism contributes to maintain high iron levels and efficient mitochondrial
respiration [11], whereas tryptophan degradation by IDO1 through the kynurenine pathway leads
to formation of picolinic acid, which is an iron chelator [47] (Figure 2). By depleting the cells of
iron, which is essential for enzymes involved in DNA synthesis like ribonucleotide reductase [48],
iron sequestration by picolinic acid may contribute to the immunosuppressive activity of the kynurenine
pathway, which impairs T cells proliferation and activity [49]. Moreover, the ability of picolinic acid to
amplify IFN-γ-mediated NO production in macrophages, an event connecting arginine and tryptophan
metabolism [50], may depend on the induction of nitric oxide synthase (NOS) mRNA expression by the
hypoxia inducible transcription factor (HIF), which is also induced by iron deficiency [51]. Therefore,
iron may contribute to the immunosuppressive activity that renders IDO1 an interesting target of
pharmacological inhibitors for cancer therapy [52].

A link between metabolic, inflammatory, and iron-regulatory pathways has been provided by
evidence showing that mTOR regulates iron homeostasis by decreasing transferrin receptor (TfR1)
stability and hence iron uptake. mTOR activates tristetraprolin (TTP), a protein involved in suppression
of immune responses, which binds to TfR1 mRNA and enhances its degradation [53]. At the same time,
TTP, which is induced by iron deficiency, promotes downregulation of iron-requiring genes, in particular
those coding for mitochondrial proteins involved in energy production, thus facilitating survival
when iron is scarce. Although these results were found in fibroblasts and myoblasts, it is tempting
to speculate that a similar process can occur in macrophages, consistent with the demonstration that
metabolic reprogramming mediated by the mTOR pathway is required for macrophage alternative
activation [20].

Another example of the interaction between iron and immunometabolism was provided by
the comparison of differences in gene expression profiles between mouse non-activated bone
marrow-derived macrophages and non-activated peritoneal macrophages, which highlighted a
differential expression of genes involved in heme biosynthesis [24], thus confirming a previous
observation in human in vitro polarized macrophages [32].

6. Concluding Remarks

Recent advances in the availability of molecular and biochemical methods have highlighted that
intracellular metabolic pathways control the effector functions of macrophages, as exemplified by the
distinct metabolic signature of differently polarized macrophages, which show significant differences
in pathways of energy production, amino acid metabolism and iron homeostasis. These processes are
intertwined and we have tried to draw attention to the role of iron in these settings.
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In particular, the effect of variations in iron availability on immunometabolism may impinge
on the relevant role played by macrophages in several pathologic conditions like obesity, diabetes,
cardiovascular diseases, tumors. Indeed, iron homeostasis is altered in adipose tissue associated
macrophages, which have a pathogenetic role in obesity favoring insulin resistance [54], and macrophage
iron is key in the development and progression of atherosclerotic plaques (discussed in Reference [55]).
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Abstract: Ribonucleotide reductase (RR) is the rate-limiting enzyme that controls the deoxynucleotide
triphosphate synthesis and it is an important target of cancer treatment, since it is expressed in
tumor cells in proportion to their proliferation rate, their invasiveness and poor prognosis. Didox,
a derivative of hydroxyurea (HU), is one of the most potent pharmaceutical inhibitors of this enzyme,
with low in vivo side effects. It inhibits the activity of the subunit RRM2 and deoxyribonucleotides
(dNTPs) synthesis, and it seems to show iron-chelating activity. In the present work, we mainly
investigated the iron-chelating properties of didox using the HA22T/VGH cell line, as a model of
hepatocellular carcinoma (HCC). We confirmed that didox induced cell death and that this effect
was suppressed by iron supplementation. Interestingly, cell treatments with didox caused changes
of cellular iron content, TfR1 and ferritin levels comparable to those caused by the iron chelators,
deferoxamine (DFO) and deferiprone (DFP). Chemical studies showed that didox has an affinity
binding to Fe3+ comparable to that of DFO and DFP, although with slower kinetic. Structural
modeling indicated that didox is a bidentated iron chelator with two theoretical possible positions for
the binding and among them that with the two hydroxyls of the catechol group acting as ligands is
the more likely one. The iron chelating property of didox may contribute to its antitumor activity not
only blocking the formation of the tyrosil radical on Tyr122 (such as HU) on RRM2 (essential for its
activity) but also sequestering the iron needed by this enzyme and to the cell proliferation.

Keywords: didox; iron chelators; antitumor compound; iron metabolism; RRM2

1. Introduction

Ribonucleotide reductase (RR) is one of the fifty genes reported to be overexpressed in highly
malignant tumors with poor prognosis [1–5]. RR is essential for DNA synthesis during cell division
encoding the rate-limiting enzyme that catalyzes the conversion of ribonucleotides (NTPs) into
deoxyribonucleotides (dNTPs) [3,6–8]. The enzyme is composed of two catalytic (RRM1) and two
regulatory (RRM2 or p53R2) subunits [9]. RRM1 expression is detectable throughout the cell cycle
in all tissues [10], while RRM2 and p53R2 are preferentially expressed during cell mitosis and in
response to DNA damage, respectively. The reductase activity of RRM2 subunit requires two Fe3+

ions for the formation of the tyrosil radical on Tyr122 that has a key role in the enzyme activity [6].
Hydroxyurea (HU), gemcitabine, fludarabine and chlorodeoxydenoside are compounds targeting
RRM2 activity that showed effects in cancer therapy in vitro, but with some side effects in vivo. In order
to improve their efficacy in the inhibition of RRM2 and reduce the side effects, some derivatives of
polyhydroxy-substituted benzohydroxamic have been synthesized [3,11,12] and among them there
is 3,4 dihydroxybenzohydroxamic acid (didox) in which the amino group of HU is substituted by a
catechol group (Figure 1A,B).

Pharmaceuticals 2019, 12, 129; doi:10.3390/ph12030129 www.mdpi.com/journal/pharmaceuticals412



Pharmaceuticals 2019, 12, 129

Figure 1. Chemical structure of hydroxyurea and its derivative didox. The structure of hydroxyurea
(HU) (A) has been modified to obtain that one of didox (B) in which the amino group of HU has been
substituted by a catechol group.

This compound, targeting RRM2 subunits, was found to trigger cell apoptosis with a different
extent depending on the cell types [13–15] by increasing the levels of the pro-apoptotic protein Bax and
release of cytochrome C from the mitochondria [16]. Didox revealed good efficacy against multiple
myeloma cells [15], prostate tumor [16], breast cancer cells [17] and acute and chronic myeloid leukemia
HL-60 and K562 cell lines [14]. Mouse models have shown that didox significantly caused growth
inhibition of breast cancer [17] and human leukemia [18]. Furthermore, in phase I/II clinical trials,
didox showed minimal toxicity in cancer patients [19,20].

Interestingly, it was also reported that didox forms iron complexes recognized by photometric
methods [21]. The finding that the antiproliferative effect of didox was partially inhibited by iron
suggested that iron chelation may be important for its pharmacological activity [21]. Tumor cells are
often characterized by an “iron addiction” status requiring abundant iron to sustain proliferation [22,23],
thus it has been indicated that iron chelators may improve the chemotherapeutic effects [24–28].
The potential clinical impact of the new generation of iron chelators has increased recently due to the
improvement of their pharmacokinetic and pharmacodynamic properties [29]. Iron chelators act to
inhibit cell proliferation, by subtracting the iron needed for cellular metabolism, by inducing apoptosis
and also by contributing to the generation of reactive oxygen species. This depends largely by the
coordination of the chelant, deferoxamine (DFO; Desferal ®) is a hexadentate iron chelator that blocks
the interaction of iron with oxygen, making it inert. Instead, bidentate chelators such as deferiprone
(DFP; Ferriprox ®), or the tridentate deferasirox bind iron in a 3:1 or 2:1 chelator to iron ratio, resulting
in a less stable iron complex, thus allowing the formation of potentially toxic free radicals [30,31].

The iron binding properties of didox have been described only by Fritzer-Szekeres [21] but its
pharmacological effects and its impact on iron metabolism have not been further studied. In the
present work we studied the effect of didox on the proliferation of the hepatocellular carcinoma
HA22T/VGH cell line and we characterized the iron-chelating properties of didox in vitro and in cells,
specifically focusing our study to determine the iron binding capacity of didox and its effect on iron
related proteins.

2. Results

2.1. Didox Suppresses the Viability of Hepatocellular Carcinoma HA22T/VGH Cell Line

The hepatocellular carcinoma (HCC) HA22T/VGH cell line was chosen as a model to study
didox antitumor activity. It has a detectable level of RRM2 and high levels of intracellular iron and
iron-related proteins, in line with its hepatic origin (not shown). The cells were incubated with different
concentrations of didox (1, 10, 25, 50, 100, 200 and 500 μM) for 24–48 and 72 h and then their viability
analyzed by an MTT assay. Didox reduced cell viability in dose- and time-dependent manner (Figure 2)
with increasing potency at the concentration of 100, 200 and 500 μM and after 48 and 72 h (Figure 2).
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The half maximal inhibitory dose (IC50) at 48 h was 283.36 ± 18.82 μM and at 72 h was 132.98 ± 7.97 μM,
indicating that time of exposure is important in this cell line (Table S1).

We confirmed the results with a second HCC cell line, HuH7, with the same doses and time
of exposure used for HA22T/VGH and we observed that the sensitivity to the drug was similar in
the two HCC cells (Figure 2 and Figure S1) with an IC50 for HuH7 similar to that of HA22T/VGH
(329.31 ± 31.55 μM at 48 h and 122.92 ± 13.21 μM at 72 h), confirming that time exposure is important
in both cell lines (Table S1).

Figure 2. Didox reduced cell viability in HA22T/VGH cell line in time and a dose-dependent manner.
HA22T/VGH were treated with 0, 1, 10, 25, 50, 100, 200 and 500 μM of didox for 24 (triangle, blue line),
48 (diamond, blue-sky line) and 72 (circle, light blue line) hours. An MTT assay was performed to
verify cell viability after treatment. The values are expressed as % of viable cells over the not treated
cells (0) at the indicated time point. The black dot line is drawn in correspondence to the half maximal
inhibitory dose (IC50). The graph represents the means of three independent experiments (N = 3) with
three internal values for each experiment. The black stars correspond to the comparison between 24
and 48 h; the grey stars between 24 and 72 h and the light grey stars between 48 and 72 h. * p < 0.05;
** p < 0.01; *** p < 0.001; **** p < 0.0001.

2.2. Didox Induces Apoptosis and Increases Mitochondrial ROS

Didox was previously shown to cause cell death by an apoptotic mechanism with an increase of
AnnexinV positive cells of about 30–50% after 24–48 h at 250 μM and only at high concentration to
cause a little induction of caspase8 and 9 in HL-60 and K562 cells [14,16]. To verify this, we treated
HA22T/VGH with 200 μM didox for 24, 48 and 72 h. Then the cells were labeled for AnnexinV-FITC
and with propidium iodide (PI) and analyzed with flow-cytometry. Staining cells simultaneously
with AnnexinV-FITC and PI allows the discrimination of intact cells (AnnexinV-FITC negative and PI
negative), early apoptotic (AnnexinV-FITC positive and PI negative) and late apoptotic or necrotic cells
(AnnexinV-FITC positive and PI positive). Didox caused a time dependent increase of apoptotic cells
(considering early and late apoptosis) to about 8% after 72 h (Figure 3A).

To detect the level of mitochondrial ROS the HA22T/VGH cells were treated with 200 μM didox
for 24, 48 and 72 h and then labeled with a MitoSOX probe and the fluorescence measured on
flow-cytometry. This probe is used for the selective detection of superoxide in the mitochondria in fact,
once in the mitochondria; it is oxidized by superoxide and shows red fluorescence. Didox caused an
increase of MitoSOX fluorescence of about 10–12% after 48–72 h meaning an increase of mitochondrial
ROS levels (Figure 3B). In parallel experiments, we found that the iron (III) chelator DFO induced
similar increases of AnnexinV positive cells and mitochondrial ROS in this cell line (not shown).
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Figure 3. Didox induced apoptotic cell death and mitochondrial oxidative stress in HA22T/VGH cell
lines. Cells were untreated or treated with 200 μM of didox for 24, 48 and 72 h. At each time point,
cells were analyzed for apoptotic cell death combining AnnexinV/FITC/PI (A) or using MitoSOX Red
mitochondrial superoxide indicator (B) and analyzed by flow-cytometry. The histograms show the
percentage of apoptotic cell death, positive to AnnexinV (A) or fluorescent cells positive to MitoSOX
mitochondrial superoxide indicator (PE-A,) (B).

2.3. Didox Inhibits Cell Viability Similarly to DFO and DFP

It is known that the iron chelators cause cell death sequestering the iron essential for the cell
proliferation. To compare the potency to inhibit cell viability of didox to its precursor (HU) and
other well known chelators (such as DFO and DFP), HA22T/VGH cells were treated with increasing
concentrations of didox, HU, DFO and DFP (1, 10, 25, 50, 100, 200 and 500 μM) for 24–48 and 72 h, and
then cell viability was monitored using MTT assay. HU was the least potent of the four compounds
with an IC50 of about 400 μM at 72 h, that was about four-fold higher than that of didox, DFO and DFP
(of about 100 μM at 72 h; Figure 4A–C). Didox, DFO and DFP showed a very similar time-dependent
activity that is possibly due to the progressive chelation of intracellular iron and the inhibition of
different cellular activity.
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Figure 4. Didox was more effective than hydroxyurea in reducing cell viability in HA22T/VGH.
HA22T/VGH cells were treated with 0, 1, 10, 25, 50, 100, 200 and 500 μM of didox (blue lines) or HU
(grey lines) or deferoxamine (DFO; red lines) or deferiprone (DFP; green lines) for 24 (A), 48 (B) and
72 h (C). MTT assay was performed to verify cell viability after treatment. The values are expressed
as % of viable cells over the not treated cells (0) at the indicated time point. The graphs represent
the means of three independent experiments (N = 3) with three internal values for each experiment
and statistic obtained comparing with each other the efficacy of the compounds at a certain dose of
treatment. The black dot line is drawn in correspondence to the half maximal inhibitory dose (IC50).
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2.4. Didox Binds Fe3+ in a Time-Dependent Manner

As shown in the Figure 4, didox had higher efficacy than HU in inhibiting HA22T/VGH cell
viability, a property that may be due to the didox iron-binding capacity, which seems to be absent in HU
(Figure 4A–C). To elucidate this point, we used the in vitro calcein assay. Calcein is a fluorescent probe,
which its signal is quenched by the binding to iron (II) as is well reported in the paper of Breuer W. [32].
Only the addition of iron (III) chelators (such as DFO and DFP) can restore the fluorescence of the
probe, removing iron from the iron-calcein complex [32].

Iron (II) as ferrous ammonium sulfate (1 μM) was added to calcein (1 μM) at a 1:1 molar ratio
causing 60% fluorescence quenching. Then the chelators were added. The well-characterized iron (III)
chelators DFO and DFP (100 μM) caused a fast and complete dequenching, while HU (100 μM) and
also bathophenantroline disulfonic acid (BPS, 100 μM) had no evident effect and didox (100 μM) had
an intermediate behavior, slowly causing fluorescence dequenching that was almost complete after
one hour (Figure 5A).

Figure 5. Didox retains the capacity to dequench the fluorescence of calcein forming a complex with
iron (III). (A) The fluorescence of 1 μM calcein was determined, to set the basal level of the fluorescence
at the beginning of the assay. Iron (II), as 1 μM FAS (ferrous ammonium sulfate), was added and
allowed to equilibrate and form calcein-iron complexes for 8 min. Subsequently, 100 μM iron (III)
chelators (such as DFO, red lines; DFP, green line), 100 μM iron (II) chelator (BPS, orange line), 100 μM
didox (blue line) or 100 μM HU (pink line) were added. The fluorescence was measured after 1, 2, 3, 4,
5, 15, 25, 35, 45, 55 and 65 min after the addition of the compounds. (B) UV-vis spectra for complexes
formed by base titration at constant concentration FeCl3 (300 μM) with increasing concentrations
(0–900 μM) of didox in 25 mM Tris-HCl pH 7.2 buffer. (C) Left: Didox complexed with iron in the
hydroxamic type of chelate (a) and catechol type of chelate (b). Right: Calculated UV-vis spectra of
didox-iron complex a and b.

417



Pharmaceuticals 2019, 12, 129

Then we incubated the colorless didox with increasing amounts of iron (III) salts. This produced
a colored component with a maximum absorbance at 510 nm attributed to the didox-iron complex
(Figure 5B). Next we carried out density functional theory (DFT) calculations to test the possible
structures, as done before in the study of similar ferric complex structures [33]. The results indicate that
didox acts as a bidentate ligand that can chelate iron either through the hydroxaminic group (complex
a in Figure 5C) or through the catechol moiety (complex b in Figure 5C). Modeling (C3 point group
symmetry) and optimization calculations were carried out for low, intermediate and high spin states.
The high spin complex was the one with the lowest energy in both models. The calculated UV-Vis
spectra are shown in Figure 5B. TD-DFT calculations predicted absorption spectra presenting a band
centered at 510 nm of absorbance, for both the a and b complex, originated from a metal to ligand
charge transfer transition, in good correspondence with the experimental spectra. Thus, calculations
confirmed that both complexes didox-iron are stable but the hydroxaminic group is also present in
HU that has no binding affinity, while the catechol moiety is present in DFP that has high iron affinity
binding. Thus b seems to be the likely complex.

2.5. Didox Alters the Iron Status of HA22T/VGH Cells Similarly to DFO and DFP

It is well known that an iron chelator causes the reduction of both L- and H-ferritin and the labile
iron pool (LIP) and the increase of transferrin receptor 1 (TfR1) expression. Thus to verify how didox
modifies the iron status of the HCC cells in comparison with DFP and DFO, HA22T/VGH cells were
treated with 100 μM Didox, or DFP or DFO for 4, 8, 24 and 48 h and analyzed for L- and H-ferritin
content by an ELISA assay (Figure 6A,B) and for TfR1 by western blotting (Figure 6C).

DFO and didox caused a significant and parallel time-dependent reduction of H-ferritin that was
maintained up to 48 h, whereas DFP started losing its efficacy at 48 h (Figure 6A). A similar behavior
was evident for L-ferritin (Figure 6B). TfR1 increased of about two-fold during the time, in DFO, DFP
and didox treated cells, as expected, due to the effect of iron chelation (Figure 6C). LIP was determined
by calcein-AM fluorescent assay after 4h of treatment and the values expressed as fluorescence fold
change over the untreated cells (Figure 6D). Didox, DFP and DFO caused a similar increase of calcein
fluorescence, which indicated a significant and comparable reduction of LIP (Figure 6D). These results
suggested that didox iron-chelating activity in the cells is comparable to that of DFO and DFP.

2.6. Iron Supplementation Suppresses the Cell Toxicity of Didox in HA22T/VGH

If didox acts as an iron chelator, the addition of iron could decrease or completely abolish the
activity of the compound in inhibiting cell viability. To prove that, HA22T/VGH cells were treated with
100 μM didox together with different concentrations of ferric ammonium citrate (FAC, 25, 50, 100, 200
and 400 μM), and the cell viability evaluated after 48 and 72 h with an MTT assay. FAC reduced didox
cell toxicity in a dose-dependent manner starting at a concentration of 50 μM at 48 h and of 100 μM at
72 h abolishing the inhibitory activity of didox (Figure 7A,B). With a similar trend, FAC reduced the
cell mortality induced also by DFO and DFP starting at concentration of 25 μM both at 48 and 72 h for
DFO and DFP (Figure S2A,B). On the opposite, the inhibitory activity of HU was not affected by the
iron addition of FAC at all the concentrations and time points tested (Figure S2A,B).
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Figure 6. Didox reduced the ferritin level and labile iron pool (LIP) and induced a TfR1 increase in
HA22T/VGH cells. (A) and (B) An ELISA assay for H- and L-ferritin in HA22T/VGH cells treated with
didox, DFP and DFO 100 μM at 4, 8, 24 and 48 h; (C) TfR1 and tubulin western blotting analysis with
didox, DFO and DFP 100 μM at 4, 8, 24 and 48 h; (D) calcein-AM assay in cells treated with didox, DFP
and DFO 100 μM at 4 h. The graphs are means of three independent experiments (N = 3). p-values,
showed in the graphs, were obtained by an ordinary one-way ANOVA.

In other experiments the cells were pre-treated with 200 μM didox for 16 h and then 400–800 μM
FAC was added and the cells collected after another 48 and 72 h (pre-treatment, in Figure 7C,D),
as control didox and FAC were added together (combined, in Figure 7C,D). The iron supplementation
suppressed didox activity when added together and also when added after 16 h didox (pre-treatment)
with a rescue of about 50–60% at 48 h and 60–70% at 72 h (Figure 7C,D).
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Figure 7. Treatment with equimolar concentration of iron rescued didox-induced cell death.
HA22T/VGH cells were untreated or treated with: 100 μM didox alone or in combination with
increasing concentration of FAC (25, 50, 100, 200 and 400 μM) for 48 (A) and 72 h (B). (C,D) HA22T/VGH
cells were untreated or treated with 400–800 μM FAC, 200 μM didox for 48 and 72 h, in combination
FAC plus didox (combined) or HA22T/VGH cells were pre-treated with 200 μM didox (for 16 h) and
then 400–800 μM FAC was added to the cells (pre-treated) for 48–72 h. Cell viability was verified by an
MTT assay and the values expressed as % of viable cells over the untreated cells at the indicated time
point. The graphs are means of three independent experiments (N = 3) with three internal values for
each experiment.

To verify if the iron supplementation inhibits didox activity restoring the proper level of iron
related proteins (such as ferritins and TfR1), the HA22T/VGH cells were treated with 100 μM didox
or with 100 μM FAC alone or in combination. Didox alone caused a reduction of both H- and
L-ferritins (Figure 8A,B) and an increase of TfR1 (Figure 8C) after 48 and 72 h (as previously shown
in Figure 6A–C), FAC alone treatment caused ferritin to increase and TfR1 to decrease, as expected.
Interestingly, the co-treatment with FAC and didox restored the basal levels of ferritins and TfR1,
demonstrating an effect also on iron related proteins connected to the iron binding activity of didox.
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Figure 8. Treatment with equimolar concentration of iron restored iron-related protein content.
HA22T/VGH cells were untreated or treated with: 100 μM didox alone or in combination with FAC
(100 μM) for 48 and 72 h. Protein extracts were analyzed for H- and L-ferritin content (A,B) by an
ELISA assay and for TfR1 by western blotting (C), using tubulin as a loading control. The graphs are
the mean of three independent experiments (N = 3). p-values, showed in the graphs, were obtained by
an ordinary one-way ANOVA.

3. Discussion

Didox has been used for many years as an antitumor agent [14–17]. It targets and inhibits RRM2,
the enzyme involved in the critical conversion of ribonucleotides to deoxyribonucleotides, essential
in DNA replication and one of the most expressed enzymes in tumor cells. Didox is a derivative of
HU that is known to inhibit RRM2 activity by quenching the tyrosyl free radical at the active site
of the enzyme that is essential for the reductase activity [34]. The free radical quenching moiety of
HU is partially conserved in didox, and it contains an additional catechol group that is known to
have iron-chelating properties. In fact, a major class of bacterial siderophores uses catechol as an iron
ligand [35]. The iron-chelating properties of didox were previously studied to define the formation
of the iron complex and to show that iron supplementation reduced the cellular toxicity of didox in
L1210 leukemia cells [21]. We used the hepatocellular carcinoma (HCC) cell lines, as a cellular model
to study didox antitumor activity since HCC is the most common type of liver cancer. HCC are solid
tumors, with a large angiogenic capacity and are often resistant to apoptosis and they are classified on
the degree of malignancy and the level of differentiation [36]. HCC cells derive from liver, which has
a high intracellular iron level, and high expression of iron-related proteins, detectable RRM2 levels
and normal proliferation rate. The HuH7 cells are highly differentiated while HA22T/VGH cells are
poorly differentiated. We found that these cells are similarly sensitive to didox with an IC50 as low
as 132 μM in HA22T/VGH and 122 μM in HuH7 after 72 h of incubation. We concluded that the
differentiation state did not modify cell sensitivity to the drug, thus we continued the study on the
HA22T/VGH cells. We confirmed that didox induced apoptosis also in HA22T/VGH cells with an
increase of AnnexinV and mitochondrial ROS production, similar to previous studies reported in
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multiple myeloma cells [15]. We compared the antitumor activity and iron binding capacity of didox
with those of the two clinically used iron chelators, DFP, which is a catechol bidentate structurally
similar to didox, and DFO a hexadentate structurally unrelated to didox. When given to the cells,
didox caused modifications of the iron status that were very similar in extent to those caused by the
two chelators: changes in the level of TfR1 and ferritins and of the intracellular labile iron. Moreover
we found that DFO and DFP had a cytotoxic effect on our cells that was comparable to that of didox,
and that was relieved by iron supplementation to the cells at concentrations in the same range of that
of the chelators. The cytotoxic potency of HU was lower and, more important, not affected by iron
supplementation, indicating a different mechanism of action. Iron is essential for many tumor cells,
that require it to proliferate, the so-called “iron addition”, thus the iron chelation activity promoted by
didox, DFO and DFP inhibits the growth capacity of tumor cells. For example, sub-lethal concentrations
of didox affected the capacity of HCC to close the wound (not shown), showing that iron is important
also in this process. Our modeling studies indicate that didox binds iron as a bidentate to form a
complex didox-iron of 3:1 and the binding probably occurs through the catechol moiety as it occurs
in DFP. Didox seems to combine the free-radical scavenging activity of HU that blocks the tyrosil
radical of RRM2 with an iron chelating activity of DFP and DFO, which sequesters iron from many
key enzymes, among which RRM2 is central. Thus the observation that didox targets RRM2 with two
different mechanisms should make it superior to the iron chelators or HU as antitumor agent.

The published data on the use of didox to treat different tumors and our results on HCC
in vitro are promising. In vivo studies on HCC, using didox alone or in combination with different
chemotherapeutic drugs, could be an interesting point to be defined in the future to finalize the use of
this compound as an antitumor drug.

4. Materials and Methods

4.1. Antibodies and Chemicals

Antibodies used were anti-TfR1 (no. 136800, Thermo Scientific, Waltham, MA, USA) and
anti-tubulin (no. T5168, Sigma-Aldrich, Saint Louis, MO, USA). HRP-conjugated secondary antibodies
used were anti-mouse (no. sc-516102) and anti-rabbit (no. sc-2357; Santa Cruz Biotechnology, Dallas,
TX, USA). The chemicals used in this study were: Didox (3,4 dihydroxybenzohydroxamic acid; no.
10009081, Cayman Chemicals, MI, USA) and hydroxyurea (no. H8627, Sigma-Aldrich, Saint Louis,
MO, USA) dissolved in dimethylsulfoxide (DMSO), three different well known iron chelators such as
DFO (deferoxamine; no. S0080A, Novartis, Basel, Switzerland), DFP (deferiprone, kind gift of Prof. P.
Ponka, University, Montreal, QC, Canada) and BPS (batophenantroline disulfonic acid, no. B1375);
FAC (ferric ammonium citrate, no. F5879); FAS (ferrous ammonium sulfate, no. F2262); FeCl3 (ferric
chloride, no. 157740) and ascorbic acid (no. A4034; Sigma-Aldrich, Saint Louis, MO, USA) all dissolved
in water. Calcein (no. 21030 Sigma-Aldrich, Saint Louis, MO, USA), calcein-AM (no. ALX-610-026
Calcein-acetoxymethyl ester, Enzo Life, Lausen, Switzerland) and MTT (thiazolyl blue tetrazolium
bromide, no. M5655 Sigma-Aldrich, Saint Louis, MO, USA) were also used.

4.2. Cell Culture

The human hepatoma cell lines, HuH7 (from IZSLER, Brescia, Italy), were cultured in Dulbecco
modified eagle medium (DMEM; Gibco, Life Technologies, Carlsbad, CA, USA) supplemented with
10% endotoxin-free fetal bovine serum (Gibco, Life Technologies, Carlsbad, CA, USA), 0.04 mg/mL
gentamicin (Gibco, Life Technologies, Carlsbad, CA, USA), 2 mM L-glutamine (Gibco, Life Technologies,
Carlsbad, CA, USA) and 1 mM sodium pyruvate (Carlo Erba, Milan, Italy). The HA22T/VGH cell lines,
a kind gift of Dr. A. Salvi and Prof. G. De Petro (University of Brescia, Brescia, Italy), were maintained
in RPMI-1640 (Gibco, Life Technologies, Carlsbad, CA, USA) supplemented with 10% endotoxin-free
fetal bovine serum, Fungizone (Gibco, Life Technologies, Carlsbad, CA, USA), 0.04 mg/mL gentamicin
(Gibco, Life Technologies, Carlsbad, CA, USA), 2 mM L-glutamine (Life Technologies, Carlsbad, CA,
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USA) and 1 mM sodium pyruvate (Carlo Erba, Milan, Italy). The cell lines were maintained at 37 ◦C in
a 5% CO2 incubator.

4.3. Cell Treatments and Cell Viability Analysis

The cells were seeded in a 96-well plate (at a density of 2 × 103 cells for HA22T/VGH; 1.5 × 103 cells
for HuH7) and exposed to various concentrations of didox and only HA22T/VGH also to hydroxyurea,
DFO or DFP (0, 1, 10, 25, 50, 100, 200 and 500 μM) for 24, 48 and 72 h. In other experiments, HA22T/VGH
were seeded in 96-well plates and treated with a single dose of didox, HU, DFO, DFP alone or in
combination with increasing doses of FAC (25, 50, 100, 200 and 400 μM) for 48–72 h. In other type of
treatment, HA22T/VGH cells were or pre-treated for 16 h with a single dose of didox (200 μM) and
then treated in combination with FAC (400–800 μM) or directly in combination didox-FAC for 48–72 h.

Cell viability was evaluated with an MTT assay (Sigma-Aldrich, Saint Louis, MO). After the
indicated time points and treatments, the supernatant was removed and 100 μL of the MTT solution
(0.5 mg/mL) diluted in the cell medium was added to the wells. After 3.5 h of incubation at 37 ◦C and
5% CO2, the MTT medium was removed and 75 μL of DMSO was added to each well. Plates were
shaken for 15 min at 37 ◦C until complete dissolution and absorbance was measured at 540 nm emission
wavelengths using a Multiskan©EX plate reader (Thermo Scientific, Waltham, MA, USA). Average
percentage of cell viability at each concentration was calculated using Microsoft Excel 2016 software.

4.4. Protein Extraction

Cells extracts were prepared using a lysis buffer (200 mM Tris-HCl pH 8, 100 mM NaCl, 1 mM
EDTA, 0.5% NP-40, 10% glycerol, 1 mM sodium fluoride and 1 mM sodium orthovanadate; Complete
Protease Inhibitor Cocktail; Sigma-Aldrich). The protein concentration was quantified using Micro
BCATM Protein Assay Kit (Sigma-Aldrich, Saint Louis, MO, USA) and used for different analysis by
western blotting and ELISA assays.

4.5. Western Blot Analysis

Western blot was used to analyze protein expression. In brief, after extraction, equal amounts
of protein homogenates were boiled at 99 ◦C for 5 min before separation by SDS–polyacrylamide
gel electrophoresis and transferred to a polyvinylidene fluoride (PVDF) membrane (GE healthcare,
Little Chalfont, UK). Membranes were blocked for 30 min at 37 ◦C with Tris-buffered saline with 1%
Tween-20 (TBS-T) with 2% milk and incubated overnight at 4 ◦C or 2 h at 37 ◦C with the primary
antibodies (reported in the material and methods paragraph). Following the TBS-T wash, membranes
were incubated with HRP-conjugated secondary antibodies for 1 h and 30 min at RT. Membranes
were washed again in TBS-T prior to signal visualization using enhanced chemiluminescence (PDS kit,
Protein Detection System, GeneSpin, Milan, Italy). The signal was visualized with a Lycor Odyssey
instrument and densitometric analysis was performed using ImageJ software (NIH, Bethesda, MD,
USA) and normalized against tubulin, as a loading control.

4.6. ELISA Assay

The plates (96 wells) were coated with 0.1 mL of primary antibody against L-ferritin (LFO3) or
H-ferritin (RH02; 10 μg/mL diluted in 50 mM carbonate buffer pH 9.6) for 18 h at 4 ◦C. After three
washes with PBS-T (phosphate buffer saline with 0.05% Tween20), the wells were over-coated by
adding 0.1 mL of 3% bovine serum albumin (BSA) diluted in PBS for 30 min at 37 ◦C. After washing
with PBS-T, 20 μg of protein extract for L-ferritin and 5 μg of protein extract for the H-ferritin analysis
were aliquot in duplicate, diluted in 1% BSA-PBST and incubated at 37 ◦C for 2 h. A standard curve
using recombinant human L- or H-ferritin was added into the plate, as a calibrator. After three
washings in PBST, 0.1 mL of anti-L- or H-ferritin antibody HRP labeled (diluted 1:500 in 1% BSA-PBS,
respectively) were added and plate incubated for 1 h at 37 ◦C. After three washings in PBS-T, HRP
activity was detected using 1 mg/mL tetramethylbenzene (TMB) dissolved in dimethyl sulfoxide
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(DMSO) and diluted 1:10 in phosphate-citrate buffer pH 5 with added fresh hydrogen peroxide to
a final concentration of 0.006% and the absorbance read at 620 nm by Multiskan©EX plate reader.
The reaction was stopped by adding 1 N sulphuric acid and the absorbance was measured at 405 nm.
The concentration of ferritins was extrapolated from the calibrator curve and expressed as ng of
ferritin/mg of protein extract.

4.7. Labile Iron Pool Assay and Calcein-AM Assay

The cellular LIP was measured as described elsewhere, with minor modification [37]. Briefly,
HA22T/VGH cells (3 × 104) were seeded on 96-well plates and treated with 100 μM DFO, DFP or didox
for 4 h. The cells were incubated with 0.25 μM calcein-AM in MEM with 1 mg/mL BSA for 30 min
at 37 ◦C. After washing with 1X phosphate-buffered saline (PBS), 100 μL of 1X Hank’s Balanced Salt
Solution (HBSS) was added to the cells and the fluorescence was monitored at an excitation of 488 nm
and an emission of 517 nm using an EnSight Multimode plate reader (Perkin Elmer). Cells were then
fixed in 4% PFA, stained with crystal violet solution (0.1% crystal violet, 20% methanol) for 15 min.
After washings, 100 μL of 10% acetic acid was added and absorbance was detected at 540 nm using a
Multiskan©EX plate reader (Thermo Scientific, Waltham, MA, USA). The data were expressed as fold
change over the not treated cells (ratio of fluorescence of calcein-AM/absorbance at 540 of crystal violet).
The quenching of calcein-AM is inversely proportional to the concentration of intracellular iron.

4.8. MitoSOX™ Red Mitochondrial Superoxide Indicator Assay

HA22T/VGH cells were seeded in six-well plates and 24 h after seeding, treated with 200 μM
didox, respectively. After 24, 48 and 72 h, cells were collected and labeled with 5 μM MitoSOX™
(Molecular Probes) diluted in medium and incubated in the dark for 20 min at 37 ◦C. Cells were
then washed and suspended in medium and fluorescence detected by a citofluorimeter instrument
(MACSQuant Analyzer, Miltenyi Biotec, Germany).

4.9. AnnexinV/Propidium Iodide Assay

HA22T/VGH cells were seeded in six-well plates (250 × 105 cells/well). Twenty-four hours after
the seeding, cells were untreated or treated with 200 μM didox and the apoptotic cell death analyzed
after 24, 48 and 72 h using the commercial kit AnnexinV-FITC Apoptosis Detection (Immunostep) and
following the manufacturer’s instructions. Briefly, cells were harvested, washed with 1X PBS and
resuspended in 1X Annexin-binding buffer followed by the addition of 5 μL of AnnexinV-FITC and 5 μL
of propidium iodide (PI). The cells were then incubated at RT for 15 min in darkness. After incubation,
400 μL of 1X Annexin-binding buffer was added and cells analyzed by flow cytometry within one hour,
using the MACSQuant Analyzer (Miltenyi Biotec). Analysis of apoptosis was performed by counting
cells stained simultaneously with AnnexinV–FITC and PI, to discriminate intact cells (AnnexinV-FITC
and PI negative) from cells in the early apoptotic state (AnnexinV-FITC positive and PI negative) and
late apoptotic state (AnnexinV-FITC and PI positive). The percentage of cells positive to each dye was
represented in the plot, whereas the histogram showed the cells positive to AnnexinV-FITC (the sum
of the percentage of cells in early and late apoptosis).

4.10. Dequencing of Calcein Fluorescence In Vitro

Calcein fluorescence (excitation 488 nm; emission 517 nm) was detected by an EnSight Multimode
plate reader (Perkin Elmer), following the protocol from Breuer W. et al. (1995) [32]. Briefly, 1 μM of
calcein (Sigma-Aldrich, Saint Louis, MO, USA) was incubated with an equimolar concentration of iron
(II), as 1 μM FAS (ferrous ammonium sulfate) and allowed to equilibrate for 8 min before analyzing the
quenching of fluorescence. Iron (III) chelators such as DFO and DFP, or iron (II) chelator such as BPS,
or didox or HU were subsequentially added at the final concentration of 100 μM. The dequenching of
calcein fluorescence was analyzed after 1, 2, 3, 4, 5, 15, 25, 35, 45, 55 and 65 min.
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4.11. UV-Vis Spectroscopy

The absorption spectra of didox combined with iron (III) were measured with a Jasco 815SE
instrument. Conditions were 2-nm resolution, 200 nm/min scan speed and 1 cm quartz cuvette.
A solution of 300 μM of ferric chloride was prepared in the Tris-HCl buffer, 25 mM, pH 7.2. Increasing
amounts of didox (from 0 to a final concentration of 900 μM) were added to the solution. After each
addition of didox, the solution was left for 30 min at 25 ◦C, then UV-vis spectra were recorded.

4.12. Computational Method

Geometry optimizations and UV-vis spectra calculations were performed with the use of the
Gaussian16 program (Gaussian 16, Revision B.01, M. J. Frisch 2016), with CAM-B3LYP functional and
6 − 31 + G** basis set and MDF10 pseudopotential in the IEF-PCM approximation for the solvent.
The 0.2 eV broad Gaussian band-shape was used.

4.13. Statistical Analysis

Data are presented as mean ± standard error of mean (SD). Statistical significance was assessed
by a two-way ANOVA, unless otherwise indicated in the figure legends, and performed by GraphPad
Prism 5 (GraphPad Software, Inc., La Jolla, CA). p-values < 0.05 were considered significant.

Supplementary Materials: The following are available online at http://www.mdpi.com/1424-8247/12/3/129/s1,
Figure S1: Didox reduced cell viability in the HCC cell line in time and a dose-dependent manner. Table S1:
Calculation of IC50, Figure S2: Treatment with an equimolar concentration of iron rescued DFO- and DFP- but not
HU-induced cell death.
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