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1. Introduction

Immunohistochemistry (IHC) is an ancillary method, widely used in pathologist practice, that
allows to identify diagnostic and prognostic/predictive therapeutic response protein markers on tissue
samples by the use of specific monoclonal antibodies and chromogenic substances that guarantee
the visualization of the antibody–antigene binding complex under the light microscope [1]. Coon
et al. in 1941 [2] first introduced the use of fluorochrome-conjugated antibodies in clinical practice.
Since then, IHC has gone from being a useful tool for identifying the differentiation line of otherwise
undifferentiated cells, to a technique capable of providing not only diagnostic but also prognostic and
predictive indications of response to specific therapeutic options [1,3]. The aforementioned peculiarities
have made IHC one of the most used ancillary methods in the histopathological approach to human
neoplastic and non-neoplastic diseases [3–5].

This Special Issue contains 11 accepted papers that provide readers with a comprehensive update
on the current and future applications of IHC in medical practice.

2. Diagnostic Applications of Immunohistochemistry

The detection on tissue specimens of protein markers capable of identifying the differentiation line
(melanocytic, epithelial, neural, mesenchymal or lymphoproliferative) of poorly differentiated tumors
is undoubtedly one of the major advantages of IHC [3]; since its introduction, it has represented a valid
diagnostic tool that, combined to the “evergreen” morphology, allowed pathologists to formulate a
more accurate diagnosis of neoplasms, previously labeled as “undifferentiated” [3]. Furthermore, the
increasing knowledge about the genetic landscape of human neoplasms has allowed the identification
of specific genes, deriving from molecular alterations and encoding proteins, whose expression was
restricted to a specific cancer type [3]; such proteins could be easily targeted by IHC, greatly improving
the diagnostic accuracy of neoplasms that harbored specific molecular alterations, such as solitary
fibrous tumor (SFT) [6] or glioblastoma multiforme (GBM) [7].

3. Prognostic and Predictive Value of Immunohistochemistry

However, the major clinical impact of IHC is not in the diagnostic field but that of providing
the oncologist with essential prognostic and predictive information of therapeutic response [3]. The
aforementioned application field of IHC was born with the introduction in clinical practice of the
immunohistochemical detection of Hormone Receptors (estrogen and progesterone receptors) and
HER-2/neu in the diagnostic approach to breast cancer [8,9]; in this regard, the “molecular” classification
of breast cancer (Luminal A vs. Luminal B vs. HER-2/neu vs. Basal-like), based on the different
combinations of Hormone Receptor and HER-2/neu immunoexpression has almost replaced the
morphological one, since the former was able to select specific patient subgroups with a similar
outcome and potential candidates to “personalized” treatments [8,9].

Appl. Sci. 2021, 11, 360; doi:10.3390/app11010360 www.mdpi.com/journal/applsci1
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The search for new prognostic factors, promptly identifiable by IHC, has been and still is
particularly intense in the field of rare malignancies with poor prognosis. In recent years, our research
group reported some immunohistochemical markers with prognostic significance in terms of overall
survival, disease-free survival and risk of distant metastasis in rare and prognostically poor tumors,
such as uveal melanoma (UM) [10–15] and malignant mesothelioma (MM) [16–19].

4. Future Perspectives

The introduction of new molecular tests, including fluorescence in situ hybridization (FISH),
real-time polymerase chain reaction (rt-PCR) or next generation sequencing (NGS) has not replaced
IHC, that, due to its low costs and its immediate applicability, remains the most used first level test [3].
The 11 published papers included within this Special Issue provide the scientific community with new
potential application fields of IHC in human neoplastic and non-neoplastic diseases, emphasizing the
concept that the identification of new factors capable of predicting the biological behavior of diseases
must represent a direction to follow in medical scientific research.
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Abstract: Congenital anomalies of the kidney and urinary tract (CAKUT) include isolated kidney
malformations and urinary tract malformations. They have also been reported in Prune-Belly
syndrome (PBS) and associated genetic syndromes, mainly 13, 18 and 21 trisomy. The AA focuses on
bladder and urethral malformations, evaluating the structural and histological differences between
two different cases of megacystis. Both bladders were examined by routine prenatal ultrasound
screening and immunohistochemistry, comparing the different expression of smooth muscular actin
(SMA), S100 protein and WT1c in megacystis and bladders of normal control from fetuses of XXI
gestational age. Considering the relationship between the enteric nervous system and urinary tract
development, the AA evaluated S100 and WT1c expression both in bladder and bowel muscular
layers. Both markers were not expressed in the bladder and bowel of PBS associated with anencephaly.
In conclusion, megacystis could be considered only a macroscopic definition, concerning the size of
the fetal bladder rather than the embryologic origin; it may be a single or multiple malformation; the
possible association with the bowel and/or encephalic malformations will decide the outcome and
prognosis in fetal megacystis.

Keywords: immunohistochemistry; urinary tract malformations; megacystis; enteric nervous system;
outcome and prognosis

1. Introduction

Congenital anomalies of the kidney and urinary tract (CAKUT) are the most common congenital
malformations, with a frequency of 3–6 per 1000 live births. They include: isolated kidney
malformations (agenesis, hypo-dysplasia, multicystic renal disease, ureteropelvic junction obstruction)
and urinary tract malformations (megaureters, megacystis, posterior urethral valve (PUV), urethral
atresia/obstruction, urogenital sinus and cloacal malformations, obstructive ureterocele). CAKUT have
also been reported in Prune-Belly syndrome (PBS) and associated genetic syndromes, mainly 13, 18
and 21 trisomy [1].

The fetal bladder may be viewed and evaluated by ultrasound from the 12th gestational week,
as a pelvic, oval, anechogen structure less than 6 mm of sagittal diameter.

An increased sagittal diameter of the fetal bladder has been considered as megacystis, regardless
of etiologic factors and macroscopic features. Therefore, prenatal megacystis may be considered mainly
an ultrasound diagnosis [1,2].

We aimed to evaluate the structural and histological differences between two megacystis diagnosed
by routine prenatal ultrasound screening in the Obstetrical and Gynecological Clinic, University of

Appl. Sci. 2019, 9, 5155; doi:10.3390/app9235155 www.mdpi.com/journal/applsci5
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Catania, Italy, and examined in the Pathologic Anatomy Section of G.F. Ingrassia Department, University
of Catania.

2. Materials and Methods

Two fetuses with urinary tract malformations were examined in the Pathologic Anatomy Section
of the G.F. Ingrassia Department, University of Catania, Italy. The study was conducted in accordance
with with the Declaration of Helsinki, and the protocol was approved by the Ethics Committee of
Catania 1 (48102 of 7 November, according to national legislation about osservational studies, 20 March
2008, AIFA).

Case 1: 19th week termination of pregnancy (TOP); male, 330 gr; total length 24 cm; crown−rump
(CR) length 15.3 cm; medial length of foot 3 cm; cranial circumference 15.5 cm; thoracic circumference
13 cm; abdominal circumference 11 cm. Ruby red skin; perforated orifices. Umbilical cord stump
10 × 0.7 cm; edema of penis. The anatomic relationship of thoracic organs was normal: heart in situs
solitus with atrium−ventricular and ventricular−vascular concordance and lung development coherent
with gestational age. Examination of the abdominal cavity showed: megacystis (25 mm sagittal
diameter) with thickened wall (6 mm), megaureter with stenosis of ureteral orifices in the bladder, and
bilateral hydronephrotic kidneys (both 18 mm maximum diameter).

Ecographic diagnosis: urinary obstruction syndrome due to posterior urethral valve (PUV). The
US (ultrasonographic) examination showed a megacystis with a maximum diameter of 44 mm and mild
hydroureteronephrosis with bright hyperechogenic kidneys. The bladder had the so-called “key hole
sign”, suggesting a possible PUV. Fetal biometry and amniotic fluid were appropriate for gestational
age (GA). No other major abnormalities were detected (Figure 1).

 

Figure 1. Case 1, US (ultrasonographic). (A) Sagittal view of the entire fetus with megacystis.
(B) Coronal view of the bladder with the keyhole sign. (C) Coronal view of the hyperechogenic kidneys.
Courtesy of Dr. G. Giunta.

Case 2: 15th week TOP; XXY karyotype; 40 gr; total length 11 cm; crown−rump (CR) length
8.5 cm; medial length of foot 1.5 cm; cranial circumference 7 cm; thoracic circumference 6 cm;
abdominal circumference 7 cm. Ruby red skin; imperforated orifices. Turricephal and anencephal
skull, prognathism, prominent ocular bulbs and low implant of the ears. The abdominal wall was
flaccid due to the incomplete development of the diaphragm and ribs. The abdominal organs were
herniated in the thoracic cavity and in the neck across the skin. Megacystis (65 mm sagittal diameter)
with a thinned wall (2 mm) occupied the abdominal and thoracic cavities; both kidneys and surrenal
glands were underdeveloped (both with a maximum diameter of 10 mm).

Ecographic diagnosis: Prune-Belly syndrome, PBS. The ultrasonographic (US) examination was
very difficult due to maternal BMI > 35 and the anhydramnios—absence of amniotic fluid. The fetus
showed a megacystis with a maximum diameter of 38 mm. The whole fetal body had a very uncommon
posture and it was impossible to assess other fetal structures because of the anhydramnios (Figure 2).
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Figure 2. Case 2, US. Megacystis and anhydramnios. Courtesy of Dr. G. Giunta.

The organs of both fetuses were carefully dissected, separated from each other, fixed in 10% buffered
formalin and processed until paraffin embedding. 5 μm sections were stained with hematoxylin-eosin
(EE). Additional immunohistochemical stainings with smooth muscular actin (SMA, Clone 1A4, Dako,
Glostrup, Denmark, Dil: 1:100), S100 protein (polyclonal, Dako, Glostrup, Denmark, Dil. 1:100) and
WT1c (clone WT 6F-H2, Dako, Glostrup, Denmark, prediluted) were performed on bladder and
bowel slides. Bladder and bowel samples from a fetus of XXI gestational age were considered as a
normal control.

3. Results

3.1. Normal Control

Bladder: SMA staining marked longitudinal and transversal muscular layers intersected by
embryonal mesenchyme; nervous plexuses were evaluated with S100 protein, showing their
arrangement among the muscular layers; WT1c was poorly marked in ganglion cells, neural cells and
their cytoplasmic extensions (Figure 3).

 

Figure 3. Normal bladder. Immunohistochemical staining shows smooth muscular actin (SMA) (A) in
longitudinal and transversal muscular layers, S100 (B) in nervous plexuses (arrow) among the muscular
layers and WT1c in ganglion cells (arrow) and neural cells (C).

Large and small bowel: SMA stained longitudinal and transverse muscular layers and interposed
embryonal mesenchyme; S100 protein marked submucosal and myenteric plexuses with neural and
ganglion cells; WT1c was shown in ganglion cells and their cytoplasmic extensions (Figure 4).
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Figure 4. Normal bowel. Immunohistochemical staining shows: SMA (A) in longitudinal and
transverse muscular layers (arrow), S100 (B) in submucosal and myenteric plexuses (arrow) and WT1c
(C) in ganglion cells (arrow).

3.2. Case 1 PUV

Bladder: SMA highlighted muscular fiber disarray (shredded-carrots-like) with interposed
embryonal mesenchyme; S100 staining showed hyperplastic neural plexus with irregular arrangement
among muscular fibers; WT1c was poorly expressed in ganglion cells and in their cytoplasmic
extensions (Figure 5).

 

Figure 5. Case 1, posterior urethral valve (PUV). Immunohistochemical staining in bladder shows:
SMA (A) in disarrayed muscular fibers (arrow), S100 (B) in hyperplastic neural plexus (arrow) and
WT1c (C) poorly expressed in ganglion cells (arrow).

Large and small bowel: as in the normal control, SMA highlighted two muscular layers and
interposed embryonal mesenchyme, S100 marked submucosal and myenteric plexuses with neural and
ganglion cells, and WT1c was shown in ganglion cells and in their cytoplasmic extensions (Figure 6).

Figure 6. Case 1, PUV. Immunohistochemical staining in bowel: SMA (A) in the muscular layers
(arrow), S100 (B) in submucosal and myenteric plexuses (arrow) and WT1c in ganglion cells (C) (arrow).
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3.3. Case 2 (PBS)

Bladder: SMA highlighted a thin, longitudinal, muscular layer with disarray of muscular fibers
(shredded-carrots-like) and poor interposed embryonal mesenchyme; S100 was shown only in
peripheral nervous fibers and WT1c was negative (Figure 7).

 

Figure 7. Case 2, Prune-Belly syndrome (PBS). Immunohistochemical staining in bladder: SMA (A) in
a thin, longitudinal, muscular layer (arrow), S100 (B) only in peripheral nervous fibers (arrow), WT1c
(C) negative.

Large and small bowel: SMA highlighted two longitudinal side-by-side muscular layers, without
interposed embryonal mesenchyme; S100 protein and WT1c were not expressed (Figure 8).

 

Figure 8. Case 2, PBS. Immunohistochemical staining in bowel: SMA (A) in two longitudinal
side-by-side muscular layers (arrow), S100 (B) and WT1c (C) were not expressed.

4. Discussion

The kidney and urinary tract develops from two different embryonal sheets: kidneys, ureters and
bladder trigone from the mesodermal sheet, and bladder and urethra from the endodermal sheet. The
bladder develops from the fourth to seventh week of gestational age from the urogenital sinus. At the
ninth week, after the involution of cloaca, the urogenital sinus opens into the amniotic cavity. CAKUT
represent up to 20%–30% of all major congenital pre and postnatal defects [3], including both sporadic
and familial cases and associated anomalies, such as syndromic malformations.

Among all CAKUT, our paper focuses on mainly bladder and urethral malformations. Isolated
bladder anomalies, such as bladder agenesis, complete/incomplete duplication or bladder extrophy,
are rare. Instead, morphologic bladder anomalies, known as megacystis, are more frequent and related
to urethral or neuromuscular anomalies.

Fetal bladder is defined as megacystis if its longitudinal diameter is >10% of crown−rump length
in different gestational ages. In the first trimester, the longitudinal diameter may be more than 6 mm.

Prenatal detection of a larger bladder could suggest an outlet obstruction, mainly due to urethral
obstruction, but also other congenital complex malformations of the kidney and urinary tract. Moreover,
in the case of megacystis, microcolon syndrome as well as neuro-muscular malformations should
be considered.
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PUV has been considered the most common cause of urethral obstruction in newborn males,
while obstruction of the anterior urethral valve is less common and its complications are less severe
than PUV.

Three types of PUV have been described: type 1, the most common (95%), with two mucosal
folds from the bottom of veromontanum to the membranous urethra; type 2, with mucosal folds
extending along posterolateral urethral wall from the ureteric orifice to the veromontanum; type 3,
with a circular diaphragm with a central opening in the membranous urethra. In any type of urethral
obstruction, the high intravesical pressure leads to defects in the muscular differentiation, with fibrotic
tissue interposed among muscular fibers and a thickened bladder wall [1,2].

PBS occurs mainly in baby or infant males (97%) and is characterized by atrophy of the anterior
abdominal wall due to muscular absence, anomalies in the urinary tract, such as megaureters and
bilateral hydronephrosis, and testicular agenesis or cryptorchidism. More often, the bladder shows
thickened walls with dilated ureteral orifices in the vesical trigone and vesicoureteral reflux. However,
bladder histology is variable, showing both increased and decreased muscular fibers, with or without
interposed connective tissue. In a previous study, Volmar et al. [4] described PBS with increased
muscular thickness of the bladder in a case of intravesical obstruction, while a more recent work [5]
reported PBS with decreased muscular thickness of the bladder in a case of urethral obstruction. In the
latter case, the higher intravesical pressure, together with atrophy of the abdominal wall, could cause
decreased muscular thickness, increased fibroblastic activity and overproduction of collagen type I,
inhibiting muscular contractility and electrical impulse diffusion through the muscular layers.

Megacystis/megaureter syndrome is characterized by megacystis with thinned walls, vesicoureteral
reflux, bilateral hydroureters and hydronephrosis and, often, dysplastic kidneys. It is frequently
associated with microcolon and functional obstruction of the gastrointestinal and urinary tracts [6].

However, gestational age and vesical longitudinal diameter may be considered the main prognostic
factors: it has been reported [2] that mild megacystis (8–12 mm) in early pregnancy (10–14 weeks) could
spontaneously resolve, while severe megacystis (>17 mm) had a poor prognosis at any gestational
age. Moreover, the ultrasound “keyhole sign”, which is more frequently but not exclusively linked
to PUV, has been considered the only important discriminant criteria. Some surgical therapies have
been suggested to treat fetal megacystis, including amnioinfusion, vescicoamniotic shunting and
vescicocentesis, but their outcome has been considered uncertain because fetal megacystis is often
associated with other adverse prognostic factors.

Our two cases showed different gestational age (19 and 15 weeks), severe megacystis (25 mm
and 85 mm) and, above all, different development of the muscular layers (thickened and thinned
muscular layers).

Due to the heterogeneity in the definition of megacystis, in bladder development evaluation, and
in future outcomes, we proposed to evaluate the histological differences and potential relationship
with enteric nervous system development.

The immunohistochemical expression of S100 protein, SMA and WT1c was assessed and their
expression in the bladder and in the small and large bowel from normal fetus and fetuses with
megacystis were compared.

Comparing normal bladder with the bladder in PUV, SMA staining highlighted a disarray of
muscular fibers and increased embryonal mesenchyme, due to the higher intravesical pressure, while in
PBS, it showed thinned muscular layers with only longitudinal fibers and poor interposed embryonal
mesenchyme (Figure 9).

To our knowledge, for the first time, the distribution of neural components among muscular fibers
using S100 protein and WT1c has been assessed in the bladder [7].

In the normal bladder, S100 protein showed small ganglionic plexuses running parallel to the
muscular fibers. In PUV, S100 staining showed small and giant hyperplastic ganglionic structures
running parallel to the muscular fibers, while in PBS, S100 was negative (Figure 10).
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Figure 9. Comparative SMA expression in normal bladder (A), PUV (B) and PBS (C).

 

Figure 10. Comparative S100 expression in normal bladder (A), PUV (B) and PBS (C).

As concerns WT1c expression, normal bladder and PUV showed poor positivity in ganglion cells,
in neural cells and in their cytoplasmic extensions, while WT1c was negative in PBS (Figure 11).

 

Figure 11. Comparative WT1c expression in normal bladder (A), PUV (B) and PBS (C).

Considering the relationship between the enteric nervous system and urinary tract development [6],
SMA, S100 and WT1c expressions were also assessed in the enteric wall of the fetuses in order to to
prove or deny their relationship and, above all, the pre or postnatal outcome as well as life expectancy.

In the normal fetus and PUV, SMA showed a double muscular layer and muscularis mucosae
with interposed embryonal mesenchyme; in PBS, a single thickened muscular layer and disrupted
muscularis mucosae are shown (Figure 12).

 

Figure 12. Comparative SMA expression in normal bowel (A), PUV (B) and PBS (C).

11



Appl. Sci. 2019, 9, 5155

S100 and WT1c expression are shown in myenteric and submucosal plexuses in the normal bowel
and in PUV; both antibodies were not expressed in PBS, proving the same neuromuscular defect in the
bladder and bowel (Figures 13 and 14).

 

Figure 13. Comparative S100 expression in normal bowel (A), PUV (B) and PBS (C).

 

Figure 14. Comparative WT1c expression in normal bowel (A), PUV (B) and PBS (C).

Recent literature reports interesting data about the relationship between the intrinsic enteric
nervous system (ENS) and the central nervous system, communicating through the gut–brain axis.
Both systems develop from the neural crest progenitor and are regulated by the interactions among
enteric neurons, glia and enteric-endocrine cells [8]. We hypothesized the same embryologic nature
in enteric and vesical neural plexuses. Therefore, S100 and WT1c expression were evaluated in
bladder and bowel muscular layers. Both markers were not expressed in the bladder and bowel of
PBS associated with anencephaly, confirming a close relationship between encephalic and peripheral
neural development.

In conclusion, megacystis could be considered only a macroscopic definition, concerning the
size of the fetal bladder rather than the embryologic origin [9]. A larger bladder may be a single
malformation or multiple malformations associated with the bowel and/or encephalic malformations,
which decide the outcome and prognosis in fetal megacystis.
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Abstract: Prostate cancer (PCa) is one of the most common cancers in men. The main risk factors
associated with the disease include older age, family history of the disease, smoking, alcohol and
race. Vitamin D is a pleiotropic hormone whose low levels are associated with several diseases
and a risk of cancer. Here, we undertook microarray analysis in order to identify the genes
involved in PCa. We analyzed three PCa microarray datasets, overlapped all genes significantly
up-regulated, and subsequently intersected the common genes identified with the down-regulated
genes transcriptome of LNCaP cells treated with 1α,25(OH)2D3, in order to identify the common
genes involved in PCa and potentially modulated by Vitamin D. The analysis yielded 43 genes
potentially involved in PCa and significantly modulated by Vitamin D. Noteworthy, our analysis
showed that six genes (PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and CD2AP) were significantly
modulated. A Pearson correlation analysis showed that five genes out of six (SOX4 was independent),
were statistically correlated with the gene expression levels of KLK3, and with the tumor percentage.
From the outcome of our investigation, it is possible to conclude that the genes identified by our
analysis are associated with the PCa and are potentially modulated by the Vitamin D.

Keywords: Vitamin D; prostate cancer; immunohistochemistry

1. Introduction

Vitamin D is synthesized in the body through a complex series of steps beginning in the skin, under
the influence of ultraviolet light, where a cholesterol precursor molecule (7-dehydrocholesterol) is
transformed into the Vitamin D hormone precursor, cholecalciferol (also known as Vitamin D3). Vitamin
D3 is subsequently hydroxylated in the liver by the 25-hydroxycholecalciferol and transformed in
calcidiol or calcifediol (25(OH)D3 or 25D3), and this latter is subjected, in the kidney, to an hydroxylation,
to yield the most active hormone form of these compounds, calcitriol (1,25-dihydroxycholecalciferol
or 1,25(OH)2D3 or 1,25D3) [1]. The three main stages in Vitamin D metabolism, 25-hydroxylation,
1α-hydroxylation and 24-hydroxylation, are all performed by cytochrome P450 mixed-function
oxidases (CYPs).

These enzymes are distributed either in the endoplasmic reticulum (ER) (CYP2R1) or in the
mitochondria (CYP27A1, CYP27B1 and CYP24A1). The 24-hydroxylase (CYP24A1) and 1-hydroxylase
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(CYP27B1) enzymes are considered to be pivotal determinants of the local concentration of active
vitamin D. When Vitamin D3 is transferred to the liver, it is hydroxylated (by CYP27A1) and then
converted to 25-hydroxyvitamin D3, which is the major form of vitamin D present in the blood. In this
form it is also hydroxylated in other tissues, predominantly the kidney, through 1-α hydroxylase
(CYP27B1), which is then converted to 1,25-dihydroxyvitamin D3. This form is able to bind to vitamin
D-binding proteins (VBP) in the bloodstream and modulate the transcription of its target gene through
binding to the vitamin D receptor (VDR) in tissues. The last steps of Vitamin D3 catabolism are
played by the catalytic enzyme, 24-hydroxylase, encoded by CYP24A1 and responsible for vitamin D
catabolism, which is then metabolized to calcitroic acid, a bile secretion [2].

Serum 25(OH)D3 is the barometer for Vitamin D status. Serum calcitriol provides no information
about Vitamin D status, and it is often at physiological or even elevated due to secondary
hyperparathyroidism associated with Vitamin D deficiency.

The Vitamin D plays a relevant role in bone formation, activates the immune cells [3–5], regulates
the host defense against microbial and virus infections [6–8], inhibits several tumor pathways, such as
the proliferation and angiogenesis [9] and it has been hypothesized that it is able to reduce prostate
cancer (PCa) risk [10]. In this regard, it has been shown that a ‘U’ shaped relationship may exist
between Vitamin D status (cholecalciferol, calcidiol, calcitriol and calcitroic acid) and PCa, and that the
optimal range of circulating 25(OH)D3 for PCa prevention may be narrow [11].

Prostate cancer (PCa) is one of the most common causes of morbidity and mortality in men. Several
factors have been linked to the incidence of PCa and its aggressiveness. Among these, age, race and
family history are some of the strongest [12]. The incidence rate is high in men 65–74 years of age with
a median age at diagnosis of 66. The percent of PCa deaths is highest among men between 75 to 84 years
old with a median age at death of 80 [13] Epidemiologic studies regarding PCa showed that there are
significant differences in geographical distribution and race. The African-American race, for example,
experiences an incidence rate of 60% compared to Caucasian men, other than more aggressive forms
and worse treatment management, leading to increased mortality [14]. Interestingly, one of the
major correlations between Vitamin D levels and PCa is based on studies on African-American men.
In these individuals, 25(OH)D3 levels are often low (probably for the effect of skin pigmentation on the
synthesis of Vitamin D), and PCa risks are clearly higher than those of Caucasian men. Nowadays,
the mechanisms for this association are still unclear.

There are a large number of epidemiologic studies linking Vitamin D and prostate cancer risk
and outcomes. The high serum vitamin D3 levels, estimated by measuring 25(OH)D3, play important
roles in the prevention of various forms of cancer, including prostate cancer [15]. An in vitro study
using prostate cancer LNCaP cells reported that a potent analog of 1,25(OH)2D3 (EB108928) plays
an inhibitory role on the growth of cancer cells [16]. In another study in immortalized human prostate
cell lines (PZ-HPV-7 cells), 10 nM of 25(OH)D3 was reported to have growth inhibitory activity [16].
In 2018, a meta-analysis study, composed of seven eligible cohort studies with 7808 participants,
suggested that higher 25(OH)D3 level was associated with a reduction of mortality in prostate cancer
patients, suggesting that Vitamin D can be considered an important protective factor in the progression
and prognosis of prostate cancer [17]. Recently, it has been shown that dietary Vitamin D causes
a dose-dependent increase in serum 25(OH)D3 levels and a reduction in the percentage of mice with
adenocarcinoma, but it did not improve bone mass. In contrast, high calcium did suppress serum
1,25(OH)2D3 levels, leading to an increased incidence of adenocarcinoma and improved bone mass.
These data support the hypothesis that the loss of Vitamin D signaling accelerates the early stages of
prostate carcinogenesis [18]. Furthermore, it is important to note that several factors could influence
the anticancer action played by Vitamin D on PCa, such as the polymorphism of its receptor (VDR) [19]
or the expression of the enzymes (CYP24A1 and CYP27B1) that regulate its metabolism [20].

The aim of this study was to find new target genes of PCa, and those potentially modulated by the
action of Vitamin D (1,25D3 and 25D3). We explored several microarray datasets in order to investigate
and identify possible cancer gene pathways hypothetically modulated by the action of Vitamin D.
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2. Materials and Methods

2.1. Dataset Selection

In our analysis, we have selected several microarray datasets based on mRNA expression profiling
available on the NCBI GEODataset (https://www.ncbi.nlm.nih.gov/gds/). Mesh terms “Prostate cancer”
and “Vitamin D” were used to identify potential datasets of interest. We sorted the obtained datasets by
the number of samples (High to Low) and for clinical data made available by the authors. Three dataset
of PCa and two of the LNCaP cell line were selected: GSE70770 [21,22], GSE62872 [23], GSE6919 [24,25],
GSE64657, and GSE107438 [26].

The GSE70770 (platform GPL10558), was composed by 293 prostate biopsies samples obtained by 74
matched benign tissue (indicated as healthy) and 219 patients subjected to robotic radical prostatectomy
(RRP) surgery. As regards the GSE62872 (platform GPL19370), the overall design included 160 normal
prostate tissue samples from the Health Professionals Follow-up Study (indicated as healthy) and 264
with a prostate tumor. In the GSE6919 (platform GPL8300), we selected 18 adjacent normal prostate
tissue biopsies free of any pathological alteration (indicated as healthy) and 65 primary prostate tumor
biopsies from patients subjected to prostatectomy. Furthermore, our study included a further one
dataset (GSE64657, platform GPL4133) of an in-vitro model of the PCa cell line (LNCaP) after 24 h
treatment with different nuclear receptor ligands, and with time-matching control. We have decided to
consider only the data coming from the LNCaP treatment with Vitamin D (100 nM 1,25D3 for 24 h),
the natural ligand for VDR. There is no publication available for this dataset. The experimental details
are recoverable on the following link (https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE64657).
In order to verify the gene pathways modulation by Vitamin D in prostate cancer, we analyzed the
GSE107438 dataset, composed by LNCaP cells line transfected with control siRNA (siCT), siRNA
for CYP27B1 (siCYP27B1) or siRNA for VDR (siVDR) followed by 100 nM of 25(OH)D3 (25D3) or
1,25(OH)2D3 (1,25D3) treatment for another 24 h. Complete experimental details are available in the
following publication [26].

Complete demographic data of patients and healthy controls can be obtained from the relative
publication cited above.

2.2. Data Processing

To process and identify significant differentially expressed genes (SDEG) in data sets, we used
the MultiExperiment Viewer (MeV) software (The Institute for Genomic Research (TIGR), J. Craig
Venter Institute, Rockville, MD, USA). In cases where multiple genes probes have insisted on the same
GeneID NCBI, we have used those with the highest variance. The significance threshold level for all
data sets was p < 0.05. The genes with p < 0.05 were selected for further analysis. For all datasets
we performed a statistical analysis with GEO2R, applying a Benjamini & Hochberg (False discovery
rate) to adjust p values for multiple comparisons [27–29]. From GSE70770, we identified, respectively,
2279 and 9785 genes that were significantly up-regulated and down-regulated, comparing the prostate
biopsies samples of healthy vs. tumor patients. Regarding GSE62872, we obtained a total of 2312 and
1060, respectively, of significantly up-regulated and down-regulated genes, comparing the prostate
biopsies samples of healthy vs. tumor patients. The analysis of GSE6919 produced 1747 and 1060 genes,
respectively, that were significantly up-regulated and down-regulated in prostate biopsies samples of
healthy vs. tumor patients. Furthermore, the analysis of GSE64657 produced 995 up-regulated and
2196 down-regulated and significantly expressed genes, comparing the LNCaP cells line treated with
vehicle (ethanol) and 1,25D3 (100 nM) for 24 h. All data analysis are available in Table S1.

In order to identify genes commonly modulated between the four GSEs, we performed a Venn diagram
analysis, using the web-based utility Venn Diagram Generator (http://bioinformatics.psb.ugent.be/webtools/
Venn/). To analyze a 2 × 2 contingency table, a chi-square with Yates correction was performed by GraphPad
Prism software (http://graphpad.com/quickcalcs/contingency1.cfm). The association between rows (groups)
and columns (outcomes) with p < 0.01 was considered to be statistically significant.
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The genes Ontology analysis was performed using the web utility GeneMANIA (http://genemania.
org/, http://genemania.org/) [30] and the GATHER (Gene Annotation Tool to Help Explain Relationships)
(http://changlab.uth.tmc.edu/gather/) [31]. The GeneMANIA was also used for built the weighted gene
networks commonly modulated. GeneMANIA searches publicly-available genomics and proteomics
data, including data from gene and protein expression profiling studies and primary and curated
molecular interaction networks and pathways, to find related genes. The network weighting method
is ‘Gene-Ontology (GO)-based weighting, Biological Process-based’. This weighting method assumes
the input gene list is related in terms of biological processes (as defined by GO).

GHATER (Gene Annotation Tool to Help Explain Relationships) (http://changlab.uth.tmc.edu/
gather/) is an online tool that explains the function of a group of genes, such as a cluster of co-regulated
genes from microarrays. The tool is a comprehensive system that combines gene function, ontology,
pathways and statistical tools that enable researchers to analyze large-scale, genome-wide data from
sequencing, proteomics or gene expression experiments. The analysis of gene ontology is based
on the Bayes factor. This is a measure of the strength of the evidence supporting an association of
an annotation with your gene list. Higher Bayes factors indicate stronger evidence that the annotation
is relevant to your genes. The p value restituted during the analysis is calculated based on the
probability of seeing a Bayes factor of a particular magnitude in a query. Complete explanation of
the online tool can be retrieved in the following publication [31] and in the following online website
(http://changlab.uth.tmc.edu/gather/FAQ.html).

2.3. The Immunohistochemistry (IHC) Analysis by the Human Atlas Project

The analysis of the data from the microarray provided results about the mRNA expression
levels. To confirm these results, we decided to use the web utility “The Human Protein Atlas”
(https://www.proteinatlas.org/) [32–34]. This web site is licensed under the Creative Commons
Attribution-ShareAlike 3.0 International License (https://creativecommons.org/licenses/by-sa/3.0/) for
all copyrightable parts (https://wiki.creativecommons.org/wiki/Data) of the database. We selected the
immunohistochemistry analysis available on the web site. For each antibody, the observed staining has
been assigned a validation score. The validation score is based on the result of two different validations
that are separately evaluated. The different levels of validation score are Supported, Approved
or Uncertain (https://www.proteinatlas.org/about/antibody+validation#ifv). Annotation parameters
include an evaluation of staining intensity (SI) (negative, weak, moderate or strong), fraction of stained
cells (rare, <25%, 25–75% or>75%) and subcellular localization (nuclear and/or cytoplasmic/membranous).
The reliability scores are based on the following criteria:

Supportive: Two independent antibodies yielding similar or partly similar staining patterns;
two independent antibodies yielding dissimilar staining patterns, both supported by experimental
gene/protein characterization data; one antibody yielding a staining pattern supported by experimental
gene/protein characterization data; one antibody yielding a staining pattern with no available
experimental gene/protein characterization data, but supported by other assay within the protein
atlas; one or more independent antibodies yielding staining patterns not consistent with experimental
gene/protein characterization data, but supported by siRNA assay.

Uncertain: Two independent antibodies yielding partly similar staining patterns, but not
consistent with experimental protein/gene characterization data; two independent antibodies yielding
dissimilar staining patterns with no available, or partly supportive/partly conflicting, experimental
gene/protein characterization data; one antibody yielding a staining pattern with no available, or partly
supportive/partly conflicting experimental gene/protein characterization data.

Details of analysis performed are available in Table S1.

2.4. Statistical Analysis

For statistical analysis, Prism 7 software (GraphPad Software, San Diego, California, USA) was used.
Based on the Shapiro-Wilk test, almost all data were skewed, so nonparametric tests were used. Significant
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differences between groups were assessed using the Mann–Whitney U test, and a Kruskal-Wallis test
was performed to compare data between all groups followed by Dunn’s post hoc test. Correlations were
determined using Spearman’s � correlation. All tests were two-sided and significance was determined at
p < 0.05. To analyze a 2 × 2 contingency table, a Chi-square with Yates correction was performed
by GraphPad Prism software (http://graphpad.com/quickcalcs/contingency1.cfm). The association
between rows (groups) and columns (outcomes) with p < 0.0001 was considered to be extremely
statistically significant.

The analysis of microarray data by Z-score transformation was used in order to allow the
comparison of microarray data independent of the original hybridization intensities [35].

3. Results

3.1. The Vitamin D Is Able to Modulate 43 Key Genes in PCa

The comparison of the three human PCa datasets (GSE70770, GSE62872 and GSE6919) produced
276 common significantly up-regulated genes (458 down-regulated genes) (Figure 1A) (Table S1).

Figure 1. Venn diagram analysis of PCa transcriptome. (A) The three PCa datasets (GSE70770,
GSE62872 and GSE6919) overlapping produced 276 common significantly up-regulated key genes.
The overlapping between GSE70770 (2279 SUG) vs. GSE62872 (2312 SUG) showed 1010 genes in
common (the sum of 276 and 734). As regard GSE6919 (1747 SUG) vs. GSE70770 overlapping, we
identified 411 genes. Similar results were obtained when we compared GSE6919 vs. GSE62872 (444
genes in common). (B) The analysis of the intersection between the transcriptome of genes common
up-regulated in the three PCa datasets (276) and the transcriptome of the down-regulated genes in
LNCaP cell line treated with Vitamin D for 24 h (2196 SUG), showed 43 (almost 15%) significantly
common regulated (chi-squared, p < 0.0001). (C) When we loaded the 43 genes in the GATHER browser,
we showed that the biological process most significantly regulated by these genes were organogenesis,
organ development, skeletal development, chromatin assembly, morphogenesis and cell migration.

These common regulated key genes were compared to significantly down-regulated genes in
GSE64657, composed by the transcriptome of the LNCaP cell line, treated for 24 h with 100 nM of 1,25D3

(Figure 1B). The data overlapping produced 43 genes significantly in common between the dataset
(chi-square p < 0.0001), namely meaning being virtually modulated by the action of Vitamin D in PCa.
Gene Ontology (GO) analysis of the 43 genes belonging to the common group modulated by Vitamin
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D identified six main molecular functions as statistically significant: organogenesis (GO:0009887)(neg
ln(p value) = 6.37); organ development (GO:0048513)(neg ln(p value) = 6.37); skeletal development
(GO:0001501)(neg ln(p value) = 5.43); regulation of chromatin assembly or disassembly (GO:0001501)(neg
ln(p value) = 5.06); morphogenesis (GO:0009653)(neg ln(p value) = 4.95); cell migration (GO:0016477)(neg
ln(p value) = 4.41) (Figure 1C). Complete annotation, significance and genes involved are available in
Table S1, section Gather Analysis.

We also overlapped the common down-regulated key genes in PCas obtained by the Venn analysis
of the three datasets, with the significantly up-regulated genes in GSE64657. The overlap produced 41
genes significantly in common between the dataset (chi-square p < 0.0001), also modulated by Vitamin
D (Table S1).

In this study, we decided to focus our analysis only to the 43 key genes in common obtained
overlapping the up-regulated genes in cancer and the genes down-regulated by the Vitamin D. We used
these 43 genes to generate a network analysis by GeneMania web utility software (Figure 2A).

Figure 2. Network and GO analysis by GeneMania. (A) The 43 key genes up-regulated in PCa biopsies
and down-regulated in the LNCaP cell line treated with Vitamin D (100 nM for 24 h) were loaded into
GeneMania, in order to generate a GO and a Regulatory molecular network. Red circle genes represent
the six most significantly up-regulated in PCa and down-regulated by the action of Vitamin D in our
LNCaP cell line (B). The analysis showed that 92.30% of genes resulted co-expressed, 4.61% belonging
to the same pathways, 1.97% present a genetic interaction, 0.82% were co-localizated and 0.30% shared
the same protein domains.

The 92.30% of genes resulted co-expressed, 4.61% belonging to the same pathways, 1.97% present
a genetic interaction, 0.82% were co-localizated and 0.30% shared the same protein domains (Figure 2B).
Complete data report is available in Table S2. Belonging to among the 43 key genes, we selected the
six most significantly up-regulated in PCa and down-regulated by the action of Vitamin D in LNCaP
cell line: serine protease 8 (PRSS8); SRY-box 4 (SOX4); SET and MYND domain containing 2 (SMYD2);
methylcrotonoyl-CoA carboxylase 2 (MCCC2); cyclin G2 (CCNG2); CD2 associated protein (CD2AP).
We decided to perform a Z-score transformation in order to allow the comparison of microarray data
independent of the original hybridization intensities.

The three microarray dataset clustering (GSE70770, GSE62872 and GSE6919) allowed us to obtain
a large number of samples (251 healthy control and 548 PCa samples). Complete demographic data
of patients and healthy controls can be retrieved from the relative publication and in the Table S1.
The samples were homogeneous for the age (Table S1). We showed that all genes increased significantly
with respect to the single dataset (Figure 3A) (Figure S1).
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Figure 3. Selection of six key genes modulated in PCa. (A) In order to allow the comparison of
microarray datasets independent of the original hybridization intensities, we decided to apply a Z score
transformation. The normalization allowed us to applicate a Z test for the six genes most significantly
up-regulated in PCa and down-regulated by the action of Vitamin D in the LNCaP cell line. We obtained
251 healthy subjects and 548 PCa samples. All genes selected (KLK3, PRSS8, SOX4, SMYD2, MCCC2,
CCNG2 and CD2AP) resulted significantly up-regulated in PCa biopsies compared to prostate biopsies
of healthy subject (p < 0.0001) (B). A significantly positive correlation was observed between all six key
genes selected and KLK3 expression levels. (C) Similar results were obtained when we analyze the
correlation between the six genes’ z-score expression levels and the tumor percent. Data are expressed
as z-score intensity expression levels and presented as vertical scatter dot plots. p values < 0.05 were
considered to be statistically significant **** p < 0.00005).

In order to verify a possible correlation between the selected genes and the PCa tumor progression,
we correlate the z-score intensity expression levels of all six genes highlighted with the genes expression
of kallikrein related peptidase 3 (KLK3). The KLK3 is a serine protease produced by epithelial cells in
the prostate and its protein is also known as PSA (prostate specific antigen). It is largely demonstrated
that the serum levels of PSA increase in the presence of cancer [36].We showed a significantly positive
correlation between all genes and KLK3 gene expression (Figure 3B). SOX4 was an exception (Table S1).

Interesting data were obtained when we decided to analyze the correlation between the z-score
expression levels of the six genes and the histological parameter of tumor percent, available in the
datasets. We showed that all genes were significantly positively correlated to the tumor % (p < 0.0001
with r = 0.3246 for PRSS8; p = 0.0003 with r = 0.2449 for MCCC2; p = 0.0045 with r = 0.1922 for SOX4;
p < 0.0001 with r = 0.3734 for CCNG2; p < 0.0001 with r = 0.3030 for SMYD2; p < 0.0001 with r = 0.3162
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for CD2AP) (Figure 3C) (Table S1), particularly, we identified that CCNG2 was the most correlated to
the tumor %.

Furthermore, we also hypothesized that the genes involved in the production and inactivation
of Vitamin D could be modulated in PCa patients. The expression levels analysis of the cytochrome
P450 family 27 subfamily B member 1 (CYP27B1), the cytochrome P450 family 24 subfamily A member 1
(CYP24A1), the cathelicidin antimicrobial peptide (CAMP) and the vitamin D receptor (VDR) showed
interesting results (Figure 4).

Figure 4. The Vitamin D metabolism genes modulated in PCa patients. (A) The expressions of CYP24A1,
CAMP and VDR were significantly down-regulated in PCa patients compared to healthy controls
subjects. Also, the expression levels of VDR and CYP24A1 were correlated negatively with KLK3 in
healthy (B) and in PCa patients (C). Data are expressed as expression levels and presented as vertical
bars. p values < 0.05 were considered to be statistically significant (** p < 0.005; **** p < 0.00005).

All genes, except CYP27B1 (p = ns), were downregulated in PCa patients compared to healthy
controls subjects (CYP24A1 p < 0.0001; CAMP p < 0.0001; VDR p< 0.0001) (Figure 4A). In addition,
we showed that the expression levels of VDR and CYP24A1 were negatively correlated with KLK3 in
healthy (CYP24A1 with r = −0.1513 and p = 0.0164; VDR with r = −0.1616 and p = 0.0103) (Figure 4B)
and in PCa patients (CYP24A1 with r = −0.1975 and p < 0.0001; VDR with r = −0.2651 and p < 0.0001)
(Figure 4C).

3.2. PCa Related Genes Were Modulated by Vitamin D in LNCaP Cell Line

In the LNCaP cell line, the 1,25D3 played significant modulatory effect on the expression levels of
PRSS8 (p = 0.0006), SOX4 (p = 0.0004), SMYD2 (p = 0.0049), MCCC2 (p = 0.0002), CCNG2 (p = 0.0074)
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and CD2AP (p = 0.0048). Indeed, all genes were significantly down-regulated by the 1,25D3 (100 nM
for 24 h) (Figure 5A).

Figure 5. The Vitamin D-modulated PCa related genes. (A) The expression of PRSS8, SOX4, SMYD2,
MCCC2, CCNG2 and CD2AP were significantly down-regulated in this LNCaP cell line at 24 h after
exposition to 100 nM of 1,25D3. (B) In addiction, the expression levels of Vitamin D metabolism genes
were significantly modulated in LNCaP cells line under 1,25D3 exposition (no significant modulation
was observed for CYP27B1) (Data are expressed as expression levels and presented as vertical bars.
p values < 0.05 were considered to be statistically significant ** p < 0.005; *** p < 0.0005; **** p < 0.00005).

Noteworthy, we investigated the expression levels of Vitamin D target genes such as CYP27B1,
CYP24A1, VDR and CAMP, and we showed that CYP24A1 (p < 0.0001) and CAMP (p = 0.0015) were
significantly up-regulated in LNCaP cells treated with 1,25D3 for 24 h (no significantly modulation
was observed for CYP27B1, p = 0.8430) (Figure 5B). Conversely, the VDR gene expression levels were
significantly downregulated by 1,25D3 treatment (p = 0.0012) (Figure 5B).

3.3. The Vitamin D Regulatory Mechanism on the Six PCa Genes Selected

In order to explain how Vitamin D plays a role in the modulation of the marker genes highlighted
in our study, we analyzed a new dataset (GSE107438) composed of LNCaP cells transfected with control
siRNA (siCT), siRNA for CYP27B1 (siCYP27B1) or siRNA for VDR (siVDR), followed by 100 nM of
25D3 or 1,25D3 treatment for a further 24 h. The analysis of genes belonging to the Vitamin D pathway
such as CAMP, VDR, CYP27B1 and CYP24A1 demonstrated that in this LNCaP cell line, the 1,25D3

reduced the expression levels of CYP27B1 and CAMP, and on the contrary, increased the expression
levels of CYP24A1. No variation was observed for VDR expression levels (Figure 6A,B).

These results showed accordance with the analysis previously effectuated (Figure 5, GSE64657).
In addition, the 25D3 LNCaP cell treatment strongly increases CAMP and CYP24A1 expression levels.
The siCYP27B1 and siVDR LNCaP cells treatment have demonstrated that CYP24A1 and CAMP
are regulated principally by 25D3 in LNCaP cells via CYP27B1 and VDR. As regards the PCa genes
highlighted in our analysis, we have demonstrated that all genes were sensitive to the effect of 1,25D3

and 25D3 at the dose of 100 nM for 24 h (were an exception the expression levels of MCC2) (Figure 6C,D).
Furthermore, the siCYP27B1 and siVDR LNCaP cells treatment showed that the downregulation of
KLK3 depends strictly on the CYP27B1 gene transcription. More mildly, the PRSS8 and SMYD2 genes
expression also depends on the transcription of the CYP27B1 gene. Co-silencing of the CYP27B1
and VDR genes was determinant in the transcription of the CCNG2, PRSS8, SMYD2 and SOX4
genes (Figure 6C,D).
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Figure 6. PCa-related genes modulated in the LNCaP cell line under 1,25D3 and 25D3 treatment.
(A) In the LNCaP cell line the 1,25D3 reduced the expression levels of CYP27B1 and CAMP, and on
the contrary increased the expression levels of CYP24A1. An exception were VDR expression levels.
(B) The CYP24A1 and CAMP expression levels are regulated by 25D3 in LNCaP cells via CYP27B1
and VDR. (C) All PCa related genes were sensitive to the effect of 1,25D3 and 25D3 (an exception was
MCC2). (D) The siCYP27B1 and siVDR LNCaP cells treatment showed a strong modulation of KLK3
gene transcription.

We showed that all selected genes were modulated by 1,25D3 and its precursor 25D3. In addition,
25D3 downregulates KLK3 and SMYD3 genes expression with CYP27B1 activity. Furthermore,
25D3 modulates the expression levels of CCNG2, CD2AP, PRSS8, SMYD2 and SOX4 via VDR
transcription (Figure 6).

3.4. Immunohistochemistry Analysis of the Six PCa Genes Selected

In order to evaluate the protein expression levels of PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and
CD2AP in heathy subjects and PCa patients, we explored the Human Atlas project portal. Aware that
the number of biopsies available on The Human Protein Atlas database was small (Table 1), taking into
consideration the limits related to this, but in order to verify our hypothesis, we decided to proceed
by analyzing the histological biopsies of healthy and pathological tissue with protein staining of the
six genes that were the object of our study. For all protein detected, we found a potentially increased
staining in prostate adenocarcinoma with High grade compared to healthy prostate tissue biopsies,
except for SMYD2 which did not present changes in intensity between the healthy and pathological
prostate tissue (Figure 7).
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Figure 7. IHC of the six PCa-selected genes. Immunostaining for PRSS8 (A), SOX4 (B), SMYD2 (C),
MCCC2 (D), CCNG2 (E) and CD2AP (F) in Prostate Adenocarcinoma High grade compared to normal
prostate tissue (Control) (see the text for the details). The images downloaded from the Human Atlas
Project (https://www.proteinatlas.org/) have been re-adapted using CorelDraw. The original files web
site links are available as well as the complete analyzes, in Table 1 and Table S1.

Particularly, MCCC2, CD2AP and SOX4 presented an higher intensity staining in adenocarcinoma
with High grade compared to healthy prostate tissue biopsies (Figure 7B,D,F) (Table 1).

The immunostaining details are reported in Table 1 and in Table S1. However, as regards CD2AP
and MCCC2, the protein expression levels seemed quite high in normal epithelium; the higher staining
observed in cancer is probably due to the higher number of epithelial cells in cancer tissue.
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4. Discussion

In this paper, we undertook an analysis to identify the key genes involved in PCa. We analyzed
three PCa microarray datasets (GSE70770, GSE62872 and GSE6919), merged all the genes significantly
up-regulated and subsequently, intersected the common genes identified (n = 276) with the
transcriptome of genes down-regulated in the LNCaP cell line treated with Vitamin D, in order
to identify the common key genes involved in PCa and potentially modulated by the action of Vitamin
D. The analysis yielded 43 genes involved in PCa significantly modulated by Vitamin D. These genes
were involved in different molecular processes, among which the most interesting were organogenesis,
morphogenesis and cell migration, all mechanisms involved in the genesis and in the tumor progression.
Noteworthy, our analysis showed that six genes (PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and CD2AP)
were significantly modulated in both PCa biopsies and in the LNCaP cell line treated with Vitamin D.
A literature investigation showed that all these genes were involved in different tumor progressions.
Furthermore, a Z-score transformation of all datasets allowed us to group all the healthy prostate
samples (n = 251) and PCa (n = 548), thus significantly increasing the court of subjects included in
the study. A Spearman’s � correlation analysis showed that five genes out of six (PRSS8, SMYD2,
MCCC2, CCNG2 and CD2AP), were positively and statistically correlated with the gene expression
levels of KLK3 and with the tumor %. Contrary note, SOX4 expression levels were positively correlated
only with the tumor %, but not with KLK3 gene expression levels. Furthermore, the analysis of the
data deriving from GSE107438, the treatment of LNCaP cell line with siCYP27B1 and siVDR, showed
that a downregulation of KLK3 expression levels depends strictly on the CYP27B1 gene transcription.
More mildly, the PRSS8 and SMYD2 genes expression also depends on the transcription of the CYP27B1
gene. Co-silencing of the CYP27B1 and VDR genes was determinant in the transcription of the CCNG2,
PRSS8, SMYD2 and SOX4 genes. Our results have been in part confirmed by the immunostaining
obtained by the Human Atlas Project portal. The immunohistochemistry analysis showed that five
genes (PRSS8, SOX4, MCCC2, CCNG2 and CD2AP) out of six appeared more expressed in PCa biopsies
compared to healthy prostate tissue. No difference was observed for SYMD2.

Prostasin (PRSS8) is a serine protease, mainly expressed in normal prostate epithelia, the prostate
gland and in seminal fluid [37]. This protein is implicated in epithelial sodium channel regulation
and essential for terminal epithelial differentiation [38]. Nowadays, the role played by this molecule
in cancer is unclear. It was shown that it may be related to tumor promoter mechanisms [39] as
well as tumor suppression [40–42]. In several studies it has been shown that PRSS8 plays a role as
a tumor suppressor in various malignancies, such as in hepatocellular carcinoma [43]. In 2016 Tamir
et al. showed that abundant amounts of secreted prostasin found in the sera of early stage ovarian
cancer (OVC) can potentially be used as a minimally invasive screening biomarker for early stage
OVC [44]. As regarding the role of PRSS8 and PCa, there is no large bibliography. Noteworthy, in 2003,
Takahashi and colleagues demonstrated that in 54 patients (Japanese), the PRSS8 mRNA expression
levels, measured by northern blot analysis, were not correlated with the clinical stage of human PCa.
Furthermore, almost in all cases of metastatic and hormone-refractory cancers, these demonstrated
a down-regulation of prostasin expression. The authors at the end of their manuscript suggested that
prostasin cannot be regarded as a prognostic indicator for human PCa, although it may be a useful
marker for tumor differentiation [45]. In light of this, our results are totally contrasting with the results
obtained by Takahashi in 2003. It must be kept in mind that the samples analyzed in this study come
from different ethnic groups, and there was also a difference in the number of the subjects recruited
(54 with respect the 548 present in our analysis) and the control samples, healthy, were subjects with
benign prostatic hyperplasia (BPH). This difference could be the basis for the different results obtained
in the study.

In any case, the increase in mRNA levels in prostate tumor biopsies, their positive correlation with
the tumor percentage and the messenger of KLK3 and their modulation by Vitamin D, need further
confirmation from an in vitro experimental point of view.
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As regard SOX4, in our analysis we showed that the expression levels were increased in PCa
patients’ biopsies compared to the healthy prostate subjects. These results are totally in agreement
with the recent bibliography [46,47]. SOX4 is a transcription factor involved in the regulation of
embryonic development. SOX4 is highly expressed in several human cancers of epithelial origin and
is associated with a poor clinical outcome. It has been related with the loss of epithelial features
and the gain of mesenchymal traits, including cell migration and invasion [48]. SOX4 knockdown
repressed the cell proliferation and migration ability. Moreover, inhibition of SOX4 could reverse the
epithelial-mesenchymal transition processes through up-regulation of adhesion molecules such as
E-cadherin and the down-regulation of vimentin [47]. In our analysis we showed that Vitamin D was
able to reduce significantly the expression of SOX4 in the LNCaP cell line. Noteworthy, it has been
shown that the Vitamin D is able to induce E-cadherin expression in breast cancer cells by promoter
demethylation [49]. Taking all of this into consideration, the Vitamin D could be able to reduce
the tumor cell migration and invasion, via SOX4 down-regulation and consequently up-regulation
of E-Cadherin.

SMYD2 (SET and MYND domain-containing protein 2) is a histone lysine methyltransferase
enzyme, belonging to the family that contains five enzymes that share two highly conserved domains
(the catalytic SET domain and the MYND domain) [50]. This enzyme is highly expressed in a variety
of cancers [51,52]. Recently, it has been shown that SMYD2 inhibits tumor suppressor proteins p53 [53]
and PTEN [54]. However, to date, there has been no report on the clinical and prognostic significance
of SMYD2 in patients with PCa. In our analysis, we showed that mRNA of SYMD2 is over-expressed
in PCa and the treatment of the LNCaP cell line with Vitamin D reduces the expression levels, but this
result was not confirmed by the PCa biopsies observation. Consequently, the Vitamin D could increase
PTEN expression via a down-regulation of SYMD2, and inhibit cell proliferation in PCa. In support of
this hypothesis, it has been shown that the Vitamin D plays an inhibitory effect on the hepatocellular
carcinoma cells proliferation through the down-regulation of HDAC2 and up-regulation of PTEN [55].

The expression analysis of MCCC2 in PCa biopsies, showed an over-expression on mRNA and
a positive correlation with KLK3 gene expression levels and tumor %. This enzyme catalyzes the
carboxylation of 3-methylcrotonyl-CoA to form 3-methylglutaconyl-CoA. There is evidence that
mutations of this gene is associated with 3-Methylcrotonylglycinuria, an autosomal recessive disorder
of leucine catabolism [56]. As regards its role in cancer, there exist only two reports that bind it to tumor
development. These two reports identified MCCC2 over-expression linked to LNM PCa tissues [57]
and to low-grade PCa [58]. Our results could be a good start to investigate the role of MCCC2 in cancer.

In our analysis, another interesting molecule identified as potentially a marker of PCa was
CCNG2. This molecule belongs to the cyclin family, and its expression is significantly higher in cell
cycle-arrest [59]. The current literature suggests that CCNG2 plays an important inhibitory role in
cancer initiation and progression [60]. It has been shown that CCNG2 dysregulation is related to cancer
progression and could play an important role in cell transformation and the early stages of cancer
development [60,61]. Seemingly, our findings would seem to contrast with the role played by CCNG2
in cancer. Recently, Canovas et al. demonstrated that primary prostate tumors show a significantly
higher expression of PTOV1, CCNG2 and MYC compared to benign tissue [62]. Furthermore, in this
set of tumors, the expression of CCNG2 significantly correlates with prostate tumor aggressiveness.
The authors concluded their study, hypothesizing that CCNG2 is as potential markers of metastasis
and bad prognosis when detected in primary prostate tumors. These results are in good agreement
with our finding. Moreover, it has been shown that the Vitamin D plays an anti-proliferative effect in
the LNCaP cell line reducing the cyclin-dependent kinase 2 activity [63].

The CD2AP is a protein closely associated with the cytoskeleton structure. This protein interacts
with the filamentous actin and a variety of cell membrane proteins. Its expression is involved in
kidney diseases, including nephrin and polycystin-2 [64]. Although several studies have indicated that
CD2AP regulates cell shape and movements, little attention has been paid to the cancer [65]. To date,
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there has been no report on CD2AP expression levels in PCa. To our knowledge, this is the first study
which suggests the role of CD2AP in PCa.

5. Conclusions

Investigating the target genes, significantly up-regulated in the present analysis and down-
regulated by the Vitamin D action, may help to discover the molecular mechanisms involved in PCa
progression. The large cohort of our analysis allowed us to improve the diagnostic meaning of our
results. Further IHC analysis on a much broader court than the one analyzed in our study could
further confirm our results. From the outcome of our investigation, it is possible to conclude that the
mechanism involved during the PCa progression could be modulated by Vitamin D. Further research
on the role played by the Vitamin D on PCa key genes is necessary to extend our results and to try
an answer to the several questions which still remain to be addressed.
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Featured Application: EGCG, an active constituent of green tea acts as a hepatoprotectant

by reducing the serum levels of liver functional enzymes, increasing total anti-oxidative

capacity, reducing pathological changes and apoptosis. Moreover, EGCG displayed a powerful

hepatoprotective additive as it considerably mitigates the liver toxicity and apoptosis induced

by DEN.

Abstract: Liver diseases are one of the most detrimental conditions that may cause inflammation,
leading to tissue damage and perturbations in functions. Several drugs are conventionally available for
the treatment of such diseases, but the emergence of resistance and drug-induced liver injury remains
pervasive. Hence, alternative therapeutic strategies have to be looked upon. Epigallocatechin-3-gallate
(EGCG) is a naturally occurring polyphenol in green tea that has been known for its disease-curing
properties. In this study, we aimed to evaluate its anti-oxidative potential and protective role against
diethylnitrosamine (DEN)-induced liver injury. Four different groups of rats were used for this study.
The first group received normal saline and served as the control group. The second group received
DEN (50 mg/kg body wt) alone and third group received DEN plus EGCG (40 mg/kg body wt) only.
The fourth group were treated with EGCG only. The liver protective effect of EGCG against DEN
toxicity through monitoring the alterations in aspartate transaminase (AST), and alanine transaminase
(ALT) and alkaline phosphatase (ALP) activities, serum level of pro-inflammatory mediators and
anti-oxidant enzymes, histopathological alterations, measurement of cellular apoptosis, and cell
cycle analysis was examined. The rats that were given DEN only had a highly significantly elevated
levels of liver enzymes and pro-inflammatory cytokines, highly decreased anti-oxidative enzymes,
and histological changes. In addition, a significant elevation in the percentage of apoptotic nuclei
and cell cycle arrest in the sub- G1 phase was detected. EGCG acts as a hepatoprotectant on DENs
by reducing the serum levels of liver functional enzymes, increasing total anti-oxidative capacity,
reducing pathological changes and apoptosis, as well as causing the movement of cells from the sub
G1 to S or G2/M phase of the cell cycle. In conclusion, EGCG displayed a powerful hepatoprotective
additive as it considerably mitigates the liver toxicity and apoptosis induced by DEN.

Keywords: DEN; liver; inflammation; ultra-structural changes; oxidative stress; EGCG
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1. Introduction

The liver is one of the important organs of our body, having a vital role in the processes of
metabolism and detoxification [1]. Around 10% of the world population is oppressed by liver
disease [2]. Diseases, such as non-alcoholic fatty liver disease, are actively correlated with obesity,
alcoholic steatosis, fibrosis, cirrhosis, and diabetes mellitus. Metabolic syndrome, chronic hepatitis,
and hepatocellular carcinoma are some of the most comprehensive and colloquial liver diseases,
drawing considerable attention from medical professionals and scientists [3,4]. In chronic liver injury,
a large number of pro-inflammatory cytokines are released from injured cells, which stimulate cells,
such as Kupffer cells, to deliver more inflammatory mediators and various types of free radicals.
This signal is further amplified by the recruitment of neutrophils to the site of injury. Free radicals’
release is known to induce cell/tissue damage via lipid peroxidation. As a result, the wound healing
process is also induced to maintain homeostasis, wherein hepatic stellate cells are activated to release
fibrogenic mediators accountable for the degradation of damaged cells and construction of new cells.
However, Liver fibrosis results from chronic damage to the liver in conjunction with the accumulation
of ECM proteins, which is a characteristic of most types of chronic liver diseases during persistent
injury, wound healing is disturbed, and the degradation process is constrained. Subsequently, a large
amount of collagen accumulates and causes fibrosis or cirrhosis [5].

Treatment methods involve the use of drugs, such as corticosteroids, anti- tumor necrosis factor
(TNF) antibodies, and other antioxidants [6]. Several drugs are directly or indirectly linked to
drug-induced liver injury and exhibit trivial adverse drug reactions, such as cell swelling, degeneration,
necrosis, inflammation, hemorrhages, and fatty changes. Drug toxicity is a major issue of the
available therapeutic drugs against liver disease. Despite these adverse reactions, a large mass
of drugs shows stunted incidences of detrimental hepatic reactions. Consequently, liver injury
is predominantly diagnosed only after extensive clinical applications of drugs. Antibiotics, statins,
non-steroidal anti-inflammatory drugs, antiepileptics, and tuberculostatics are the most common causes
of drug-induced liver injury [7]. Similarly, N-nitroso compounds, such as diethylnitrosamine (DEN)
and dimethylnitrosamine (DMN), bear hepatotoxic and carcinogenic effects. These compounds are
biotransformed to alkylating metabolites that causes DNA adduct formation. This biotransformation is
mediated by a cyto-chrome P450 enzyme-dependent pathway, mainly including the enzyme CYP2E1.
Parenteral or oral administration of modest quantities of DEN or DMN may cause extensive liver
damage, including fibrosis, intense neutrophilic infiltration, extensive centrilobular hemorrhagic
necrosis, and bridging necrosis, ultimately resulting in hepatocarcinogenesis. The tenacity of hepatic
alterations induced via DEN have allowed it to be used in the establishment of a provocative
experimental model for studies in anticipation of pathogenic alterations in hepatocarcinogenesis [8–10].

Although prerogative methods of treatment exist for maximum liver diseases, many types still
remain immedicable and the emergence of drug resistance is most prevalent [2]. Also, drug-induced
liver injury remains a challenge in diagnosis. Therefore, other safe, inexpensive, effective, and more
reliable strategies for treatment are needed to control liver-associated diseases. Alternative medicines
based on natural products are being increasingly used in the treatment of various diseases without any
adverse effects on normal physiological processes. Natural products and their related products are
being used as alternatives to conventional drugs in the management of various diseases. They are
normally associated with secondary metabolites produced by an organism, which are actively involved
in stimulating defense mechanisms against microorganisms, insects, and competing plants. A large
number of plant products, including flowers, bark, leaves, and stem, are still commonly used in
healthcare management worldwide. They have engendered a rich origin of structurally diverse
substances with an expanded range of biological activities that may lead to the development of
alternative therapies [11–14].

Green tea is one type of tea that is made from Camellia sinensis leaves and is frequently used as a
beverage worldwide, including in Saudi Arabia. Green tea is mixture of various compounds and is
also rich in polyphenols, which are powerful antioxidants [15,16]. Among the various polyphenolic
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substances, epigallocatechin-gallate (EGCG) is usually measured as a primary antioxidant in green tea
extract [17], which has been proposed as being responsible for many of the potential promoting effects of
tea [18,19]. EGCG is supposed to mitigate inflammatory processes and oxidative stress, thereby reducing
liver injury [16,20–22]. Considering the importance and essentiality of the pathogenesis of liver diseases
and its increasing incidence worldwide, we have made this study. Henceforth, an experimental study
was performed to evaluate the liver protective effect of EGCG against nitrosodimethylamine-induced
liver injury in rats.

2. Materials and Methods

2.1. Animal Model and Sample Collection

Rats (male Wistar 200± 25 g), aged 6 weeks, were collected from King Saud University, Saudi Arabia
and were acclimatized for one week. The animal house was suitably ventilated with a 12-h cycle of day
as well as night light conditions and the temperature was maintained at around 25 ◦C. The animals were
fed a standard rodent pellet diet and had ad libitum access to water. All protocols concerning current
study were in compliance with the ethical guidelines of the institute. The animals were categorized into
four groups (a total number of eight rats in each group): Group 1: control; group 2: DEN (50 mg/kg bw
in vehicle solution, oral gavage); group 3: DEN + EGCG (40 mg/kg bw in vehicle solution, oral gavage);
and group 4: EGCG only, Table 1. All animals were sacrificed after 10 weeks of treatment and samples,
such as blood and tissue, were collected for further analysis to achieve the objectives of the study.
The serum was collected from the blood by centrifugation for 10 min at 1500× g and stored at a
low temperature of −80 ◦C until further biochemical analysis. The aim of the study was achieved
through the measurement of liver enzyme levels, levels of pro-inflammatory markers, expression of
Phosphatase and tensin homolog (PTEN) protein through immunohistochemistry, and identification
of apoptosis by Terminal deoxynucleotidyl transferase dUTP nick end labeling (TUNEL) staining.
To provide greater insight into the subject, flow cytometry and transmission electron microscopy were
done to evaluate the cell cycle and ultra-structural changes of the tissue. The research methodologies
were directed towards the following landmark in a stepwise manner.

Table 1. Animal grouping.

Experimental Group Group Number Treatment
Number of Animals

Per Group (n)

Negative control 1 Normal rats administered with
vehicle solution 08

Disease control 2 DEN administered via oral
gavage 08

Treatment 3 DEN and EGCG 08
Treatment 4 EGCG with vehicle solution 08

2.2. Determination of Liver Function (ALT, ALP, and AST) Enzymes, SOD, CAT, and GPx Antioxidant
Enzymes and Total Antioxidant Capacity

Aspartate transaminase (AST), alanine transaminase (ALT), and alkaline phosphatase (ALP) levels
were measured in serum. Total antioxidant capacity (TAC), superoxide dismutase (SOD), Glutathione
peroxidase (GPx) and catalase (CAT) were assayed to measure the levels of hepatic injury, according to
the instructions provided by the manufacturer (Abcam, UK).

2.3. Determination of C-Reactive Protein, Interleukin-6 (IL-6), and Tumor necrosis factor-α (TNF-α)

Serological analysis was performed to measure the serum levels of C-reactive protein (CRP), IL-6,
and TNF-α. Specific rat ELISA kits (Abcam, UK) were used for the measurement of serum C- reactive
protein (CRP), IL-6, and TNF-α according to the instructions provided by the manufacturer.
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2.4. Histopathological Analysis

Liver tissues were collected and fixed in 10% formalin solution (neutral buffered saline) and
processed for histopathological analysis as per the standardized procedure [23]. A paraffin block was
sectioned using a rotary microtome, sections were placed onto glass slides, and then dried overnight.
Thin paraffin sections (5 μm) were prepared and then stained with hematoxylin and eosin (H&E) dyes
and observed under a light microscope, and photomicrographs were taken by pathologists who were
blinded to the control and treatment groups.

2.5. Immunohistochemical Analysis

Expression of PTEN protein was analyzed through immunochemistry as per the method previously
described [24,25]. Briefly, tissue sections were deparaffinized in xylene, and treated with 3% hydrogen
peroxide for 15 to 20 min to block endogenous peroxidase activity. Antigen retrieval was made in citrate
buffer, pH 6.0, for 25 min and then tissues were blocked in 5% normal serum for 30 min. Slides were
incubated with primary antibody as PTEN monoclonal mouse antihuman antibody followed by
secondary biotinylated antibody. Sections were then washed in phosphate buffer and incubated with
streptavidin peroxidase for 20 to 25 min. Lastly, diaminobenzidine (DAB) was used as chromogen and
then sections were counterstained with hematoxylin stain, a photograph was captured, and the results
were interpreted accordingly.

Scoring Method

PTEN protein showing less than or equal to 10% of cells showing positivity was considered a
negative case. If more than 10% of cells were positive for PTEN, this was considered as a positive
case. The expression positivity was applied, +1 for 10% to 30% expression was considered as weak
expression, +2 for 31% to 70% expression was moderate positivity, and +3 for more than 71% was
considered strong expression. A total of 5 fields from each tissue were selected, and 100 cells from each
field were counted and the result was interpreted

2.6. TUNEL Assay

Apoptosis in liver tissues was detected by the terminal deoxynucleotidyl transferase-mediated
dUTP nick end-labelling (TUNEL) kit (Abcam, UK) following the manufacturer’s protocol. Concisely,
terminal deoxynucleotidyl transferase (TdT) attached to 3′-OH ends of DNA fragments generated and
catalyzed the addition of biotin-labeled deoxynucleotides. Moreover, biotinylated nucleotides were
bound with a streptavidin-horseradish peroxidase conjugate. Finally, diaminobenzidine (DAB) reacted
with the horseradish peroxidase-labelled sample to generate a colored (brown) substrate at the site of
DNA fragmentation. Apoptotic activity was quantified by the apoptotic index, which represented
the percentage of apoptotic epithelial cells in each tissue. Apoptosis was measured by counting the
percentage of positive cells and a photograph was taken, and the result was interpreted.

2.7. Transmission Electron Microscopy (TEM)

Transmission electron microscopy was performed using the method previously described [16]
with little modifications. Briefly, around a 3 to 5 mm piece of liver tissue was fixed in freshly prepared
3% glutaraldehyde at 4 ◦C for 24 h. The samples were washed in phosphate buffer and stored
at 4 ◦C for further processing. After fixation, the samples were washed in 1% osmium tetroxide,
dehydrated via ethanol series and cleared using propylene oxide, and then embedded in resin.
Round 50-nm thick sections were cut using ultramicrotome and sections were stained through uranyl
acetate and lead citrate, photographed with transmission electron microscopy, and the results were
interpreted accordingly.
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2.8. Cell Cycle Analysis

Flow cytometry using propidium iodide (PI) staining was used to identify the cell distribution
during the various phases of the cell cycle according to the manufacturer’s instructions. Concisely,
cells were harvested and washed in phosphate buffer saline, and fixed in cold ethanol for 25 to 30 min
at a low temperature of 4 ◦C. In addition, cells were washed two times in phosphate buffer saline
and centrifuged and the RNase was added. Finally, 150–200 μL of propidium iodide was added and
forward scatter and side scatter were measured to identify single cells. This is usually determined by
their frequency histogram, which offers information about the relative frequency of cells in the phases
of the cell cycle.

2.9. Statistical Analysis

Data from each treated group are expressed as means ± SEM. Statistical comparison between
groups was made using SPSS software by matching analysis of variance. A p-value < 0.05 was
considered as statistically significant.

3. Results

3.1. EGCG Reduces the Serum Level of Biochemical Enzymes

In liver injury, alterations occur in the transportation function of hepatocytes, thus triggering
leakage in the plasma membrane and henceforth causing an increase of serum levels of liver enzymes.
The levels of liver function enzymes, including alanine transaminase (ALT), alkaline phosphatase
(ALP), and aspartate transaminase (AST), were measured in all experimental groups. The levels of
enzymes, including ALT, ALP, and AST, were significantly higher in the DEN only-treated group
(disease control) than the normal control group (p < 0.05). Moreover, DEN with EGCG-treated group
demonstrated significantly lower levels of all tested enzymes in comparison to the DEN-only group
(p < 0.05) (Figure 1).

Figure 1. Effect of EGCG on Alanine aminotransferase (ALT), Alkaline phosphatase (ALP), and
Aspartate transaminase (AST) activity in DEN-induced liver injury. Enzyme levels, including ALT,
ALP, and AST, were significantly higher in the DEN-treated group than the normal control group.
Moreover, the DEN + EGCG group revealed considerably lower ALT, ALP, and AST values than the
DEN-only group. Statistical significances are compared between control versus DEN-treated groups
only (p < 0.01), and DEN-treated versus DEN plus EGCG (p < 0.05).
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3.2. Antioxidant Activity of EGCG

The antioxidant activity of EGCG was analyzed by measuring the serum levels of hepatic
antioxidant enzymes, including SOD, CAT, and GPx. The activities of antioxidant enzymes, such as
SOD, CAT, and GPx, were found to be significantly decreased in the DEN only-treated group compared
to the control group (Figure 2). Furthermore, the activities of SOD, CAT, and GPx meaningfully
increased in the DEN + EGCG group (p < 0.005). Moreover, the total antioxidant capacity was
significantly decreased in the DEN only-treated group as compared to the control group. However,
the total antioxidant capacity was found to be significantly increased in the DEN + EGCG group
(p < 0.005) (Figure 2). This result clearly demonstrated that EGCG plays a vital role in liver damage
protection by improving antioxidant enzyme levels.

Figure 2. Effect of EGCG on antioxidant enzymes Superoxide Dismutase (SOD), Catalase (CAT),
and Glutathione peroxidase (GPx) and total antioxidant capacity in DEN-induced liver injury. The
levels of antioxidant enzymes were significantly lower in the DEN only-treated group than the control
group. The DEN + EGCG group displayed significantly higher antioxidant enzyme levels than the
DEN-only group (p < 0.01). Total antioxidant capacity was also found to be significantly increased in
the DEN + EGCG group (p < 0.05).

3.3. EGCG Reduces the Serum Levels of CRP and Pro-Inflammatory Mediators—TNF-α and IL-6

DEN treatment increases the levels of pro-inflammatory cytokines TNF-α and IL-6 in the serum
of animals, as compared to the serum of animals without any treatment (control) (p < 0.05). On the
other hand, treatment with EGCG significantly decreased their levels (p < 0.05). The level of CRP was
high in the serum of animals of the DEN only-treated group, as compared to the serum of animals
without any treatment, and treatment with EGCG significantly decreased the level of CRP (Figure 3).
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Figure 3. Effect of EGCG on the serum levels of TNF-α, CRP, and IL-6. EGCG treatment significantly
decreases the levels of Tumour Necrosis Factor alpha (TNF-α), c-reactive protein (CRP), and Interleukin
6 (IL-6) in the DEN + EGCG group (p < 0.05) as compared to the DEN-treated group (p < 0.01).

3.4. EGCG Reduces Hepatic Histological Alterations

Liver tissues from all the experimental groups were analyzed through H&E staining and
histological findings were compared accordingly (Figure 4a–e). The DEN only-treated group
displayed altered liver tissues, including dilate and congested central vein, hemorrhage and increased
inflammatory cells in the portal tract, hemorrhage, and necrosis. However, these alterations were
found to be significantly mild/lower in the EGCG-treated group (p < 0.05).
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Figure 4. Histopathological analysis. H&E (X40) stained photomicrographs of liver tissues showing
(a) the normal architecture of hepatocytes—control group. (b–d) DEN only-treated tissues displaying
dilate and congested central vein, hemorrhage, and increased inflammatory cells in the portal tract,
hemorrhage, and necrosis. (e) EGCG-treated tissue, where the liver tissue alteration was significantly
lowered compared to the disease control group (DEN only-treated group).

3.5. Immunohistochemical Analysis

Expression of PTEN protein was evaluated in the tissues of different groups via
immunohistochemistry staining. PTEN protein expression was noticed in all groups (Figure 5a–d) and
loss of PTEN protein expression was not observed in any of the groups. The expression pattern of
PTEN protein among different groups was found to be statistically insignificant (p > 0.05).
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Figure 5. Immunohistochemical analysis. Phosphatase and tensin homolog (PTEN) protein expression
was evaluated in different treatment groups (a–d). (a) The control group showed high PTEN expression;
(b) the DEN-treated group also displayed a high expression of PTEN; (c). PTEN expression was also
noted in the DEN + EGCG treated group and (d) EGCG-only group.

3.6. Evaluation of Apoptotic Bodies Via TUNEL Assay

Control tissue, EGCG-treated group, and DEN + EGCG group tissue did not possess apoptotic
nuclei as indicated by the TUNEL assay. However, some positive TUNEL cells were observed in the
DEN only-treated group (Figure 6a–d).

 
Figure 6. TUNEL Assay. Apoptotic nuclei were absent in (a) the liver tissue of the control group;
(c) tissue from the DEN + EGCG group and (d) tissue from the EGCG only-treated group. However,
(b) the liver tissue of DEN only-treated group indicated the presence of some positive apoptotic nuclei.
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3.7. Effect of EGCG on Ultrastructure Changes of Liver

An electron microscopy-based experiment was performed to analyze the ultrastructure of
liver tissue. The hepatocytes of the liver tissue of the normal control group demonstrated normal
mitochondria and most of the mitochondria were spherical or round-shaped, dense granulated
cytoplasm, smooth endoplasmic reticulum tubules with cristae normally present and normal rough
endoplasmic reticulum whereas the observation of hepatocytes in the DEN-treated group showed
extensive cellular damage. It was seen that a swollen and reduced number of mitochondria, distorted
shape mitochondria, large clumps of glycogen surrounding cell organelles, broken SER tubules,
and dilation of the rough endoplasmic reticulum (p < 0.05). A number of damaged hepatocytes were
found in the DEN-only treatment group, and the majority of the cytoplasmic organelles in these
cells were degraded. The hepatocytes of liver tissue of the DEN plus EGCG-treated group showed a
reduction of the damage in hepatocytes. Mitochondria are spherical or round-shaped but the presence
of some dilated mitochondria, presence of glycogen clump, well-developed SER-ER tubule, and few
lysosomes. The normal hepatocytes were seen in the EGCG only-treated group (Figure 7a–d).

Figure 7. Ultrastructural changes of liver. Electron microscopy was used to observe the ultrastructure
of hepatic cells. (a) Hepatocytes of the liver tissue of the control group revealed normal mitochondria
and most of the mitochondria are spherical or round-shaped, smooth endoplasmic reticulum tubules
with cristae normally present, and normal rough endoplasmic reticulum; (b) DEN only-treated tissues
displaying extensive cellular damage. Swollen and reduced number of mitochondria, distorted shape
mitochondria, large clumps of glycogen surrounding cell organelles, broken SER tubules, and dilation
of the rough endoplasmic reticulum was seen. (c) EGCG plus DEN-treated tissue—where the liver
tissue alteration was significantly reduced as compared to the disease control group (p < 0.05) (DEN
only-treated group). (d) EGCG only-treated group exhibited normal hepatocytes.
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3.8. Effect of EGCG on the Cell Cycle

Cell cycle analysis was done using flow cytometry. A relative frequency of cells in different phases
of the cell cycle were calculated. The control group (a) contained around 80% of cells in the S and G2/M
phase. However, cells were arrested in the sub-G1 phase in tissues treated with DEN only (b). On the
other hand, the EGCG plus DEN (c) treatment allowed the cells to move from the sub-G1 phase to
the G1 and S phase as indicated by an increased frequency of cells in the S and G2/M phase (~93%).
(d) The EGCG only-treated group (Figures 8a–d and 9a–d).

 
Figure 8. Cell cycle analysis. Relative frequencies of cells in different phases of the cell cycle in The
control group (a) contained around 80% of cells in the S and G2/M phase. However, cells were arrested
in the sub-G1 phase in tissues treated with DEN only (b). On the other hand, the EGCG plus DEN (c)
treatment allowed the cells to move from the sub-G1 phase to the G1 and S phase as indicated by an
increased frequency of cells in the S and G2/M phase. (d) The EGCG only-treated group.
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Figure 9. Cell cycle significance analysis between the groups using a bar diagram. Relative
frequencies of cells in different phases of the cell cycle in (a) control, (b) DEN only-treated, (c) DEN +
EGCG-treated, and (d) EGCG only-treated groups.

4. Discussion

The current study results provide evidence of the role of EGCG in the regulation of apoptosis,
antioxidant production, and inflammatory cytokines in rat liver damage with the concept of
mitochondrial homeostasis. Significantly, the current study results also advocate for an argument for
further analysis of EGCG or structurally related molecules as inhibitors of TNF-α and IL-6 synthesis
and possibly other cytokine-regulated diseases. The anti-inflammatory, tumor-suppressing, and
anti-oxidative effects of EGCG have been studied formerly. Howbeit, its antioxidant effect is the most
imperative one [26,27]. During liver injury, the generation of free radicals and reactive oxygen species
plays a critical role in the augmentation of tissue damage. As the injury proceeds, inflammatory
cascades are activated, leading to the release of pro-inflammatory cytokines and free radicals, which
finally causes activation of inflammatory Kupffer cells and recruitment of neutrophils at the site of
injury. Stimulated inflammatory cells are accountable for the generation of more free radicals and
provoked secretion of pro-inflammatory mediators. A large amount of released free radicals induce
lipid peroxidation in the cellular phospholipid bilayer, which can damage the cytosol and other cellular
organelles [5]. Thoughtfully, the anti-oxidative effects of EGCG come into action through activation of
anti-oxidation protective signaling, thus reducing injury [28,29]. Similarly, other studies have shown
anti-oxidative and preventive effects of EGCG on different hepatic injury animal models [30,31].

In the current study, DEN-induced liver injury in a rat model was characterized by an increase
in the secretion of pro-inflammatory cytokines, including IL-6 and TNF-α. This study shows that
EGCG ameliorated liver injury along with a decrease of IL-6 and TNF-α levels in serum. These
results are supported by previous studies in which IL-6 deficiency or IL-6R blockade ameliorated
hepatocyte damage, indicating that the control of IL-6 production may produce a valuable outcome
in liver injury [32,33]. A previous study by Jamal et al. [34] showed that administration of green
tea polyphenols showed a role in the prevention of acute liver injury in mice by reducing CRP, IL-6,
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and TNF-α. However, this study specifically provides insight into one of the potential mechanisms of
EGCG’s liver protective activity.

Moreover, EGCG treatment also increases the levels of anti-oxidative enzymes SOD, CAT, and GPx,
suggesting the activation of anti-oxidation protective signaling pathways to provide protection against
oxidative damage. The upregulation of serum levels of AST, ALP, and ALT is a strong indication of the
manifestation of oxidative stress in DEN-induced liver injury. The current study result demonstrates
that EGCG reduces oxidative stress by reducing the serum levels of these liver functionality enzymes.
It has been reported that oxidative stress regulates the apoptotic signaling pathway in cells. This result
agrees with a previous finding that treatment with EGCG plays a significant role in the reduction of
liver injury, oxidative stress, and the inflammatory response [5]. Moreover, EGCG also significantly
attenuated the severity of CCl (4)-induced liver injury and the progression of liver fibrosis. Another
study reported that in vitro model of oxidative stress induced by ethanol provided evidence that EGCG
prevented some aspect of liver cell injury caused by ethanol [35].

PTEN is one of the tumor suppressor genes and it is located in the 10q23 region encoding for a
403-amino acid multifunctional protein that comprises lipid and protein phosphatase activities [36].
The overexpression/altered expression of PTEN protein has been noticed in tumors [37]. Several studies
have suggested a role for PTEN in hepatic injury [38,39], but the expression pattern of PTEN protein
among different groups was statistically insignificant in the current study.

Mitochondria are the major source of endogenous reactive oxygen species, and altering
mitochondrial homeostasis is a known mechanism for toxic compounds, including DEN [40,41].
EGCG treatment significantly improves mitochondrial health and number as determined by our TEM
study; several studies [42–44] with EGCG are in accordance with our study. Further studies are needed
to fully investigate this mechanism.

Previous study have suggested that PARP is a family of proteins involved in a number of cellular
processes including DNA repair and apoptosis [45]. This has been evidently established by an increase
in apoptotic nuclei upon DEN-induced liver injury. However, EGCG decreases the presence of
apoptotic nuclei as demonstrated by the TUNEL assay. Therefore, the present data advocate that
administration of EGCG plays a role in the reduction of liver injury-related cell apoptosis, possibly
by decreasing cleaved caspase-3 and cleaved caspase-9 levels. Thus, the accumulation of DEN in
the liver caused several damaging effects, including marked pathological changes in liver enzyme
activities, generation of reactive oxygen species, and DNA damage, as well as apoptosis. These effects
were reversed by administration of EGCG. Additionally, EGCG administration displayed a clear effect
on the cell cycle, accompanied by a decrease in the sub-G1 population (indicating apoptosis) and
a significant increase in S or G2/M (indicating cell proliferation), the mechanism of which needs to
be further elucidated. A previous finding was in accordance with the current finding and the study
reported negative regulators of the protein kinases and cyclins, thus arresting the cell cycle at the
eG0/G1 phase [46], and EGCG, a chief compound of green tea, inhibited DNA synthesis and arrested
the cell cycle at the G0/G1 phase [47].

In conclusion, the result of the current study demonstrates that EGCG treatment reduced the
amount of DEN-induced hepatic injury by decreasing mitochondrial oxidative stress and cellular
apoptosis. Furthermore, it was also revealed that EGCG inhibits CRP, TNF-α, and IL-6 production and
suppresses the inflammation process. Hence, EGCG can be used as a plausible therapeutic tool against
liver injury and other liver-associated diseases.
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Abstract: Hsp27, Hsp60, Hsp70, and Hsp90 are chaperones that play a crucial role in cellular
homeostasis and differentiation, but they may be implicated in carcinogenesis. Follicular neoplasms
of the thyroid include follicular adenoma and follicular carcinoma. The former is a very frequent benign
encapsulated nodule, whereas the other is a nodule that infiltrates the capsule, blood vessels and the
adjacent parenchyma, with a tendency to metastasize. The main objective was to assess the potential
of the Hsps in differential diagnosis and carcinogenesis. We quantified by immunohistochemistry
Hsp27, Hsp60, Hsp70, and Hsp90 on thin sections of human thyroid tissue with follicular adenoma or
follicular carcinoma, comparing the tumor with the adjacent peritumoral tissue. Hsp60, Hsp70, and
Hsp90 were increased in follicular carcinoma compared to follicular adenoma, while Hsp27 showed
no difference. Histochemical quantification of Hsp60, Hsp70, and Hsp90 allows diagnostic distinction
between follicular adenoma and carcinoma, and between tumor and adjacent non-tumoral tissue.
The quantitative variations of these chaperones in follicular carcinoma suggest their involvement in
tumorigenesis, for instance in processes such as invasion of thyroid parenchyma and metastasization.

Keywords: Hsp27; Hsp60; Hsp70; Hsp90; molecular chaperone; chaperonopathies; thyroid; follicular
adenoma; follicular carcinoma; differential diagnosis; carcinogenesis

1. Introduction

Thyroid tumors are the most frequent endocrine malignancies and their incidence is steadily
increasing [1]. They are divided into epithelial and non-epithelial tumors. Follicular neoplasms of the
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thyroid gland include benign follicular adenoma (FA) and follicular carcinoma (FC) [2]. FA is the most
common benign thyroid tumor and occurs in follicular cells. Macroscopically, it may appear as a single
nodule, whose diameter can vary from a few millimetres to a few centimetres, surrounded by a single
capsule. Microscopically, it is characterized by the proliferation of many follicles surrounded by a
capsule and, depending on their size the adenomas can be sorted into normofollicular, microfollicular,
macrofollicular, and solid-trabecular.

Among thyroid carcinomas, FC is the second most common epithelial tumor after papillary
carcinoma, occurring late in life, with the fifth and sixth decades being the most affected, and is more
aggressive than papillary carcinoma [3]. Macroscopically it appears as a thyroid nodule of variable
diameter and may or may not possess a capsule. Microscopically, FC consists of a proliferation of
follicles, similarly to FA, but the neoplastic follicles invade the tumor capsule when present, penetrating
into blood vessels and/or the adjacent normal thyroid tissue, a feature that can only be appreciated
with histological but not with cytological techniques [4].

Immunohistochemical analysis does not usually allow the differentiation between benign and
malignant lesions and, as a consequence, the majority of patients with these lesions are referred to
surgery without a precise diagnosis. For this reason, it is necessary to improve the preoperative
diagnosis also because no clinical, radiological, or laboratory test currently available is sufficiently
sensitive and specific to distinguish benign from malignant follicular lesions detected by fine-needle
aspiration [5].

Molecular chaperones are the main components of the chaperoning system with canonical and
non-canonical functions [6,7]. The former functions pertain to maintenance of protein homeostasis and
include assisting in the: folding of nascent polypeptides as soon as they emerge from the ribosome and
until they reach their native and biologically active tridimensional structure; prevention of protein
misfolding and aggregation; translocation of proteins from one cell compartment to another; and
driving damaged or unnecessary proteins toward degradation [8–12].

Many chaperones are heat shock proteins (Hsp) but although not all Hsp are chaperones the terms
molecular chaperone (or chaperone in short) and Hsp are used as synonyms. Chaperones are classified
according to molecular weight [7] and designated variously, which causes confusion, and because of
this, attempts at nomenclature standardization have been made [13].

Although chaperones are considered essentially cytoprotective, it is now known that they
can also be pathogenic if abnormal in structure, or location, or quantity, causing diseases named
chaperonopathies, including several types of cancer [7,14].

Some chaperones are increased in various cancers with the magnitude of the increase being closely
associated with prognosis and with resistance to anticancer therapy, the former being worse and the
latter being higher as the chaperones increase is bigger [15,16].

There are few data in the literature on the role of Hsp in thyroid cancer, for example Hsp27 was
increased in anaplastic carcinoma [17], and in papillary carcinoma, in which it was induced by 17
β-estradiol, which facilitates proliferation and confers resistance to apoptosis [18]. In this study, we
performed immunomorphological analysis on samples of FA and FC to evaluate, for the first time to
our knowledge, the tissue levels of Hsp27, Hsp60, Hsp70, and Hsp90. We focused on these chaperones
based on the fact that they are implicated in chaperonopathies, including carcinogenesis [15,19].

2. Materials and Methods

2.1. Sample Collection

Formalin-fixed and paraffin-embedded thyroid tissue of human FA and FC (10 samples for each
group) were retrieved from the archives of the Department of Human Pathology of the University
of Palermo to perform immunohistochemical assays for Hsp27, Hsp60, Hsp70, and Hsp90. These
samples were from patients who had undergone thyroidectomy surgery in the Department of Surgical,
Oncological and Oral Sciences at the University of Palermo (Table 1). The experiments related to this
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study were conducted as part of the study project approved by the Ethics Committee of University
Hospital AUOP Paolo Giaccone of Palermo (N◦ 05/2017 of 05/10/2017).

Table 1. Patient demographics and tumor characteristics.

Sex Age (yrs)* Localization
Thyroid Weight

(g)
Nodules Size

(mm)

FOLLICULAR ADENOMA

M 27 Right lobe 35 17
F 39 Right lobe 15 28
F 69 Left lobe 30 24
M 46 Right lobe 35 32
F 73 Left lobe 120 30
F 55 Left lobe 20 20
F 67 Right lobe 40 22
M 35 Left lobe 55 38
F 29 Isthmus 60 42
F 48 Right lobe 70 15

FOLLICULAR CARCINOMA
Stage

(AJCC/TNM)

F 41 Left lobe 45 25 I
F 29 Right lobe 35 30 I
M 62 Right lobe 80 35 I
F 51 Right lobe 50 40 I
F 48 Isthmus 20 28 I
F 39 Left lobe 25 25 I
M 67 Right lobe 45 38 II
F 57 Right lobe 60 22 II
F 29 Left lobe 25 19 I
F 61 Right lobe 30 41 I

*Abbreviations. Yrs, years; M, male; F, female; AJCC, American Joint Committee on Cancer;
TNM, Tumor-Nodes-Metastasis.

2.2. Immunohistochemistry

Immunohistochemical experiments were performed on 5-micron thick sections of
paraffin-embedded tissue, obtained with a cutting microtome. The slides were dewaxed in xylene for
30 min at 60 ◦C and rehydrated, at 22 ◦C, by sequential immersion in a graded series of alcohols and
transferred into distilled water for 5 min. Then, the sections were incubated for 8 min in Sodium Citrate
Buffer (pH 6) at 95 ◦C for antigen unmasking and immersed for 8 min in acetone at −20 ◦C to prevent
the detachment of the sections from the slide. After a wash of sections with PBS (Phosphate Buffered
Saline pH 7.4) at 22 ◦C for 5 min, the experiments for Hsp60, Hsp70, and Hsp90 were performed
applying a streptavidin–biotin complex method, using Histostain®-Plus 3rd Gen IHC Detection Kit
(Life Technologies, Frederik, MD, USA; Cat. No. 85–9073). Therefore, the sections were treated for
5 min with Peroxidase Quenching Solution (reagent A of Histostain®-Plus 3rd Gen IHC Detection Kit,
Life Technologies) to inhibit endogenous peroxidase activity, and after another wash with PBS at 22 ◦C
for 5 min, were treated with blocking solution (reagent B of Histostain®-Plus 3rd Gen IHC Detection
Kit, Life Technologies) for 10 min to block non-specific antigenic sites. Subsequently, the sections
were incubated overnight at 22 ◦C, with a primary antibody against human Hsp60 (rabbit anti-Hsp60
polyclonal antibody, Santa Cruz Biotechnology, Inc., Santa Cruz, CA, USA, cat. N◦: sc-13966, dilution
1:300), human Hsp70 (mouse anti-Hsp70 monoclonal antibody, clone W27, Santa Cruz Biotechnology,
Inc, Santa Cruz, CA, USA, cat. N◦: sc-24, dilution 1:200) and human Hsp90 (mouse anti-Hsp90
monoclonal antibody, clone F-8, Santa Cruz Biotechnology, Inc., Santa Cruz, CA, USA, cat. N◦: sc-13119,
dilution 1:200). Appropriate positive and negative (isotype) controls, were run concurrently. The
following day, after a wash with PBS at 22 ◦C for 5 min, the sections were incubated with a universal
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biotinylated secondary antibody (Biotinylated Secondary Antibody reagent C Histostain®-Plus 3rd
Gen IHC Detection Kit, Life Technologies) for 10 min. After a subsequent washing with PBS for 5 min,
the sections were incubated with streptavidin-peroxidase complex (Streptavidin-Peroxidase Conjugate
reagent D Histostain®-Plus 3rd Gen IHC Detection Kit, Life Technologies) for 10 min, and following
a further washing in PBS for 5 min, the slides were incubated in the dark for 5 min with the DAB
chromogen (diaminobenzidine) (DAB chromogen reagents E1 and E2 Histostain®-Plus 3rd Gen IHC
Detection Kit, Life Technologies). The experiments for Hsp27 were performed using an IHC goat kit
(Cell & Tissue Staining Kit, R&D Systems, Inc., Minneapolis, MN, USA, Cat N◦ CTS008). Sections,
after deparaffinization, were treated at 22 ◦C for 5 min with Peroxidase Blocking Reagent (Cell &
Tissue Staining Kit, R&D Systems, Inc.) to inhibit endogenous peroxidase activity and after another
wash with PBS for 5 min, with a Serum Blocking Reagent D (Cell & Tissue Staining Kit, R&D Systems,
Inc.) for 15 min to block non-specific antigenic sites. Since the detection is based on the formation of
Avidin-Biotin complex, the sections were treated with Avidin Blocking Reagent (Cell & Tissue Staining
Kit, R&D Systems, Inc.) at 22◦C for 15 min. After a wash with PBS, the sections were incubated with
Biotin Blocking Reagent for 15′ (Cell & Tissue Staining Kit, R&D Systems, Inc.). After another wash
with PBS, the sections were incubated at 22 ◦C overnight, with a primary antibody against human
Hsp27 (goat anti-Hsp27 polyclonal antibody, Santa Cruz Biotechnology, Inc., Santa Cruz, CA, USA,
cat. N◦: sc-1048, dilution 1:150). For all samples, appropriate positive and negative (isotype) controls
were run concurrently. So the samples were washed at 22 ◦C three times in PBS for 15 min/wash, and
then the sections were incubated with Biotinylated Secondary Antibody (Cell & Tissue Staining Kit,
R&D Systems, Inc.) for 40 min most often (the length of this incubation time varies depending on the
thickness of the section). After that, the slides were washed three times in PBS for 15 min/wash. The
high detection sensitivity of this method is obtained by using premium quality biotinylated secondary
antibodies and High Sensitivity Streptavidin-conjugated HRP (HSS-HRP). HSS is a chemical analog
of Streptavidin that interacts only with Biotin bound to secondary antibodies. The sections were
incubated at 22 ◦C with HSS-HRP (Vial B, Cell & Tissue Staining Kit, R&D Systems, Inc.) for 30 min.
For all samples, the visualization is based on enzymatic conversion of chromogenic substrates 3,3′
Diaminobenzidine (DAB) into a colored precipitate (brown), by horseradish peroxidase (HRP) at the
sites of antigen localization, after two subsequent washing with PBS for 2 min/wash, the slides were
incubated in the dark for 5 min with the DAB chromogen (200 μL of DAB chromogen solution were
required to cover tissue section on a single slide). Two drops of DAB Crhomogen were added to 2 mL
of DAB Chromogen Buffer (Cell & Tissue Staining Kit, R&D Systems, Inc.).

The nuclei were counterstained with hematoxylin (Hematoxylin aqueous formula, REF
05-06012/LN. Cat. S2020, Bio-Optica, Milano, Italy). Finally, the slides were mounted for observation
with coverslips using a permanent mounting medium (Vecta Mount, H-5000, Vector Laboratories, Inc.
Burlingame, CA, USA). The observation of the sections was carried out with an optical microscope
(Leica DM 5000 B, Leica Microsystems Srl, Buccinasco (MI), Italy) connected to a digital camera
(Leica DC 300F).

Two independent observers (F.C, and F.R) examined all specimens on two separate occasions
and performed a quantitative analysis to quantify the percentage of epithelial cells positive for Hsp27,
Hsp60, Hsp70, and Hsp90. All the observations were done at a magnification of 400× and the
percentage of positive cells was calculated in a high-power field (HPF) and repeated for 10 HFP.
The immunopositivity evaluation is expressed as average percentage of all immuno-quantifications
performed in each case for each Hsp. Statistical analyses were carried out using the GraphPad Prism 4.0
package (GraphPad Inc., San Diego, CA, USA). One-way ANOVA analysis of variance with Bonferroni
post-hoc multiple comparisons was used to detect significant statistical differences. All data are
reported as the means ± SD, and the level of statistical significance was set at p ≤ 0.05.
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2.3. Results

The presence and levels of Hps27, Hsp60, Hps70 and, Hsp90 were determined in the tumor
tissue itself and in the adjacent parenchyma (AP) of FA and FC. The immunopositivity for Hsp27 was
observed in the cytoplasm and the nucleus in tumoral cells while only in the cytoplasm in the cells of
the adjacent parenchyma. It was high in all specimens and it did not show significant quantitative
differences between the specimens or tissue type: it was 73% in FA and 70% in its AP, and 68% in FC
and 47% in its AP (Figure 1).

Figure 1. Hsp27 Immunohistochemistry. (A) Representative images of immunohistochemical results
for Hsp27. Magnification 200×; scale bar 100 μm. (B) The histogram shows statistical results for
the immunohistochemical evaluation for Hsp27 in follicular adenoma (FA), adjacent parenchyma of
follicular adenoma (AP FA), follicular carcinoma (FC) and adjacent parenchyma of follicular carcinoma
(AP FC). Data are presented as mean +SD.

The Hsp60 tissue levels were 33% in FA and 7% in its AP with a significant difference (p ≤ 0.01),
and in FC the immunopositivity was 74% and 6% in its AP with a significant difference (p ≤ 0.001).
In the FA and FC epithelial cells, the immunopositivity was diffuse in the cytoplasm while in the
epithelial cells of the AP was also in the cytoplasm but mild and granular. Statistical analysis also,
showed a significant difference between FA and FC (p ≤ 0.001) (Figure 2).
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Figure 2. Hsp60 Immunohistochemistry. (A) Representative images of immunohistochemical results
for Hsp60. Magnification 200X; scale bar 100 μm. (B) The histogram shows statistical results for
the immunohistochemical evaluation for Hsp60 in follicular adenoma (FA), adjacent parenchyma of
follicular adenoma (AP FA), follicular carcinoma (FC) and adjacent parenchyma of follicular carcinoma
(AP FC). Data are presented as the mean +SD. * p ≤ 0.0001, # p ≤ 0.01.

The results for Hsp70 showed a positivity of 18% and 8% in FA and its AP, respectively, with no
statistical difference, and of 55% and 7% in FC and its AP, respectively, with a statistical difference
(p ≤ 0.001). The epithelial cells of FC showed a high cytoplasmic positivity while those of FA and the
AP of both neoformations, showed a mild and pointed immunopositivity. Statistical analysis also
showed a significant difference between FA and FC (p ≤ 0.001) (Figure 3).

Figure 3. Hsp70 Immunohistochemistry. (A) Representative images of immunohistochemical results
for Hsp70. Magnification 200×; scale bar 100 μm. (B) The histogram shows statistical results for
the immunohistochemical evaluation for Hsp70 in follicular adenoma (FA), adjacent parenchyma of
follicular adenoma (AP FA), follicular carcinoma (FC) and adjacent parenchyma of follicular carcinoma
(AP FC). Data are presented as the mean +SD. * p ≤ 0.0001.

54



Appl. Sci. 2019, 9, 4324

The tissue levels of Hsp90 were 25% in FA and 15% in its AP, and were 56% in FC and 33% in
its AP with no statistical difference. In all specimens the immunopositivity was cytoplasmic, intense
in the FC and FA cells while mild in the cells of the AP. Statistical analysis also showed a significant
difference between FA and FC (p ≤ 0.05) (Figure 4).

Figure 4. Hsp90 Immunohistochemistry: (A) Representative images of immunohistochemical results
for Hsp90. Magnification 200×; scale bar 100 μm. (B) The histogram shows statistical results for
the immunohistochemical evaluation for Hsp90 in follicular adenoma (FA), adjacent parenchyma of
follicular adenoma (AP FA), follicular carcinoma (FC) and adjacent parenchyma of follicular carcinoma
(AP FC). Data are presented as the mean +SD. * p < 0.05.

Our immunohistochemical observation was also dedicated to the evaluation of the intracellular
localization of the Hsp immunopositivity. We observed an accumulation of Hsp60, Hsp70, and Hsp90
in the cytoplasm and of Hsp27 in the cytoplasm and in the nucleus.

3. Discussion

In this work, we studied the immunohistochemical levels of Hps27, Hsp60, Hps70, and Hsp90 in
human thyroid tissue with follicular adenoma (FA) and follicular carcinoma (FC). FC is characterized
by the ability to invade the tumor capsule when this is present and forcing its way inside blood vessels
and in the adjacent normal thyroid tissue. This characteristic distinguishes FC from FA. In general,
the pathological condition of cancer is characterized by an imbalance between cell proliferation and
differentiation. A physiological balance between cell proliferation and differentiation is essential to
ensure proper growth and development of multicellular organisms, and to maintain adult tissue and
organ homeostasis. It is of fundamental interest in cancer pathology to understand the mechanisms
underpinning the origin of the loss of cell differentiation capability and the induction of malignancy
progression. Molecular chaperones play a key role in the maintenance of cellular and tissue homeostasis
and in the regulation of organ remodelling [20–23]. However, when abnormal in structure and/or
quantity and/or function, and/or location, chaperones can cause disease, the chaperonopathies [7,14],
and numerous scientific reports showed their involvement in the pathogenesis and progression of
various human neoplasms [15,19,24]. High tissue levels of Hsps are often associated with cancer
progression and invasiveness, as shown by studies in which it was suggested that these proteins are
augmented in some types of tumors with tendency to invade surrounding tissues and to spread to
distant organs [19,25–27].
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Hsp27 was initially characterized as a chaperone that facilitates the refolding of damaged proteins
in response to heat shock. Further investigations revealed that Hsp27 also responds to oxidative
and chemical stressors, mainly acting as an antioxidant and antiapoptotic agent. It was observed
that an increase of Hsp27 levels is transiently induced at specific stages during development and
cell differentiation and occurs concomitantly with the differentiation-associated decrease of cellular
proliferation [28,29]. Other studies reported that Hsp27 is augmented in different types of tumors and
its levels are directly associated with a more aggressive malignant behavior (cancer cell proliferation,
invasiveness, and metastasis) and resistance to chemotherapy [30,31]. Furthermore, Hsp27 mediates
endothelial cell mobility, improving angiogenesis [32].

The eukaryotic Hsp60 resides and works in the mitochondrial matrix where, together with its
co-chaperonin Hsp10, drives the proper folding of proteins destined to the mitochondrial matrix. In
addition to this intramitochondrial function, Hsp60 plays a role in other cellular processes beyond
the mitochondrion, for instance in the cytosol, plasma-cell membrane, extracellular environment,
and biological fluids) [33]. Hsp60 seems to be directly or indirectly involved in carcinogenesis in
different organs, since its levels change during the carcinogenetic steps [15,24]. Hsp60 levels are
increased in various tumors such as colorectal cancer, liver and uterine cervical cancers and its levels
are correlated with cancer progression, which makes this chaperonin a useful biomarker indicating
poor prognosis [34,35].

There are many reports of a strong association of Hsp70 with cancer development. For instance, it
promotes carcinogenesis by acting as survival factor owing to its tumor-associated expression and
anti-apoptotic effects [36]. Hsp70 abundance gives the neoplasm greater invasiveness [37].

Hsp90 is also augmented in various cancers, apparently playing important roles in cancer
biology by regulating tumor growth, invasion, metastasis, angiogenesis, and apoptosis, and induces
neoangiogenesis by stabilizing vascular endothelial growth factor and nitric oxide syntheses [38–40].

In light of what is available in the literature in the field of Hsp and cancer, very briefly summarized
in the preceding paragraphs, we decided to evaluate the tissue levels of the four molecular chaperones
discussed above, simultaneously, in samples of thyroid follicular neoplasms, about which there is little
information. We also observed the localization of these Hsp in tumor cells to evaluate their possible
localization change.

Hsp27 levels did not show significant quantitative differences between the groups studied. This
result is in contrast with the data present in the literature on other types of tumors, which indicates that
the thyroid tumors deserve detailed analysis to elucidate the basis for this unique feature regarding
Hsp27. However, even if we did not find a quantitative difference, we observed a nuclear localization
that, according to the data in the literature, would be linked to the phosphorylation of the chaperone [41].

Conversely, we observed a higher immunopositivity of Hsp60, Hsp70, and Hsp90 in FC compared
to FA and their adjacent parenchyma. These data are in agreement with what has been published in
the literature on other types of tumors. The increase of Hsp60 and Hsp70 in FC suggest its implication
in carcinogenesis and in the progression of this tumor. Hsp60 and Hsp70 levels in FC were higher
compared to adjacent parenchyma levels. In normal cells, Hsp 60 is detected in the mitochondria
while in tumoral cells it is abundant in the cytoplasm. These data are interesting because both Hsps
could be considered tumor tissue markers. Likewise, the higher levels of Hsp90 might indicate its
implication in the process of FC invasion of surrounding tissue. This could be attributed to the known
stabilizing effects of Hsp90 on matrix metalloproteinases, which would favor tumor infiltration and
invasion [42,43].

In conclusion, our immunohistochemical data suggest an involvement of Hsp60, Hsp70, and
Hsp90 in the mechanisms of carcinogenesis of thyroid follicular carcinoma. The immunomorphological
observation showed a change in cellular localization of the Hsps studied. This pattern is found in
various carcinogenic processes [19,24]. It is necessary to continue these studies to clarify the molecular
mechanisms underlying the increase in tissue levels of these chaperones in this human cancer. In this
regard, determination of chaperone-gene expression levels and elucidation of post-transcriptional
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mechanisms that might be involved in augmenting the levels of the chaperones in thyroid tumors
seem to be the most promising approaches toward finding points of attacks by anti-cancer agents.
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Abstract: Renal hypouricemia (RHUC) is caused by an inherited defect in the main (reabsorptive)
renal urate transporters, URAT1 and GLUT9. RHUC is characterized by decreased concentrations
of serum uric acid and an increase in its excretion fraction. Patients suffer from hypouricemia,
hyperuricosuria, urolithiasis, and even acute kidney injury. We report the clinical, biochemical, and
genetic findings of a pediatric patient with hypouricemia. Sequencing analysis of the coding region
of SLC22A12 and SLC2A9 and a functional study of a novel RHUC1 variant in the Xenopus expression
system were performed. The proband showed persistent hypouricemia (67–70 μmol/L; ref. range
120–360 μmol/L) and hyperuricosuria (24–34%; ref. range 7.3 ± 1.3%). The sequencing analysis
identified common non-synonymous allelic variants c.73G >A, c.844G >A, c.1049C > T in the SLC2A9
gene and rare variants c.973C > T, c.1300C > T in the SLC22A12 gene. Functional characterization
of the novel RHUC associated c.973C > T (p. R325W) variant showed significantly decreased urate
uptake, an irregular URAT1 signal on the plasma membrane, and reduced cytoplasmic staining.
RHUC is an underdiagnosed disorder and unexplained hypouricemia warrants detailed metabolic
and genetic investigations. A greater awareness of URAT1 and GLUT9 deficiency by primary care
physicians, nephrologists, and urologists is crucial for identifying the disorder.

Keywords: SLC22A12; URAT1; hypouricemia; uric acid transporters; excretion fraction of uric acid

1. Introduction

Hypouricemia is defined as serum uric acid concentrations below 119 μmol/L (2 mg/dL). It is
characterized by increased uric acid clearance or decreased uric acid production. Hypouricemia is
a relatively rare condition, occurring in about 0.15–3.3% of the general population and 1.2–4% in
hospitalized patients [1,2]. Malignancy is ranked first as a possible etiology of secondary hypouricemia,
followed by diabetes mellitus, renal tubulopathies such as Fanconi syndrome, and medication.
Excretion fraction of uric acid (EF-UA) is a key biochemical marker for a differential diagnosis of
primary hypouricemia. Markedly elevated EF-UA suggests renal hypouricemia while lower or normal
EF-UA suggests hereditary xanthinuria [3].

Renal hypouricemia (RHUC) is a heterogeneous hereditary disorder caused by a dysfunction of
the main renal urate transporters, URAT1 and GLUT9. Characteristic biochemical markers include
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markedly decreased serum uric acid concentrations (S-UA) and elevated EF-UA. Clinical markers
include exercise-induced acute renal failure, urolithiasis, and hematuria along with fatigue, nausea,
vomiting, and diffuse abdominal discomfort. However, RHUC is also characterized by clinical
variability, and only about 10% of all patients with a URAT1 defect have nephrolithiasis and/or
acute kidney injury due to spasms of the renal artery. Currently there is no treatment for RHUC;
however, allopurinol has been used to prevent recurrence of acute kidney injury episodes, and oral
supplementation with antioxidants is recommended [4].

The role of URAT1 and the association of genetic variants of the SLC22A12 gene with renal
hypouricemia (RHUC type 1, OMIM no. 220150) were identified in 2002 [5], and to date, about
200 patients have been identified. The relationship between the GLUT9 transporter (gene SLC2A9)
and renal hypouricemia (RHUC type 2, OMIM no. 612076) was reported in 2008 [6], and to date,
about 15 patients have been identified. Homozygous or compound heterozygous loss-of-function
mutations in the SLC22A12 gene lead to a partial defect in absorption of uric acid, while variants in the
SLC2A9 are responsible for severe hypouricemia and hyperuricosuria (SUA < 10 μmol/L, EF-UA >
90%), which is often complicated by nephrolithiasis and acute kidney injury, such as that seen in
RHUC1. Genetic variants in the SLC22A12 gene are the primary cause of renal hypouricemia (>90%)
with major variants reported in Asia region (Japanese and Korea, variant p.W258X with frequencies
2.3%) and in the Roma population (p.L415_G417del and p.T467M with frequencies of 1.9% and 5.6%,
respectively) [7–10].

This case study expands our understanding of the molecular mechanisms of renal hypouricemia
and confirms the distribution of dysfunctional URAT1 variants in non-Asian patients.

2. Materials and Methods

2.1. Patient

A three-year-old Caucasian girl was referred for an endocrine examination due to her small stature.
The child’s mother had been under long-term treatment for a psycho-affective disorder, which also
included the pregnancy with her daughter; the father was healthy. The child was born during the 31st
week of pregnancy, by C-section, due to premature discharge of amniotic fluid. Birth weight was 1330 g,
and length was 37 cm. Oxygen therapy was necessary for 5 days but without the need for artificial
pulmonary ventilation. During development, the child showed symptoms of psychomotor retardation.
Therefore, developmental rehabilitation was initiated. Rehabilitation was carried out, however, family
compliance was poor. The mother abandoned the family, and the girl was in alternating custody of
her father and grandmother. On initial examination by an endocrinologist, the girl was 94.5 cm tall
(−3.4 SD), had a body weight of 13.4 kg (−1.8 SD), and had only grown about 2.7 cm in the previous year.
The father’s body height was 163.5 cm, but the mother’s height was unknown. The child’s physical
examination was without irregularities except for orbital hypertelorism. Her level psychomotor
development corresponded approximately to that of a two-year-old child. Because hypouricemia
(67–70 μmol/L) was repeatedly found during endocrine re-examinations, further analyses were carried
out, mainly focused on purine metabolism disorders. High-performance liquid chromatography
determination of hypoxanthine and xanthine in urine was performed on Waters Alliance 2695 [3].

2.2. Genetic Analysis

Genomic DNA was extracted from a blood sample using a QIAmp DNA Mini Kit (QiagenGmbH,
Hilden, Germany). All coding exons and intron-exon boundaries of SLC22A12 and SLC2A9 were
amplified from genomic DNA using polymerase chain reaction and subsequent purificated using a PCR
DNA Fragments Extraction Kit (Geneaid, New Taipei City, Taiwan). DNA sequencing was performed
on an automated 3130 Genetic Analyzer (Applied Biosystems Inc., Foster City, CA, USA). Primer
sequences and PCR conditions used for amplification were described previously [11,12]. The reference
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genomic sequence was defined as version NC_000011.8, region 64,114,688..64126396, NM_144585.3 for
SLC22A12; NM_020041.2, NP-064425.2, SNP source dbSNP 132 for SLC2A9.

2.3. Functional Analysis

A missense variant of URAT1, p.R325W, was tested for urate transport activity using in vitro
expression analysis in Xenopus oocytes as previously described [11,13]. Subcellular localization was
determined using immunocytochemical analysis. Immunodetection of URAT1 was performed on
3.5 μm paraffin sections using rabbit anti-SLC22A12 polyclonal antibody (Sigma, St. Louis, MO,
USA). The paraffin sections were stained after heat-induced antigen retrieval (10 mM citrate buffer,
pH 6.1, for 20 min at 97.0 ◦C in a water base) using standard blocking procedures. The primary
antibody against URAT1 was diluted 1:25 in PBS and applied overnight at 4 ◦C. Detection of bound
primary antibodies was achieved using Alexa Fluor 488-conjugated with anti-rabbit IgG (diluted 1:500;
Abcam, Cambridge, Britain). For image acquisition, we used an Olympus BX53 fluorescent microscope
(Olympus, Hamburg, Germany).

3. Results

3.1. Patient

The proband had persistent hyperuricemia (67–70 μmol/L; ref. range 120–360 μmol/L) and an
increased EF-UA (24.3–34.2%; ref. range 7.3 ± 1.3%) with normal urinary excretion of hypoxanthine
and xanthine, Table 1. No clinical or laboratory symptoms of renal disease were present in the patient.
During follow-up, the patient was without episodes of acute kidney injury; her ultrasound exam
showed no nephrolithiasis, and her creatinine clearance (estimated as eGF) was within the normal
range. Supporting examinations to determine the cause of her small stature found normal serum levels
of Thyroid Stimulating Hormone (TSH) and fT4, however, IGFBP-3 was low, and IGF-1 was well below
the reference level. A growth hormone deficit was demonstrated with stimulation tests (clonidine
test, hypoglycemia test). Brain magnetic resonance imaging found a markedly small hypophysis;
the pituitary stalk was evaluated as normal. Cytogenetic analysis demonstrated a normal 46, XX
karyotype. Growth hormone replacement therapy was initiated.

Table 1. Biochemical and genetic parameters of the proband and her father. a reference range for
women and children; b reference range for men.

Table Cont. Serum UA
(μmol/L)

EF-UA (%)
Serum Creatinine

(μmol/L)
Identified Variants

in SLC22A12

Proband 67–70 24.3–34.2 32 c.973C > T (C/T);
c.1300C > T (C/T)

Father of proband 205 N/A 62 c.1300C > T (C/T)

Reference range
120–360 a

120–420 b
7.3 ± 1.3 a

10.3 ± 4.2 b 50–110 -

3.2. Genetic Analysis

Sequencing analysis of SLC2A9 revealed six intron variants (rs2240722, rs2240721, rs2240720,
rs28592748, rs13115193 and rs61256984), three synonymous variants (rs13113918, rs10939650 and
rs13125646) and three common non-synonymous allelic variants (rs2276961, p.G25R; rs16890979,
p.V282I and rs2280205, p.P350L). A sequencing analysis of SLC22A12 revealed one intron variant
(rs11231837), four synonymous (rs3825016, rs11231825, rs1630320, and rs7932775), and two
heterozygous rare non-synonymous allelic c.973C > T variants (p.R325W, rs150255373, Figure 1A,B),
and a previously identified c.1300C > T variant (p.R434C, rs145200251) [14]. Segregation analysis was
not fully performed because the child’s family was not interested.
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Figure 1. Illustration of allelic variant p.R325W in genetic, protein and functional context.
(A) Electropherograms of partial sequences of exon 6 showing a heterozygous c.973C > T variant
in the SLC22A12 gene. (B) Position of identified allelic variant p.R325W in a URAT1 membrane
topology model. (C) Immunohistochemical analysis of Xenopus oocytes injected with 50 ng of cRNA
encoding the wt or p.R325W using anti-URAT1 polyclonal antibodies. The URAT1 signal is green,
autofluorescent granules in the cytoplasm of oocytes are blue. Water-injected oocyte without any
detectable URAT1 signal. Oocyte injected with wt cRNA exhibited a strong linear signal on the plasma
membrane and a finely granular intracytoplasmic signal. The variant p.R325W was characterized
by a weak discontinuous URAT1 signal on the plasma membrane, and reduced intracytoplasmic
staining compared to the wt. Scale bar represents 50μm. (D) Uric acid accumulation in Xenopus
oocytes transfected with wt URAT1 and p.R325W URAT1 allelic variant after 30 min of incubation
in [8-14C] 600 μM uric acid/ND - 96 solution. The data was tested by One-way Analysis of variance
(ANOVA). In comparison to wt URAT1, significantly lower UA accumulation (* p < 0.05) was detected
in p.R325W URAT1 injected oocytes (n = 5; means ± SD). H2O injected (mock) oocytes were used as a
negative control.
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3.3. Functional Analysis

Urate transport via the p.R325W variant was significantly decreased in comparison to the wild
type (wt) (* p < 0.05), Figure 1C. This finding indicated that the above-mentioned URAT1 variant leads
to reduced urate reabsorption at the apical membrane of proximal renal tubules leading to decreased
serum urate levels. Oocytes expressing the wt exhibited strong continuous URAT1 immunostaining on
the plasma membrane and dispersed finely granular staining in the cytoplasm. Oocytes expressing
p.R325W showed a weak discontinuous URAT1 signal on the plasma membrane and intracytoplasmic
staining was lower than in the wt, Figure 1D.

4. Discussion and Conclusions

Urate transport in the kidney is a complex process involving several transmembrane proteins that
provide reabsorption (URAT1, GLUT9) and secretion (ABCG2). In genome-wide association studies,
the SLC2A9 gene is a well-established locus that is significantly associated with hyperuricemia while the
ABCG2 locus had the most significant association with gout susceptibility [15–17]. The dysfunctional
variants in URAT1 and GLUT9 cause hereditary renal hypouricemia, and genetic analysis is needed to
confirm the diagnosis and/or to identify the specific type of renal hypouricemia.

The SLC22A12 gene is located on chromosome 11q13. Ten exons encode two transcript variants of
the URAT1 transporter (332 and 553 amino acids), which are specifically expressed on the epithelial
cells of the proximal tubules in the renal cortex [4]. At present, 52 variations in the SLC22A12 coding
region (40 missense/nonsense, two splicing, three regulatory, three small deletions, two small insertions,
one gross deletion, and one complex rearrangement) have been described (HGMD Professional 2018.4,
http://www.hgmd.cf.ac.uk). Thirty-six URAT1 variants are currently associated with the hypouricemia
phenotype. Functional analysis confirmed in part of these variants impact on urate uptake ability
and/or cytoplasmatic expression and localization [7,11,13,14]. However, not all URAT1 allelic variants
have effect on decreasing of protein expression and/or function (p.R228E, R477H) [7,11].

The analysis of SLC2A9 coding regions in our proband revealed three common non-synonymous
variants: heterozygous rs2276961 (p.G25R, Caucasian MAF = 0.53), rs16890979 (p.V282I, Caucasian
MAF = 0.21), and homozygous rs2280205 (p.P350L, Caucasian MAF = 0.48). These variants have not
been previously reported in association with hypouricemia. Variant p.V282I was previously described
relative to the hyperuricemia and gout phenotype [18]. Moreover, in our previous study, which used
association analysis together with functional and immunohistochemical characterization of these
variants identified in the adult population, we did not find any influence of these allelic variants on
expression, subcellular localization, or urate uptake of GLUT9 transporters [19].

Our analysis of SLC22A12 coding regions revealed two rare heterozygous non-synonymous
variants: rs150255373 (p.R325W, Caucasian MAF = 0.001) and rs145200251 (p.R434C, Caucasian MAF
unknown). Variant p.R434C was previously associated with renal hypouricemia 1 in a five-year-old
Macedonian girl suffering from distal renal tubular acidosis and renal hypouricemia [14]. The patient
had symptoms of dehydration, polyuria, and vomiting. The patient also had rickets and slow
growth. There was evidence of hyperchloremic metabolic acidosis (pH 7.23, HCO3 13.6 mmol/L,
BE = 12.6 mmol/L), hypokalemia (3.0 mmol/L), hypophosphatemia (0.84 mmol/L), hypouricemia
(73 μmol/L), and hyperuricosuria (EF-UA 24–31%). Bilateral nephrocalcinosis and a solitary cyst in
the left kidney were discovered during an ultrasound examination. The patient was given alkali
therapy; metabolic compensation was achieved, serum electrolytes normalized, and low molecular
proteinuria resolved. Only the hypouricemia parameter persisted during the two-year observational
period. The mother of this patient was a heterozygote for the same missense variant (S-UA 136 μmol/L,
EF-UA 19%) and a history of renal colic and the passage of a single renal calculus. Functional studies
of p.R434Cs were previously performed using transiently transfected HEK293 cells [14]. Plasma
membrane expression levels of the p.R434C variant were low, intracellular localization was not strongly
observed, and urate uptake showed a significant reduction of urate transport function (P < 0.001).
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The structural model for URAT1 is mainly focused on the organization and alignment of residues
within 12 transmembrane spanning domains. Variant p.R325W was localized within the putative
extracellular loop. This variant has not yet been identified in the patients of those with renal
hypouricemia, but the nature of this mutation strongly suggests that it is pathogenic; PolyPhen
software (http://genetics.bwh.harvard.edu/pph/) suggested that the variant is possibly damaging (score
0.72). Moreover, another predictive software, SIFT (http://sift.jcvi.org/), suggests that this variant
is deleterious (score 0). On the other hand, CADD (https://cadd.gs.washington.edu/), REVEL, and
MetaLR predictive software indicate that the impact of the variant is likely to be tolerated or benign.
In the middle stands Mutation Assessor (http://mutationassessor.org/r3/) which predicts a moderate
functional impact. Evolutionary analysis of URAT1 paralogs, including six mammalian species,
revealed conservation of p.R325W only between human and chimpanzee (Figure 2). Human and
Simian monkeys possess high affinity and low capacity URAT1 transporter which diverged from
the original low affinity, high capacity paralog (mouse, rat, horse and dog) 43 MYA [20]. Authors
described four key amino acid substitutions in human URAT1 positions 25, 27, 365 and 414 as a crucial
for the high to low affinity and low to high capacity shift. Similarly, as a variant p.R325W, all four
amino acid residues are conserved between human and baboon, but not among other mammalian
species. The functional characterization of p.R325W showed significantly decreased urate uptake
and a weak, discontinuous URAT1 signal on the plasma membrane and reduced intracytoplasmic
staining. The results suggested that p.R325W variant may not affect URAT1 function qualitatively (via
alteration of its intrinsic transporter activity), but rather do so quantitatively (via decreasing its cellular
protein level). Taken together, the data confirm the causality of the p.R325W variant relative to renal
hypouricemia 1.

Figure 2. Alignment of the p.R325W URAT1 amino acids in the studied allelic variants with chimpanzee,
horse, dog, rat and mouse paralogs.

Detailed investigations of serum uric acid concentrations and excretion fractions of uric acid in
patients with unexplained hypouricemia are needed. Many patients with RHUC may be asymptomatic;
however, pediatric nephrologists know that RHUC can cause acute renal failure, especially after
strenuous physical activity. Another risk of RHUC is the development of nephrolithiasis. Although
renal hypouricemia is a rare hereditary disorder, the frequency of novel URAT1 associated variants
shows that this condition is underdiagnosed. RHUC should be considered not only in patients from
Japan or Asia. The phenotypic severity of RHUC1 is not correlated with results from functional
characterizations of URAT1 variants. Functional studies regarding the impact of novel associated
variants are necessary to determine their correlation with scores from prediction algorithms and to
confirm causality.
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Abstract: MacroH2A is a histone variant whose expression has been studied in several neoplasms,
including cutaneous melanomas (CMs). In the literature, it has been demonstrated that macroH2A.1
levels gradually decrease during CM progression, and a high expression of macroH2A.1 in CM cells
relates to a better prognosis. Although both uveal and cutaneous melanomas arise from melanocytes,
uveal melanoma (UM) is biologically and genetically distinct from the more common cutaneous
melanoma. Metastasis to the liver is a frequent occurrence in UM, and about 40%–50% of patients die
of metastatic disease, even with early diagnosis, proper treatment, and close follow-up. We wanted
to investigate macroH2A.1 immunohistochemical expression in UM. Our results demonstrated that
mH2A.1 expression was higher in metastatic UM (21/23, 91.4%), while only 18/32 (56.3%). UMs without
metastases showed mH2A.1 staining. These data could suggest a possible prognostic role for mH2A.1
and could form a basis for developing new pharmacological strategies for UM treatment.

Keywords: immunohistochemistry; macroH2A; prognostic factor; uveal melanoma; metastasis

1. Introduction

Uveal melanoma (UM) is the most frequent primitive intraocular neoplasm in middle age [1]:
it occurs mainly in the choroid and ciliary bodies and less frequently in the iris, and some authors have
suggested that these melanomas arise from previous benign nevi [2]. Histologically, three forms of
UMs can be identified: (a) the spindle cell variant; (b) the epithelioid cell variant; and (c) the mixed cell
variant, showing both epithelioid and spindle cells [3]. The prognosis of UM is poor because about 50%
of patients will develop hepatic metastasis even 10–15 years after surgery [4]. Because of the strange
behavior of this tumor, researchers have tried to determine what could be the mechanisms underlying
the late development of liver metastases. Histone variants are chromatin components that replace
replication-coupled histones in a fraction of nucleosomes and confer unique biological functions to
chromatin [5]. MacroH2A (mH2A) is a histone variant whose expression has been studied in cutaneous
melanomas (CMs). It has been shown that the loss of mH2A isoforms in cutaneous melanomas is
correlated with increasing malignant phenotypes: this mechanism would seem to be mediated by the
upregulation of CDK8, which inhibits the proliferation of melanoma cells. During CM progression,
tumor cells show a low expression of mH2A, and conversely, high levels of mH2A expression correlate
with a better prognosis [6,7].
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In the present study, we studied the immunohistochemical expression of mH2A.1 in 55 primitive
UMs, both with and without metastases, to understand whether expression may be correlated with a
greater risk of metastasis in order to identify a marker able to predict the behavior of UM.

2. Materials and Methods

2.1. Patients and Tissue Samples

A retrospective study was performed on 55 primitive choroid and/or ciliary body melanomas
after surgical treatment consisting of enucleation in cases not eligible for radiotherapy, such as plaque
brachytherapy or proton beam radiotherapy [8], at the Eye Clinic, University of Catania, from October
2009 to October 2017.

No written informed consent was necessary because of the retrospective nature of the study.
The research protocols were conformed to the ethical guidelines of the Declaration of Helsinki.
The patients were 28 males and 27 females at an average age of 67 years (range 29–85). In particular,

the patients with metastatic UM were 11 males and 12 females at an average age of 72 years (range
50–85): disease progression caused death in 13 of the 23 patients. The patients with nonmetastatic UM
were 17 males and 15 females at an average age of 64 years (range 29–84) (Tables 1 and 2).

Table 1. Demographics, tumor parameters, disease-free time, follow-up, and macroH2A expression in
primary uveal melanomas (UMs) without metastasis (n = 32).

Sex
Age

(years)
Location

Thickness
(mm)

Largest
Diameter

(mm)

Cell
Type

Pathological
T Stage

DFS
(Months)

Follow-Up
(Months)

MacroH2A

IS ES IRS

F 29 Ch 14.2 16.2 Mc pT2a 138 138 3 4 12 H
F 83 Ch/CB 14.84 16.8 Mc pT2b 123 123 0 0 0 L
F 55 Ch 9.8 13.9 Sc pT2a 122 122 0 0 0 L
F 30 Ch/CB 12.05 9.2 Sc pT2b 122 122 2 1 2 L
M 74 Ch/CB 10.04 16.1 Sc pT2b 121 121 3 4 12 H
M 64 Ch 7.7 11.5 Sc pT1a 112 112 3 4 12 H
F 36 Ch 5.81 12.7 Sc pT1a 109 109 3 1 3 L
F 59 Ch 8.4 16.7 Mc pT2a 108 108 2 2 4 L
M 36 Ch 6.47 9.8 Mc pT1a 108 108 0 0 0 L
M 84 Ch/CB 11.9 14.8 Mc pT2b 106 106 0 0 0 L
F 67 Ch 10.42 13.02 Mc pT3a 105 105 0 0 0 L
M 73 Ch 9.7 11.3 Mc pT2a 102 102 0 0 0 L
F 45 Ch 13.7 10.2 Mc pT2a 96 96 0 0 0 L
M 58 Ch 13.1 14.3 Mc pT2a 96 96 2 1 2 L
M 63 Ch 3.3 11.7 Sc pT2a 85 85 2 3 6 L
M 54 Ch 6.32 10 Sc pT2a 83 83 3 4 12 H
F 84 Ch 11.7 17.4 Mc pT3a 78 78 3 4 12 H
M 73 Ch 9.24 17.7 Ec pT2a 72 72 2 1 2 L
M 83 Ch 10.62 9.4 Ec pT3a 72 72 3 4 12 H
F 71 Ch 3.68 6.4 Ec pT1a 71 71 0 0 0 L
M 55 Ch/CB 7.5 8.9 Ec pT2b 61 61 3 4 12 H
M 52 Ch 9.2 12.1 Sc pT2b 60 60 3 4 12 H
M 46 Ch 8.76 11.3 Sc pT2a 54 54 0 0 0 L
F 76 Ch 8.02 10.7 Mc pT1a 48 48 3 2 6 L
F 63 Ch 10.3 13.7 Mc pT2a 42 42 0 0 0 L
F 41 Ch 5.85 10.3 Mc pT1a 42 42 0 0 0 L
F 55 Ch 3.2 7.6 Mc pT2a 24 24 2 4 8 L
F 74 Ch 8.6 10.2 Mc pT4b 24 24 2 1 2 L
M 68 Ch/CB 10.1 10.1 Ec pT1b 24 24 0 0 0 L
M 74 Ch/CB 14.45 17.5 Ec pT4b 18 18 2 1 2 L
M 70 Ch/CB 16.27 20.8 Sc pT4b 12 12 0 0 0 L
M 66 Ch 9.2 14.1 Mc pT3a 12 12 1 1 1 L

Abbreviations: DFS, disease-free survival; Ch, choroid; CB, ciliary body; Mc, mixed cell; Sc, spindle cell; Ec,
epithelioid cell.
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Table 2. Demographics, tumor parameters, disease-free time, follow-up, and macroH2A expression in
primary UMs with metastasis (n = 23).

Sex
Age

(years)
Location

Thickness
(mm)

Largest
Diameter

(mm)

Cell
Type

Pathological
T Stage

DFS
(Months)

Follow-Up
(Months)

MacroH2A

IS ES IRS

F 58 Ch 6.04 17.8 Mc pT2a 63 64 (†) 3 3 9 L
M 69 Ch 7.21 15.8 Mc pT2a 54 81 (†) 3 4 12 H
F 75 Ch/CB 15.5 15.3 Mc pT3b 44 62 (†) 3 4 12 H
F 50 Ch 7.36 15.6 Ec pT2a 41 81 3 4 12 H
M 62 Ch 13.68 16 Mc pT3a 38 51 (†) 3 4 12 H
F 51 Ch/CB 11.4 18.5 Mc pT3b 38 61 3 4 12 H
M 71 Ch 13.14 17.1 Ec pT3a 33 34 (†) 3 4 12 H
M 76 Ch/CB 11.6 6.5 Mc pT1a 31 39 0 0 0 L
M 72 Ch 10.3 15.4 Mc pT3b 27 35 (†) 3 4 12 H
F 85 Ch/CB 7.3 14.7 Sc pT2d (EE) 26 49 (†) 3 4 12 H
M 73 Ch 5.73 11.7 Ec pT2a 26 42 (†) 3 4 12 H
F 51 Ch 9.42 19 Mc pT3a 25 39 1 1 1 L
F 74 Ch 5.7 12.1 Sc pT2a 24 37 (†) 3 4 12 H
F 67 Ch 3.49 20 Mc pT4a 24 31 (†) 3 4 12 H
M 74 Ch 11.35 10.5 Ec pT3a 19 47 3 4 12 H
M 82 Ch 9.7 11 Ec pT2a 19 42 3 4 12 H
F 72 Ch 6.7 15.2 Ec pT2a 14 28 (†) 3 4 12 H
M 76 Ch 13.7 17.1 Mc pT2a 14 70 3 4 12 H
M 79 Ch 13.91 16.1 Ec pT3b 13 38 3 4 12 H
F 66 Ch/CB 8.95 12.5 Mc pT2b 12 37 (†) 3 4 12 H
F 60 Ch 8.25 16.5 Ec pT2a 11 37 (†) 3 4 12 H
F 57 Ch/CB 13.6 19 Ec pT2b 6 55 3 4 12 H
M 72 Ch/CB 13.3 15.4 Mc pT3b 0 51 3 4 12 H

Abbreviations: DFS, disease-free survival; Ch, choroid; CB, ciliary body; Mc, mixed cell; Sc, spindle cell; Ec,
epithelioid cell; EE, extrascleral extension; (†) death.

The size and site of tumor onset were studied by ophthalmoscopy and A and B scan
ultrasonography, while the study of metastases was performed by physical examination, hepatic
ultrasound, and computerized tomography. The median follow-up period was 60 months (range
8–138 months). Forty melanomas were localized only in the choroid, while 15 involved both the choroid
and the ciliary body: only in one case was an extrascleral extension found. As concerns histotypes,
15 cases were classified as epithelioid cells and 12 as spindle cells, and 28 cases were diagnosed as
mixed type.

Based on the eighth TNM classification, 23 metastatic UMs were distributed as follows: pT1a
(1 case, 4.3%), pT2a (9 cases, 39.1%), pT2b (2 cases, 8.7%), pT2d (1 case, 4.3%), pT3a (4 cases, 17.4%),
pT3b (5 cases, 21.7%) and pT4a (1 case, 4.3%). TNM staging in 32 patients with metastatic UMs
included pT1a (6 cases, 18.7%), pT1b (1 case, 3.1%), pT2a (12 cases, 37.5%), pT2b (6 cases, 18.7%),
pT3a (4 cases, 12.5%), and pT4b (3 cases, 9.4%). We also tested mH2A in two cases of metastasis from
uveal melanoma.

The cases were collected from the files of the Anatomic Pathology Department of Medical, Surgical,
and Advanced Technologies, Gian Filippo Ingrassia, University of Catania. Some cases were excluded
from the study for the following reasons: (1) if it was not possible to obtain sections from paraffin blocks
for immunohistochemical staining, (2) the absence of representative tumor tissue, (3) the presence of
exclusively necrotic material, and (4) preoperatively treated UMs.

Five sections were cut from each paraffin block. Briefly, the deparaffinized slides were pretreated
with 10 mg/mL of ovalbumin in phosphate-buffered saline (PBS) followed by 0.2% biotin+ in PBS, each
for 15 min at room temperature, and they were rinsed for 20 min with PBS (Bio-Optica, Milan, Italy) in
order to reduce the usually seen nonspecific immunoreactivity due to endogenous biotin. Microwave
pretreatment was performed to unmask antigenic sites. Then the slides were incubated overnight at
4 ◦C with rabbit polyclonal anti-macroH2A.1 antibody (ab37264; Abcam, Cambridge, UK) diluted 1:200
in PBS (Sigma, Milan, Italy). Sections were counterstained with hematoxylin, dehydrated, mounted
(Zymed Laboratories, San Francisco, CA, USA), and observed with a light microscope (Carl Zeiss,
Oberkochen, Germany).
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The immunohistochemical expression of mH2A.1 was evaluated as positive if brown chromogen
was observed in the nucleus. Normal skin was tested as a positive control, while the negative control
was obtained through omission of the primary antibody.

Immunoreaction intensity and the percentage of stained cells were evaluated by light microscopy.
Four levels (0–3) of the intensity of staining (IS) were identified: no evidence of immunoreactivity
= 0, mild immunoreactivity = 1, intermediate immunoreactivity = 2, and intense immunoreactivity
= 3, as described previously [9]. The extent score (ES), understood as the proportion of mH2A.1
immunopositive cells, included five levels: <5% (0), 5%–30% (+), 31%–50% (++), 51%–75% (+++), and
>75% (++++). Counting was performed at 200×magnification. The intensity reactivity score (IRS)
was obtained by multiplication of the intensity of staining (IS) and the percentage of positive cells:
when the IRS was ≤6, mH2A.1 expression was considered to be “low” (L-IRS), while an IRS >6 was
considered to be “high” expression (H-IRS).

The evaluation of immunohistochemical expression of mH2A was performed separately by three
specialists in anatomic pathology (R.C., L.P., and L.S.), who were blind to the patient’s identity, clinical
data, and group identification.

2.2. Statistical Analysis

We compared the rate of high and low levels of mH2A.1 expression in melanoma of patients with
and without metastasis using a chi-square test. The agreement among observations was assessed by
Cohen’s kappa coefficient.

We performed a univariate analysis based on a Cox proportional hazards regression model to test
factors related to time free from metastasis. The parameters investigated were gender, age, melanoma
location (choroid or ciliary body), temporal or nasal location, cell type (epithelioid, spindle cells, or
mixed), echographic parameters (height, greatest diameter), and mH2A.1 expression (low and high).

Factors with a p-value <0.15 were included in the multivariate analysis.
We performed a survival analysis based on high and low mH2A.1 expression using the

Kaplan–Meier test: survival rates were compared using a log-rank (Mantel–Cox) test, and p-values
lower than 0.05 were considered to be statistically significant.

3. Results

3.1. Clinicopathological Characteristics of UMs

Comparing patients without metastasis and with metastasis, no significant difference was observed
in median age, site (choroid or choroid/ciliary body), thickness, cell type, extrascleral extension, and
pTNM: patients with metastatic melanoma showed a greater median largest diameter (15.6 mm vs
11.9 mm, p = 0.007) and higher median mH2A.1 expression (12 vs 2, p < 0.001). They also had lower
median disease-free survival (25 months vs 81 months, p < 0.001) (Table 3).
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3.2. mH2A.1 Expression and Clinicopathological Features in UMs

Immunohistochemistry showed only mH2A.1 nuclear staining: no immunohistochemical
expression of mH2A.1 was observed in non-neoplastic ocular tissue. Interobserver agreement
was excellent (kappa = 0.943).

Considering the whole group (n = 55), the median mH2A.1 value was 12: H-IRS was observed in
28 (50.9%) melanomas and L-IRS in 27 (49.1%).

In 32 nonmetastatic primary UMs, mH2A.1 IS was intense/intermediate in 18 cases (56.3%) and
mild in only one case (3.1%), while in 13 (40.6%) cases no immunoreactivity was observed (Figure 1).
ES was >50% in 10 cases (31.3%) and 5%–30% in 9 cases (28.1%). Only 8/32 cases (25%) showed H-IRS,
while 24 cases (75%) showed L-IRS (Table 1) (Fisher’s exact test, p < 0.001, Table 4).

 

Figure 1. Immunohistochemical expression of mH2A.1 in nonmetastatic uveal melanomas. Melanoma
cells showed weak staining for macroH2A.1 (low magnification in (A) and high magnification in (B)).

Table 4. Number of UMs (with and without metastasis) with low and high macroH2A.

mH2A Metastasis (n = 23) Metastasis-Free (n = 32)

Low 3 (13%) * 24 (75%)
High 20 (87%) 8 (25%)

Abbreviations: mH2A, macroH2A. p (Fisher’s exact test). * p < 0.0001.

In 23 metastatic primary UMs, mH2A.1 IS was intense/intermediate in 21 cases (91.4%) and mild
in 1 case (4.3%). Only 1 case (4.3%) showed an absence of immunoreactivity (Figure 2). ES was >75%
in 20 cases (87%), 50%–75% in 1 case (4.3%), and 5%–30% in 1 case (4.3%). Here, 20/23 cases (87%)
showed H-IRS, while only 3 cases (13%) had L-IRS (Table 2) (Fisher’s exact test, p < 0.001, Table 4).
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Figure 2. Immunohistochemical expression of mH2A.1 in metastatic uveal melanomas. Tumor cells
revealed moderate (IS 2) immunoreactivity in (A). (B) and (C) show strong staining (IS 3), respectively,
at low and high magnifications.

In two cases of metastasis from uveal melanoma, mH2A.1 showed diffuse and intense
immunoreactivity with H-IRS (Figure 3).

 

Figure 3. Immunohistochemical expression of mH2A.1 in metastases from uveal melanomas. Metastatic
cells revealed diffuse (ES 4) and strong (IS 4) immunoreactivity, respectively, at low (A) and high
magnifications (B).

Univariate analysis based on a Cox proportional hazards regression model revealed that factors
related to the presence of metastasis were age (p = 0.053), greater tumor size (p = 0.009), pT (pathological
Tumor) stage (p = 0.016), the epithelioid variant (p = 0.011), and mH2A.1 expression (p < 0.001). Factors
significantly related to the presence of metastasis in the multivariate analysis were mH2A.1 expression
(p = 0.002), greater tumor size (p = 0.026), and the epithelioid variant (p = 0.019).

Here, mH2A.1 expression was not related to histological type (Spearman’s rho, p = 0.173).
A Kaplan–Meier survival analysis showed that the estimated survival times free from metastasis were
greater in patients with low mH2A.1 expression in UMs: mean values (SE (Standard error), with 95% CI
(confidential interval)) were 110.3 (6.80) (CI: 97.0 to 123.7) in patients with low mH2A.1 expression and
56.7 (10.0) (CI: 37.2 to 76.2) in patients with high mH2A.1 expression (p < 0.001, log-rank (Mantel–Cox)
test, Figure 4).
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Figure 4. Kaplan–Meier test. Survival analyses (Kaplan–Meier) in patients with UMs with low and
high macroH2A expression (p < 0.001, log-rank (Mantel–Cox) test).

4. Discussion

UM is an ambiguous neoplasia because regardless of the histological subtype and initial stage, it
can metastasize to the liver, even after 10–15 years [4]. From the diagnosis of hepatic metastasis, death
usually occurs within one year, and there is a lack of effective treatment. Asymptomatic patients with an
early detection of metastasis seem to have an apparent benefit, while adjuvant therapies and screening
do not seem to provide a significant survival benefit [10,11]. The prognosis of UM depends on multiple
clinical data points: adult/senile age, male gender, large tumor, tumor thickness, ciliary body site, eye
or skin melanocytosis, extraocular involvement at presentation, and advanced stage. Histopathological
parameters (epithelioid cell variant, numerous mitoses, microvascular proliferation, microvascular
loops and patterns, intratumoral lymphocytes, intratumoral macrophages, strong expression of IGF-1R
(insulin-like growth factor-1 receptor) and HLA (Human Leucocyte Antigen) class I and II), cytogenetic
factors (monosomy 3, chromosome 8q-gain or 8p-loss, chromosome 1p-loss, chromosome 6q-loss), and
transcriptomic factors (gene expression profile class 2) [10,11] play a role as prognostic factors.

However, much remains to be understood to limit the onset of metastases or to identify effective
treatments in metastatic patients.

Indeed, research is being focused on factors that can identify tumors with aggressive behavior and
find new therapeutic targets. Our research group has tried to determine the unusual behavior of UM by
testing different molecules and factors such as ADAM10, RKIP, pRKIP, ABCB5, and SPANX-C [9,12,13].

Recent studies have reported the inactivation of somatic mutations in gene-encoding
BRCA-1-associated protein 1 (BAP1) in about 84% of metastasizing UMs [14]: the high frequency of
BAP1 mutations in metastatic UMs encouraged us to search for new therapeutic strategies with the
target molecule BAP1, which have deubiquitinase activity on histone H2A [15,16]. In different tumors,
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including skin melanoma, mH2A and its variants, which are widely distributed along chromatin [17–19],
have been regarded as a potential prognostic marker [20,21].

Previously, Kapoor et al. [6] reported that the histone variant mH2A suppressed the tumor
progression of malignant cutaneous melanoma and that the loss of mH2A isoforms was positively
correlated with increasing malignant phenotypes of cutaneous melanoma cells in culture and human
tissue samples. In addition, they suggested that the tumor-promoting function of mH2A loss was
mediated, at least in part, through direct transcriptional upregulation of CDK8.

Lei et al. [7] showed that high expression of mH2A suppressed melanoma cell progression and
arrested cells in the G2/M phase. Thus, we hypothesized that an alteration in mH2A expression could
contribute to a change in the phenotype of UMs, promoting tumor progression. Therefore, mH2A
would be the basis for this mechanism, whose final effect would be stabilizing the cell cycle, which is
frequently observed in malignant neoplasms, in particular in tumor lesions with a low proliferative
index. Furthermore, the arrest of the cell cycle would make the cell not very sensitive to chemotherapy,
suggesting a further predictive role in the response to therapy. In the present study, we showed that
an elevated increased expression of mH2A correlated with tumor progression: indeed, metastasizing
UMs showed the highest expression of mH2A. This assay might prove that a high expression of histone
protein correlates with an advanced tumor phase.

In this study, we saw that mH2A overexpression was a prognostic factor for the risk of metastasis.
In our series of UMs, mH2A was strongly expressed in more than 75% of neoplastic cells, with a
median IRS value of 12. In patients with H-IRS, we observed an increased incidence of metastasis after
surgical treatment. These data were also confirmed by the high expression of mH2A in metastases,
although this was limited to only two cases. Conversely, the cases with L-IRS showed a decreased
risk of metastasis. In addition, a Kaplan–Meier survival analysis showed that patients with UMs and
H-IRS had lower metastasis-free survival times.

In conclusion, our results highlight the important role played by mH2A in UM progression.
The immunohistochemical expression of mH2A could be a suitable and easily detectable marker in
the primary tumor, predicting the risk of UM metastasis and thus directing strategies for monitoring
and therapy.
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Abstract: Uveal melanoma represents the most common primary intraocular malignancy in adults;
it may arise in any part of the uveal tract, with choroid and ciliary bodies being the most frequent
sites of disease. In the present paper we studied ABCB5 expression levels in patients affected by
uveal melanoma, both with and without metastasis, in order to evaluate if ABCB5 is associated with
a higher risk of metastatic disease and can be used as a poor prognostic factor in uveal melanoma.
The target population consisted of 23 patients affected by uveal melanoma with metastasis and 32
without metastatic disease. A high expression of ABCB5 was seen in patients with metastasis (14/23,
60.9%), compared to that observed in patients without metastasis (13/32, 40.6%). In conclusion, we
found that ABCB5 expression levels were correlated with faster metastatic progression and poorer
prognosis, indicating their role as a prognostic factor in uveal melanoma.

Keywords: ABCB5; uveal melanoma; prognosis; metastasis; immunohistochemistry

1. Introduction

Uveal melanoma (UM) is a rare neoplasm which, despite its rarity, represents the most common
primary ocular malignancy in adults; it develops more frequently from melanocytes of the choroid but
can also arise in other sites, such as ciliary bodies and iris [1]. UM has rarely been reported in pediatric
ages, especially in advanced stages, with extraocular extension [2,3].

Several risk factors have been proposed in the pathogenesis of UM, including the presence
of choroidal nevus, exposure to ultraviolet radiation, clear phototypes, ocular melanocytosis and
extraocular conditions such as cutaneous dysplastic nevus syndrome, nevus of Ota and type 1
neurofibromatosis [4].

Clinically, although UM may remain silent and be accidentally detected by routine ophthalmic
screening, a retinal detachment, causing visual disturbances like photopsia, is the most common
presenting symptom of the disease; intraocular infections, vitreous bleeding and secondary glaucoma
are frequent complications characterizing the natural history of the neoplasm [5].

Histologically, three distinct histotypes of UM have been identified: epithelioid cells, spindle cells
and mixed cell type; a greater proportion of epithelioid cells has traditionally been associated with
poorer prognosis [6].
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It has been demonstrated on the basis of cytogenetic studies that monosomy 3 is the most common
chromosomal aberration in UMs and correlates with lower survival rates; other cytogenetic alterations
including loss of 1p, 6q and gain of 6p and 8q have been also associated with UM [7].

The biological history of the neoplasm has been characterized in almost 50% of cases by
hematogenous dissemination, with the onset of secondary disease localizations, especially at the
liver. Despite the improvements in therapeutic strategies, no significant increase in survival has been
obtained and liver metastases are expected within 10–15 years after the diagnosis in about half of
patients [8].

ATP-binding cassette sub-family B member 5 (ABCB5) is a human transmembrane P-glycoprotein
that plays an active role in transmembrane transport of several substances including chemotherapeutic
drugs; therefore, it is physiologically involved in the development of chemoresistance of cancer
cells [9–11]. An overexpression of ABCB5 has been found in tumor stem cells, of which it is therefore a
full-fledged marker of several malignancies such as hepatocellular carcinoma, breast cancer, cutaneous
melanoma and Merkel cell carcinoma [12–14]. Furthermore, ABCB5 has been shown to be correlated
with tumor growth and invasion [15,16].

Regarding cutaneous melanoma, ABCB5-positive malignant melanoma-initiating cells (MMICs)
are believed to be involved both in the onset and in the progression of disease and ABCB5 has also
been found to play a crucial role in promoting distant metastasis through the activation of the NF-kB
signaling pathway [17].

In the present study, we retrospectively investigated ABCB5 expression in primary uveal
melanoma in patients both with non-metastatic and metastatic disease and we evaluated its potential
role as a prognostic marker and predictive factor of metastatic potential of the neoplastic cells.

2. Materials and Methods

A retrospective analysis of clinical data and histologic specimens of all cases of uveal melanoma
treated by enucleation at the Eye Clinic of the University of Catania, during the eight years until to
October 2017, was performed. Tumors not suitable for radiotherapy, such as plaque brachytherapy or
proton beam radiotherapy were subjected to enucleation. Formalin-fixed and paraffin-embedded tissue
specimens were obtained from the surgical pathology archive at the Section of Anatomic Pathology,
Department G.F. Ingrassia, University of Catania. Cases in which paraffin blocks containing the tumor
could not be used to obtain additional slides for immunohistochemical evaluation, representative tumor
tissue was not present, the tumor was totally necrotic or had been treated previously, were excluded
from the study. At least five sections were obtained from paraffin-embedded tissue specimens. Because
of the retrospective nature of the study, no written informed consent from patients was obtained.
The research protocols were approved by the Local Medical Ethics Committee (University of Catania)
and conformed to the ethical guidelines of the Declaration of Helsinki. 23 UMs with metastasis and 32
UMs without metastasis were part of the study. The following clinical data were collected: tumor size
and location, evaluated through ophthalmoscopy and A and B scan ultrasonography, and presence of
metastasis, investigated with standard methods such as physical examination, liver ultrasound and
total body computed tomography. The A-scan ultrasound refers to a mono-dimensional amplitude
modulation scan, mainly used in common sight disorders because it provides important data on the
axial length of the eye; the other major use of the A-scan is to determine the size and ultrasound
characteristics of intraocular masses. B-scan ultrasound is a two-dimensional, cross-section brightness
scan, that, when used in conjunction with A-scan imaging, allows direct visualization of the lesion,
including anatomic location, shape, borders, and size, thereby ensuring a more detailed preoperative
diagnosis. All histological sections were evaluated by two pathologists (GB and RC) in order to get the
most objective assessment possible.
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2.1. Immunohistochemistry

Sections were processed as previously described [18,19]. Briefly, the slides were dewaxed in
xylene, hydrated using graded ethanols and incubated for 30 min in 0.3% H2O2/methanol to quench
endogenous peroxidase activity, then rinsed for 20 min with phosphate-buffered saline (PBS; Bio-Optica,
Milan, Italy). The sections were heated (5 min × 3) in capped polypropylene slide-holders with citrate
buffer (10 mM citric acid, 0.05% Tween 20, pH 6.0; Bio-Optica, Milan, Italy), using a microwave oven
(750 W) to unmask antigenic sites. To reduce the commonly seen non-specific immunoreactivity due to
endogenous biotin, sections were pretreated with 10 mg/mL of ovalbumin in PBS followed by 0.2%
biotin in PBS, each for 15 min at room temperature. Then, the sections were incubated for 18 h at 4 ◦C
with mouse monoclonal anti-ABCB5 antibody (ab140667; Abcam, Cambridge, UK), diluted 1:100 in PBS
(Sigma, Milan, Italy). The secondary biotinylated anti-mouse antibody was applied for 30 min at room
temperature, followed by the avidin–biotin–peroxidase complex (Vector Laboratories, Burlingame, CA,
USA) for a further 30 min at room temperature. The immunoreaction was visualized by incubating
the sections for 4 min in a 0.1% 3,3’-diaminobenzidine (DAB) and 0.02% hydrogen peroxide solution
(DAB substrate kit, Vector Laboratories, CA, USA). The sections were lightly counterstained with
Mayer’s hematoxylin (Histolab Products AB, Göteborg, Sweden) mounted in GVA mountant (Zymed
Laboratories, San Francisco, CA, USA) and observed with a Zeiss Axioplan light microscope (Carl
Zeiss, Oberkochen, Germany).

2.2. Evaluation of Immunohistochemistry

Immunostained histologic sections were separately evaluated by two pathologists (GB and RC),
with no information on clinical data. Immunohistochemical positive ABCB5 staining was defined
as the presence of brown chromogen detection in the cell membrane. Liver cancer and breast cancer
tissues (Figure 1a) were used as positive controls to test the validity of the antibody reaction. Negative
controls, involving benign prostatic tissue, were included (Figure 1b).

 
Figure 1. (a) ABCB5 staining on breast cancer tissue used as positive control (Immunoperoxidase stain;
original magnification 150×); (b) absence of expression of ABCB5 in benign prostatic tissue used as
negative control (Immunoperoxidase stain; original magnification 150×).

Stain intensity and proportion of immunopositive cells were assessed by light microscopy, as
previously described [18]. Intensity of staining (IS) was graded on a scale of 0–3, according to the
following assessment: no detectable staining = 0, weak staining = 1, moderate staining = 2, strong
staining = 3. The percentage of ABCB5 immunopositive cells (Extent Score, ES) was scored in five
categories: <5% (0); 5–30% (+); 31–50% (++); 51–75% (+++), and >75% (++++). Counting was performed
at 200× magnification. Staining intensity was multiplied by the percentage of positive cells to obtain
the intensity reactivity score (IRS); IRS < 6 was considered as low expression (L-IRS), IRS > 6 was
considered as high expression (H-IRS).
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2.3. Statistical Analysis

Non parametric comparison of the rate of high and low levels of ABC5 expression in melanoma of
patients with and without metastasis was performed by chi-square test. Agreement among observers
was tested by Cohen K.

Univariate and multivariate analysis were based on a Cox proportional hazards regression model
(time free from metastasis as outcome); this model included gender, age, melanoma location (choroid
or ciliary body), temporal or nasal location, cells type (epithelioid, spindle cells or mixed), echographic
parameters (height, greatest diameter), ABCB5 expression (low and high). All predictors that had a
p-value < 0.15 (cut off) in the univariate analysis were included in the multivariate analysis. Survival
analysis according to ABC5 expression levels (high and low) was performed by Kaplan-Meyer test;
survival rates were compared by log-rank (Mantel-Cox) test. p-values < 0.05 were considered as
statistically significant.

3. Results

3.1. Clinico-Pathological Characteristic of Uveal Melanomas

The study was conducted on of 55 patients, 28 of whom were males and 27 women; median age
was 67 years (range 29–85). 40 melanomas were localized only in the choroid, while 15 affected both
choroid and ciliary body; extrascleral involvement was present and histologically confirmed in only
one case. Regarding the histotypes, 15 cases were classified as epithelioid cells, 12 as spindle cells,
while 28 cases were diagnosed as mixed type UM with both epithelioid and spindle cells. Considering
the “TNM classification of malignant tumours”, pathological T stage was: pT1a in 7 patients, pT1b
in 1 patient, pT2a in 21 patients, pT2b in 8 patients, pT2d in 1 patient, pT3a in 8 patients, pT3b in 5
patients, pT4a in 1 patient and pT4b in 3 patients. Liver metastasis were present in 23 patients. Median
follow-up period was 60 months (range 12–138 months).

Out of 32 patients without metastatic disease, 17 were males and 15 females; the median age was
64 years (range 29–84). Considering 23 patients with metastatic localization of primary UM, 11 were
males and 12 females; median age was 72 (range 50–85). 13 of 23 patients died during the follow-up
period for disease progression (Tables 1 and 2).

Comparing patients without metastasis and those with metastasis, no significant difference was
seen in median age, location of the melanoma (choroid or choroid/ciliary body), tumor thickness, cell
type, extrascleral extension, pathological pT stage; patients who developed metastasis had melanoma
with greater median largest diameter (15.6 mm vs 11.9 mm, p = 0.007), and higher median ABCB5
expression (9 vs 3, p = 0.030); they had lower median disease free survival (25 months vs 81 months,
p < 0.001). (Table 3)
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3.2. Correlations between ABCB5 Expression and Clinico-Pathological Factors in Uveal Melanomas

In the whole group (n = 55) the median ABCB5 value was 4. ABCB5 expression was high in 27
(49.1%) melanomas (Figure 2), and low in 28 (50.9%) melanomas (Figure 3).

 
Figure 2. ABCB5 in uveal melanoma. Strong and diffuse cytoplasmic positivity in mixed cell type uveal
melanoma at medium (a) and high magnification (b) (Immunoperoxidase stain; original magnification
100× (a) and 200× (b)).

 
Figure 3. ABCB5 in uveal melanoma. Mild and heterogeneous cytoplasmic positivity in mixed cell
type uveal melanoma at medium (a) and high magnification (b) (Immunoperoxidase stain; original
magnification 100× (a) and 200× (b)).

In 32 primary uveal melanomas without metastasis, ABCB5 IS was strong/moderate in 14 cases
(43.7%) and weak in 10 cases (31.3%). 8 cases (25%) were totally negative; ES was >50% in 14 cases
(43.7%), variable between 5–30% in 10 cases (31.3%). Only 13/32 cases (40.6%) showed H-IRS, while
the remaining 19 cases showed L-IRS (59.4%) (Fisher’s exact test, p = 0.026, Table 4). In 23 primary
uveal melanomas with metastasis, ABCB5 IS was strong/moderate in 15 cases (65.2%) and weak in 7
cases (30.5%). Only 1 case (4.3%) was completely negative. ES was >75% in 3 cases (13.1%), >50% in
11 cases (47.8%), 30–50% in 7 cases (30.5%), <30% in 1 case (4.3%); lack of expression of ABCB5 was
observed in only 1 case (4.3%). 14/23 cases (60.9%) showed H-IRS, while only 9 cases (39.1%) had
L-IRS (Fisher’s exact test, p = 0.026, Table 4).
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Table 4. Number of uveal melanoma (with and without metastasis) with low and high ABCB5.

Metastasis (n=23) Metastasis free (n=32)

Low 10 (43.5%) * 18 (56.3%)
High 13 (56.5%) 14 (43.8%)

Abbreviations: ABCB5, ATP-binding cassette sub-family B member 5. p (Fisher’s exact test). * p = 0.026

Factors related to the presence of metastasis at univariate analysis on a Cox proportional hazards
regression model were: age (p = 0.053), tumor greater diameter (p = 0.009), pT stage (p = 0.016),
epithelioid cell type (p = 0.011) and ABCB5 expression (p = 0.047); at multivariate analysis tumor greater
diameter (p = 0.010), ABCB5 expression (p = 0.003) and epithelioid cell type (p = 0.026) were significant.

No correlation was found between the histological type and ABCB5 expression (Spearman’s rho
p = 0.334).

Figure 4 shows the results of Kaplan-Meier survival analyses in patients with uveal melanomas
with low and high ABCB5 expression. The estimated survival times free from metastasis (SE, with 95%
CI) were respectively: 101.1 (10.0) (CI: 81.6 to 120.7) and 64.4(10.5) (CI: 43.9 to 85.0).

 
Figure 4. Kaplan–Meier survival analyses in patients with uveal melanomas with low and high ABCB5
expression. The log-rank test showed a significant difference (p = 0.039) between the two groups in
ABCB5 expression.

The log-rank test showed a significant difference (p = 0.039) between the two groups in
ABCB5 expression.

4. Discussion

UM is a rare neoplasm with an “indolent” but slowly progressive biological behavior,
characterized by the onset of liver metastasis within 10–15 years after diagnosis in about 50% of
patients and a high rate of mortality [8]. Although in the last years several improvements have been
recorded in the conservative management of UM with the aim of preserving the visual function [20],
recurrence of disease and metastasis are still frequent events in the natural history of this neoplasm.
Therefore, the study of molecular alterations in UM is currently of great scientific interest aiming at
identifying possible biological factors capable of predicting a more aggressive biological behavior of
the disease.

87



Appl. Sci. 2019, 9, 1316

Histopathological factor of poor prognosis such as epithelioid cell type, tumor size, mitotic index,
tumor infiltrating lymphocytes (TILs), extrascleral invasion, vascular pattern and necrosis, and clinical
risk factor (male sex and older age of the patient) are not very accurate in identifying a high-risk
prognostic category of patients.

Cytogenetic studies demonstrated that patients with disomy 3 have a lower risk of developing
metastasis; instead, the loss of heterozygosis of chromosome 3 was associated with a high rate of
metastatic disease and poorer prognosis in UM: in particular, Prescher et al. [21] evaluated 30 patients
with UM in association with monosomy 3 and 24 patients with disomy 3, and reported that 50% of
patients with monosomy 3 showed metastasis within 3 years, whereas no metastatic disease was
noted in those with disomy 3. In recent years, inactivating mutations of BRCA1 associated protein-1
(BAP-1), confirmed by lower nuclear immunohistochemical expression, have been found and reported
in literature as poor prognostic factors [22,23]; moreover, high levels of expression of nestin, a member
of the intermediate filament protein family, seem to correlate with metastatic progression and reduced
survival rate in UM [24]. We previously evaluated the expression of ADAM10, RKIP and pRKIP [19,25],
demonstrating their role as negative prognostic markers: in particular, regarding ADAM10 expression,
high levels were found in 11/13 patients with metastatic UM and in only 15/39 patients without
metastasis, and the difference was statistically significative [19].

As previously said, ABCB5 is a marker of cancer stem cells and is implicated in the tumorigenesis
and tumor growth of several neoplasms, such as cutaneous melanoma, breast cancer and hepatocellular
carcinoma [9–16]. Particularly, Wang et al. [17] found that in vitro ABCB5-negative melanoma cell
sub-population displayed a reduction in cell migration and invasion compared to the ABCB5-positive
one; this finding was also confirmed at the transwell assays: lentivirus-mediated knockdown of
ABCB5 in two different melanoma cell cultures induced a decline of cell migration and invasion.
NF-kB signaling pathway has been discovered to be involved in this process: ABCB5 activates the
NF-kB pathway by inhibiting p65 ubiquitination to enhance p65 protein stability, resulting in an
accumulation of p65 in ABCB5-positive MMICs [17]. Among the traditional NF-kB targeting genes,
MMP9 is involved in tumor cells invasion and metastasis [26]: an overexpression of MMP9, induced
by ABCB5, seems to be one of the most important steps in the stimulation of metastatic potential
of cutaneous melanoma [17]. In this paper, we first tested ABCB5 as prognostic factor in UM and
observed that higher immunohistochemical levels of ABCB5 correlated to higher risk of metastasis.
In our study, the median value of ABCB5 was 4 (moderate staining in more than 75% of neoplastic
cells, or severe staining in more than 50% of neoplastic cells). Higher risk of metastasis was observed
in UMs with higher expression of ABCB5 and lower metastatic risk in UMs with lower expression of
the antibody. According to Kaplan-Meier survival analyses, lower survival times free from metastasis
were seen in patients with UM and high expression of ABCB5.

In conclusion, we suggest using ABCB5 as an easily detectable prognostic marker in primary
UMs and advocate its use as a predictor of the risk of liver metastasis and as guide for monitoring
and treatment. In fact, ABCB5 levels expressed in UM biopsies could be a useful guide towards better
treatment between enucleation and more conservative method.

The weakness of the present study was to evaluate only the morphological evidence based on
immunohistochemistry, to investigate the expression of ABCB5 as a potential prognostic factor in uveal
melanoma. Further studies are needed to confirm our morphological data with other relevant and
sensitive techniques, such as quantitative RT-PCR, ELISA (or similar), and/or western blot.
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Abstract: Neutrophil gelatinase-associated lipocalin (NGAL) is a biomarker of several injuries and is
upregulated in inflammatory conditions. Vitamin D was shown to have anti-inflammatory effects
and to increase after physical activity. This work aimed to assess, through immunohistochemistry,
the effects of an adapted moderate training exercise (AMTE) on the expression of NGAL and vitamin
D receptor (VDR) in the kidney and heart of rats. Sixteen rats were distributed into two groups:
the sedentary control group and the experimental group, subjected to AMTE on the treadmill for
12 weeks. The results showed the basal expression of NGAL and VDR in both the heart and the
kidney in sedentary rats; no differences in the expression of both NGAL and VDR in the heart;
and a decreased NGAL and an increased VDR expression in the kidney of rats subjected to AMTE.
These results suggest a possible protective role of AMTE on NGAL-associated injuries in the kidney,
probably through the vitamin D signaling pathway. Our results represent an interesting preliminary
data that may open new horizons in the management of NGAL-associated kidney injuries. However,
further studies are needed to confirm these results and to comprehend the specific interaction between
NGAL and VDR pathways in the kidney.

Keywords: training exercise; NGAL; VDR; kidney; heart; immunohistochemistry

1. Introduction

The adapted moderate training exercise (AMTE), corresponding to the adapted nonexhaustive
aerobic physical activity is an exciting approach, is increasingly considered by the scientific community
to prevent metabolic disabling diseases and increase physical well-being. Data from the literature
show that moderate physical activity can reduce inflammation and improve general physical function
in humans [1–9] and animals [10,11]. In a rat model, aerobic interval exercise protocol was shown to
prevent the development of diabetic nephropathy and to affect the metabolism of certain minerals [12].
Moreover, aerobic training in association with L-arginine supplementation also demonstrated to
ameliorate kidney and liver damage in myocardial infarction rats, via antioxidant mechanisms [13].
The expression of many cytokines and adipokines associated with metabolic syndrome has also been
investigated in obese women, after aerobic training protocol, with positive results [14]. In recent
literature, authors described that AMTE has beneficial effects on the preservation of articular cartilage
and muscle tissues, confirming its protective role on the musculoskeletal system as well [15–18].
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Neutrophil gelatinase-associated lipocalin (NGAL) is a small protein of the lipocalin superfamily,
also known as lipocalin-2 [19]. It is physiologically and basally present at low levels in many tissues
including heart, kidney, liver, uterus, bone marrow, lung, adipose tissue, and macrophages [20–22]. Its
upregulation follows the activation of the NF-kB pathway [23]. NGAL was shown to play a pivotal
role as a modulator of the innate immune system in inflammation [24–26]. Of note, the complex
NGAL-MMP-9 extends the proteolytic activity of the latter by inhibiting its degradation [27], which
leads to several pathophysiological conditions [28]. In human diseases, several studies have shown
that NGAL increases significantly and rapidly in case of renal cell damage, suggesting that NGAL is a
biomarker of various forms of kidney injuries [29,30]. NGAL upregulation could also be a biomarker
in patients who suffer from heart failure [31] or in those who undergo cardiac surgery [32]. NGAL is
upregulated in several other inflammatory states, like chronic obstructive pulmonary disorder and
bowel inflammatory condition [33]. Strenuous exercise, causing oxidative stress and reactive oxygen
species (ROSs) production, can induce changes in NGAL concentration as well [34–36]. Bongers
et al. reported that prolonged endurance exercise in healthy adults could induce an increase in
NGAL urinary concentration [34]. Increased NGAL urinary levels have also been found in endurance
cycling athletes [35]. These findings were validated by Lippi et al., who demonstrated increased acute
expression of serum NGAL in long distance running athletes (strenuous exercise) [36]. The expression
of NGAL has also been investigated in physically active individuals, after short-term maximal exercise,
but no differences in its expression have been reported [37,38]. However, the expression of NGAL in
association with an AMTE protocol has never been investigated.

Another, recently emerging important compound positively associated with physical activity is
represented by vitamin D. It is a fat-soluble molecule able to exert antioxidant functions, responsible
for the body’s mineral homeostasis. This vitamin can be taken exogenously with food or endogenously
produced by the skin during the exposure to sunlight. After synthesis, vitamin D is inactive. The liver
operates the conversion from the inactive form to 25-hydroxyvitamin D or calcidiol by hydroxylation
at carbon 25. The latter is then collected in the adipose tissue as a reserve. To become active,
25-hydroxyvitamin D needs the participation of kidneys and 1-hydroxylase enzyme to be converted
into 1,25-dihydroxyvitamin D, known as calcitriol [39]. The body cells respond to vitamin D in its active
form through its receptor called vitamin D receptor (VDR) [40]. Vitamin D can regulate important
mechanisms of immunity and inflammation and to modulate cardiovascular and musculoskeletal
systems [41]. Indeed, it was shown that calcitriol suppresses NF-κB activity in a VDR-dependent
manner. VDR binds IKKβ, and this interaction is enhanced by calcitriol. Thus, VDR overexpression
downregulates IKKβ-induced NF-κB activity [42]. Its deficiency represents a risk factor for the onset of
metabolic syndrome, but it also determines an increase in oxidative stress. Several studies indicate that
physical activity promotes an increase in vitamin D level, despite sun exposure [43–46]. Indeed, it has
been evidenced that the vitamin D receptor (VDR) increases during exercise [47,48]. These findings
would suggest that physical activity exerts its positive effects also through the vitamin D pathway.
Summing up, (i) physical activity is shown to increase the circulating levels of vitamin D [43–46];
(ii) vitamin D is also shown to exert its anti-inflammatory effects through the NKκB inhibition [49];
and (iii) NGAL is shown to be upregulated by induction of the NF-kB pathway [50,51]. The question
remains: Does AMTE have any effect on NGAL expression? If so, does the VDR expression change as
well? The goal of the present research was to answer these questions and to evaluate the expression of
NGAL and VDR in kidneys and hearts of rats subjected to AMTE for 12 weeks.

2. Materials and Methods

2.1. Breeding and Housing of Animals

Sixteen 3-month-old healthy male Wistar Outbred Rats (Charles River Laboratories, Milan, Italy)
with an average body weight of 300 ± 20 g were housed in polycarbonate cages (cage dimensions:
10.25” W × 18.75” D × 8” H) at controlled temperature (20–23 ◦C) and humidity during the entire

92



Appl. Sci. 2019, 9, 1041

experimentation at the “Center for Advanced Preclinical In Vivo Research (CAPIR)”. The animals had
free access to food and water and lived a photoperiod of 12 h light/dark. The day after the last training
(the experiment lasted 12 weeks), the rats were sacrificed by an intravenous lethal injection of anesthetic
overdose using a mixture of Zoletil 100 (Virbac, Milan, Italy) at a dose of 80 mg/kg and DEXDOMITOR
(Virbac, Milan, Italy) at a dose of 50 mg/kg. After the sacrifice, kidney and heart were explanted
and histological and immunohistochemical analyses were performed. All procedures conformed to
the guidelines of the Institutional Animal Care and Use Committee (I.A.C.U.C.) of the University of
Catania (Protocol n. 2112015-PR of the 14.01.2015, Italian Ministry of Health). The experiments were
performed accordingly with the European Community Council Directive (86/609/EEC) and the Italian
Animal Protection Law (116/1992).

2.2. Experimental Design

Sixteen 3-month-old healthy male Wistar Rats were randomly divided into two groups, with 8
rats per group:

• Group 1: sedentary rats.
• Group 2: rats undergoing AMTE on treadmill.

Group 2 rats performed moderate exercise on the treadmill (2Biological instrument, Varese,
Italy), for 12 weeks, five days a week, for 20/30 min daily. The treadmill was set with an inclination
of 2◦ (between 2 and 6 degrees) and speed of 10/30 m/minute (type of exercise: interval training,
between mild and moderate intensity). Physical activity was executed by the method previously
described [52,53]. Briefly, a minimal electric shock (0.2 mA) forced the rat to walk on the treadmill. The
shock serves to stimulate the rat to walk and to instruct it. Usually, the rat learns this activity in the
first 2 min of the exercise. This type of exercise is used to stimulate the muscles, joints, and bones in the
work of flexion–extension of the limbs. During the exercise, the possible suffering of the animals was
evaluated. The rats that exceeded five electric shocks (0.2 mA) without learning the work to be done on
the treadmill, have been discarded from the experiment. On the day following the last training (after
12 weeks of the experiment) the animals were humanely sacrificed by a lethal intravenous injection
of anesthetic overdose, and kidney/heart samples were explanted and fixed for the histological and
immunohistochemical analysis.

2.3. Histology

Kidney and heart samples were fixed in 10% neutral buffered formalin (Bio-Optica, Milan, Italy).
Embedding in paraffin followed overnight washing, as previously described [54]. The samples were
placed in the cassettes after wax infiltration. A rotary manual microtome (Leica RM2235, Milan,
Italy) was used to cut the paraffin blocks into tissue samples (4–5 μm) which were then mounted
on silane-coated slides (Menzel-Gläser, Braunschweig, Germany) and stored at room temperature.
Histological analysis and examination of structural alterations were possible by dewaxing the sections
in xylene, hydrating them by graded ethanol, and then staining with hematoxylin and eosin.

A Zeiss Axioplan light microscope (Carl Zeiss, Oberkochen, Germany) and a digital camera
(AxioCam MRc5, Carl Zeiss, Oberkochen, Germany) were used to examine slides.

2.4. Immunohistochemistry

Kidney and heart samples were processed for immunohistochemical evaluation as formerly
discussed [55]. Thoroughly, the slides were dewaxed in xylene, hydrated by graded ethanol, incubated
for 30 min in 0.3% hydroperoxyl (H2O2)/methanol to block endogenous peroxidase activity, and then
rinsed in phosphate-buffered saline (PBS; Bio-Optica, Milan, Italy) for 20 min. The antigenic sites were
unmasked by storing the slides in capped polypropylene slide holders with citrate buffer (10 mM
citric acid, 0.05% Tween 20, pH 6.0; Bio-Optica, Milan, Italy) and heated for 5 min for three times
inside a microwave oven (750 W, LG Electronics Italia S.p.A., Milan, Italy). Nonspecific binding of
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the antibodies was prevented by the applying of a blocking buffer with 5% bovine serum albumin
(BSA, Sigma, Milan, Italy) in PBS for one h in a moist chamber, and then the primary antibodies were
applied. The sections of tissue were then incubated overnight at 4 ◦C with the following antibodies;
rat monoclonal anti-vitamin D receptor (ab115495; Abcam, Cambridge, UK) diluted 1/100 in PBS
(Bio-Optica, Milan, Italy) and rabbit monoclonal anti-NGAL [EPR5084] (ab125075; Abcam, Cambridge,
UK), diluted 1/100 in PBS (Bio-Optica, Milan, Italy). The slides were then covered with a biotinylated
antibody (horseradish peroxidase (HRP)-conjugated anti-rat and anti-rabbit were used as secondary
antibodies), and the peroxidase-labeled streptavidin allowed the detection of the immune complexes
(labeled streptavidin-biotin (LSAB) + System-HRP, K0690, Dako, Glostrup, Denmark), after incubation
for 10 min at room temperature. The immunoreaction was perceived by incubating the sections for
2 min in a 0.1% 3,3′-diaminobenzidine, 0.02% hydrogen peroxide solution (DAB substrate Chromogen
System; Dako, Denmark). The slides were mildly counterstained with Mayer’s Hematoxylin (Histolab
Products AB, Goteborg, Sweden) and mounted in GVA mount (Zymed, Laboratories Inc., San Francisco,
CA, USA).

2.5. Computerised Densitometric Measurements and Image Analysis

Image analysis software (AxioVision Release 4.8.2-SP2 Software, Carl Zeiss Microscopy GmbH,
Jena, Germany) was used to quantify the grade of staining of positive anti-vitamin D receptor and
anti-NGAL antibodies immunolabeling. It also calculated the densitometric count (Log2 densitometric
count-pixel2) of the immunostained area in seven fields, the area of which was about 150,000 μm2,
randomly selected from slides. Digital micrographs were taken using the Zeiss Axioplan light
microscope (Carl Zeiss, Oberkochen, Germany), using a lens with a magnification of ×20, i.e., total
magnification 200) fitted with a digital camera (AxioCam MRc5, Carl Zeiss, Oberkochen, Germany).
Evaluations were performed by three blinded investigators (two anatomical morphologists and
one histologist). The values were accepted as correct if they did not show statistically significant
difference [56]. Every single interpretation of the results was discussed in favor of a standard agreement,
in case of disputes [53].

2.6. Statistical Analysis

GraphPad Instat® Biostatistics version 3.0 software (GraphPad Software, Inc., La Jolla, CA, USA)
and IBM SPSS Statistics (version 20, IBM Corporation, Somers, Armonk, NY, USA) were used as
instruments of statistical evaluations. An unpaired t-test was used to compare two groups. p-values of
less than 0.05 were considered statistically significant (* p < 0.05; ** p < 0.01; *** p < 0.001; **** p < 0.0001
and ns not significant) as previously described [57]. The data were presented as the mean ± SD.

3. Results

3.1. Histology

Hematoxylin & eosin staining made possible to inspect morphological alterations in the kidney
and heart tissue of the experimental groups. No damages in the histological structure of kidney and
heart tissue were appreciated (data not shown).

3.2. Immunohistochemistry (IHC) Observations and Statistical Analysis

3.2.1. NGAL-Kidney

NGAL immunostaining was mainly detected in the cytoplasm of cells in the medulla of kidney
samples of both Groups, 1 and 2, involving collecting ducts and loops of Henle (Figure 1A,C). In the
cortex, the NGAL immunostaining was found at the different degree in groups, involving both distal
and proximal convoluted tubules; glomeruli were rarely and slightly immunostained (Figure 1B,D).
The intensity of NGAL immunostaining (Log2 densitometric count-pixel2) was lower in Group 2
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(16.60 ± 1.71) when compared to sedentary control group (Group 1) (17.87 ± 0.59) (p = 0.0028), as
reported in graph (Figure 1E).

 

Figure 1. Kidney neutrophil gelatinase-associated lipocalin (NGAL) immunohistochemistry in Group
1 (A,B) and in Group 2 (C,D). NGAL immunostaining in kidney tissue and image analysis by software
in which the red color indicates the immunolabeling (inserts). NGAL immunostaining was mainly
detected in the medulla of kidney samples (A,C) and in the cortex where it was at a different degree in
groups (B,D); glomeruli were rarely and slightly immunostained. (E) Graph showing the intensity of
NGAL immunostaining (Log2 Densitometric count pixel2) with statistical analysis. For details, see the
text. (A–D): scale bars: 50 μm. The data are presented as mean ± SD.

3.2.2. VDR-Kidney

VDR immunostaining was highlighted both in cytoplasm and nucleus of cells in kidney samples of
both Groups, 1 and 2. It had different expression levels in the collecting ducts and loops of Henle of the
medulla (Figure 2A,C) and the distal and proximal convoluted tubules of the cortex (Figure 2B,D) about
different groups. Glomeruli were rarely VDR immunostained. The intensity of VDR immunostaining
(Log2 densitometric count-pixel2) was much higher in Group 2 (18.15 ± 0.71) when compared to
Group 1 (15.11 ± 2.09) (p < 0.0001), as reported in the graph (Figure 2E).
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Figure 2. Kidney vitamin D receptor (VDR) immunohistochemistry in Group 1 (A,B) and in Group
2 (C,D). VDR immunostaining in kidney tissue and image analysis by software in which the red
color indicates the immunolabeling (inserts). VDR immunostaining had different expression levels
in the medulla (A,C) and in the cortex (B,D) in groups; glomeruli were rarely VDR immunostained.
(E) Graph showing the intensity of VDR immunostaining (Log2 Densitometric count pixel2) with
statistical analysis. For details, see the text. (A–D): scale bars: 50 μm. The data are presented as
mean ± SD.

3.2.3. NGAL-Heart

NGAL immunostaining was mainly detected in the cardiomyocytes cytoplasm of both Groups,
1 and 2 (Figure 3A,B). The intensity of NGAL immunostaining (Log2 densitometric count-pixel2) was
almost equal in Group 2 (19.56 ± 0.79) if compared to Group 1 (sedentary) (19.48 ± 0.89), and the
difference between means was not significant (p = 0.7655, ns), as reported in the graph (Figure 3C).

96



Appl. Sci. 2019, 9, 1041

 

Figure 3. Heart NGAL immunohistochemistry in Group 1 (A) and Group 2 (B). NGAL immunostaining
in heart tissue and image analysis by software in which the red color indicates the immunolabeling
(inserts). NGAL immunostaining detected in the cytoplasm of cardiomyocytes, at similar levels
of expression in the groups. (C) Graph showing the intensity of NGAL immunostaining (Log2

Densitometric count pixel2) with statistical analysis. For details, see the text. (A,B): scale bars: 50 μm.
The data are presented as mean ± SD.

3.2.4. VDR-Heart

In heart samples, VDR immunostaining was detected mainly in the cytoplasm of cardiomyocytes
of both Groups 1 and 2 (Figure 4A,B), and rarely in nuclei. The intensity of VDR immunostaining
(Log2 densitometric count-pixel2) was similar both in Group 2 (19.11 ± 0.79) and Group 1 (sedentary)
(18.81 ± 0.67) and the difference between means was not significant (p = 0.1847, ns), as reported in the
graph (Figure 4C).

 

Figure 4. Heart VDR immunohistochemistry in Group 1 (A) and in Group 2 (B). VDR immunostaining
in heart tissue and image analysis by software in which the red color indicates the immunolabeling
(inserts). VDR immunostaining was found to have similar degrees of expression in the groups, mainly
in the cardiomyocytes cytoplasm and rarely in nuclei. (C) Graph showing the intensity of VDR
immunostaining (Log2 Densitometric count pixel2) with statistical analysis. For details, see the text.
(A,B): scale bars: 50 μm. The data are presented as mean ± SD.
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4. Discussion

The presented research aimed to assess if AMTE may exert a protective role on body homeostasis,
through vitamin D and NGAL pathways. Our results, as expected, showed the augmented expression
of VDR in kidneys of rats subjected to AMTE, in comparison to the sedentary controls. These results
may hint an increased release of vitamin D in the circulation after physical activity, confirming findings
from literature [43–46]. Makanae et al. demonstrated that indeed intramuscular VDR expression
could be effectively promoted by physical activity [47]. Another work suggests that rats performing
swimming activity experienced increases in vitamin D level in the serum and, consequently, a greater
expression of its receptors in the pancreas, adipose tissue, and muscle [48]. In the present study, the
authors did not evaluate the circulating levels of vitamin D in the serum of rats undergoing AMTE
protocol; this represents a limitation of the study. Nevertheless, curiously, in our results, the expression
of VDR in the heart of active rats did not change significantly when compared to the sedentary controls.
A reason for that could be hypothesized by the fact that the circulating vitamin D is converted in its
active form in the kidney and, then, determines the increased local expression of its receptor at this
level, but does not determine its increase in other organs. Nevertheless, further long-term studies
should be done to clarify this aspect. Vitamin D was shown to inhibit the NF-kB pathway [24,25]. Thus,
since the promoter region of NGAL contains a consensus-binding site for NF-κB [58,59] and VDR was
shown to inhibit the activation of NF-κB, it is conceivable that increased levels of circulating vitamin D
indirectly inhibit the NGAL expression (Figure 5). In our work, we observed the basal expression of
NGAL both in hearts and kidneys of sedentary rats, suggesting that sedentary lifestyle may represent
a condition in which it is easier to develop NGAL-involved pathophysiological states. We also assisted
to a significant reduction in the detection of NGAL in kidneys inactive rats, as expected, but curiously,
not in their hearts. These data suggest that, regarding the crosslink between VDR and NGAL pathways,
AMTE did not have any effects on heart tissue, but only on the kidney one. Moreover, a significant
and inversely proportional expression of both proteins in kidneys, but not in hearts, of active rats,
when compared to the sedentary controls, further confirms the involvement of VDR in the NGAL
downregulation. This reasonably happened through the NF-κB inhibition. However, these preliminary
findings certainly need further studies to confirm the crosslink between these two pathways. Albeit
above reported scientific data highlight that physical activity may increase NGAL levels, they refer to
strenuous anaerobic exercise. In our experimental design, we preferred to use AMTE, since this type
of exercise is more inclined to induce an adaptive response by the body and our results were different
from those reported concerning the strenuous anaerobic exercise. These findings have intriguing
clinical implications related to physical activity in humans, emphasizing the beneficial effects of
AMTE, but not strenuous exercise, particularly in obese people, given that obesity is associated with
inflammation [60]. The limitations of our study refer to the nondosing of NGAL in organic liquids
such as urine and blood, which could strengthen immunohistochemical data on tissue; this will lead
us to further future studies to deepen the topic of our research.
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Figure 5. The possible VDR action on kidney cells. The hypothetical mechanism involved during the
stress condition in kidney cells. The deprivation of vitamin D3 and stress condition determines the
NKkB activation, which results in NGAL upregulation and inflammation. On the contrary, the increased
levels of vitamin D3 may determine the inhibition of NFkB pathway, which indirectly may block NGAL
synthesis, exerting its anti-inflammatory effect. This figure was drawn using the software CorelDraw
(Version, Company, City, US State Abbr., Country and Year) and the vector image bank of Servier
Medical Art (http://smart.servier.com/). Servier Medical Art by Servier is licensed under a Creative
Commons Attribution 3.0 Unported License (https://creativecommons.org/licenses/by/3.0/).

5. Conclusions

In the present study, once again in agreement with the current literature, we provide experimental
evidence supporting the concept that physical activity improves metabolic homeostasis, leading to
physical wellness. We can also confirm the positive effects of physical activity-dependent vitamin D
mobilization/synthesis, counteracted by NGAL behavior in the kidney. We believe that the present
morphological study, although it has some limitations, can give an interesting contribution in basic
research to better understand the role of molecule biomarkers for kidney injuries, such as NGAL, and,
consequently, adopt strategies that can improve and maintain the state of health of the individual.
However, additional investigations should be realized to confirm our preliminary morphological data.
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Abstract: The human Wilms’ tumor gene (WT1) was originally isolated in a Wilms’ tumor of the
kidney as a tumor suppressor gene. Numerous isoforms of WT1, by combination of alternative
translational start sites, alternative RNA splicing and RNA editing, have been well documented.
During human ontogenesis, according to the antibodies used, anti-C or N-terminus WT1 protein,
nuclear expression can be frequently obtained in numerous tissues, including metanephric and
mesonephric glomeruli, and mesothelial and sub-mesothelial cells, while cytoplasmic staining is
usually found in developing smooth and skeletal cells, myocardium, glial cells, neuroblasts, adrenal
cortical cells and the endothelial cells of blood vessels. WT1 has been originally described as a tumor
suppressor gene in renal Wilms’ tumor, but more recent studies emphasized its potential oncogenic
role in several neoplasia with a variable immunostaining pattern that can be exclusively nuclear,
cytoplasmic or both, according to the antibodies used (anti-C or N-terminus WT1 protein). With the
present review we focus on the immunohistochemical expression of WT1 in some tumors, emphasizing
its potential diagnostic role and usefulness in differential diagnosis. In addition, we analyze the WT1
protein expression profile in human embryonal/fetal tissues in order to suggest a possible role in the
development of organs and tissues and to establish whether expression in some tumors replicates
that observed during the development of tissues from which these tumors arise.

Keywords: immunohistochemistry; WT1; human embryonal/fetal tissues; neoplastic tissue;
differential diagnosis

1. Introduction

The human Wilms’ tumor gene (WT1), first isolated as a tumor suppressor gene and involved in the
development of Wilms’ tumor of the kidney [1], was among the principal tumor suppressor genes to be
cloned [2]. The WT1 gene maps to chromosomal band 11p13, and encodes a transcription factor of the
zinc finger type family, containing four zinc finger motifs at the C-terminus and a proline/glutamine-rich
DNA-binding domain at the N-terminus. It spans approximatively 50 kb of genomic sequence and
comprises 10 exons that produce a 3 kb mRNA [3,4].

Numerous isoforms, developing from a combination of alternative translational start sites,
alternative RNA splicing, and RNA editing, have been well-documented [5–8]. The most studied
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are the exon 5 variants and the KST (lysine–threonine–serine) isoforms, and, in some cases, these
can have specific functions. Although WT1 was originally discovered as a tumor suppressor gene
involved in the pathogenesis of renal Wilms’ tumor, subsequent studies emphasized its potential
oncogenic role in hematologic malignancies [9] and in different malignant solid tumors [10], including
lung cancer [11], colorectal cancer [12], pancreatic cancer [13], breast cancer [14], desmoid tumors [15],
ovarian cancer [16,17], brain tumors [18,19] and soft tissue sarcomas [20]. This hypothesis is supported
by several functional studies showing that WT1 inhibition, by using antisense oligonucleotides, reduces
cell proliferation, migration and endothelial tube formation [21]. WT1 could play an important role in
angiogenesis, the onset of metastases and the inhibition of the immune response. In fact the endothelial
cells, haematopoietic progenitor and myeloid-derived suppressor cells express high levels of WT1
inducing the control of the expression of CD31 and CD117. Therefore, the inactivation of WT1 in
the aforementioned cells can reduce angiogenesis, the development of metastases and promote the
immune response [22].

Although the first function defined for WT1 was that of a transcriptional regulator, in the
last 10 years several studies have emerged indicating its function as an activator, a repressor or a
coactivator [23,24]. Nevertheless, it is known that the role of WT1 is more complicated than once
believed, and it could be involved in at least two distinct cellular processes: transcription control and
RNA metabolism. All these roles of WT1 are supported by alternative splicing of the WT1 RNA to
generate two main isoforms that differ by the insertion of three amino acids, KTS (lysine–threonine–
serine), inside the zinc finger region of the protein [25–27]. In this regard, several studies have
demonstrated that the isoform of WT1 that lacks the KTS insertion, –KTS WT1, binds to DNA with
higher affinity and functions as a transcriptional regulator. On the other hand, the form having the
KTS insertion, +KTS WT1, plays a role in mRNA splicing rather than transcriptional control [28,29].
Larsson et al. found the first correlation between the WT1 protein and RNA metabolism, showing that
the +KTS WT1 isoform colocalized specially with splicing factors within nuclear speckles. In the last
few years it has been demonstrated that a considerable amount of transcription and/or splicing factors
shuttle to the cytoplasm, acquiring a new function. The cytoplasmic role attributed to shuttling proteins
is predominantly the nucleocytoplasmic transport of mRNA or RNA. Niksic et al. [27], emphasized
not only that WT1 is a shuttling protein, but also that a substantial part of endogenous WT1 protein
is located in the cytoplasm. Furthermore, they showed that both WT1 isoforms shuttle between the
nucleus and the cytoplasm [30].

WT1 is not only differentially spliced, but in turn alters the splicing and function of other genes,
such as the vascular endothelial growth factor (VEGF), through the activation of Serine/arginine-rich,
protein-specific splicing factor kinase (SRPK1), and indirectly Serine/arginine-rich splicing factor 1
(Srsf1). Comparing healthy tissues with neoplastic tissues, there is a greater expression of Wt1, Srpk1,
Srsf1 and the pro-angiogenic VEGF isoforms. WT1 inhibition regulates negatively the expression of
Srpk1 and Srsf1 in endothelial cells, inducing the development of the antiangiogenic VEGF isoform,
associated with apoptotic cell death [31,32].

In the past many authors believed that WT1 immunohistochemical expression, using antibodies
directed against the C-terminal portion of the protein [33,34], was exclusively limited to the nucleus,
and that the occasional cytoplasmic staining obtained in some tumors was the result of an artifact
(non-specific staining). The variability of staining with anti-WT1 C-terminus antibodies could be due
to the use of different clones of the same antibody. Subsequently, with the advent of newly available
antibodies against the N-terminal portion of WT1 (clone WT6F-H2), it has been demonstrated that WT1
expression can be found in the nucleus or in the cytoplasm, or concurrently in both the nucleus and
cytoplasm [35–42].

During human ontogenesis, according to the antibodies used, anti-C or N-terminus WT1
protein, [36,39–47], nuclear expression can be frequently obtained in metanephric and mesonephric
glomeruli, primary sex cords, gonadic stroma and mesothelial and sub-mesothelial cells, while
cytoplasmic staining is usually found in developing skeletal muscles, myocardium, radial glia of the
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spinal cord and cerebral cortex, sympathetic neuroblasts, adrenal cortical cells and the endothelial cells
of blood vessels [33,34,37,38,48–52]. With regard to neoplastic tissues, WT1 protein has been found in
several tumors with variable immunostaining patterns, i.e., exclusively nuclear, cytoplasmic or both,
according to the antibodies used (anti-C or N-terminus WT1 protein) [35,36,39–47]. The variable nuclear
and cytoplasmic WT1 staining may be explained by assuming that the expression of this transcription
factor in some neoplastic tissues (Wilms tumor, ovarian, mesothelial neoplasms, Sertoli cell tumor and
rhabdomyosarcoma) mirrors its normal developmental regulation [37,38,41]. In addition, our research
group have recently demonstrated that WT1 shows an oncofetal expression pattern, being abundantly
detected in developing and neoplastic skeletal muscle tissues, while its expression is down-regulated
in adult normal skeletal muscle tissues [41,46].

The present review focuses on the immunohistochemical expression of WT1 in some common and
less common tumors (Table S1), emphasizing its potential diagnostic role and usefulness in differential
diagnosis. In addition, we analyze WT1 protein expression profiles during human ontogenesis to
provide suggestions about its role in the development of organs and tissues, and to establish if its
expression in some tumors replicates that observed during the development of tissues from which
these tumors arise.

2. WT1 Immunohistochemical Expression in Human Embryonal/Fetal and Neoplastic Tissues

2.1. WT1 Immunohistochemical Expression in Human Embryonal/Fetal Tissues

From gestational weeks 7 to 24, WT1 expression has been found in several tissues, in a nuclear or a
cytoplasmic localization. WT1 nuclear staining can be observed in different structures of metanephros
and mesonephros [37,51,52], including glomeruli and sub-capsular blastema of nephrogenic zone
(Figure 1). WT1 expression in round, undifferentiated mesenchymal cells (blastematous component)
undergoing epithelial differentiation is a model of controlled epithelial–mesenchymal transition
resulting in nephrogenesis [53–56]. WT1 is expressed in mesothelial cells (excoelomic epithelium) that
are found above both ovaries and testes, in the developing sex cords and in the gonadal mesenchyme
(Figure 1). In the later phases of development, nuclear staining is manteined in the secondary sex cords
of both testes and ovaries, while it gradually disappears from their surrounding mesenchyme, to be
restricted to epithelial cells surrounding the oocytes [51]. Between the seventh and the tenth week
of gestational age, WT1 nuclear expression can be found in the mesothelial cells of serosal surfaces
covering the abdominal and pelvic visceral organs (uterus and ovaries, bladder, stomach, small and
large intestine, pancreas) pleura and peritoneum. Notably, a conspicuous amount of mesenchymal
sub-mesothelial cells along mesothelial cells displays WT1 nuclear expression [37].

During human developmental phases (from 8 to 28 wGA) small clusters of neuroblasts are
located in the paravertebral regions, in the cortex of adrenal glands and within the muscle wall of the
developing stomach and small/large intestine. WT1 cytoplasmic expression in neuroblasts is strong
and diffuse during the different phases of development, while no nuclear immunoreactivity can be
demonstrated. These cells gradually differentiate into ganglion cells, at first as immature ganglion cells
and finally as mature ganglion cells. In immature ganglion cells, unlike neuroblasts, WT1 cytoplasmic
immunoexpression is weak/focal and sometimes absent, while ganglion cells of adult sympathetic
ganglia, adrenal glands and myoenteric nervous plexuses, are completely negative. Similar to the
adult adrenal medulla and paraganglia, extra- and intra-adrenal differentiating chromaffin cells are
not WT1 stained. The expression of WT1 is strongly localized in the cytoplasm of radial glia cells of
both the developing spinal cord and cerebral cortex along the entire thickness of the neural tube. WT1
expression in the undifferentiated radial glial cells seems to support the theory that it is necessary to
maintain cells in an undifferentiated state [30,57–59].
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Figure 1. Nuclear expression of the Wilms’ tumor gene (WT1) (N-terminus) in human metanephros (A),
in gonadic stromal cells (B) and in the mesothelial cells covering the surface of the ovary (B) of the
fetus of 11 weeks of gestational age. Cytoplasmic expression of WT1 (N-terminus) in myocardium (C)
and in the skeletal cells (D) in a fetus of 22 weeks of gestational age.

During the early phases of development (from 6 wGA) embryonic myoblasts forming myotomes
exhibit strong cytoplasmic staining for WT1. Moreover, in both primary and secondary myotubes
of the developing muscles, WT1 is strongly and diffusely expressed in the cytoplasm of these cells.
From 20 wGA, WT1 cytoplasmic expression becomes more heterogeneous, ranging from focally strong
to weak or absent within the same muscle fiber (mosaic-type expression) (Figure 1). WT1 nuclear
immunoreactivity is lacking in skeletal muscle during all phases of myogenesis [41]. Several studies
have shown that WT1 is crucial for heart development [60,61], and it may also be involved in the
proliferation of cardiac myocytes. In addition, WT1 plays a key role in the conversion of epicardial cells
to mesenchymal cells. This is demonstrated by strong WT1 cytoplasmic expression in cardiomyocytes of
both atria and ventricles during the different phases of heart development, as in somatic skeletal muscle
cells. In addition, WT1 is expressed in the cytoplasm of the endothelial cells of blood vessels (aorta,
arteries, veins, capillaries) in all developing tissues (Figure 1) [62]. These findings are also maintained
in the endothelial cells of both adult tissues and benign and malignant tumors. In developing human
lungs, from 8 to 14 wGA, WT1 nuclear staining is limited to the mesothelial cells of visceral pleura,
with a weak cytoplasmic expression in some mesenchymal cells surrounding branching epithelial
structures. Between 7 and 14 wGA, WT1 staining is missing in the human fetal epidermis, except for
an intense cytoplasmic expression in the progenitor cells of the developing dermis [41].

WT1 is expressed in the myoenteric plexus of the developing gastroenteric system [38], while a
weak cytoplasmic staining is observed in the cells of the muscularis propria, especially of the small
intestine [52]. A strong WT1 nuclear staining is found in the mesothelial cells of serosal surfaces
covering the stomach, small and large intestine, pancreas and liver [52].

2.2. Wilms’ Tumor

Wilms’ tumor is a malignant embryonal neoplasm, also known as a nephroblastoma of pediatric
age, resulting from a disturbance of the differentiation of nephrogenic blastematous cells, which
replicates various stages of the developing kidneys [53,54,63,64]. Microscopically, Wilms’ tumor is
typically composed of three components: blastematous, mesenchymal (stromal) and epithelial [65–67].
Most Wilms’ tumors show all three components, but their proportions vary widely. Some tumors
are biphasic, while others are monophasic. The blastematous component is extremely cellular and
composed of small round-to-oval cells with scanty cytoplasm, dark nuclei and frequent mitotic figures,
arranged in diffuse, nodular, cord-like (serpentine), or basaloid (with peripheral palisading) patterns.
The stromal component is composed of spindle-shaped cells set in a myxoid stroma.
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In most tumors, stromal differentiation, including smooth and skeletal muscle, bone and chondroid
tissues, adipocytic tissue, or more rarely, neuroglia and mature ganglion cells, may be observed. Skeletal
muscle in various stages of differentiation, including rhabdomyoblasts, represents the most common
heterologous component [68,69]. The epithelial component is composed of tubules, papillary and
glomerular-like structures, which are closely reminiscent of normal nephrogenesis.

There is not a single marker or panel of immunostains that is diagnostic of Wilms’ tumor, but the
immunohistochemical profile depends on the different tumor components examined. WT1 is certainly
the most sensitive and specific marker for the diagnosis of Wilms’ tumor, with positivity in more than 90%
of cases (Figure 2). It is expressed in the nuclei of primitive blastemal cells using antibodies directed both
to the C-terminal or N-terminal portions of the protein, while it is absent in the differentiated epithelial and
stromal elements. When a Wilms’ tumor is composed predominantly/exclusively of the blastematous
component, it may be diagnostically challenging, especially when pathologists are dealing with small
biopsies, and the differential diagnosis includes other small, round cell tumors (differential diagnosis
with other small, round blue cell tumors-PNETs/Ewing sarcoma, neuroblastomas, rhabdomyosarcomas,
clear cell sarcomas, synovial sarcomas and lymphomas). In this context, the demonstration of WT1
nuclear expression with antibodies directed against the C-terminal portion of the protein (clone WT1C19)
is helpful in confirming the diagnosis.

 

Figure 2. Wilms’ tumor showing blastematous, epithelial and stromal components (A). Blastematous
component showing diffuse and strong nuclear WT1 (N-terminus) expression (B).

2.3. Malignant Mesothelialioma

Malignant mesothelioma is a primary tumor of serosal membranes, including pleura, peritoneum,
pericardium and tunica vaginalis of the testis. The majority of these tumors arise from pleura followed
by peritoneum, and are related to asbestos exposure. Histologically, mesotheliomas are classified
in three forms: epithelioid, sarcomatoid, or mixed (biphasic). The majority of these tumors are
predominantly epithelioid, with tumor cells forming papillae, pseudoacini or solid epithelial nests [70].
These tumor cells show abundant and acidophilic cytoplasm with round nuclei and occasionally
prominent nucleoli. Early forms can be difficult to distinguish from reactive mesothelial hyperplasia.
Infiltration of deep tissues, obvious cytologic atypia, prominent cell groupings and necrosis favor the
diagnosis of malignant mesothelioma [71]. Sarcomatoid mesothelioma [72] is composed of spindle
cells with oval nuclei, scant amphophilic cytoplasm and occasionally prominent nucleoli, arranged in
a fascicular pattern, sometimes with a fibrosarcoma-like appearance.

Epithelioid mesotheliomas may show a wide variety of morphologies, which can mimic
numerous metastatic carcinomas, especially adenocarcinoma of the lung. The correct diagnosis
of mesothelioma is usually achieved by the application of a panel of immunohistochemistry, including
WT1 antibodies. Early studies on WT1 expression in mesotheliomas were published in 2000, reporting
a positivity of 45–75% of the cases using a polyclonal antibody [73,74]. With the advent of new,
commercially-available antibodies (6F-H2), a higher percentage of expression has been reported.
Currently, WT1 is considered a highly sensitive and relatively specific marker for distinguishing
mesothelioma from lung adenocarcinoma [75]. However, in daily diagnostic practice, WT1 must be
used in combination with other, usually positive, markers for mesothelioma (calretinin, Keratin5/6).

In mesotheliomas, WT1 protein expression is restricted to the nucleus (Figure 3), even if it can
be focally observed in the cytoplasm of the cells of sarcomatoid mesotheliomas [74–78]. As normal/
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hyperplastic mesothelial cells lining pleura show nuclear staining for WT1 [37], this marker is not
helpful in distinguishing benign from malignant lesions. Nuclear WT1 expression in mesothelioma
is not surprising if we consider that a similar expression has been documented in embryonal/fetal
mesothelial cells covering cavities. The diagnosis of mesothelioma continues to rely on a multimodal
approach that incorporates clinical features, gross, microscopic and immunohistochemical features [79].

 

Figure 3. Epithelioid mesothelioma of the pleura (A). Diffuse nuclear expression of WT1 (N-terminus)
in the neoplastic cells of mesothelioma (B).

2.4. WT1 Expression in Epithelial Tumors of Ovary

Epithelial tumors are the most common ovarian tumors, comprising about 60% of all ovarian
tumors. Serous tumors constitute approximately 30% of all ovarian tumors. About half of the cases
are benign, approximately 35% are malignant and the remaining cases are classified as borderline.
They usually show positive staining for CK7, and they do not stain for CK20 or CDX-2. Parenti
et al. [37] reported WT1 nuclear expression in mesothelial cells lining the fetal ovaries, thus it is not
surprising if the tumors that originate from the epithelium covering the ovary express WT1. In fact,
several studies show that the WT1 nuclear expression in serous ovarian tumors is around 90–95%, and
that this marker is also helpful in differentiating ovarian serous carcinoma from endometrial serous
carcinoma, which has a similar microscopic appearance, but is less likely to stain for WT1 [16,80–89].
WT1 shows a different expression in the different histological subtypes of ovarian carcinomas. Serous
ovarian carcinomas that originate in the fallopian tubes, in the peritoneum and in the ovarian cortical
inclusion cysts, are always WT1 positive. Recent studies demonstrated not only the diagnostic utility,
but also the possible prognostic role of WT1. High grade serous ovarian carcinomas positive to
WT1 have a better prognosis, especially when the neoplastic cells co-express WT1 and the estrogen
receptor [90]. Mucinous and clear-cell carcinomas are negative, according to Waldstrøm and Grove [89],
Goldstein et al. [80] and Hashi et al. [82]. In contrast, another study carried out by Shimizu et al. [16]
demonstrated the immunohistochemical expression of WT1 in both mucinous and clear-cell carcinomas,
with a higher expression in serous carcinomas than in clear-cell carcinomas, while not a significantly
higher expression than mucinous carcinomas. It is likely that these conflicting results may be due to
the use of different primary antibodies. Indeed, Shimizu et al. [16], used the C19 clone, whereas in
other studies the 6F-H2 clone was the antibody used against WT1.

Numerous reports show that WT1 is not expressed in endometrioid carcinomas [82,86,87], with
only a few studies showing focal WT1 positivity [81,83,84]. Recently, immunohistochemical studies
indicated a significant difference in WT1 expression between highly-differentiated, endometrioid
carcinomas, compared with tumors of lower grade [89]. As suggested by Gilks [88], low-grade
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endometrioid carcinomas differ from high-grade endometrioid carcinomas in biological behavior and
gene expression profile, and this theory may explain the different expression of WT1.

2.5. WT1 Expression in Granulosa Cell Tumor

Granulosa cell tumors are sex cord–stromal ovarian neoplasms showing differentiation toward
follicular granulosa cells. The two types of granulosa cell tumors are known as adult and juvenile types.
Macroscopically, adult granulosa cell tumors appear as unilateral, usually solid or solid-cystic masses,
with an area of hemorrhage or necrosis following torsion. In the adult type granulosa cell tumors,
the tumor cells resemble normal granulosa cells. They are small and round, cuboidal, or spindle shaped,
with pale cytoplasm and ill-defined cell borders. The nuclei are round or oval, with fine chromatin and a
single small nucleolus. An important diagnostic feature is the presence of longitudinal folds or grooves
in the nuclei with a ‘coffee-bean’ appearance [91]. Occasionally, mitotic figures, nuclear pleomorphism
and bizarre nuclei are seen, but do not appear to affect the prognosis adversely [92–94]. The tumor cells
are rarely extensively (>50% of cells) luteinized with abundant eosinophilic cytoplasm, well-defined
cell borders and central nuclei resembling the luteinized granulosa cells of the corpus luteum. Cells are
arranged in different patterns, including diffuse, trabecular, micro-follicular, macro-follicular, insular
and pseudopapillary. Macroscopically juvenile granulosa cell tumors are solid-cystic masses, rarely
exclusively solid. They are variably composed of a double component, granulosa and theca component.
The former shows polygonal cells with abundant cytoplasm, from eosinophilic to vacuolated, and clear
and hyperchromatic nuclei without grooves. The second is composed of oval- to spindle-shaped cells
with pale cytoplasm. Several growth patterns are observed, from solid to follicular or pseudo-papillary.
In the atypical forms, brisk mitotic activity is seen. Bizarre nuclei may occur. WT1 is a marker that has
not been widely studied in granulosa cell tumors. It is expressed in 65% to 88% of adult granulosa
cell tumors (Figure 4) [95–98]. Although several different non-sex cord-stromal tumors can express
WT1 [99], most of them are not in the differential diagnosis of ovarian sex cord-stromal tumors, and
tumors that are in the differential diagnosis are typically negative or limited for WT1 expression.

 

Figure 4. Ovarian granulosa cell tumor, adult type (A). Nuclear WT1 (N-terminus) expression in
neoplastic cells at low (B) and high (C) magnification.

2.6. WT1 Expression in Sertoli Cell Tumors

Sertoli cell tumors are composed of Sertoli cells with rare Leydig cells. They are typically a solid
mass with a tan to yellow cut surface. The tumor cells are cuboidal or columnar with pale cytoplasm,
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and less frequently, deeply eosinophilic or vacuolated. The nuclei are round–oval in shape and uniform
with inconspicuous nucleoli. Atypical and bizarre nuclei are rarely observed. Mitotic activity is
variable, but not > 5/10 HPF. The lesion is well limited by the surrounding ovarian parenchyma.

The cells are typically arranged in a diffuse or nodular pattern, but they can be observed as a
mixture of different patterns (tubules, cord or trabeculae, sheets, pseudo-papillae and more rarely,
retiform, islands or spindly patterns). The main differential diagnoses are the Sertoli–Leydig cell tumor,
endometrioid carcinoma, carcinoid tumor and female adnexa tumor.

Several studies have investigated the expression of WT1 in Sertoli cell tumors in order to identify
new diagnostic markers. Zhao et al. [99] suggested including WT1 protein (6F-H2 antibody) in the
immunohistochemical panel, together with inhibin, to distinguish Sertoli cell tumors from endometrioid
and neuroendocrine tumors. In addition, the authors stated that the diagnostic utility of WT1 in
Sertoli cell tumors is similar to inhibin, and better than that of calretinin [99]. Another study evaluated
WT1 expression in ovarian stroma and its tumors. The results showed that ovarian stromal cells,
ovarian fibroma, cellular fibroma, fibrothecoma and ovarian leiomyoma expressed WT1, whereas
non-gynecologic smooth muscle tumors and other spindle cell tumors were usually negative for
WT1. These findings suggest that WT1 may be used as an immunohistochemical marker for spindle
cell tumors derived from the ovary and uterus, including Sertoli cell tumors (Figure 5). WT1, SF-1
and inhibin are the most informative sex cord-stromal markers to be used for the distinction of
non-sex cord-stromal tumors; however, the usefulness of immunohistochemistry for the diagnosis of
fibroma/fibrothecoma is limited [100].

 

Figure 5. Sertoli cell tumor (A). Neoplastic cells showing nuclear WT1 (N-terminus) expression (B).
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2.7. WT1 Expression in Breast Carcinoma

Several studies have demonstrated WT1 expression in breast carcinomas, with low expression in
adjacent normal breast tissues. Nasomyon et al. [101], confirmed WT1 protein expression by using
Western blotting. These results suggested that WT1 (17AA+) might be a crucial isoform in cancer
progression and development, and might work together with WT1 (17AA−) as a protein partner. In the
same study, the authors showed that WT1 plays an oncogenic role in ERα and HER2 protein regulation.

In addition, they observed that ER-α and HER2 proteins were highly expressed in breast cancer,
but expressed at low levels in adjacent normal breast tissues, while WT1 (17AA+) was strongly
expressed in breast cancer and slightly in adjacent normal breast tissues. The result of WT1 (17AA+)
mRNA expression was confirmed at the protein level.

Several studies focused on immunohistochemical nuclear expression of WT1 in breast cancer,
predominantly in the mucinous histotype [43,102–104], while it is occasionally co-expressed in
non-mucinous carcinoma components of mixed mucinous carcinoma [102]. In addition, WT1 expression
was observed, not only in mucinous carcinoma, but also in associated solid papillary carcinoma.
A good correlation of WT1 immunohistochemical expression between solid papillary carcinoma and
associated mucinous carcinomas does exist, indicating that the former could be the precursor of the
latter [105]. With the advent of immunotherapy in malignancies, expression of WT1in mucinous breast
carcinomas provides a molecular target in these relatively indolent breast tumors [102]. Conflicting
results are reported regarding WT1 expression and the prognosis of breast carcinoma. A study
demonstrated that WT1 expression in breast cancer is correlated to poor prognosis, due to cancer-related
epithelial-to-mesenchymal transition (EMT) and poor chemotherapy response [106]. Conversely,
another study displayed that the immunoreactivity for WT1, together with RSPO1 and P16, was
significantly associated with a more favorable disease-free survival [107]. Furthermore, high levels of
Wilms’ Tumor 1 (WT1) protein and mRNA had been associated with aggressive phenotypes of breast
tumors, because HER2/neuoncogene increases WT1 expression. Increased levels of WT1 are due to the
engagement of Akt, resulting in HER2/neu overexpression [108].

2.8. WT1 Expression in Lung Carcinomas

WT1 expression was analyzed, by using immunohistochemical and quantitative real-time
(qRT-PCR) analyses, in several types of lung carcinoma (41 adenocarcinomas, 13 squamous
cell carcinomas, two large cell carcinomas and six small cell carcinomas). Data obtained from
immunohistochemical analyses showed cytoplasmic WT1 immunoreactivity in 5/6 small cell carcinomas,
1/2 large cell carcinomas, 1/1 squamous cell carcinomas and in 4/5 adenocarcinomas. (In normal
lung tissues, no immunoreactivity was observed). In the same study WT1 genomic DNA obtained
from seven lung cancer tissues was PCR-amplified and examined for mutations by direct sequencing.
The absence of mutations in all of the 10 exons of the WT1 gene was demonstrated, suggesting that
the non-mutated, wild-type WT1 gene plays an important role in the tumorigenesis of de novo lung
cancers, and may provide the rationale for new therapeutic strategies for lung cancer targeting the
WT1 gene and its products [11].

2.9. WT1 Expression in Pancreatic Ductal Adenocarcinomas

WT1 expression was also reported in a series of pancreatic ductal adenocarcinomas. Oji et al. [13]
showed that WT1 was expressed at the cytoplasmic level in 30/40 cases of pancreatic ductal carcinoma,
while normal pancreatic cells adjacent to carcinoma cells were negative. No significant correlation was
observed between WT1 expression and age, sex, T or N stage, tumor site and differentiation. These
results suggest that the WT1 gene plays an important role in the tumorigenesis of pancreatic ductal
adenocarcinoma [13]. Conversely, more recent studies have shown that the nuclear expression of
WT1 in pancreatic ductal adenocarcinoma correlates with gender and tumor stage, while cytoplasmic
staining correlates with gender, histological grade and perineural invasion. In addition, the same
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authors reported that a high nuclear expression of WT1 in pancreatic tumor tissues was significantly
associated with poor overall survival, suggesting a possible role for it as a molecular biomarker of a
poor prognosis among patients with pancreatic ductal adenocarcinoma [109].

2.10. WT1 Expression in Melanocytic Lesions

Several studies have reported the usefulness of WT1 in the differential diagnosis between nevi
and melanomas. The first study on WT1 expression in melanocytic lesions dates back to 1997 [110],
when it was observed that WT1 in melanoma, in the context of absent or mutated p53, acted as a
transcriptional activator, whereas in the presence of wild-type p53, it acted as a repressor. Later, Wilsher
and Cheerala [111] showed that WT1 (6F-H2) was a complementary marker of malignant melanoma.
Indeed, by using immunohistochemistry, they demonstrated cytoplasmic WT1 expression in most
invasive primary cutaneous melanomas, including spindle cell and desmoplastic melanomas, and in
metastatic melanomas. However, its usefulness was limited by the fact that most Spitz nevi and a
minority of dysplastic nevi expressed WT1. In another study, apart from demonstrating cytoplasmic,
and more rarely, nuclear WT1 expression in melanoma, it was proven that the silencing of WT1 inhibited
melanoma cell proliferation, supporting the role of WT1 cell proliferation in melanoma [21,112,113].
In contrast, Garrido-Ruiz et al. [114] reported a higher rate of WT1 staining in melanocytic nevi against
melanomas, and an increased expression in advanced stages of melanoma progression. In addition,
they supported an association of WT1 protein expression with a shorter overall survival. A significant
expression of WT1 in desmoplastic (71%), compared with non-desmoplastic melanoma (47%), has also
been recently observed. The same study reported that vertical growth phase melanomas exhibited
an expression of WT1 more frequently than radial growth phase melanomas (46.5% vs. 16.0%) [115].
Finally, a study on 40 cases of desmoplastic melanomas showed a strong and diffuse cytoplasmic
expression of WT1 (6F-H2 antibody) in all cases examined, suggesting the use of WT1 along with
S-100p, SOX10, p75 and nestin as an optimal panel for the diagnosis of desmoplastic melanoma [116].

2.11. WT1 Expression in Colorectal Carcinoma

Colorectal cancer is one of the most commonly diagnosed cancers worldwide, accounting for an
estimated 9.4% of all malignancies [117]. The treatment is surgery, but approximately 60% of patients
experience local recurrence and/or distant metastases (Andre and Schmiegel, 2005). Despite advances
in surgical techniques and in chemotherapy, around 20% of patients with colorectal carcinoma die
from disease recurrence [117]. Thus, new diagnostic tools and therapeutic approaches are required.
A previous study showed immunoreactivity in 89% of the cases examined [118]. In addition, in the
same study, a quantitative real-time reverse transcription-polymerase chain reaction (RT-PCR) was
performed that showed that WT1 mRNA was expressed in all (100%) of the 28 cases of colorectal
adenocarcinoma. Moreover, WT1 mRNA expression levels were higher in 71% of the cases when
compared to those of normal-appearing mucosal tissues. These results suggested an important
role of WT1 in the tumorigenesis of primary colorectal adenocarcinoma, and that WT1 could be a
new molecular target for the treatment of colorectal adenocarcinoma expressing WT1. However,
no significant correlations were observed between WT1 mRNA expression levels and age, gender, site
of tumors, T stage, N stage and M stage [118]. Miyata et al. recently evaluated the correlation between
WT1 mRNA levels and other tumor-associated antigens with clinicopathological factors [119]. Notably,
WT1 expression in colorectal carcinoma is significantly correlated with tumor progression, lymph node
and distant metastasis, and clinical stage. These results suggest that WT1 could be an important novel
independent marker for prognosis and tumor progression in colorectal adenocarcinoma [120].

2.12. WT1 Expression in Cerebral Tumors

Several authors have studied WT1 expression in cerebral neoplasms, including glial tumors and
medulloblastomas [121]. The WT1 cytoplasmic expression using the anti-WT1 C-19 and anti-WT1
6F-H2 antibodies, in high-grade astrocytic tumors (glioblastoma and anaplastic astrocytoma), was
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significantly higher than that in low-grade ones (pilocytic astrocytoma and diffuse astrocytoma)
(Figure 6) [122]. WT1 expression was also examined in anaplastic ependymomas, and anaplastic
oligodendrogliomas, which showed diffuse cytoplasmic staining.

 

Figure 6. Glioblastoma multiforme showing pseudopalisading necrosis (A). Neoplastic cells showing
strong and diffuse cytoplasmic expression of WT1 (N-terminus) (B).

Some authors correlated the expression of WT1 with the MIB-1 staining index because histological
examination areas with features of anaplasia and high perivascular proliferation and cellularity show a
strong WT1 protein expression [123]. A more recent article reported that in diffuse astrocytic tumors,
high levels of WT1 expression are related to a higher World Health Organization (WHO) tumor grade,
absence of IDH1 mutation, older age, but not related to O(6)- methyl guanine methyl transferase
(MGMT) promoter methylation status. In addition, it would seem that WT1 expression is associated
with a worse outcome in patients with diffuse astrocytoma, but not glioblastoma [124].

2.13. WT1 Gene Expression in Soft Tissue Sarcomas

Sotobori et al. [125] showed that WT1 mRNA expression levels in adult cases of soft tissue sarcomas
were significantly higher than in normal soft tissues, and that the disease-specific survival rate for
patients with elevated WT1 mRNA expression levels was found to be significantly worse in patients
with low levels. Furthermore, their results demonstrated that the WT1 mRNA expression level is a
significant prognostic indicator in patients with soft tissue sarcoma. On the contrary, other authors [126]
evaluated WT1 protein and mRNA expression levels in various pediatric tumors, and showed that
while WT1 protein was widely detected in these malignancies, WT1 mRNA expression varied widely
in the different types of pediatric cancers. However, no significant relationship was evaluated between
WT1 mRNA expression and clinical factors.

2.14. WT1 Expression in Malignant Peripheral Nerve Sheath Tumors

Malignant peripheral nerve sheath tumors (MPNSTs) are an aggressive and rare type of sarcoma,
usually arising from peripheral nerves. They can occur sporadically or more frequently (up to 50%
of cases) from pre-existing neurofibromas in the context of neurofibromatosis type 1 (NF1) [127].
Most MPNSTs are deeply localized, and often they are greater than 10 cm in maximum diameter
by the time of presentation. Histologically, they show a spindle-cell fascicular appearance with
abrupt alternations between cellular and more myxoid areas, suggesting neural differentiation. Some
cases have a uniformly cellular and fascicular pattern reminiscent of a monophasic synovial sarcoma.
In other cases, an abundant myxoid stroma can be observed, configuring the diagnosis of myxoid
MPNST. Cells have a pale, poorly defined cytoplasm and narrow nuclei, often with a wavy or buckled
configuration. In addition, the nuclei tend to be hyperchromatic, and at least focally pleomorphic
with inconspicuous nucleoli. Mitoses are generally frequent. In about 10–15% of MPNSTs, especially
in those arising in patients with NF1, heterologous differentiation can be present [128]. The most
frequent divergent differentiation is the rhabdomyosarcomatous component, configuring the so-called
malignant Triton tumor, which is associated with a poor prognosis. Less frequently, osteosarcomatous
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or chondrosarcomatous differentiation can be observed. Immunohistochemically, the S-100 protein is
positive in about 50% of cases of MPNST [129,130].

Early studies on WT1 expression reported the positivity in Schwann cells of normal nerves.
In peripheral nerve sheath tumors, including MPNSTs, neurofibromas and schwannomas, neoplastic
cells expressed WT1 protein at the cytoplasmic level (Figure 7) [44]. A recent study by Kim et al. [131]
evaluated WT1 expression in 87 cases of soft tissue sarcoma, including liposarcoma, MFH,
rhabdomyosarcoma, leiomyosarcoma, MPNST, synovial sarcoma, fibrosarcoma and others. The authors
observed cytoplasmic expression of WT1 (6F-H2) in 71% of the cases of malignant peripheral nerve
sheath tumors, revealing no association between WT1 expression and overall survival or disease-free
survival. Conversely, Ueda et al. [132] reported that the WT1 gene is frequently overexpressed
in various types of soft tissue sarcoma [132], and that WT1 mRNA overexpression is significantly
associated with a poor prognosis. This result was proved only in 4 out of 52 and 3 out of 36 samples,
by immunoblotting [121] and immunohistochemistry. Therefore, further studies on the correlation
between the protein and mRNA of the WT1 gene in larger cohorts are required, together with survival
analysis, to validate the WT1 expression level as a prognostic factor. Parenti et al. [133] investigated
WT1 expression in the MPNST sNF96.2 cell line, showing a strong WT1 staining in the nuclear and
perinuclear areas of neoplastic cells. In addition, they studied the effects of silencing WT1 by RNA
interference through Western Blot analysis and proliferation assays. The result was a reduction of cell
growth in a time- and dose-dependent manner, suggesting that WT1 is involved in the development
and progression of MPNSTs, and that it could be a potential therapeutic target for MPNSTs.

 

Figure 7. Peripheral nerve sheath tumor consisting of spindle cells arranged in a fascicular pattern
(A,B). Immunohistochemical cytoplasmic expression of WT1 (N-terminus) in neoplastic cells at low (C)
and high (D) magnification.

2.15. WT1 Expression in Desmoplastic Small Round Cell Tumors (DSRCTs)

DSRCTs are highly aggressive tumors, typically with intra-abdominal localization (pelvic
peritoneum, mesentery, surface of the liver and omentum), but can arise in many other sites, including
meninges, scalp, pleura, paranasal sinuses, parotid gland, pancreas, scrotum, ovary, kidney and
bone [134]. These tumors are typical of pediatric and adolescent age, with a male predilection.
Histologically, they are composed of round cells with scant cytoplasm, indistinct cell borders and
hyperchromatic round to oval, or slightly angulated, nuclei that have finely granular chromatin and
small nucleoli. The cells are arranged in variably-sized nests, trabeculae, or lobules, usually separated
by a prominent fibro-sclerotic stroma. In some cases, necrosis in the central portion and calcification may
be seen. Mitoses are usually observed. In rare cases neoplastic cells with glandular or pseudo-rosettes
formation and rhabdoid or signet ring appearance have been reported [134]. Immunohistochemically,
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the neoplastic cells show a polyphenotypic profile, including desmin, vimentin and epithelial markers,
such as epithelial membrane antigen and cytokeratin and WT1 (Figure 8) [134].

 

Figure 8. Desmoplastic small round cell tumor showing neoplastic cells arranged in variably-sized
nests, separated by a prominent fibro-sclerotic stroma (A). Neoplastic cells showing diffuse nuclear
expression with WT1 (C-terminus) (B) and cytoplasmic expression with WT1 (N-terminus) (C).

In most cases (>90%) of desmoplastic small round cell tumors, strong nuclear staining with
antibodies directed against the C-terminal portion of WT1 protein (clone WT1 C19), due to a
recurrent chromosomal translocation (11;22)(p13;q12) resulting in the EWSR1-WT1 fusion transcript,
is observed [134–136]. In rare cases, unusual nuclear WT1 staining with N-terminus antibodies was
described, and was due, probably, to novel fusion transcripts [35,43,137].

2.16. WT1 Expression in Malignant Rhabdoid Tumors

Malignant rhabdoid tumors are highly aggressive tumors that usually occur in the kidneys of
children. Other sites are rarely affected, such as somatic soft tissues, liver, gastrointestinal tract,
pelvis, retroperitoneum, abdomen, heart and central nervous system [138]. Interestingly, soft tissue
localization prevails in fetuses, newborns and young children, while in adolescents, renal and nervous
system sites, they are more frequent [138]. In some cases, tumors are metastatic at presentation and
have a fatal course [138]. Histologically, they show solid or trabecular growth patterns composed of
round/epithelioid to polygonal cells. Typically, neoplastic cells have abundant, deeply eosinophilic
cytoplasm with a paranuclear eosinophilic, PAS-positive inclusion and large, round, vescicular
nuclei with finely dispersed chromatin, containing a prominent eosinophilic nucleolus. Mitoses and
necrosis are commonly seen. In some cases, minor tumor components consisting of smaller, round,
undifferentiated cells with a scant cytoplasmic rim may be present or even prominent. Similarly to
desmoplastic small round cell tumors, malignant rhabdoid tumors exhibit polyphenotipic profiles,
with variable co-expression of different markers, including vimentin, cytokeratins, epithelial membrane
antigen (EMA) and CD99 [138]. However, the complete absence of nuclear immunoreactivity for INI1
protein is the most useful diagnostic clue [139–142]. Tumors can express additional markers, such as
muscle specific actin, alpha-smooth muscle actin, S100 protein, synapthophisin, and CD56. Occasionally,
WT1 (clone WT-C19) can be expressed at nuclear or nucleo-cytoplasmic levels (Figure 9) [33,34,138].
We have experience of similar results also by using antibodies against the N-terminal portion (clone WT
6F-H2) [143].
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Figure 9. Malignant rhabdoid tumor of the kidney (A). Diffuse and strong nuclear WT1 (N-terminus)
expression of neoplastic cell (B).

2.17. WT1 Expression in Rhabdomyosarcomas

Rhabdomyosarcomas (RMSs) are malignant tumors composed of cells that show evidence of
skeletal muscle differentiation. Based on morphological, immunohistochemical and molecular features,
at least four major subtypes can be recognized: (i) embryonal; (ii) alveolar; (iii) spindle cell/sclerosing;
and (iv) pleomorphic. Embryonal, alveolar and spindle cell/sclerosing rhabdomyosarcomas are
predominantly tumors of children and adolescents, while the pleomorphic subtype tends to occur in
adults. Histologically, the typical pattern of embryonal rhabdomyosarcoma consists of small, round or
spindle-shaped cells, admixed with variable numbers of round, strap-, or tadpole-shaped eosinophilic
rhabdomyoblasts set in a myxoid stroma. In 20–30% of cases, cytoplasmic cross striations are present.
Spindle cell/sclerosing rhabdomyosarcoma most commonly arises in the head and neck or paratesticular
soft tissues, and shows a striking male predilection. Alveolar rhabdomyosarcoma is a distinct subtype
of rhabdomyosarcoma usually associated with an aggressive behavior. It consists of larger, more
rounded, undifferentiated cells with larger nuclei than those in the embryonal variant, admixed with
variable numbers of eosinophilic rhabdomyoblasts and multinucleate giant cells with peripheral
nuclei. These cells are most often arranged in an alveolar pattern. Spindle cell rhabdomyosarcomas
are mainly composed of primitive-looking spindle, ovoid, or round cells, often associated with
pseudovascular clefts, embedded in a prominent hyalinized collagenous stroma. Small foci of obvious
rhabdomyoblastic differentiation may be evident. Immunohistochemically, regardless of histological
type (embryonal, alveolar, spindle/sclerosing), albeit with a variable extension, desmin, myogenin and
MyoD1 are considered the most sensitive and specific markers of skeletal muscle differentiation [144].
Several studies have reported a diffuse and strong cytoplasmic expression of WT1 N-terminus antibodies
(cloneWT 6F-H2) in all variants of rhabdomyosarcomas, including embryonal, sclerosing/spindle
cell and alveolar (Figure 10) [35,36,41,45,143,145]. These results are consistent with those reported in
studies on WT1 expression in the cytoplasm of human developing myoblasts and myotubes during
the early phases of skeletal myogenesis [37,41,42,46,52,146].
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Figure 10. Embryonal rhabdomyosarcoma, botryoid type (A) and alveolar rhabdomyosarcoma (B).
Neoplastic cells showing strong and diffuse cytoplasmic WT1 (N-terminus) staining (C,D).

2.18. WT1 Expression in Neuroblastic Tumors

Neuroblastic tumors arise in children and adolescents. They occur especially in the adrenal gland,
retroperitoneum or, and more rarely, in the posterior mediastinum. On the basis of a different degree
of differentiation of immature neuroblasts in mature ganglionic cells, three variants of neuroblastic
tumors are identified: (i) neuroblastoma in which the schwannian stroma component is poor, including
undifferentiated, poorly differentiated and differentiating neuroblastomas; (ii) ganglioneuroblastoma in
which the schwannian stroma component is dominant, but foci of neuroblasts are still present, including
intermixed and nodular ganglioneuroblastomas; (iii) ganglioneuroma in which the schwannian stroma
is predominant and neuroblasts are absent, including maturing and mature ganglioneuromas [147].
Neuroblastoma consist of small, round cells, with scant cytoplasm and round, hyperchromatic nuclei,
arranged around a fibrillar area (neuropil). The neuroblastoma is classified as poorly differentiated if
≤5% of the tumor cells show ganglionic differentiation, while, if the neuroblastic component shows
ganglionic differentiation in more than 5% of the tumor cells, the neuroblastoma is classified as
differentiating; the neuroblastoma is classified as undifferentiated when ganglionic differentiation is
almost or completely absent [147]. Ganglioneuroblastoma is a neuroblastic tumor with intermediate
features of differentiation between neuroblastoma and ganglioneuroma. Histologically, two variants are
recognized, intermixed and nodular. In the former, the ganglioneuromatous component is associated
with a collection of immature ganglion cells that are interspersed among the schwannian stroma,
while in the latter, in addition to the ganglioneuromatous component, there is a well-circumscribed
area of neuroblastoma [147]. When the tumor is composed of mature or maturing ganglion cells
surrounded by fascicles of Schwann cells, it is called ganglioneuroma [147]. This tumor model perfectly
summarizes what happens during developmental stages of a normal peripheral sympathetic nervous
system [148–153]. In some studies, a focal and weak nuclear WT1 staining in neuroblastoma was
reported [35,135,145]. Wang et al. showed WT1 expression preferentially in ganglioneuroblastoma
and ganglioneuroma [154].
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In our experience, by using antibodies against the N-terminal portion of the WT1 protein (clone
WT6F-H2), a variable cytoplasmic WT1 staining was found only in the ganglion cell component of
both ganglioneuroblastoma and ganglioneuroma, while the neuroblastic component was negative
(Figure 11) [143].

 

Figure 11. Neoplastic cells of poorly-differentiated neuroblastoma showing no immunohistochemical
expression of WT1 (N-terminus) (A). Ganglion cell of a maturing ganglioneuroma showing heterogeneous
cytoplasmic WT1 (N-terminus) expression (B).

2.19. Infantile-Type Fibromatoses

Young-type fibromatoses are a group of fibroblastic and myofibroblastic tumor and tumor-like
lesions occurring in the soft tissues of children and adolescents. This group includes the fibrous
hamartoma of infancy, myofibroma/myofibromatosis and lipofibromatosis. The biological behavior
of these lesions is variable, with lesions showing a benign course such as fibrous hamartomatous
of infancy, and lesions with a tendency to local recurrence such as myofibroma/myofibromatosis
and lipofibromatosis. Although each of these entities exhibits characteristic morphological features,
differential diagnostic problems may arise especially from small biopsy specimens. Interesting results
have emerged from the study of WT1 in these lesions. All cases of young-type fibromatoses, including
fibrous hamartoma of infancy, myofibroma/myofibromatosis and lipofibromatosis, exhibited a diffuse
WT1 cytoplasmic staining. On the contrary, all cases of adult-type fibromatoses and nodular fasciitis,
from which young-type fibromatoses are to be distinguished, are not immunoreactive for WT1 [39].
Amini Nik et al. [15], investigated the expression of WT1 mRNA and protein in desmoid-type
fibromatoses. They found that the levels of WT1 mRNA, revealed by TaqMan quantitative PCR,
in all examined miofibroblastic tumor cells, were from medium to high, while contiguous normal
fibroblasts exhibited a lower expression. WT1 protein overexpression was confirmed by Western blot
and immunohistochemistry analyses. These data suggest that WT1 may play a role in the tumorigenesis
of desmoid-type fibromatoses.

2.20. Congenital/Infantile Fibrosarcoma

This is a malignant tumor currently classified in the category of intermediate neoplasms. It occurs
in the first two years of life, with a significant number of cases diagnosed at birth or antenatally [155].
It occurs in the soft tissues of the trunk and distal extremities, with only rare cases reported in the
retroperitoneum. Distant metastases rarely occur and when they do, prognosis is favorable [155].
Histologically, it shows a fascicular pattern, focally with a herring-bone configuration; it consists
predominantly of spindle cells showing only a mild to focally moderate degree of nuclear atypia.
Mitoses are usually numerous. The diagnosis of fibrosarcoma is frequently of exclusion, being mainly
based on negative results for specific lineage markers such as desmin, myogenin, CD34, S-100, HMB-45,
and cytokeratins. Fibrosarcoma may variably express, even if with focal extension, alpha-smooth
muscle actin and/or desmin. We recently reported a series of congenital/infantile fibrosarcoma with a
strong and diffuse cytoplasmic expression of WT1 by using antibodies against the N-terminal portion
of the WT1 protein (cloneWT6F-H2) (Figure 12) [39,143]. Then the WT1 protein could be useful as
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an immunomarker to support a diagnosis of fibrosarcoma, mostly in daily practice, in distinguishing
congenital/infantile fibrosarcoma from desmoid-type fibromatosis.

 

Figure 12. Congenital/infantile fibrosarcoma with herring-bone configuration (A). Neoplastic cells
showing diffuse cytoplasmic WT1 (N-terminus) expression (B).

Although both tumors may show overlapping morphological and immunohistochemical features
(expression of alpha-smooth muscle actin), desmoid-type fibromatosis is typically WT1-negative.
However, the diagnosis of congenital/infantile fibrosarcoma is usually confirmed by the identification
of the recurrent translocation t (12;15)(p13;q25) with an ETV6-NTRK3 gene fusion [156,157].

2.21. WT1 Expression in Vascular Tumors

Vascular lesions are a heterogeneous group of tumors, including benign and malignant tumors,
as well as malformations. Vascular tumors and malformations can be diagnostically challenging.
Although they may initially appear very similar, they have distinct clinical courses and management.
To provide a correct diagnosis, several studies have been conducted to identify immunohistochemical
markers. Among the antibodies studied, interesting results have emerged from the study of WT1
cytoplasmic expression. Based on the studies available in the literature that compare vascular
lesions, both benign and malignant, with malformations, it emerged that almost all benign lesions,
such as capillary hemangioma, pyogenic granulomas, cherry angiomas and tufted angiomas,
are WT1-positive, while lymphangioma and cavernous hemangioma are negative. Malignant
tumors, such as angiosarcomas, hemangioendotheliomas and Kaposi’s sarcomas, are strongly
WT1-positive (Figure 13). WT-1 expression in vascular malformations (angiokeratoma/verrucous
hemangioma, combined vascular malformations, venous malformations, glomuvenous malformations,
lymphatic malformations/lymphangioma, telangiectasia and targetoid hemosiderotic hemangioma) is
generally completely negative or weak and focal positive. Interestingly, a strong and diffuse WT-1
staining was reported in a case of thrombosed vascular malformation with prominent endothelial
hyperplasia [158–160]. WT1 expression in vascular tumors was also analyzed in fetal tissues, where a
moderate to strong staining intensity in the cytoplasm of the endothelial cells of blood vessels was
reported [37,52]. As WT1 staining has been obtained in the cytoplasm of embryonal/fetal endothelial
cells, the reported cytoplasmic expression of this marker in many vascular tumors is not at all surprising.
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Figure 13. Angiosarcoma (A). Diffuse nuclear expression of WT1 (N-terminus) in neoplastic cells (B).

2.22. Mammary Myofibroblastoma, Epithelioid Cell Variant

Myofibroblastomais a rare, benign tumor composed of both fibroblastic and myofibroblastic
cells [161–163], which localizes typically in the breast [163], vulvovaginal region [164,165] and soft
tissues. It is composed of a proliferation of bland-looking spindle-shaped cells to epithelioid cells set in a
predominant fibrous stroma. When the epithelioid cell component predominates, the myofibroblastoma
is referred to as “epithelioid”. It was observed that WT1 expression is limited to epithelioid-type
myofibroblastoma, while all other variants (classic-type, collagenized/fibrotic-type, myxoid-type,
lipomatous-type and palisaded/Schwannian-like) are completely negative [40]. Indeed, all cases
reported of epithelioid-type myofibroblastomas exhibited a diffuse and strong WT1 cytoplasmic
expression. In the evaluation of small breast biopsies, WT1 is an important marker, together
with desmin, alpha-smooth muscle actin, Myogenin, MyoD1, h-caldesmon, S-100 protein, HMB45,
EMA, Pancytokeratins and CD34, which are helpful in the differential diagnosis of lesions with
epithelioid morphology.
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Abstract: Temporomandibular disorders (TMD) are progressive degenerative disorders that affect the
components of the temporomandibular joint (TMJ), characterized by pain and limitations in function.
Matrix metalloproteinases (MMP) are enzymes involved in physiological breakdown of tissue that can
have a pathological effect from an increase in activity during inflammation. A PubMed search of the
current literature (within the past 10 years) was conducted to identify human studies involving matrix
metalloproteinases activity in TMJ components of patients with TMD. Two separate searches results
in 34 studies, six of which met inclusion criteria. Immunohistochemistry and gene analysis were used
to evaluate MMP expression in the study groups. This review showed the strongest evidence for
involvement of MMP-1, MMP-2, and MMP-9 in TMD; however, limitations included low sample sizes
and a lack of recent clinical studies. Future research with more definitive conclusions could allow for
additional pharmaceutical targets in MMP when treating patients with temporomandibular disorders.

Keywords: matrix metalloproteinases; temporomandibular joint disorder; temporomandibular joint

1. Introduction

The temporomandibular joint (TMJ) is classified as a ginglymoarthrodial joint, allowing for
rotational and translational movements in normal function. Its primary components include the glenoid
fossa of the temporal bone, the articular disc, the head of the mandibular condyle, and masticatory
muscles. This joint is capable of remodeling even after growth has stopped, allowing it to make
structural changes and adapt to different physiological demands [1].

Temporomandibular disorders (TMD) are a group of degenerative disorders involving the
components of the TMJ, which can lead to displacement of the disc, joint remodeling, and eventually
osteoarthritis [2]. Disc displacement can occur anteriorly, posteriorly, medially, or laterally; however,
it is most commonly displaced anteriorly [3]. TMD affects around 25% of the population, and it is
characterized by orofacial pain, restricted range of motion, joint dysfunction, and ultimately, a decreased
quality of life [2,4]. The etiology of TMD is still a topic of discussion; however, some known risk
factors include trauma and microtrauma, malocclusion, and psychological factors, such as stress and
anxiety [5].

The progression of TMD is classified primarily based on the location of the disc and its mobility
during mandibular movement. In a normal functioning joint, the disc remains between the head of
the mandibular condyle and the glenoid fossa through the full range of movement. In early stage
TMD, the disc is displaced anteriorly when the mandible is closed and reduces to a normal location
upon opening, classified as anterior disc displacement with reduction (ADDwR). In late stages of
TMD, the disc is anteriorly displaced in both closed and open positions, classified as anterior disc
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displacement without reduction (ADDwoR). These later stages tend to be associated with more pain
and limitation in mandibular mobility [2].

A more advanced staging guide to the internal derangements of TMD was created by Wilkes in
1989, placing patients into five categories based on clinical, radiographic (tomographic, arthrographic,
and magnetic resonance imaging) and findings during surgery, including gross surface and anatomic
changes to the disc and other components of the TMJ [6]. In the first stage, the early stage, patients present
with clicking of the joint, but no pain, limited range of motion, or other symptoms. Radiographically
and surgically, the disc is displaced slightly anteriorly, but all other aspects of the joint are normal.
In Wilke’s early/intermediate stage, the patient presents with additional symptoms, including episodes
of pain, tenderness, and mechanical problems associated with the joint. Radiographically and surgically,
the disc is displaced anteriorly, with slight deformation of its posterior aspect. In the intermediate stage
there are more occurrences of pain, mechanical problems, including locking and decreased range of
motion. In Wilke’s intermediate/late stage of TMD, the patient has a chronic pain and decreased range
of motion. Radiographically and surgically, an increased severity in comparison to the intermediate
stage is noted, along with remodeling of the hard tissue surfaces of the joint. The disc, however,
has yet to be perforated up to this stage. In the final stage, the late stage, patients present with
crepitus and grinding in the joint with mandibular movement, chronic pain, restricted range of motion,
and an overall decrease in function. Radiographically and surgically, the disc and hard tissues of
the joint have undergone significant deformation, remodeling, and arthritic changes have occurred,
including perforations of the attachments and erosion of articulating surfaces [6].

Matrix metalloproteinases (MMPs) are the major enzymes involved in extracellular matrix
(ECM) and basement membrane remodeling and degradation, along with other enzymes, such as
a disintegrin and metalloproteinases (with or without thrombospondin), and plasminogen activators,
among others [7–9]. These enzymes are seen in both physiological and pathological processes,
including embryogenesis, apoptosis, bone remodeling, inflammation, arthritis, and cancer [7,8].
However, the role of MMPs is not limited to the ECM, as they have also been shown to play a role
in regulating inflammatory response, namely by processing chemokines, growth factors, receptors,
proteases, and other molecules and proteins [9]. They are a family of 26 endopeptidases that degrade
collagen, gelatin, proteoglycans, and other ECM components, and they are regulated at the level of
their gene expression (cytokines, growth factors, hormones, and others), posttranslational activation,
and endogenous inhibition (tissue inhibitors of metalloproteinases [TIMP]) [8,10]. As inflammation
occurs, however, processes involving these enzymes shift from physiological to pathological, and MMP
activity results in excess tissue breakdown and damage [11].

Some MMPs have been suggested as being involved in angiogenesis, apoptosis, and osteoarthritis,
processes which are seen in temporomandibular joint disorders [7]. Angiogenesis, found mostly in the
synovial membrane in TMD, allows for new vessel formation to combat the hypoxia associated with
an increase in the intra-articular pressure seen in TMD [12]. Chondrocytes undergo apoptosis in the
early stages of TMD as the disc begins to remodel, and eventual cartilage degradation occurs, leading
to osteoarthritic changes [4]. With evidence of the involvement of MMPs in these processes, and with
the processes playing a crucial role in the progression of TMD, it would seem that MMP activity would
be increased in joints of patients with the disorder. This paper aims to review the current scientific
literature in order to investigate potential links between various MMPs and TMD.

2. Methodology

2.1. Search Protocol

Two independent electronic searches were conducted by two reviewers using PubMed to find
relevant literature using Medical Subjective Headings (MeSH) Terms. The MeSH terms included in
each search were:
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1. “Temporomandibular Joint Disorders/enzymology” (Mesh) OR “Temporomandibular
Joint Disorders/metabolism” (Mesh) OR “Temporomandibular Joint Disorders/pathology”
(Mesh)) AND “Humans” (Mesh)) AND “Immunohistochemistry” (Mesh)) AND “Matrix
Metalloproteinases” (Mesh)

2. “Temporomandibular Joint Disorders” (MeSH Major Topic) AND “Matrix Metalloproteinases”
[MeSH Major Topic]) AND “Humans” (MeSH Terms)

2.2. Selection Protocol

Inclusion and exclusion criteria were determined before the search results were evaluated.
Inclusion criteria used in selection included the following:

1. English language;
2. Living human subjects;
3. Publication within the past 10 years (since 2009);
4. Studies that evaluated samples of TMD and the level of MMP in the disease.

Exclusion criteria used in selection included the following:

1. Case studies;
2. Pilot studies;
3. Literature reviews.

2.3. Data Analysis

The data collected from each selected study, summarized in Table 1, included MMP type assessed
in the study, sample size and groups, mean age involved in study, TMJ assessment, and the results
of the study. Since the studies differed significantly in their methodology, a direct data analysis was
unable to be conducted, and further evaluation of the quality of the included studies, such as statistical
power, was not done beyond looking at the sample size.

Table 1. Studies that fit the inclusion criteria and published within the past 10 years [11,13–17]. Anterior
disc displacement with reduction (ADDwR); anterior disc displacement without reduction (ADDwoR);
matrix metalloproteinases (MMP); temporomandibular joint (TMJ).

Included Researcher’s Characteristics and Main Results

Authors
Experimental

Sample

Age of
Experimental

Sample (Mean)

MMP
Assessed and Method

TMJ Assessment Result

Perotto et al.,
2018

Group 1: Healthy 8
Samples

Group 2: ADDwR
21 Samples

Group 3: ADDwoR
10 Samples

33.59

MMP-13

Immuno-
Histochemical
Staining (IHC)

Clinical Examination,
Symptoms, Panorex

No significant different
in MMP-13 expression

Almeida et al.,
2014

45 Samples from 33
Subjects 32.26 MMP-2, MMP-9

IHC
Clinical Examination,
Symptoms, Panorex

Upregulation of
MMP-2. No significant

difference in MMP-9
expression.

Loreto et al.,
2013

25 Samples from 25
Subjects 34.2 MMP-7, MMP-9

IHC
Clinical Examination,

Symptoms, MRI
Upregulation of both
MMP-7 and MMP-9.

Planello et al.,
2011

115 Samples from
115 Subjects 42.82

MMP-1, MMP-3, MMP-9
DNA Purification, PCR,

Genotype Analysis

CT Imaging, MRI,
History of Symptoms

Upregulation of
MMP-1. No

association with
MMP-3 and MMP-9.

Milosevic et al.,
2015

100 Samples from
100 Subjects 37.12

MMP-9
DNA Extraction,

Genotype Analysis, PCR

Clinical Evaluation,
History of Symptoms

Upregulation of
MMP-9.
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Table 1. Cont.

Included Researcher’s Characteristics and Main Results

Authors
Experimental

Sample

Age of
Experimental

Sample (Mean)

MMP
Assessed and Method

TMJ Assessment Result

Luo et al.,
2015

Group A: 185
Healthy

Group B: 141
ADDwR

Group C1: 115
ADDwoR w/o OA

Group C2: 206
ADDwoR w/ OA

Group A: 33.49

Group B: 36.64

Group C: 37.22

MMP-1
DNA Sampling,

Genotype Analysis

Clinical and
Radiographic
Examinations,

Symptoms

Upregulation of
MMP-1 in ADDwoR
with or without TMJ

osteoarthritis.

3. Results

3.1. General Outcomes

Initial searches using the MeSH terms indicated above resulted in 34 studies, nine of which were
duplicates and three of which were unable to be accessed. After removing duplicates and inaccessible
studies, 22 studies remained. One study was not included due to samples being cadaveric, one focused
on interleukins (IL) and used unspecified MMPs as markers for IL, two were animal studies, and two
others were literature reviews. All other studies satisfied both the English language and the living
human subject inclusion criteria, leaving 16 total studies. After including only studies published within
the past 10 years, 6 studies remained, all of which were accepted based on all other indicated inclusion
and exclusion criteria. Studies with researcher’s characteristics and main results excluded from this
review due to date of publication are included in Table 2 for additional comparison.

Table 2. Studies that fit all inclusion criteria, but were published more than 10 years ago [18–27].

Excluded Researcher’s Characteristics and Main Results

Authors
Experimental

Samples

Age of
Experimental

Samples (Mean)

MMP
Assessed and Method

TMJ Assessment Result

Tiilikainen et
al., 2005

54 Samples
from 54
Subjects

36.3 MMP-3, MMP-8
IHC

Clinical Examination,
CT, MRI, Symptoms

No significant difference
between severity of

TMD in expression of
MMP-3 or MMP-8.

Ishimaru et
al., 2000 94 Samples 31.33 MMP-1, MMP-3

IHC

Clinical Examination,
Panorex, Arthrograms,

Visual Analog Score
Calculations

Upregulation of both
MMP-1 and MMP-3.

Kanyama et
al., 2000

10 Samples
from 10
Subjects

29.7
MMP-1, MMP-2, MMP-3,

MMP-9
IHC

Clinical Examination,
MRI, Symptoms

Upregulation of MMP-1,
MMP-2, MMP-3 and

MMP-9.

Marchetti et
al., 1999 11 Subjects No Mean

Range: 26–43
MMP-2

IHC
MRI and Macroscopic

Examination Upregulation of MMP-2.

Yoshida et al.,
1999 16 Subjects 41.12 MMP-3

IHC - Upregulation of MMP-3.

Fujita et al.,
2008

54 Samples
from 50
Patients

36.2

MMP-3
Enzymography, Western
Blot Analysis, Immuno-

precipitation

Clinical and
Radiographic
Examinations,

Upregulation of MMP-3.

Srinivas et al.,
2000 44 Subjects 36

MMP-2, MMP-8, MMP-9
Enzyme Activity, Western

Immunoblotting

Symptoms, Clinical and
Radiographic

Examination, Surgical
Observation

Upregulation of MMP-2,
MMP-8, and MMP-9

Yoshida et al.,
2006

44 Samples
from 35
Subjects

36.6
MMP-2, MMP-9

Sample Collection, MRI,
Western Immunoblotting

Clinical Examination,
MRI, Symptoms

Upregulation of MMP-2
and MMP-9.
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Table 2. Cont.

Excluded Researcher’s Characteristics and Main Results

Authors
Experimental

Samples

Age of
Experimental

Samples (Mean)

MMP
Assessed and Method

TMJ Assessment Result

Mizui et al.,
2001 86 Subjects Range: 19–84

MMP-2
Proteolytic Activity,

Enzymogram
Radiographic Analysis Upregulation of MMP-2.

Tanaka et al.,
2001

41 Samples
from 38
Subjects

34.8

MMP-2, MMP-9
Enzyme Activity, Immuno-

blotting, Gelatinolytic
Activity

Symptoms, Clinical and
Radiographic Exam

MMP-2 and MMP-9
were upregulated more

in ADDwoR than in
ADDwR.

3.2. Description of Included Studies

In 2018, Perotto et al. used 39 disc samples from 27 patients to look at MMP-13 expression in
TMD. Exclusion criteria for subjects Perotto’s study included use of orthodontic appliances, chronic
anti-inflammatory use, history of diseases causing impaired immune function, such as HIV, diabetes,
or any use of immunosuppressive therapy. The patients, with a mean age of 33.59, then filled out
a pain questionnaire, had a clinical examination, and radiographs or CT imaging was performed
for diagnostic purposes, placing patients into groupings of either ADDwR or ADDwoR. Surgery
was performed on patients and samples were obtained and underwent immunohistological staining
to analyze for MMP-13 activity. The researchers did not find a significant difference in expression
of MMP-13 in samples from patients with TMD, in either the ADDwR or the ADDwoR groupings,
when compared to the control group.

Almeida et al. (2014) analyzed activity of two matrix metalloproteinases and their protein levels in
TMD, both MMP-2 and MMP-9. In this study, 45 disc samples from 33 patients (mean age of 32.36 years)
were analyzed using immunohistological staining. Diagnosis was made using a pain questionnaire and
clinical examination, grouping patients into ADDwR and ADDwoR, and selected patients were treated
surgically following unsuccessful non-surgical treatment. Following immunohistochemical staining of
samples obtained during surgery, MMP-2 was found to be significantly increased in samples from
subjects with TMD when compared to the control. It was also found that there was an increase in
MMP-2 in samples from patients with ADDwoR when compared to ADDwR, suggesting a correlation
between progression of TMD and MMP-2 levels. Levels of MMP-9 showed no significant difference
between the TMD disc samples when compared with control disc samples.

Loreto et al. (2013) used immunohistochemical staining to look at MMP-7 and MMP-9 in disc
samples from subjects with TMD. They used 25 disc samples from 25 patients (mean age of 34),
which were obtained surgically following unsuccessful non-surgical intervention after diagnosis using
a history of present illness, clinical examination, and MRI. They assessed the severity of the disease
by looking at unassisted maximum mouth opening and using a visual analog scale to assess pain.
Following staining, both MMP-7 and MMP-9 were found to be expressed at levels significantly higher
in samples from patients with TMD when compared to control samples.

Planello et al. (2011) analyzed the frequency of polymorphisms in genes coding for MMP-1,
MMP-3, and MMP-9 proteinases in patients with TMJ degeneration. The study was conducted on
232 individuals, 115 of which had TMJ degeneration and a mean age of 42.82. To diagnose the study
group, the researchers used MRI and/or CT scans to image one or both mandibular condyles. Genomic
DNA was gathered from epithelial buccal cells and a PCR reaction was performed for MMP-1, MMP-3,
and MMP-9 coding genes. A genotype analysis using restriction fragment length polymorphisms
was performed, and the frequency of each allele was determined in both groups. Compared to the
control group, there was a statistically significant association between the MMP-1 genotype and the
TMJ degeneration group. No association was found between the MMP-3 and MMP-9 genotypes and
TMJ degeneration.
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Milosevic et al. (2015) studied polymorphisms of multiple genes in order to investigate their role in
TMD. The study included 182 healthy individuals and 100 patients with TMD, with a mean age of 37.12.
The TMD in the study group was assessed using clinical signs and symptoms. Genomic DNA was
gathered from buccal swabs and genotyping was conducted in order to evaluate MMP-9 polymorphisms,
as well as other enzyme polymorphisms outside the scope of this review. The researchers found
a significant difference in genotype and allele frequency in the MMP-9 gene of TMD patients when
compared to the control group.

Luo et al. (2015) studied polymorphisms of MMP-1 genes in healthy individuals and patients with
articular disc derangement and TMJ osteoarthritis. The researchers split patients into three groups,
as follows: Group A included 185 healthy individuals; Group B included 141 patients with unilateral
ADDwR; and Group C included 321 patients with ADDwoR, 115 of which did not present TMJ
osteoarthritis (C1) and 206 of which presented TMJ osteoarthritis (C2). These patients were diagnosed
through clinical and radiographic examinations. Genomic DNA was extracted from buccal swabs
and a PCR analysis was conducted in order to assess variations in the MMP-1 gene. Comparisons
between the groups showed a variety of allele distributions. Groups A and B did not show a significant
statistical difference. Groups A and C showed a noticeable statistical difference with an odds ratio of
2.455 after adjusting for age. When observing the subgroups in Group C, Group C1 had no difference
with group B, while Group C2 had a significant statistical difference and an odds ratio of 1.912. Groups
C1 and C2 showed no significant statistical difference. Overall, their findings suggest the MMP-1 gene
is upregulated in patients with ADDwoR, and the presence of TMJ osteoarthritis had no influence.

4. Discussion

Differences in study design, groupings of samples, and MMPs analyzed prevented direct analysis
of data in the present studies. Three studies, those of Perotto, Almeida, and Luo, not only grouped
samples on the presence and absence of TMD, but also in the degree to which the disease had progressed,
either ADDwR or ADDwoR. Many of the studies analyzed different MMPs, and there were different
techniques used to test for expression of the MMP, including immunohistochemical staining and PCR.
Four of the included studies, those of Almeida, Loreto, Planello, and Milosevic, analyzed the same
MMP, MMP-9, and while Almeida and Planello found that there was no significant different in samples
from subjects with TMD, Loreto and Milosevic found an increase in expression. The Kanyama study in
2000, the Srinivas study in 2000, the Yoshida study in 2006, and the Tanaka study in 2001, which were
excluded due to date of publication, found that MMP-9 was upregulated in disc samples from subjects
with TMD. The inconclusiveness as to whether or not there is a correlation between the levels of MMP-9
expression and TMD of some of the studies can likely be contributed to the small sample size in each.

Aside from MMP-9, the only other overlap of MMP in the included studies was MMP-1, which was
found to be upregulated in TMD samples in both the study conducted by Planello, as well as the
study conducted by Luo. Aside from these two MMPs, there is no additional overlap between MMPs
analyzed in the included studies; however, there is some ability to compare with the studies excluded
due to date of publication. MMP-2, which was found by Almeida to be upregulated in disc samples
from subjects with TMD, was also found to have higher expression in TMD samples by Kanyama,
Marchetti, Srinivas, Mizui, and Tanaka.

Based on the information present in the included studies, it is difficult to draw a definitive
conclusion with respect to the involvement of most MMPs in TMD, even when the studies that were
excluded due to date of publication are considered. The strongest evidence for MMP involvement
in TMD lies with MMP-1, MMP-2, and MMP-9; however, there were limitations in all of the studies,
the biggest being sample size, which ranged from only 25 to 141 samples in the included studies.

5. Conclusions

Despite the high prevalence of TMD in the population, current treatment modalities tend to
have a poor long-term success and few patients seek treatment [2]. The available modalities are
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diverse, ranging from non-invasive techniques, such as physical therapy, ultrasound, low-level laser
therapy, and splints, to minimally invasive techniques, such as corticosteroid injections, arthrocentesis
of the joint, with or without platelet-rich plasma or hyaluronic acid injections, and arthroscopic
surgery, to invasive procedures for the more advanced stage of TMD, which include discectomy,
disc replacement, and the most invasive, total joint replacement [2,28,29]. It is recommended that
attempts at treatment begin with non-invasive techniques and progress to invasive techniques, as risks
with the invasive techniques involving open joint surgery can include facial nerve and optic lesions,
transarticular and intracranial perforations, and pre-auricular hematoma, among others [3]. Further
limitations and complications of arthroscopy, arthrocentesis, and orthognathic surgery used for
treatment of TMD include arteriovenous fistula, pseudoaneurysm, infection, broken instruments in
the joint, and condylar resorption [30,31]. Additionally, bruxism and dysfunctional oral habits have
been shown to be risk factors for recurrent TMD symptoms after orthognathic surgery [32]. Due to
limitations and complications of surgery, it is necessary to develop more efficacious techniques in
non-invasive and pharmaceutical therapies for treating TMD.

Some of the pharmaceutical therapies for TMD include botox and cyclobenzaprine, which induce
muscle relaxation, NSAIDs, and corticosteroids, which reduce pain and inflammation, and tricyclic
antidepressants, which work to reduce pain [33]. However, these agents work to target the effects that
TMD has on the patient rather than an underlying cause. To the researchers’ knowledge, there are
currently no pharmaceutical agents that are used to target an element of the underlying pathogenesis
of TMD, such as MMPs, to stop the progression of this debilitating disorder.

There is ongoing pharmaceutical research to uncover potential MMP inhibitors for therapeutic
use in different disease processes, such as cancer [34]. Thus far, however, limitations have prevented
identification of a suitable therapeutic agent. The poorly understood specificity of their biological
substrates makes it difficult to target specific MMPs, which causes detrimental problems, as MMPs
are vital to survival [34]. There have been additional problems in its use, some of which include
problems with oral bioavailability, toxicity, and metabolic stability [34,35]. Despite the unsuccessful
attempts, knowledge of MMPs continues to evolve and the use of new and future technological
advances, including use of CRISPR-Cas9 and MMP-activatable optical probes, make the use of MMP
as a pharmaceutical target more hopeful [34,35]. If and when a successful pharmaceutical agent is
discovered targeting MMPs, having a good understanding of the specific MMPs involved in TMD
progression could provide an expedited route to applying the therapy to TMD treatment.

More studies with larger sample sizes are needed to analyze the involvement of specific MMPs in
TMD. With more concrete evidence of its role, and because of the nature of the enzymes, MMPs could
prove to provide a better understanding of the progression of TMD and be a valuable pharmaceutical
target for therapy.
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Abstract: A great interest has developed over the last several years in research on interstitial Cajal-like
cells (ICLCs), later renamed to telocytes (TCs). Such studies are restricted by diverse limitations.
We aimed to critically review (sub)epicardial ICLCs/TCs and to bring forward supplemental
immunohistochemical evidence on (sub)epicardial stromal niche inhabitants. We tested the epicardial
expressions of CD117/c-kit, CD34, Cytokeratin 7 (CK7), Ki67, Platelet-Derived Growth Factor Receptor
(PDGFR)-α and D2-40 in adult human cardiac samples. The mesothelial epicardial cells expressed
D2-40, CK7, CD117/c-kit and PDGFR-α. Subepicardial D2-40-positive lymphatic vessels and isolated
D2-40-positive and CK7-positive subepicardial cells were also found. Immediate submesothelial
spindle-shaped cells expressed Ki-67. Submesothelial stromal cells and endothelial tubes were
PDGFR-α-positive and CD34-positive. The expression of CD34 was pan-stromal, so a particular
stromal cell type could not be distinguished. The stromal expression of CD117/c-kit was also
noted. It seems that epicardial TCs could not be regarded as belonging to a unique cell type until
(pre)lymphatic endothelial cells are inadequately excluded. Markers such as CD117/c-kit or CD34
seem to be improper for identifying TCs as a distinctive cell type. Care should be taken when
using the immunohistochemical method and histological interpretations, as they may not produce
accurate results.

Keywords: heart; pericardium; cytokeratin; c-kit; PDGFR; initial lymphatics

1. Introduction

Telocytes (TCs) were proposed in 2010 as being stromal cells morphologically different from other
interstitial resident cells [1]. They were previously considered interstitial Cajal-like cells (ICLCs) [2–10].
Telocytes are small-sized cells residing in stem niches; they project long, slender, and moniliform
prolongations, which are known as telopodes [11–14]. In recent years, TCs have been noted in almost
all organs and tissues in the human body [15,16]. To date, no selective marker has been found for
TCs [17]. The immunophenotype of TCs ‘is similar to that of interstitial, endothelial, smooth muscle,
mast and haematopoietic stem cells and neurons’ [18]. Increasing evidence strongly suggests that,
rather than being a distinctive cell type, TCs are just a cell morphology [11] of other TC-like cell types
(fibroblasts, immune cells, endothelial cells, stem cells, etc.) [19–21], or a morphology resulted if thin,
flat, pancake-like cells are cut and documented on two-dimensional slices [22]. Nevertheless, TCs, as a
group, could simply be the result of a lack of uniformity and consensus in the terminology relating
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to CD34-positive stromal cells used by different research teams [23]. Telocytes do not appear in the
Terminologia Histologica [24,25].

The cardiac lymph is drained through the initial lymphatics from the subendocardial plexus to
Sappey’s subepicardial plexus by intramyocardial channels; precollecting vessels drain the subepicardial
plexus into collecting vessels running alongside the major coronary branches [26]. When cardiac
ICLCs/TCs were documented previously, they were not distinguished from lymphatic endothelial
cells [26].

Following our research on the general background of TCs, we decided to critically review and
provide new immunohistochemical evidence on (sub)epicardial stromal niche inhabitants. Very few
studies have attempted to characterize epicardial ICLCs/TCs in different species and by different
methods [10,27–29] or to test whether or not such stromal inhabitants of a niche supplied by the
overlying mesothelium belong to Sappey’s subepicardial plexus. We found no previously existing
evidence indicating a potential mesothelial origin of (sub)epicardial ICLCs/TCs. We therefore applied
an epithelial and a lymphatic marker within a panel of antibodies that also included c-kit and CD34,
commonly used markers for ICLCs/TCs [10,30–33], but also hematopoietic markers, to document
potentially overlooked cells discrimination when TCs were found in the subepicardial niche.

2. Materials and Methods

We performed a retrospective immunohistochemical study on archived paraffin-embedded
samples of adult human cardiac tissue (seven cases) resulting from donor cadavers who died of
non-cardiac diseases, with age ranges from 54 to 65 years. The study was tacitly approved by the
responsible authorities where the work was carried out, and it was conducted in accordance with the
general principles of medical research, as stated in the Declaration of Helsinki.

The paraffin-embedded samples were processed with an automatic histoprocessor (Diapath,
Martinengo, BG, Italy) with paraffin embedding. Sections were cut manually at 3 μm and mounted
on SuperFrost® electrostatic slides for immunohistochemistry (Thermo Scientific, Menzel-Gläser,
Braunschweig, Germany). Histological evaluations used 3-μm-thick sections stained with hematoxylin
and eosin. Internal negative controls resulted when the primary antibodies were not applied on slides.

The following antibodies have been used in immunohistochemical reactions: CD117/c-kit (Y145
clone), rabbit monoclonal antibody, Biocare Medical, Concord, CA, USA; CD34 (QBEnd/10 clone),
mouse monoclonal antibody, Biocare Medical, Concord, CA, USA; Cytokeratin 7/CK7 (OV-TL 12/30
clone), mouse monoclonal antibody, Biocare Medical, Concord, CA, USA; Ki67 (MIB clone), mouse
monoclonal antibody, Biocare Medical, Concord, CA, USA; Platelet-Derived Growth Factor Receptor
(PDGFR)-α (C-9 clone), mouse monoclonal antibody, Santa Cruz Biotechnology Inc. CA, USA; D2-40
Lymphatic Marker (D2-40 clone) and mouse monoclonal antibody, Biocare Medical, Concord, CA, USA.

In all cases, the tissues were deparaffinized and rehydrated prior to labelling and then treated
according to the protocol to block endogenous enzymes or to unmask the antigens. For CD34, Ki67, CK7,
D2-40 Lymphatic Marker and CD117/c-kit, the endogenous peroxidase was blocked using a stabilized
hydrogen peroxide compound (Peroxidazed 1-Biocare Medical, Concord, CA, USA). The samples
labelled with PDGFR-α antibody were heated at 95 ◦C for 5 min in sodium citrate buffer, pH 6.0,
to unmask the antigen. The next steps were performed according to manufacturer’s instructions.
Briefly, the separate protocols are indicated below.

CD34: The samples were pretreated enzymatically using a trypsin kit (Carezyme I-Biocare Medical
Concord, CA, USA). To reduce nonspecific background staining, a Background Punisher Kit (Biocare
Medical, Concord, CA, USA) was used for 10 min at room temperature (RT). Next, the primary antibody
was added at a dilution of 1:50 for one hour at RT. A two-step detection system was used: Universal
Horseradish Peroxidase (HRP) Detection Kit (Biocare Medical Concord, CA, USA), employing a DAB
(3,3’-diaminobenzidine) substrate for HRP-based detection.

Ki67, CK7, D2-40 Lymphatic Marker, and CD117/c-kit: Pretreatment for epitope retrieval was
performed at a high temperature in a controlled environment using a Decloaking Chamber (Biocare
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Medical, Concord, CA, USA) and a retrieval solution at pH 6 (Revealer Decloaker-Biocare Medical,
Concord, CA, USA); these solutions are specially formulated for superior pH stability at high
temperatures. Blocking endogenous biotin and reducing nonspecific background was done similarly
to CD34 staining. Subsequently, primary antibodies were added at a specified dilution (1:100 for Ki67,
CK7, and D2-40 Lymphatic Marker and 1:200 in the case of CD117/c-kit) for half an hour to one hour at
RT. Next, a secondary probe and an enzyme-labelled tertiary polymer were added consecutively at RT
for 10 min each. These two steps belong to the MACH 4™ Universal Alkaline Phosphatase Polymer
Detection Kit (Biocare Medical, Concord, CA, USA).

CD117/c-kit was treated with an enzyme-labelled secondary polymer, at RT, according to the
MACH 2 Universal Alkaline Phosphatase Polymer Detection Kit (Biocare Medical, Concord, CA, USA).
Finally, a HRP-based detection system employing a DAB substrate (Biocare’s DAB) was used.

PDGFR-α: The specimens were incubated for 1 h in UltraCruz® Blocking Reagent (Santa Cruz
Biotechnology Inc. CA, USA), followed by adding up the primary antibody at a dilution of 1:50 for
30 min at room temperature. After three washes with PBS, the slides were incubated for 45 min
with biotin-conjugated secondary antibody diluted in UltraCruz® Blocking Reagent and next with
avidin-biotin complex, using the A and B reagents from the ImmunoCruz® ABC Kit (Santa Cruz
Biotechnology Inc. CA, USA) for another 30 min. A peroxidase substrate and a chromogen mixture
system employing hydrogen peroxide and DAB chromophore were used for detection.

The negative controls included omission of either the first- or the second-step reagent and
substitution of the first-step reagent with an irrelevant isotype-matched antibody.

In all cases, the sections were counterstained with haematoxylin and rinsed with purified,
deionised water.

The slides were analysed and sorted using a calibrated station for scaling numerous
microphotographs. We used a Zeiss working station composed of an AxioImager M1 microscope
and an AxioCam HRc camera, both integrated by AxioVision imaging software capable of image
acquisition, processing, analysis, and interpretation (Carl Zeiss AG, Oberkochen, Germany).

3. Results

We accurately identified the epicardial histology of hematoxylin and eosin-stained slides. The
single-cell mesothelial layer of epicardium covers the subepicardial stroma consisting of subepicardial
fat embedding microvessels, nerves (occasionally with intrinsic solitary neurons) and microganglia,
and isolated cells, both spindle-shaped and rounded.

On several samples, the epicardium appeared to be denuded of mesothelial cells. When
hypertrophied mesothelial epicardial cells were present, they expressed D2-40 (Figure 1), CK7
(Figure 2), CD117/c-kit (Figure 3) and PDGFR-α (Figure 4). We did not observe the mesothelial
expression of CD34.

Immediately beneath the mesothelial layer, lumina-presenting, thin, lymphatic vessels with
circumferential dispositions were labelled with the D2-40 marker (Figure 1). Moreover, large lymphatic
vessels with nuclei bulging into lumina (Figure 1) and isolated D2-40-expressing rounded cells with
eccentric nuclei and small protrusions (Figure 1) were found embedded within the submesothelial fat
of the samples. We noted that the endothelial cells of longitudinally cut lymphatic vessels could have
a TC-like appearance, but the identification of lumina made the distinction between these cell types
(Figure 1).

Rounded CK7-positive isolated subepicardial cells were identified on the slides (Figure 2).
Moreover, immediate submesothelial spindle-shaped cells expressed the proliferation marker Ki-67
(Figure 2). Stromal cells and endothelial tubes in the submesothelial stroma were found expressing
PDGFR-α (Figure 4) as well as CD34 (Figure 5). The expression of CD34 seemed pan-stromal, so no
particular stromal cell type could be identified. The stromal expression of CD117/c-kit was also
observed in the slides (Figure 3).
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Figure 1. Human adult cardiac wall (A–D: left atrial wall, E: left atrial appendage). Epicardial
and subepicardial expression of podoplanin (D2-40). Thin subepicardial lymphatics express D2-40
(A–C, arrows). When they are tangentially cut, they could be confused with telopodes (A, inset, digitally
magnified) if the narrow lumen (double-headed arrow) is overlooked. The arrowhead in (D) indicates
a D2-40-expressing isolated cell embedded within the subepicardial fat. Although epicardium was
largely denuded of epithelium (*) in the studied samples, there were found areas covered by D2-40 +
hypertrophied mesothelial cells (E, triple-headed arrow). Large lymph collectors with intraluminally
bulged endothelial cells were found embedded within the subepicardial fat (E, white arrows).
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Figure 2. Human adult cardiac wall. Cytokeratin 7 is expressed in epicardial (mesothelial) cells
(A, arrows), as well as in isolated subepicardial round cells (B, arrow) and in immediate subepicardial
spindle-shaped slender cells (C, arrow). These last also express Ki67 (D, arrows), the proliferative marker.

 

Figure 3. Human adult cardiac wall. CD117/c-kit has epicardial (mesothelial) (arrow) and subepicardial
(arrowheads) expression.

 

Figure 4. Human adult cardiac wall. Epicardial (mesothelial) (arrows) and subepicardial (arrowheads)
expression of Platelet-Derived Growth Factor Receptor (PDGFRα).
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Figure 5. Human adult cardiac wall. Immediate submesothelial expression of CD34 includes nascent
endothelial tubes (arrows).

4. Discussion

4.1. The Epicardial Lymphatics

The cardiac lymph is drained through the initial lymphatics from the subendocardial
lymphatic plexus to Sappey’s subepicardial lymphatic plexus via intramyocardial lymphatic channels;
precollecting vessels from the subepicardial plexus further drain into collecting vessels neighboring the
major coronary branches [26]. Here, we detected the immediate submesothelial location of Sappey’s
subepicardial lymphatic plexus, which consists of lymphatic vessels with circumferential dispositions.
As lymphatics were overlooked in tissue samples in which cardiac ICLCs/TCs were discriminated [26],
the molecular anatomy of the epicardial niche must be revisited.

4.2. C-Kit-Positive Cardiac Cells

The c-kit protein (CD117) is a type III tyrosine-protein kinase that recognises the stem cell factor
(SCF) ligand [34]. During development, the c-kit receptor is expressed both in cardiac progenitors
capable of cardiomyogenesis and in others with divergent evolution patterns [35]. This receptor–ligand
interaction activates signaling pathways that are responsible for cellular proliferation, development and
differentiation. We found c-kit expressed equally in epicardial mesothelial and subepicardial stromal
cells, which could indicate the presence of a stem/progenitor niche and transdifferentiation processes.

The cardiac stem cells expressing c-kit have been studied extensively (see [35]). Approximately
1.1–1.8% of the myocardial cell population in humans are c-kit-positive [36,37]. Approximately half of
these cells are multipotent cells, and the other half are early committed cells [38]. Interestingly, most
of the detected c-kit-positive cells were found to also express two other proteins: CD45 and CD34,
the pan-leukocyte and endothelial/hematopoietic progenitor markers, respectively [39,40]. With rare
exceptions, freshly isolated c-kit-positive cells do not express myocytes (α-sarcomeric actin, cardiac
myosin, desmin, α-cardiac actinin and connexin 43), endothelial cells (von Willebrand factor, CD31
and vimentin), smooth muscle cells (α-smooth muscle actin and desmin) or fibroblast cytoplasmic
proteins (fibronectin, procollagen I and vimentin) [41]. In vitro, isolated, c-kit-positive cardiac stem
cells are spindle-shaped, like cardiac fibroblasts, and co-express GATA4 and NKX2.5 [36,42].

The pattern of markers displayed by c-kit-positive cells raised doubts with regards to their
origin. Beltrami et al. found that endothelial progenitor cells (EPCs) express both c-kit and CD34,
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while c-kit-positive stromal cells are negative for the endothelial/hematopoietic progenitor marker
CD34 [41]. They are also different from bone-marrow-derived cells, which express CD45 [41].
Interestingly, several studies demonstrated that most c-kit-positive stromal cardiac cells are mast cells
that co-express CD45 [43,44], while c-kit-positive/CD45 stromal cells express mRNA of the endothelial
lineage [45]. Accordingly, either c-kit-expressing TCs will not express CD34 or CD34-positive TCs
are not c-kit-expressing cells. The expressions of c-kit and CD34 in cardiac interstitia are mutually
exclusive and not concomitant. If they are found to be concomitant, the immunohistochemical method
and its results should be checked or repeated to avoid producing inaccurate data (Figure 6).

 

Figure 6. Reprinted with permission from John Wiley and Sons (License Number: 4562340930830)
from [27]. The original legend in the *.pdf version of the article indicates “Figure 3(A) Immunostaining
for CD34 (brown). CD34 positivity might be expressed by telocytes and endothelial cells. (B) Localization of
double positive cells for c-Kit (red) and CD34 (brown). (C) Human epicardium, deep layer. Vimentin positivity is
stronger than c-Kit positivity by sandwich method. (D) Cells expressing τ protein (arrows). (A–D) Original
magnification, 40X”. One could observe from the figure and the legend that the thin arrow added
by the authors in (A) was not assigned to endothelial tubes, nor was it regarded as a telocyte, but it
rather belongs to an endothelial tube (we added an additional white arrow). The cells indicated as
“telocytes” in (B,C) do not display the peculiar telopodes. The expression of Tau-protein demonstrated
in (D) is rather pan-tissular due to a consistent background staining. The double-labelling result in
(B) indicating a c-kit+/CD34+ phenotype of telocytes (TCs) is highly speculative due to an invalid
immunohistochemical method that determined the pan-labelling of the slide.
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4.3. What Are (Sub)epicardial TCs?

Stem cells can originate from the epithelial–mesenchymal transformation (EMT) of epicardial
mesothelial cells (EMCs) in the adult human heart [46,47]. Epicardium-derived cells (EPDCs) are known
to express CD117/c-kit [46], which matches with our results. Immunofluorescence of the ICLCs found
subepicardial TCs immediately beneath the CD34-positive epicardial mesothelium, which were either
CD34-positive/c-kit-positive or purely c-kit-positive [10]. It appears that subepicardial ICLCs/TCs are
EPDCs. This is reinforced by our discovery of proliferative immediate submesothelial Ki-67-positive
spindle-shaped cells. Such submesothelial ICLCs were further documented through transmission
electron microscopy (TEM) by the same research group; beneath them, ‘isolated smooth muscle cells’
were found [29]. In that study [29], subepicardial ICLCs were speculated through TEM without the
aid of any antibodies. Further studies of the subepicardial niche were performed by Popescu et al.,
who reported an enlarged panel of markers useful for the identification of subepicardial TCs, such as
vimentin, S100 protein, tau protein, CD57 and nestin [27]. This last antibody was listed in the report’s
Materials and Methods section but was not documented in the Results section of that article [27].
A polyclonal antibody was then used against CD117/c-kit [27], but that immunohistochemical method
included an antigen retrieval stage (though this procedure may produce nonspecific staining results) [48].
Completely and nonspecifically stained slides were then used to sample the findings on the subepicardial
TCs (Figure 6), so the respective evidence could not convince. This is demonstrative of the highly
subjective manner in which TCs were assigned molecular phenotypes in the past. As we discussed
previously, a lack of evidence for telepodes does not exclude the possibility of a TC morphology being
present [20]. Notably, the possible expression of tau protein in TCs was speculated (Figure 6) but not
discussed further in that study [27], although the presence of this protein would have indicated the
presence of microtubular content in TCs. This, in turn, may have been perplexing; when this research
team identified the ultrastructural anatomy of TCs [1], microtubules were not listed.

In another study, epicardial ICLCs were found to be positive for c-kit and/or CD34, or they
co-expressed c-kit and vimentin [10]. In a subsequent study, epicardial TCs were found to co-express
either c-kit and CD34 or c-kit and vimentin [27]. In both these studies, Popescu et al. did not examine
the epicardial expressions of lymphatic markers, mast cell markers or CD45. The expression of c-kit
combined with the expressions of well-known endothelial markers, such as CD34 and vimentin, could
not exclude TCs from the possibility of being of the endothelial lineage. It was suggested to use CD31
to discriminate the endothelial cells from TCs [49]. We also noted the striking histological resemblance
of c-kit-positive epicardial ‘telocytes’ (Figure 2B in [27]) to c-kit-positive mast cells (Figure 1D in [50]).
Both appear as large and degranulating cells. All these observations support recent and consistent
evidence for TCs’ failure to be categorized as a distinctive cell type [11,24,26].

4.4. The Epicardial and Subepicardial Expression of Podoplanin

Although in the central nervous system (CNS) and thymus, endothelial cells and pericytes result
from ectoderm-derived neural crest cells, they are mesoderm- and mesothelium-derived in coelomic
organs [51]. This supports the (re)activated mechanism of mesothelial-to-endothelial/pericitary
transformation in epicardial cells, which is actually an epithelial–mesenchymal transformation (EMT),
ensuring that either subepicardial vasculogenesis or subepicardial lymphvasculogenesis occurs. This
reasonably correlates with our evidence of podoplanin-expressing mesothelial cells and submesothelial
lymphatics and isolated cells. We also found PDGFR-α-expressing epicardial mesothelial cells; this is
normal, as signaling through both PDGFRs, α and β, is needed for epicardial EMT and the formation
of EPDCs [52]. In these regards, testing the PDGFR expression in mesothelial cells would support a
potential of EMT in the samples studied. PDGFR-α is crucial in the differentiation of cardiac fibroblasts
from EPDCs [53], so a PDGFR-α-positive subepicardial stroma would clearly indicate a subepicardium
with reparatory potential, regardless of whether the respective stromal cells do or do not have telopodes.
A strong expression of PDGFR-α in human adult cardiac tissue was demonstrated in the interstitial
cells of the subepicardium, myocardium, endocardium, coronary smooth muscle and endothelial
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cells, as we also found, and cardiomyocytes express this marker [13,54]. PDGFR-α was not tested
in previous studies on epicardial and subepicardial TCs, although Creţoiu and Popescu indicated
that ‘CD34/PDGFR[-]α double immunohistochemistry can orientate the diagnosis’ [55]. This double
expression was used for TC identification in other normal and pathological non-cardiac tissues [56–60].
Cardiac TCs were indicated to have a CD34-positive/PDGFR-α-positive phenotype [61], but this
resulted in cell cultures that did not use any sorting molecules; cells were sorted solely based on
morphological criteria. Moreover, the rodent hearts analysed ‘were minced into 1 mm3 pieces and
incubated on an orbital shaker’ [61], which could not permit the discrimination of epicardium-specific
cells from other cell populations in those cardiac samples.

Podoplanin (or GP36, E11 antigen, oncofetal antigens M2A and T1A-2, aggrus) is a mucin-type
transmembrane glycoprotein first identified as podoplanin in podocytes [62–64] but as the E11 antigen
in osteoblasts and osteocytes [65,66]. Podoplanin is homologous to the oncofetal antigen M2A,
which is recognized by the D2-40 antibody [67]. Lymphatic endothelial cells express high levels of
podoplanin [68]. Podoplanin has homologues in humans, mice, rats, dogs and hamsters and is relatively
well-conserved between species [68]. Podoplanin is a cell morphological regulator [67] and is required
for normal heart development, specifically for EMT in epicardium-derived cells [68], and our evidence
reasonably suggests that this role of podoplanin also exists in adult tissues. During development,
podoplanin is expressed in the epithelial lining of the coelomic wall of the pericardio–peritoneal canal
and in the cells lining the pleural and pericardial cavities [66]. Podoplanin is expressed in epithelial
and mesothelial cells, such as those in the intestinal epithelium, alveolar type I cells, podocytes, the
mesothelium of the visceral peritoneum [66] and, as we demonstrated, in epicardial mesothelial cells.

Several markers could be used to identify lymphatic endothelial cells on slides, such as CD31
(the pan-endothelial marker), podoplanin (D2-40), Vascular Endothelial Growth Factor Receptor-3
(VEGFR-3), Lymphatic Vascular Endothelial Hyaluronan Receptor-1 (LYVE-1) and Prospero related
homeobox1 (PROX1) [69]. Therefore, further co-staining experiments could be helpful in better
assessing the lymphatic anatomy of subepicardium. CD31 was noted as useful in discriminating
between TCs and endothelial cells, as both are known to express CD34 [70]. It was recently demonstrated
that pre-lymphatic interstitial spaces are lined by TC-like endothelial cells that express vimentin, CD34
and D2-40 but do not express other lymphatic markers, such as CD31, ERG (avian v-ets erythroblastosis
virus E26 oncogene homolog) or LYVE-1 [71]. Therefore, neither CD31 nor lymphatic markers other
than podoplanin/D2-40 could disprove the relationship between TCs and the lymph drainage pathway.

The processes of EMT allow epithelial cells to become mobile mesenchymal cells after the epithelial
adherens junctions loosen through E-cadherin loss [66]. Podoplanin can be presented as an inhibitor
of E-cadherin, thus stimulating the EMT process, which involves the epicardium in myocardial
differentiation [66]. Therefore, expression of D2-40 in mesothelial cells, such as we found, could be
indicative of the EMT potential of D2-40-positive mesothelial cells. Such transdifferentiations could
support the potential for cardiac lymphatic vasculature to increase in major cardiac pathological changes,
such as acute and chronic ischaemia, progressive atherosclerosis, myocarditis and hypertrophy [72].

4.5. Processes of Epicardial Transdifferentiation

The transition of a cell from an epithelial to a mesenchymal phenotype, or EMT, has been shown
to play critical roles in several physiological and pathological contexts, from embryogenesis to fibrosis
and cancer progression [73]. The postnatal mammalian epicardium is a dormant single-cell layer [74].
After an injury, the adult epicardium is activated, which involves the induction of a developmental
gene program, EMT and migration [75]. Several genes are involved in epicardial activation, including
WT1 (Wilms’ tumour 1), TBX18 and RALDH2 [74]. Human EPDCs closely resemble submesothelial
fibroblasts and express cardiac marker genes, such as GATA4 and cardiac troponin T [76]. EPDCs
display intense β-catenin staining, which supports their epithelial nature [76]. The reactivation of the
epicardium occurs in ischaemia, with the re-expression of developmental genes and renewed EMT [77].
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We have brought forward evidence of CK7 expression in EMCs as well as in isolated subepicardial
stromal cells that could be viewed as EPDCs. To our knowledge, the CK7 marker has not been tested
previously on human cardiac samples. CK7 should therefore be included in the list of known markers
of EPDCs, such as β-catenin, CD44, CD46, CD90, CD105, HLA-ABC [76] and WT1 [78]. The expression
of CD117/c-kit was also associated with EPDCs [46]. We also found c-kit expressed in mesothelial cells,
which could indicate that the stem/progenitor phenotype of future EPDCs could be acquired prior to the
stromal migration of the epithelial cells. During human cardiogenesis, ventricular and atrial epicardia
exhibit different pan-cytokeratin expression patterns and cell arrangements; atrial epicardial cells are
distributed in a stochastic fashion on the surface with a diffuse cytokeratin expression throughout the
cytoplasm, whereas ventricular epicardial cells exhibit a spindle-cell morphology and preferential
alignment, being orientated side-by-side with strong cytokeratin staining outlining the cell membrane
and cytoskeletal filaments [79]. Polyclonal anti-keratin antibodies were used to stain the mesothelial
and mesenchymal cells of the proepicardium, as well as epicardium, in quail embryos [80,81], and not
in human samples.

Adult EPDCs can form tube-like structures [75]. Tangentially cut tube-like structures, if tangentially
cut, could appear on slides or grids as TC-like cells [82]. We found such D2-40-expressing tubes
immediately beneath the podoplanin-expressing epicardial mesothelium, which strongly suggests that
subepicardial lymphatics could acquire an epicardial-based support for their maintenance.

In a static two-dimensional TEM study of epicardial ICLCs, Gherghiceanu and Popescu observed
that mesenchymal cells, ‘guided by ICLCs, were found migrating from [the] sub-epicardial area in the
mesothelial layer’; that is, they were ‘migrating under the basal lamina of the epicardial mesothelial
cell’ [29]. The authors also speculated that ‘epithelial–mesenchymal transition is not a common process
involved in cardiac regeneration in vivo’ [29]. That concept inspired us to document the processes of
mesenchymal–epithelial transition (MET) mentioned by this TEM study.

TGFβ-induced EMT could be reversed through inhibition of the Smad2 signaling pathway [83].
Serum-free culture media, as well as TGFβ receptor inhibitors, notch receptor inhibitors or
Rho-associated coiled-coil protein kinase (ROCK) inhibitors could inhibit EMT in differentiated
epithelial cells or could induce MET in dedifferentiated epithelial cells [84].

The metanephric mesenchyme suffers an epithelial transformation regulated by WNT4 [85].
During this transformation, the WNT4 signal can be replaced by other members of the WNT gene
family, including WNT1, WNT3A, WNT7A and WNT7B [86]. WNT proteins are also involved in
cardiac development and differentiation [87]. The classic canonical WNT signaling pathway involves
β-catenin [87]. The epicardial retinoic X receptor α is required for the EMT of epicardial cells, as the
loss of that receptor results in damaged myocardial growth and coronary artery formation. WNT9B is
downstream of the epicardial retinoic X receptor α, which in turn regulates FGFβ expression in the
myocardium [87,88]. The in vitro EMT of human adult epicardial cells is regulated by TGFβ-signaling
and WT-1 [78]. Gherghiceanu and Popescu’s TEM discovery of isolated smooth muscle cells in the
subepicardial space was appreciated as ‘quite unique’ and able to explain why EPDCs generate
smooth muscle cells in cultures [29]. This is not a novelty, as both human and rat epicardial
cells could be transdifferentiated to smooth muscle cells [76], and TGFβ stimulates the process of
transdifferentiation [89].

Interestingly, during cardiac development, the atrial and ventricular epicardia behave differently
under ex vivo conditions: only the ventricular EPDCs spontaneously undergo EMT (that is, growing
with a spindle-like morphology and diminishing the expressions of WT-1, GATA5, TBX18 and
TCF21) [79].

5. Conclusions

As the epicardium may undergo several different transdifferentiation processes, it is hazardous
to designate intermediate cell stages as specific cell types. Epicardial ICLCs/TCs cannot be regarded
as a particular cell type as (pre)lymphatic endothelial cells are inadequately excluded. Markers
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such as CD117/c-kit and CD34 seem to be unsuitable for identifying TCs as a distinctive cell type.
The identification of TCs on two-dimensional slides should be regarded with caution, and researchers
using the immunohistochemical method and related protocols should be careful to avoid gathering
and promoting nonspecific or inaccurate results.
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