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Abstract: Chronic inflammation and elevated cytokine levels are closely associated with the pro-
gression of chronic kidney disease (CKD), which is responsible for the manifestation of numerous
complications and mortality. In addition to conventional CKD therapies, the possibility of using
natural compounds with anti-inflammatory potential has attracted widespread attention in scien-
tific research. This study aimed to study the potential anti-inflammatory effects of a natural oil com-
pound, farnesol, in primary human renal proximal tubule epithelial cell (RPTEC) culture. Farnesol
was encapsulated in lipid-based small unilamellar vesicles (SUVs) to overcome its insolubility in cell
culture medium. The cell attachment of empty vesicles (SUVs) and farnesol-loaded vesicles (farne-
s0l-SUVs) was examined using BODIPY, a fluorescent dye with hydrophobic properties. Next, we
used multiple protein, RNA, and protein phosphorylation arrays to investigate the impact of farne-
sol on inflammatory signaling in RPTECs. The results indicated that farnesol inhibits TNF-ot/IL-1p3-
induced phosphorylation of the PI3 kinase p85 subunit and subsequent transcriptional activation of
the inflammatory genes TNFRSF9, CD27, TNFRSFS, DR6, FAS, IL-7, and CCL2. Therefore, farnesol
may be a promising natural compound for treating CKD.

Keywords: human; renal proximal tubule epithelial cells; TNF-a; IL-1[3; nanoliposomes; farnesol;
PI3K

1. Introduction

Chronic kidney disease (CKD) is characterized by the progressive loss of kidney
function over time [1]. Chronic inflammation and excessive cytokine levels have been rec-
ognized as the key pathogenic mechanism for CKD in epidemiological studies [2]. In vitro
studies of renal pathophysiology are especially challenging due to the complexity of
nephrons, which are composed of various tubular segments and functionally different
epithelial cells [3]. Renal proximal tubular epithelial cells (RPTECs) are highly sensitive to
inflammatory cytokines, representing the primary target of inflammation in the renal sys-
tem [4]. Accordingly, targeting the RPTEC cytokine response is considered a rational strat-
egy in the management of CKD [2]. The culture of human primary RPTECs was estab-
lished as a valuable tool for the in vitro study of renal pathologies related to multiple
conditions, such as hypertension, diabetes, fibrosis, chronic inflammation, infection, and
drug toxicity [2]. Through paracrine signaling, TNF-a induces interleukin (IL)-8 and E-
selectin expression in different types of cells and enhances the expression levels and se-
cretion of IL-1(3 by macrophages. In vitro, however, recombinant TNF-a and interleukin
(IL)-1 proteins are usually combined (TNF-a/IL-1f3) to induce a general inflammatory re-
sponse in primary renal cells [5-9].

TNF-a/IL-13-induced signaling pathways lead to the activation of a highly related
set of transcription factors and genes that are involved in the innate immune response
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[10]. Phosphoinositide 3 kinase (PI3K) class IA plays a central role in signal transduction
induced by various cytokines. PI3K is composed of two subunits: the regulatory p85 sub-
unit and the p110 catalytic p110 subunit. Multiple phosphorylation sites in the regulatory
subunit have been identified and implicated in the release and activation of the catalytic
subunit p110. Upon activation, p110 can induce multiple downstream signaling cascades,
including protein kinase B (Akt) and ¢ (PKC), Ras, and NF«B [11,12]. Previous proteomic
studies revealed that the majority of PI3K downstream signals were activated in TNF-
a/IL-1p- stimulated renal cells [10].

Isoprenoids constitute a large and highly diverse family of natural compounds with
important medical properties. The isoprenoid farnesol is a component of essential plant
oils and an intermediate in the synthesis of cholesterol. The miscellaneous effects of far-
nesol have been primarily reported in animal studies. The topical or oral administration
of farnesol as a dietary supplement was reported to exert beneficial effects on microbial
infection, tumor growth, oxidative stress, and inflammation in rodent models [13-15].
Moreover, farnesol produced by candida albicans was previously reported to induce the
expression of inflammatory cytokines in a transformed murine macrophage line [16].
However, the strong hydrophobicity of farnesol has limited a more detailed examination
of its molecular effects in cell culture.

Nanoliposomes are the most frequently used nanocarriers for the application of ac-
tive hydrophobic and hydrophilic molecules in vitro and in vivo [17]. They are highly
biocompatible and can enhance drug solubility, release, and target specificity under ex-
perimental and clinical conditions [17]. Several drugs or antigens have been successfully
encapsulated in liposomes and utilized for the immunization and treatment against can-
cer and infections [17]. Another advantage of liposomes is that their composition and
structure can be modified to match the compound, target cell, organ, or medical applica-
tion. Recently, we encapsulated farnesol in small unilamellar vesicles (SUVs) consisting of
the phospholipid L-a-phosphatidylcholine (PC) and the lipid 1,2-dioleoyl-3-trime-
thylammonium-propane (DOTAP). These SUVs have been successfully applied to human
skeletal myoblasts [18]. The aim of the current study was to examine the effect of farnesol-
SUVs on the inflammatory response of primary human RPTECs and to identify the target
genes and signaling factors of farnesol that may be relevant to renal inflammation and
CKD.

2. Materials and Methods
2.1. Nanoliposome Preparation and Quantification

PC and DOTAP (Avanti Polar Lipids Inc., Alabaster, AL, USA) were utilized in 98:2%
molar ratios to prepare liposomes with or without adding 4 mM farnesol (Sigma-Aldrich,
Inc., St. Louis, MO, USA) using the lipid film hydration method [18]. All components were
solved in chloroform and mixed thoroughly for 5 min. A rotary vacuum evaporator
(Yamato, RE-46, Santa Clara, CA, USA) was used to remove the chloroform and form a
thin lipid film which was then suspended in a final lipid concentration of 20 mg/mL in 5
mM HEPES solution (4-(-2-hydroxyethyl) piperizazine-1-ethanesulfonic acid) pH 7.4. The
resulting liposomal suspension was sonicated (Sonic Dismembrator Model 100, 13 (Fisher
Scientific, Pittsburgh, PA, USA) at 5 W for 45 min in an ice bath to obtain the SUVs. Tita-
nium particles resulting from sonication were removed by centrifugation at 1550x g (RCF)
for 15 min at 4 °C. The encapsulation efficiency of farnesol was 98.15% as determined by
reverse-phase high-performance liquid chromatography (HPLC) analysis, as described
previously [18]. A Nano ZS Zetasizer (Malvern Panalytical, Westborough, MA, USA) was
used to measure the hydrodynamic diameters of the liposomes in triplicate via dynamic
light scattering (DLS) at 25 °C. The results were reported as size by volume (nm) and pol-
ydispersity index in this study. Before application to cells, liposome suspensions were
sterile-filtered using disposable filters with a pore size of 0.22 pum.

2.2. Cell Culture
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Primary human RPTECs (CC-2553) were obtained from Lonza and tested positive for
gamma-GTP and pancytokeratin and negative for mycoplasma, bacteria, yeast, fungi,
HIV, hepatitis B, and C. (Basel, Switzerland). RPTECs were maintained in Renal Epithelial
Cell Growth Medium (REGM) with BulletKit supplements (CC-3190, Lonza, Basel, Swit-
zerland) at 37 °C and 5% CO, according to the manufacturer’s instructions. For all exper-
iments, RPTECs at the 7th doubling cycle were seeded at a density of 20,000 or 45,000
cells/cm? for protein and phosphorylation or mRNA experiments. Cells were left un-
treated or treated with REGM with BulletKit supplements (CC-3190, Lonza) treated with
1:200 of 4 mM farnesol, SUV, or farnesol-SUV for at least 48 h. RPTECs were then left
untreated or treated with 10 ng/mL purified recombinant TNF-a and 0.25 ng/mL IL-1f3
(Thermo Fisher Scientific, Waltham, MA, USA) for 0.5, 6 or 24 h before being harvested for
phosphorylation, mRNA, or protein analyses, respectively.

2.3. Lipid Vesicle Imaging

RPTECs (25,000 cells/cm?) were treated as described in the Results section (Section
3.2) and carefully washed in PBS (P04-36500, PAN Biotech, Aidenbach, Germany). Cells
were incubated with 1 uM lipophilic green fluorescent BODIPY 493/503 (D3922, Thermo
Fisher Scientific) in serum-free Renal Epithelial Basal Medium (REBM) (CC-3191, Lonza)
for 15 min at 37 °C and 5% COz. After staining, BODIPY was carefully removed by wash-
ing the cells with PBS before imaging.

2.4. Monitoring Mitochondrial Abundance and Function

RPTECs (25,000 cells/cm?) were treated as described in Section 3.2 and carefully
washed in PBS (P04-36500, PAN Biotech, Aidenbach, Germany). Cells were incubated
with 200 nM MitoTracker Red CMXRos, a derivative of red fluorescent X-rosamine
(M7512, Thermo Fisher Scientific, Waltham, MA, USA), or with 1 uM of a chemically re-
duced form of tetramethylrosamine, MitoTracker Orange CM-H2TMRos (M7511, Thermo
Fisher Scientific) in serum-free REBM for 60 or 30 min, respectively. Cells were washed in
serum-free REBM before imaging.

2.5. Fluorescence Microscopy/Imaging

Cell images were captured using an automated inverted microscope (DMI4000B,
Leica Microsystems, Wetzlar, Germany) and 450-490 nm (I3) after BODIPY staining or a
515-560 nm filter (the N2.1) after mitochondria staining. Cell images were processed with
Diskus Software v5.0 (Hilgers Technisches Buero e K., Kénigswinter, Germany).

2.6. Multiplex Protein Quantification

The expression of BDNF, CCL2, CD27, CD40, CXCL8, DR6, EGF, Eotaxin (CCL11),
FAS, FGF-basic, G-CSF/CSF-3, GITR, GM-CSF, GRO alpha (CXCL1), HGF, IFN alpha, IFN
gamma, IL-1 alpha, IL-1 beta, IL-10, IL-12p70, IL-13, IL-15, IL-17A (CTLA-8), IL-18, IL-
1RA, IL-2, IL-21, IL-22, IL-23, IL-27, IL-2R, IL-31, IL-4, IL-5, IL-6, IL-7, IL-9, IP-10,
(CXCL10), LIF, MIG, MIP-1 alpha (CCL3), MIP-1 beta (CCL4), RANTES (CCL5), SDF-1
alpha, TNF alpha, TNF beta, TNF-RI, TNF-RII, TNFRSF14, TNFRSF8, TNFRSF9, TRAIL-
R1, TRAIL-R2, and VEGF-A was measured using Procarta Plex Human Cytokine/Chem-
okine Panels (EPX340-12167-901, EPX120-15802-901, EPX080-12186-901, EPX-10-
MXEPUYZ) from Thermo Fisher Scientific. The manufacturer’s instructions were rigor-
ously followed to prepare RPTEC protein extracts in Procarta Plex Cell Lysis Buffer (EPX-
99999-000, Thermo Fisher Scientific) and to analyze the samples using Luminex xMAP
technology-based Magpix (Thermo Fisher Scientific). Pierce 660 nm Protein Assay Kit
(22662, Thermo Fisher Scientific) was used to determine the total protein concentration in
cell extracts according to the manufacturer’s instructions.

2.7. Multiplex mRNA Quantification
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The RNA extracts from RPTECs were quantified using preconfigured Quantigene
Plex assays from Thermo Fisher Scientific based on direct hybridization to specifically de-
signed capture extenders (CE), label extenders (LE), and blocking probes (BL). Sequences
were recorded in the NCBI nucleotide database (https://www.ncbi.nlm.nih.gov/nucleo-
tide/, accessed 8 December 2023) with the accession numbers NM_001413263 (CD27),
NM_000043 (FAS), NM_000880 (IL7), NM_014452 (DR6), NM_002982 (CCL2), NM_001243
(TNFRSF8), NM_001561 (TNFRSF9), NM_002046 (GAPDH), and NM_000194 (HPRT1).
The manufacturer’s instructions (Thermo Fisher Scientific) were strictly followed to pre-
pare RPTEC RNA extracts in QG Sample Processing Kit (QS0100, Thermo Fisher Scien-
tific). Luminex XM AP technology-based Magpix (Thermo Fisher Scientific) was utilized to
analyze the samples and the levels of RNA expression were normalized to the geometric
mean of GAPDH and HPRT1 RNA expression levels, according to the manufacturer’s in-
structions.

2.8. Protein Phosphorylation Array

NF-KB Signaling Phospho Antibody Array (PNK 215) and TGF-beta Signaling Phos-
pho Antibody Array (PTG 176) from Full Moon Biosystems (Sunnyvale, CA, USA) are
glass-based antibody arrays for broad-scope protein phosphorylation profiling and
screening in cells. A total of 215 highly specific antibodies related to the NF-kB pathway
and 176 antibodies linked to the TGF-beta signaling pathway in RPTEC were used. Fol-
lowing the indicated treatments, the supernatant was removed, and RPTECs were washed
in cold PBS three times. According to the manufacturer’s instructions for the Antibody
Array Assay Kit (KAS02, Full Moon Biosystems, Sunnyvale, CA, USA), cells were solubil-
ized in Extraction Buffer (included in Array Assay Kit) with protease and phosphatase
inhibitors (ab201119, Abcam, Cambridge, UK). Pierce 660 nm Protein Assay Kit (22662,
Thermo Fisher Scientific) was used to determine the total protein concentration in cell ex-
tracts according to the manufacturer’s instructions. Arrays were incubated with 63 pg of
cellular proteins at room temperature for 2 h. Then, arrays were washed and scanned us-
ing a fluorescence scanner (Full Moon BioSystems). Array images were analyzed using
Image] software v1.54g (https://imagej.nih.gov/ij/, accessed on 15 November 2023).

2.9. Statistical Analysis

All results are reported as the mean + standard deviation (SD). Statistical analyses
were performed using GraphPad Prism (v8, GraphPad Software, San Diego, CA, USA).
One-way ANOVA with Tukey-Kramer multiple comparison tests for normally distrib-
uted or Kruskal-Wallis tests with Dunn’s multiple comparison tests for non-normally dis-
tributed data were used to test for statistical significance in the protein and RNA assays.
For phosphorylation analysis, the statistical significance was tested using a one-sample ¢
test for normally distributed or Wilcoxon signed-rank tests for non-normally distributed
data. Differences with p values < 0.01 were considered statistically significant.

3. Results
3.1. The Physicochemical Characteristics of SUVs and Farnesol-SUVs

In a previous study in human skeletal myoblasts, we previously established a proce-
dure for the encapsulation of farnesol in SUVs composed of DOTAP and PC/soy [18]. For
the current study, we followed the same formula and created two batches of SUVs, one
with farnesol (farnesol-SUV) and one without farnesol (SUV). The empty SUVs were in-
tended to serve as a control to exclude possible unintended effects of DOTAP and PC/soy
in cells. Moreover, the size and polydispersity indexes (PDI) of farnesol-SUVs and SUVs
were compared using DLS. We obtained comparable distributions of particle size by vol-
ume (Table 1). The PDIs of farnesol-SUV and SUV differed by 0.057, which is negligible
according to the DSL standards [19]. The efficiency of farnesol encapsulation was 3.926
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mM (98.15%), determined by reverse-phase high-performance liquid chromatography
(HPLC), as described previously [18].

Table 1. Physicochemical characterization of SUV and farnesol-SUV.

Composition Size by Volume (nm) Polydispersity Index
SUVs PCsoy (25 mM)/TAP (0.5 mM) 28.2+1.62 0.325
Farnesol-SUVs PCsoy [25 mM]/TAP (0.5 mM)/Farnesol (4 mM) 31.63 +1.97 0.268

TL

FL

3.2. Uptake of SUVs and Farnesol-SUVs by RPTECs

SUVs and farnesol-SUVs were shown to attach to human myoblasts [18]. However,
the interaction of liposomes with cells can be influenced by the distinctive composition of
the cell membrane [16,17]. Therefore, we examined the attachment of SUVs and farnesol-
SUVs to RPTECs using the lipophilic fluorescent dye BODIPY. The cytoplasm of untreated
RPTECs showed weak fluorescent signals due to the low content of intracellular lipids
(Figure 1). Indistinguishable signals were obtained when RPTECs were treated with free
farnesol, which is not soluble in cell culture medium. In contrast, SUV- or farnesol-SUV-
treated RPTECs exhibited comparable and protuberant fluorescent signals. This finding
indicated that SUVs and farnesol-SUVs were equally attached to RPTECs.

control farnesol Suv farnesol-SUV

~3

=0 b N
b

Figure 1. Equal uptake of SUVs and farnesol-SUVs by RPTECs. RPTECs were either not treated
(control) or were treated with farnesol, SUVs, or farnesol-SUVs as indicated on the top of each panel.
RPTECs were stained using BODIPY. All transmitted light (TL, upper panel) or fluorescence (FL,
lower panel) images were captured using the same magnification and exposure times. Scale bars
indicate 50 um.

3.3. SUVs and Farnesol-SUVs Do Not Affect Mitochondrial Abundance or Activity in RPTECs

The intracellular accumulation of some lipid species can cause an imbalance between
the uptake and oxidation of fatty acids and interfere with mitochondrial activity, resulting
in oxidative stress in renal cells [20,21]. Since SUVs and farnesol-SUVs are composed of
lipid and phospholipids components, we used two different cell-permeable fluorescent
probes to detect the mitochondrial abundance (MitoTracker Red) or oxidative activity
(MitoTracker Orange) and to rule out any unintended effects on the mitochondrial activity
in RPTECs. We found no significant differences between fluorescence signals obtained
from untreated RPTECs and those treated with farnesol, SUVs, or farnesol, SUVs (Figure
2). Thus, SUVs and farnesol-SUVs do not affect mitochondrial abundance or activity in
RPTECs.
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farnesol-SUV

control farnesol

MitoTracker

MitoTracker

Suv

Figure 2. Abundance and oxidative activity of mitochondria in RPTECs. RPTECs were left untreated
(control) or treated with SUVs or farnesol-SUVs, as indicated at the top of each panel. Mitochondria
were stained using MitoTracker Red (upper panel) or MitoTracker Orange (lower panel). The pre-
sented images were captured at the same settings and exposure times and are representative of three
independent sets of experiments. Scale bars indicate 50 pm.

.
.

3.4. Farnesol-SUVs Inhibit TNF-a/IL-1B-Induced Expression of Inflammatory Proteins in RPT-
ECs

The uptake of SUVs by RPTECs is a slower process than the activation of the inflam-
matory response to TNF-a/IL-1p stimulation. To achieve sufficient uptake of farnesol be-
fore TNF-a/IL-1P stimulation, RPTECs were pretreated with SUVs or farnesol-SUVs for at
least 48 h or left untreated as a control. Next, RPTECs were stimulated with TNF-a/IL-13
or left untreated for another 24 h. All experiments were performed in triplicate to validate
the outcomes. Next, we used preconfigured multiplex panels for the simultaneous detec-
tion of 55 chemokines/cytokines in all samples. Each sample was analyzed twice to obtain
mean values and to ensure data accuracy. The amounts of chemokines/cytokines were
normalized to the total amounts of cellular proteins in each sample to obtain relative pro-
tein expression (Figure 3, y-axis). Forty chemokines/cytokines were expressed at detecta-
ble levels (>1 fg/ug cell extract), including 26 chemokines/cytokines, which were signifi-
cantly induced by TNF-a/IL-1 (Supplementary Table S1). This expression pattern high-
lighted the broad inflammatory response of RPTECs. In general, untreated control and
SUV-treated RPTECs revealed indistinguishable results (Figure 3). Pretreatment with
SUVs showed no effect on the stimulated or unstimulated expression of these proteins in
RPTECs. Most importantly, farnesol-SUVs specifically affected the TNF-a/IL-1[3-stimu-
lated expression of seven inflammatory proteins, TNFRSF9, CD27, TNFRSF8, DR6, FAS,
IL-7, and CCL2 (Figure 3). Thus, we suggested that farnesol can specifically downregulate
the TNF-a/IL-13-mediated expression of TNFRSF9, CD27, TNFRSFS, DR6, FAS, IL-7, and
CCL2.
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Figure 3. Farnesol-SUVs inhibit the TNF-a/IL-13-induced expression of inflammatory proteins.
RPTECs were left untreated or treated with SUV or farnesol-SUV for at least 48 h and then left un-
stimulated or stimulated with TNF-a /IL-1{3 for another 24 h. Cell extracts were analyzed for 55
chemokines/cytokines in triplicate. The relative protein expression was obtained through the nor-
malization of the level of each protein to the total cell extract in each experiment (y-axis). The ex-
pression levels of seven proteins, TNFRSF9, CD27, TNFRSFS, DR6, FAS, IL-7, and CCL2, were in-
hibited by farnesol-SUV in RPTECS. The results are presented as the mean * SD of the relative ex-
pression of each protein designated at the top of each diagram. Statistical significance was calculated
using one-way ANOVA with the Tukey—Kramer multiple comparison test (TNFRSF9, CD27, FAS,
IL-7, and CCL2) or Kruskal-Wallis test with Dunn’s multiple comparison test (TNFRSF8 and DR6)
where appropriate. For the sake of simplicity, only the p values of significance for differences be-
tween TNF-a /IL-1p-stimulated cells, which were treated with farnesol-SUV or left untreated, are
shown (asterisks). The differences between unstimulated (Ctrl, SUV, Farnesol-SUV) and respective
TNF-a/IL-1B-stimulated cells (TNF-a/IL-1p, TNF-a/IL-13+SUV, TNE-a/IL-1p+Farnesol-SUV) were
<0.05. The differences between unstimulated cells (Ctrl, SUV, Farnesol-SUV) and between untreated
and SUV-treated TNF-a/IL-1B-stimulated cells (TNF-a/IL-1p3, TNF-a/IL-13+SUV) were insignifi-
cant. p <0.001 (***). p <0.0001 (****).

3.5. Farnesol-SUV Inhibits TNF-a/IL-1B-Induced mRNA Expression of Inflammatory Genes in
RPTECs

To determine whether farnesol modulates the transcript levels of the seven downreg-
ulated proteins, we analyzed the mRNA expression levels of TNFRSF9, CD27, TNFRSFS,
DR6, FAS, IL-7, and CCL2 using a multiplex hybridization assay. RPTECs were treated as
described above in three independent experiments (Section 3.4). To obtain relative mRNA
expression, the mRNA levels of the target genes were normalized to those of two house-
keeping genes (Figure 4). The results were entirely correlated with the reported effects of
farnesol on protein expression. Untreated control and SUV-treated RPTECs revealed in-
distinguishable mRNA expression patterns (Figure 4). Again, this ruled out any possible
effects by empty SUVs. In contrast, farnesol-SUVs significantly reduced the levels of
TNEFRSF9, CD27, TNFRSES, DR6, FAS, IL-7, and CCL2 mRNA expression in TNF-a/IL-13-
stimulated RPTECs specifically (Figure 4). These results strongly suggested that farnesol
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Figure 4. Farnesol inhibits TNF-a/IL-1p-mediated upregulation of inflammatory genes. RPTECs
were left untreated or treated with SUV or farnesol-SUV for at least 48 h and then left unstimulated
or stimulated with TNF-a/IL-13 for another 6 h. RPTECs were harvested, and total RNA was ana-
lyzed in triplicate using multiplex mRNA quantification to determine the mRNA expression levels
of TNFRSF9, CD27, TNFRSF8, DR6, FAS, IL-7, and CCL2 that were normalized to the mRNA levels
of GAPDH and HPRT1. The results are presented as the mean + SD of the relative expression of
mRNAs as indicated at the top of each diagram in three independent experiments. Statistical signif-
icance was calculated using one-way ANOVA with the Tukey—Kramer multiple comparison test.
For the sake of simplicity, only the p value of significance for differences between TNF-at /IL-1f3-
stimulated cells which were treated with farnesol-SUV or left untreated are shown (asterisks). The
differences between unstimulated (Ctrl, SUV, Farnesol-SUV) and respective TNF-a/IL-1{3-stimu-
lated cells (TNF-a/IL-1B, TNF-a/IL-13+SUV, TNF-a/IL-1p+Farnesol-SUV) were <0.001. The differ-
ences between unstimulated cells (Ctrl, SUV, Farnesol-SUV) and between untreated and SUV-
treated TNF-a/IL-13-stimulated cells (TNF-a/IL-1(3, TNF-o/IL-13+SUV) were insignificant. p < 0.001
(***). p <0.0001 (****).

3.6. Farnesol-SUVs Inhibits the Phosphorylation of Signaling Proteins in RPTECs

Members of the NFkB and TGF-{3 signaling pathways have been implicated in the
TNEF-a/IL-1B-stimulated activation of inflammatory genes, prompting us to identify those
members that were potentially affected by farnesol-SUVs in TNF-o/IL-1-stimulated RPT-
ECs. We used preconfigured ELISA-based glass arrays that contained six replicates of 122
different antibodies against 82 differentially phosphorylated and unphosphorylated hu-
man signaling proteins (Supplementary Table 52). Due to the high cost of phosphorylation
arrays, only two samples were considered for further studies, TNF-a/IL-1p3-stimulated
RPTECs pretreated with farnesol-SUV or left untreated. SUV control exhibited no effects
on unstimulated or TNF-a/IL-1B-stimulated RPTECs and was rather dispensable for pro-
posing a potential mechanism for farnesol-SUV.
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Previous studies have shown that the TNF-a/IL-1f3 stimulation of inflammatory path-
ways occurs within 15-45 min [22-24]. RPTECs were first pretreated with farnesol-SUVs
or left untreated and then stimulated with TNF-a/IL-1f3 for 30 min before being subjected
to protein extraction. Cell extracts were each incubated with two preconfigured arrays.
After scanning, raw signal densities were extracted from array images and normalized to
the background. We compared the phosphorylation signals from farnesol-SUV-treated

RPTECs to those of control cells to provide a rel

ative mean phosphorylation inhibition

(Figure 5a). The phosphorylation of eleven proteins was significantly inhibited by farne-
so0l-SUVs to lower than 50% (p < 0.001, Figure 5a). Among them, farnesol-SUV inhibited
p85 phosphorylation (Tyr467/Tyr199) to the lowest level in our experiments. PI3K p85 acts
at a superior signaling position upstream of protein kinase C (PKC), Ras, IkkB kinase
(IKK), or histone deacetylase 5 (HDACS5). Thus, PI3K p85 may be the key target of farnesol
in RPTECs. Next, the precise comparison of the phosphorylated and unphosphorylated

p85 isoforms in control and farnesol-SUV-treate
Tyr467/Tyr199 phosphorylation in farnesol-medi
the mean signal intensities from specific antibodie
phosphorylated isoforms at Tyr residues 607 and

d cells emphasized the importance of
ated effects (Figure 5b). We compared
s against unphosphorylated p85 and its
199 or 467. Tyr (199/467) phosphoryla-

tion prompts the immediate release of catalytic subunit p110, whereas Tyr 607 regulates
the later dimerization of p85 [23]. This comparison strengthens the initial hypothesis that
farnesol acts at the early stage of cytokine-induced signaling in RPTECs.

ontrol [ Farnesol-SUV
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Figure 5. Farnesol inhibits the TNF-at/IL-1p-induced phosphorylation of signaling proteins. (a) RPT-
ECs were left untreated or treated with farnesol-SUV and then stimulated with TNF-ot/IL-1§3 for 0.5

h. The level of phosphorylated proteins was analyzed

using preconfigured arrays of specific anti-

bodies, each mounted as six replicates in equal amounts. The signals from SUV-farnesol-treated
RPTECs were compared to the signals from control cells to obtain the relative inhibition of protein
phosphorylation (y-axis) by farnesol-SUVs. Data are presented as the mean + SD of six replicates.

Statistical significance was calculated using one-sample

t test (IxB-p3 (P-Ser23), PKR (P-Thr466), PI3K

p85 (P-Tyr199/467), RAS-GRF1 (P-Ser916), PKCC (P-Thr410), MKKG6 (P-Serr207)) or Wilcoxon signed
rank test (PAK2 (P-Ser192), PKCA (P-Ser645), HDACS5 (P-Ser207), NFxB-p65 (P-Ser311), IKK-a/b (P-
Ser180/181)), as appropriate. (b) The diagram shows the mean integrated signal density of the PI3K
p85 subunit or its phosphorylated isoforms, PI3K p85 (P-Tyr607) and PI3K p85 (P-Tyr199/467) (y-
axis), in TNF-a/IL-1p3-stimulated RPTECs that were left untreated (white bars) or treated with far-

nesol-SUVs (gray bars) before. Statistical significance
Mann-Whitney test, as appropriate. p <0.05 (**). p < 0.0

was calculated using an unpaired ¢ test or
001 (****).
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4. Discussion

Farnesol as a dietary supplement has been reported to have anti-allergic, anti-inflam-
matory, and anti-fibrotic effects through uncharacterized mechanisms. The current study
utilized a liposome-based strategy to characterize the direct effects of farnesol on inflam-
matory signaling in RPTECs, which have long been recognized as in vitro models for the
early stage testing of new compounds for kidney disorders [2]. We further demonstrated
that farnesol interfered with the TNF-a/IL-1p-induced phosphorylation of the PI3K p85
subunit, its downstream signaling proteins, and the expression of a distinct set of genes
involved in the renal inflammatory response.

Signaling pathway dynamics are primarily determined by cell phenotype and stimuli
[25]. TNF-a and IL-1p are small peptides (17.3, 17.5 kDa) that are highly soluble in cell
culture medium, granting the rapid activation of signaling pathways by binding to their
specific receptors. RPTECs are the first point of contact for pathogens and cytokines in the
kidney and thus rapidly respond to inflammatory signals. In the current study, we iden-
tified the significant activation of signaling proteins 30 min after TNF-at/IL-1f stimulation.
This is in line with the previously described dynamics of signal transduction and accu-
mulation of target mRNAs and proteins in primary human RPTECs [26-28]. This fast re-
sponse to TNF-a/IL-1f3 rationalized the pretreatment of RPTECs with farnesol-SUVs in
our study.

The main advantage of using predesigned arrays was the ability to simultaneously
examine a comprehensive set of potential farnesol cellular targets. We chose protein, RNA,
and phospho-antibody arrays that were relevant to inflammation. However, some of the
analytes are implicated in the regulation of cell growth and metabolism as well. The com-
plete dataset revealed additional targets that may be potentially affected by farnesol to a
lower or insignificant extent (Supplementary Tables S1 and S2). Because array experi-
ments reflect a snapshot of events, it is conceivable that some of the observed minor effects
here may become more substantial over an extended course of time. In fact, animal studies
have reported diverse long-term effects of farnesol on metabolism and proliferation
[13,29]. Nevertheless, the diversity of farnesol effects may be partially explained by the
heterogeneous set of target genes depending on cell type or stimuli. In TNF-o/IL-1[3-stim-
ulated RPTECs, prior treatment with farnesol-SUV inhibited seven target genes,
TNFRSF9, CD27, TNFRSF8, DR6, FAS, IL-7, and CCL2 (Figure 4). In a previous study of
fatty acid-stimulated primary human skeletal myoblasts, pretreatment with farnesol-SUV
repressed the expression of IL6 and CXCLS [18]. In the current study, TNF-a/IL-13-stim-
ulated the expression of IL6, and CXCL8 was not affected by farnesol-SUV in RPTECs
(Supplementary Table S1). In primary human skeletal myoblasts, 48 h of treatment with
0.5 uM farnesol in DMSO elevated the level of peroxisome proliferator-activated receptor-
Y coactivator-1la (PGC-1a) by 1.7-fold [29]. Although this slight increase may be due to
less efficient delivery of farnesol, its long-term effects may be different than its short-term
effects. Nonetheless, a general limitation to ours and other studies is that the effective up-
take of farnesol in cells is difficult to assess. Liposomes can deliver a significantly higher
concentration of farnesol (3.926 mM) than DMSO. Moreover, we were able to track the
attachment of liposomes to cells, while the delivery of farnesol by DMSO could not be
monitored. The tracking of liposomes was especially relevant to our study because we
compared the effects mediated by SUVs and farnesol-SUV in parallel experiments.

The analysis of phosphorylated proteins in TNF-a/IL-1(3-stimulated RPTECs identi-
fied eleven target phosphoproteins of farnesol, including the PI3K p85 subunit and eight
of its downstream signaling proteins, as schematically presented in Figure 6. This finding
implies a key role of PI3K signaling in the regulation of the inflammatory response in
RPTECs. Interestingly, recent studies have suggested an important role of the PI3K sig-
naling pathway in renal dysfunction associated with diabetes or cardiorenal syndrome
[30-32]. Although none of these studies were performed in RPTECs, it is tempting to spec-
ulate that farnesol may have a beneficial effect on renal malfunctions, which are associated
with the dysregulation of PI3K signaling.
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Figure 6. PI3K and its downstream signaling proteins. In unstimulated cells, the p110 catalytic sub-
unit of PI3K is stabilized by dimerization with the regulatory p85 subunit. Upon activation, the p85
subunit becomes phosphorylated and releases p110, which leads to the production of PIP3 and the
activation of the signaling kinases AKT and PDK1. AKT and PDKI1 induce a cascade of downstream
phosphorylation. Farnesol inhibits the phosphorylation of different members of the PI3K signaling
pathway (gray ovals).

The use of phosphorylation-detecting antibody arrays is associated with some limi-
tations that are important to consider. First, the intensity of signals strongly depends on
the quality and specificity of the detecting antibodies. Thus, phosphorylation signals ob-
tained from different antibodies cannot be directly compared, while a direct comparison
of the same antibody under different conditions is validated by replicates. For instance,
the signal of phosphorylated p85 Tyr199/467 is not directly comparable to that of phos-
phorylated p85 Tyr607 (Figure 5b). Second, the data reflect the effects of farnesol on phos-
phorylation events within 30 min of TNF-a/IL-1{ stimulation. Therefore, it is rather diffi-
cult to capture fast reversible phosphorylation, such AKT Ser473 or Thr308 [33]. Moreover,
dephosphorylation at Thr308 and Ser473 was reported to promote AKT degradation [33].
Indeed, total AKT protein level in RPTECs pretreated with farnesol-SUV was reduced by
40% (AKT (Ab-326) and (Ab-474), Supplementary Table S2). Hence, the level of inhibition
by farnesol on phosphorylation may change over the course of stimulation. This inhibition
of farnesol target proteins involved in diverse cellular functions may expand its therapeu-
tic applications.

The marked effects of farnesol on p85 phosphorylation implicate PI3K signaling path-
way in the regulation of TNFRSF9, CD27, TNFRSFS8, DR6, FAS, IL-7, and CCL2 genes.
Indeed, the PI3K-regulated activation of TNFRSF8 and TNFRSF9 expression has been re-
ported previously [34,35]. In vitro studies on the regulatory 5-upstream gene sequences
have suggested a possible link between PI3K signaling pathway and other farnesol target
genes. For instance, CCL2 promoter was shown to comprise a functional binding site for
NF«B p65, which activates CCL2 gene transcription in response to IL-1 and TNF-a [36].
Similarly, NFkB was reported to mediate the transcriptional activation of FAS gene in a
rodent model [37]. The 5’ upstream regions of IL-7 and DR6 genes are associated with
CpG islands, lacking classic transcriptional regulatory sequence elements, such as TATA
or CAAT [38]. Although the TNF-a/IL-1p activated expression of IL-7 gene has been re-
ported previously [39], the complexity of IL-7 and DR6 promoter regions has limited the
further investigation. Thus, the direct involvement of PI3K signaling pathway in IL-7 and
DR6 gene regulations remain to be addressed.

All farnesol target genes identified in our study were linked to CKD development
and progression, which have been associated with chronic inflammation, oxidative stress,
and ischemia [40]. TNFRSF9 and FAS receptor were identified as biomarkers of impaired
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kidney function and CKD in epidemiological studies [41,42]. Similarly, serum CD27 levels
were strongly associated with kidney dysfunction and a low glomerular filtration rate in
type 1 diabetes [43]. Moreover, TNFRSE8 and DR6 were previously linked to renal injury
and ischemia [6,44]. Independent of the source of renal injury, tubular fibrosis seems to be
a common mechanism of CKD progression and end-stage renal disease (ESRD) [45,46].
Interestingly, farnesol inhibited CCL2, which is also known as monocyte chemoattractant
protein-1 (MCP-1), the most prominent chemokine-promoting tissue fibrosis [47]. The
therapeutic inhibitors of renal fibrosis were shown to downregulate the expression of
CCL2 in renal cells [48,49]. These observations are in line with our findings and may be
the mechanism by which farnesol protects against renal inflammation and fibrosis. The
role of IL-7 in this context remains elusive. A previous study on RPTECs from patients
with IgA nephropathy reported that upregulated IL-7 expression attenuated cellular fi-
brosis induced by transforming growth factor (31 [50]. In our study, we used RPTECs from
a healthy donor and found an inhibitory effect of farnesol-SUVs on TNF-a/IL-13-stimu-
lated IL-7 expression. Thus, the ultimate therapeutic potential of farnesol-SUVs in renal
disease needs further investigation.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/biomedicines11123322/s1, Table S1: TNEF-a/IL-1B-induced
expression of inflammatory proteins in RPTECs; Table S2: TNF-a/IL-1B-induced phosphorylation of
signaling proteins in RPTECs.

Author Contributions: Conceptualization, M.N. and V.W.; methodology, A.M. and M.L.; software,
X.C,; validation, A M., M.L,, X.C., and M.N.; formal analysis, A.M.; investigation, A.M. and M.N.;
resources, M.N. and V.W.; data curation A.M., X.C., and M.N.; writing —original draft preparation,
X.C.; writing —review and editing, M.N.; visualization, A.M., M.L., and X.C.; supervision, M.N. and
V.W.; project administration, M.N.; funding acquisition, M.N. All authors have read and agreed to
the published version of the manuscript.

Funding: This study was funded by the Stiftung zur Férderung der Erforschung von Ersatz- und
Ergénzungsmethoden zur Einschrankung von Tierversuchen (http://www stiftung-set.de/en/) (ac-
cessed on 17 November 2023) (No. P-068). Xiaoying Chen is supported by the China Scholarship
Council (No. 202206170014).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: All research data are presented in the article or in the Supplementary
Materials.

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

References

1.  Qu, L, Jiao, B. The Interplay between Immune and Metabolic Pathways in Kidney Disease. Cells 2023, 12, 1584.

2. der Hauwaert, V.; Savary, G.; Gnemmi, V.; Glowacki, F.; Pottier, N.; Bouillez, A.; Maboudou, P.; Zini, L.; Leroy, X.; Cauffiez, C.;
et al. Isolation and Characterization of a Primary Proximal Tubular Epithelial Cell Model from Human Kidney by Cd10/Cd13
Double Labeling. PLoS ONE 2013, 8, e66750.

3. Smith, P.L,; Buffington, D.A.; Humes, H.D. Kidney Epithelial Cells. Methods Enzym. 2006, 419, 194-207.

4.  Cantaluppi, V.; Quercia, A.D.; Dellepiane, S.; Ferrario, S.; Camussi, G.; Biancone, L. Interaction between Systemic Inflammation
and Renal Tubular Epithelial Cells. Nephrol. Dial. Transpl. 2014, 29, 2004-2011.

5. Chatterjee, P.K.; Hawksworth, G.M.; McLay, ].S. Cytokine-Stimulated Nitric Oxide Production in the Human Renal Proximal
Tubule and Its Modulation by Natriuretic Peptides: A Novel Immunomodulatory Mechanism? Exp. Nephrol. 1999, 7, 438-448.

6. Ye H.Y,; Song, Y.L; Ye, W.T,; Xiong, C.X,; Li, ] M.; Miao, ].H.; Shen, W.W.; Li, X.L.; Zhou, L.L. Serum Granulosa Cell-Derived
Tnf-Alpha Promotes Inflammation and Apoptosis of Renal Tubular Cells and Pcos-Related Kidney Injury through Nf-Kappab
Signaling. Acta Pharmacol. Sin. 2023, 44 ,2432-2444. https://doi.org/10.1038/s41401-023-01128-0.

7. Koch, B.; Fuhrmann, D.C.; Schubert, R.; Geiger, H.; Speer, T.; Baer, P.C. Gliflozins Have an Anti-Inflammatory Effect on Renal
Proximal Tubular Epithelial Cells in a Diabetic and Inflammatory Microenvironment in Vitro. Int. J. Mol. Sci. 2023, 24, 1811.

8. Hu, Y,; Sun, Y.A,; Shi, ].Q.; Xu, ]J. High-Fat Diet Caused Renal Damage in Apoe(-/-) Mice Via the Activation of Rage-Mediated
Inflammation. Toxicol. Res. 2021, 10, 1171-1176.



Biomedicines 2023, 11, 3322 13 of 14

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Nauta, A.].; de Haij, S.; Bottazzi, B.; Mantovani, A.; Borrias, M.C.; Aten, J.; Rastaldi, M.P.; Daha, M.R.; van Kooten, C.; Roos, A.
Human Renal Epithelial Cells Produce the Long Pentraxin Ptx3. Kidney Int. 2005, 67, 543-553.

Ott, L.W,; Resing, K.A.; Sizemore, A.W.; Heyen, ].W.; Cocklin, R.R.; Pedrick, N.M.; Woods, H.C.; Chen, ].Y.; Goebl, M.G.; Witz-
mann, F.A.; Harrington, M.A. Tumor Necrosis Factor-Alpha- and Interleukin-1-Induced Cellular Responses: Coupling Proteo-
mic and Genomic Information. J. Proteome Res. 2007, 6, 2176-2185.

Fruman, D.A. Regulatory Subunits of Class Ia Pi3k. Curr. Top. Microbiol. Immunol. 2010, 346, 225-244.

Fruman, D.A.; Chiu, H.; Hopkins, B.D.; Bagrodia, S.; Cantley, L.C.; Abraham, R.T. The Pi3k Pathway in Human Disease. Cell
2017, 170, 605-635.

Jung, Y.Y.; Hwang, S.T; Sethi, G.; Fan, L.; Arfuso, F.; Ahn, K.S. Potential Anti-Inflammatory and Anti-Cancer Properties of Far-
nesol. Molecules 2018, 23, 2827.

Ku, C.-M,; Lin, J.-Y. Farnesol, a Sesquiterpene Alcohol in Herbal Plants, Exerts Anti-Inflammatory and Antiallergic Effects on
Ovalbumin-Sensitized and -Challenged Asthmatic Mice. Evid. Based Complement Altern. Med. 2015, 2015, 387357.

Doyle, W.].; Walters, D.; Shi, X.; Hoffman, K.; Magori, K.; Roullet, J.-B.; Ochoa-Reparaz, J. Farnesol Brain Transcriptomics in Cns
Inflammatory Demyelination. Clin. Immunol. 2023, 255, 109752.

Ghosh, S.; Howe, N.; Volk, K,; Tati, S.; Nickerson, K.W.; Petro, T.M. Candida Albicans Cell Wall Components and Farnesol
Stimulate the Expression of Both Inflammatory and Regulatory Cytokines in the Murine Raw264.7 Macrophage Cell Line. FEMS
Immunol. Med. Microbiol. 2010, 60, 63-73.

Nsairat, K.D.; Sayed, U.; Odeh, F.; Al Bawab, A.; Alshaer, W.; Liposomes: Structure, Composition, Types, and Clinical Applica-
tions. Heliyon 2022, 8, e09394.

Miickter, E.; Lozoya, M.; Miiller, A.; Weissig, V.; Nourbakhsh, M. Farnesol-Loaded Nanoliposomes Inhibit Inflammatory Gene
Expression in Primary Human Skeletal Myoblasts. Biology 2022, 11, 701.

Danaei, M.; Dehghankhold, M.; Ataei, S.; Hasanzadeh Davarani, F.; Javanmard, R.; Dokhani, A.; Khorasani, S.; Mozafari, M.R.
Impact of Particle Size and Polydispersity Index on the Clinical Applications of Lipidic Nanocarrier Systems. Pharmaceutics 2018,
10, 57.

Jiang, X.S.; Cai, M.Y,; Li, X.J.; Zhong, Q.; Li, M.L.; Xia, Y.F.; Shen, Q.; Du, X.G.; Gan, H. Activation of the Nrf2/Are Signaling
Pathway Protects against Palmitic Acid-Induced Renal Tubular Epithelial Cell Injury by Ameliorating Mitochondrial Reactive
Oxygen Species-Mediated Mitochondrial Dysfunction. Front Med. 2022, 9, 939149.

Phengpol, N.; Thongnak, L.; Lungkaphin, A. The Programming of Kidney Injury in Offspring Affected by Maternal Overweight
and Obesity: Role of Lipid Accumulation, Inflammation, Oxidative Stress, and Fibrosis in the Kidneys of Offspring. . Physiol.
Biochem. 2023, 79, 1-17.

Cattley, R.T.; Lee, M.; Boggess, W.C.; Hawse, W.F. Transforming Growth Factor Beta (Tgf-Beta) Receptor Signaling Regulates
Kinase Networks and Phosphatidylinositol Metabolism During T-Cell Activation. J. Biol. Chem. 2020, 295, 8236-8251.

Clayton, N.S.; Fox, M.; Vicenté-Garcia, J.J.; Schroeder, C.M.; Littlewood, T.D.; Wilde, J.I.; Krishnan, K.; Brown, M.].; Crafter, C,;
Mott, H.R; et al. Assembly of Nuclear Dimers of Pi3k Regulatory Subunits Is Regulated by the Cdc42-Activated Tyrosine Kinase
Ack. ]. Biol. Chem. 2022, 298, 101916.

Armbrust, T.; Millis, M.P.; Alvarez, M.L.; Saremi, A.; DiStefano, ].K.; Nourbakhsh, M. Cxcl4l1 Promoter Polymorphisms Are
Associated with Improved Renal Function in Type 1 Diabetes. . Immunol. 2019, 202, 912-919.

Koch, I; Biittner, B. Computational Modeling of Signal Transduction Networks without Kinetic Parameters: Petri Net Ap-
proaches. Am. J. Physiol. Physiol. 2023, 324, C1126—-C1140.

Sanagawa, A.; Hotta, Y.; Sezaki, R.; Tomita, N.; Kataoka, T.; Furukawa-Hibi, Y.; Kimura, K. Effect of Replicative Senescence on
the Expression and Function of Transporters in Human Proximal Renal Tubular Epithelial Cells. Biol. Pharm. Bull. 2022, 45,
1636-1643.

Nagawa, D.; Shimada, M.; Nakata, M.; Narita-Kinjo, I.; Fujita, T.; Murakami, R.; Nakamura, N.; Tomita, H. Hypoxia-Inducible
Factor-lalpha Suppresses the Innate Immune Response in Cultured Human Proximal Tubular Cells. Vivo 2023, 37, 2437-2446.
Chan, ].W.; Neo, CW.Y.; Ghosh, S.; Choi, H.; Lim, S.C,; Tai, E.S.; Teo, A.K.K. Hnfla Binds and Regulates the Expression of Slc51b
to Facilitate the Uptake of Estrone Sulfate in Human Renal Proximal Tubule Epithelial Cells. Cell Death Dis. 2023, 14, 302.

Bae, J.-H.; Jo, A.; Cho, 5.C.; Lee, Y.-I; Kam, T.-L; You, C.-L.; Jeong, H.-J.; Kim, H.; Jeong, M.-H.; Jeong, Y.; et al. Farnesol Prevents
Aging-Related Muscle Weakness in Mice through Enhanced Farnesylation of Parkin-Interacting Substrate. Sci. Transl. Med. 2023,
15, eabh3489.

Wang, Y.Y.; Liu, Y.Y,; Li, J.; Zhang, Y.Y.; Ding, Y.F.; Peng, Y.R. Gualou Xiebai Decoction Ameliorates Cardiorenal Syndrome
Type li by Regulation of Pi3k/Akt/Nf-Kappab Signalling Pathway. Phytomedicine 2023, 123, 155172.

Han, Y,; Liu, X,; Shang, J.; Li, N.; Zhang, C.; Li, Y.; Zheng, ]. Bioinformatics-Based Analysis of Core Genes and Pathway Enrich-
ment in Early Diabetic Nephropathy. Cell Mol. Biol. 2023, 69, 51-56.

Yang, L.; Yuan, S.; Wang, R.; Guo, X.; Xie, Y.; Wei, W.; Tang, L. Exploring the Molecular Mechanism of Berberine for Treating
Diabetic Nephropathy Based on Network Pharmacology. Int. Immunopharmacol. 2024, 126, 111237.

Wei, Y.; Zhou, J.; Yu, H,; Jin, X. Akt Phosphorylation Sites of Ser473 and Thr308 Regulate Akt Degradation. Biosci. Biotechnol.
Biochem. 2018, 83, 429-435.

Torres, A.N.B.; Melchers, R.C.; Van Grieken, L.; Out-Luiting, J.J.; Mei, H.; Agaser, C.; Kuipers, T.B.; Quint, K.D.; Willemze, R.;
Vermeer, M.H.; et al. Whole-Genome Profiling of Primary Cutaneous Anaplastic Large Cell Lymphoma. Haematologica 2021,
107, 1619-1632.



Biomedicines 2023, 11, 3322 14 of 14

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.
45.
46.

47.
48.

49.

50.

Li, X.; He, Z.; Zhang, ].; Han, Y. Identification of Crucial Noncoding Rnas and Mrnas in Hypertrophic Scars Via Rna Sequencing.
FEBS Open Bio. 2021, 11, 1673-1684.

Wang, X.; Ma, C; Ji, J.; Xu, W.; Shao, Q.; Liao, X,; Li, Y.; Cheng, F.; Wang, Q. Identification of Potential Regulating Effect of
Baicalin on Nfkappab/Ccl2/Ccr2 Signaling Pathway in Rats with Cerebral Ischemia by Antibody-Based Array and Bioinformat-
ics Analysis. J. Ethnopharmacol. 2022, 284, 114773.

Kuhnel, F.; Zender, L.; Paul, Y.; Tietze, M.K,; Trautwein, C.; Manns, M.; Kubicka, S. Nfkappab Mediates Apoptosis through
Transcriptional Activation of Fas (Cd95) in Adenoviral Hepatitis. J. Biol. Chemn. 2000, 275, 6421-6427.

Lupton, S.D.; Gimpel, S.; Jerzy, R.; Brunton, L.L.; Hjerrild, K.A.; Cosman, D.; Goodwin, R.G. Characterization of the Human
and Murine II-7 Genes. |. Immunol. 1990, 144, 3592-3601.

Weitzmann, M.N.; Cenci, S.; Rifas, L.; Brown, C.; Pacifici, R. Interleukin-7 Stimulates Osteoclast Formation by up-Regulating the
T-Cell Production of Soluble Osteoclastogenic Cytokines. Blood 2000, 96, 1873-1878.

Gluba-Sagr, A.; Franczyk, B.; Rysz-Gorzynska, M.; Lawinski, J.; Rysz, J. The Role of Mirna in Renal Fibrosis Leading to Chronic
Kidney Disease. Biomedicines 2023, 11, 2358.

Nano, J.; Schottker, B.; Lin, J.-S.; Huth, C.; Ghanbari, M.; Garcia, P.M.; Maalmi, H.; Karrasch, S.; Koenig, W.; Rothenbacher, D.;
et al. Novel Biomarkers of Inflammation, Kidney Function and Chronic Kidney Disease in the General Population. Nephrol. Dial.
Transplant. 2021, 37, 1916-1926.

Ciceri, P.; Bono, V.; Magagnoli, L.; Sala, M.; Monforte, A.D.; Galassi, A.; Barassi, A.; Marchetti, G.; Cozzolino, M. Cytokine and
Chemokine Retention Profile in Covid-19 Patients with Chronic Kidney Disease. Toxins 2022, 14, 673.

Colombo, M.; McGurnaghan, S.J.; Blackbourn, L.A.K,; Dalton, R.N.; Dunger, D.; Bell, S.; Petrie, ].R.; Green, F.; MacRury, S.;
McKnight, J.A.; et al. Comparison of Serum and Urinary Biomarker Panels with Albumin/Creatinine Ratio in the Prediction of
Renal Function Decline in Type 1 Diabetes. Diabetologia 2020, 63, 788-798.

Hao, J.; Wei, Q.; Mei, S.; Li, L.; Su, Y.; Mei, C.; Dong, Z. Induction of Microrna-17-5p by P53 Protects against Renal Ischemia-
Reperfusion Injury by Targeting Death Receptor 6. Kidney Int. 2016, 91, 106-118.

Neilson, E.G. Mechanisms of Disease: Fibroblasts —A New Look at an Old Problem. Nat. Clin. Pr. Nephrol. 2006, 2, 101-108.
Tampe, D.; Zeisberg, M. Potential Approaches to Reverse or Repair Renal Fibrosis. Nat. Rev. Nephrol. 2014, 10, 226-237.

Singh, S.; Anshita, D.; Ravichandiran, V. Regulation, and Involvement in Disease. Int. Immunopharmacol. 2021, 101 Pt B, 107598.
Costa, W.C,; Beltrami, V.A.; Campolina-Silva, G.H.; Queiroz-Junior, C.M.; Florentino, R.M.; Machado, J.R.; Martins, D.G.; Gon-
calves, W.A; Barroso, L.C.; Freitas, K.M.; et al. Therapeutic Treatment with Phosphodiesterase-4 Inhibitors Alleviates Kidney
Injury and Renal Fibrosis by Increasing Mmp-9 in a Doxorubicin-Induced Nephrotoxicity Mouse Model. Int. Immunopharmacol.
2023, 115, 109583.

Ling, Y.H.; Krishnan, S.M.; Chan, C.T.; Diep, H.; Ferens, D.; Chin-Dusting, ]J.; Kemp-Harper, B.K.; Samuel, C.S.; Hewitson, T.D,;
Latz, E.; et al. Anakinra Reduces Blood Pressure and Renal Fibrosis in One Kidney/Doca/Salt-Induced Hypertension. Pharmacol.
Res. 2016, 116, 77-86.

Deng, Y.-J.; Lin, X.-P.; Li, X.-Q.; Lu, P.-F.; Cai, Y,; Liu, L.-L.; Pei, G.-C.; Han, M. Interleukin-7 Is Associated with Clinical and
Pathological Activities in Immunoglobulin a Nephropathy and Protects the Renal Proximal Tubule Epithelium from Cellular
Fibrosis. Curr. Med. Sci. 2021, 41, 880-887.

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual au-
thor(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.



