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Abstract: Oxy210, a semi-synthetic oxysterol derivative, displays cell-selective inhibition of Hedge-
hog (Hh) and transforming growth factor beta (TGF-f3) signaling in epithelial cells, fibroblasts, and
macrophages as well as antifibrotic and anti-inflammatory efficacy in models of liver fibrosis. In the
present report, we examine the effects of Oxy210 in cellular models of lung and kidney fibrosis, such
as human lung fibroblast cell lines IMR-90, derived from healthy lung tissue, and LL97A, derived
from an idiopathic pulmonary fibrosis (IPF) patient. In addition, we examine the effects of Oxy210
in primary human renal fibroblasts, pericytes, mesangial cells, and renal tubular epithelial cells,
known for their involvement in chronic kidney disease (CKD) and kidney fibrosis. We demonstrate
in fibroblasts that the expression of several profibrotic TGF-f3 target genes, including fibronectin (FN),
collagen 1A1 (COL1A1), and connective tissue growth factor (CTGF) are inhibited by Oxy210, both at
the basal level and following TGF-f3 stimulation in a statistically significant manner. The inhibition
of COL1A1 gene expression translated directly to significantly reduced COL1A1 protein expression.
In human primary small airway epithelial cells (HSAECs) and renal tubular epithelial cells, Oxy210
significantly inhibited TGF-f target gene expression associated with epithelial-mesenchymal transi-
tion (EMT). Oxy210 also inhibited the proliferation of fibroblasts, pericytes, and mesangial cells in a
dose-dependent and statistically significant manner.

Keywords: oxysterols; fibrosis; TGF-§3 signaling; hedgehog (Hh) signaling

1. Introduction

Fibrosis, known as pathological scarring, can affect all tissues, including vital organs,
such as kidney, liver, and lung, with deleterious consequences for organ function and
human health. For fibrotic diseases in visceral organs, clinical outcomes (i.e., organ failure)
remain dismal due to a paucity of effective treatment options that can slow or much less
reverse the progression of fibrotic scarring. A causal nexus of tissue fibrosis lies in repeated
micro-injuries to epithelial layers in the affected tissues that trigger non-resolving cycles of
inflammation and pathological wound healing [1]. Among several different cell types (e.g.,
immune cells, fibroblasts, epithelial cells, endothelial cells, etc.) involved in these complex
immune responses, activated myofibroblasts contribute significantly to irreversible scar
formation.

Myofibroblasts are specialized fibrotic cells with contractile properties, characterized
by overexpression of alpha-smooth muscle actin, chemotactic factors, and increased rates of
cell proliferation [2]. Myofibroblasts are often derived from quiescent fibroblast progenitors
in the connective tissues that migrate toward sites of injury when stimulated by various
paracrine and autocrine factors [3]. However, in a profibrotic environment with repeated
tissue injury, other cell types, such as resident epithelial cells or pericytes, may transdifferen-
tiate and assume myofibroblast-like characteristics, expanding the pool of cells with fibrotic
potential [4]. Activation and proliferation of myofibroblasts in pro-fibrotic lesions sets off
cascading fibrotic events, such as over-production and accumulation of extracellular matrix
(EM) components, including non-fibrillar collagens, hyaluronan, FN, and matricellular
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proteins, such as tenascins, thrombospondins, osteopontin and periostin [5]. Activation and
proliferation of myofibroblasts and other cell types contributing to fibrosis are universally
driven by profibrotic cellular signaling, i.e., growth factors, cytokines, and chemokines re-
leased in the local tissue microenvironment [6], a process that can even be further increased
in the presence of EM and matricellular proteins, such as thrombospondin 1. These profi-
brotic signals include, most prominently, TGF-{3 signaling and several factors induced by
TGEF-f signaling, such as platelet-derived growth factor (PDGF) and CTGF [6]. In addition,
contributions of other signaling pathways that are known for partial overlap and cross-talk
with TGF-p signaling, including Hh, Notch, and Wnt signaling, have been reported [7-10].
Therefore, the selective inhibition of such profibrotic signals has been considered a thera-
peutic strategy for fibrotic conditions, such as non-alcoholic steatohepatitis (NASH), IPF,
and renal fibrosis linked to CKD [11]. Paradoxically, TGF-f3 is a pleiotropic cytokine that,
depending on the cellular context, can produce anti-inflammatory (i.e., immunosuppres-
sive) or pro-inflammatory activities, in addition to the profibrotic properties mentioned
above. Local release of TGF-3 as a result of chronic injury or immune responses can have
pro-inflammatory effects by stimulating the localized production of pro-inflammatory cy-
tokines, such as interleukin-6 (IL-6) and tumor necrosis factor & (TNF«x). TGF- produced
in vascular endothelial cells, for example, has been shown to advance pro-inflammatory
activities and chronic vascular inflammation in atherosclerotic lesions [12]. With systemic
release, the immunosuppressive properties of TGF-3 often predominate, mediated largely
through anti-inflammatory effects in monocytes and macrophages [13]. Hence, systemic
and global inhibition of TGF-f3 signaling can be associated with pro-inflammatory side
effects [14,15]. In addition, TGF-f3 signaling can stimulate proliferation in cells of mes-
enchymal origin, including myofibroblasts, whereas it tends to inhibit proliferation in
epithelial, endothelial, and hematopoietic cells [13]. In epithelial cells, TGF-{ is the major
driver of epithelial-mesenchymal transition (EMT), along with minor contributions from
other signaling pathways, such as Hh, Notch, and Wnt signaling [16]. The inappropriate
activation of EMT, mediated by TGF-f signaling, has been implicated in the pathology
of various forms of fibrosis [17,18], including cystic fibrosis ([19,20], and cancers that are
particularly prone to early metastasis, such as pancreatic ductal adenocarcinoma [16].
Oxysterols are oxidized derivatives of cholesterol, known for wide-ranging biological
activities that differ from those of cholesterol itself. Oxysterols, either naturally occurring
or man-made, can be activators or inhibitors of cellular signaling. At MAX BioPharma,
we strive to identify novel drug candidates among semi-synthetic oxysterol derivatives,
following cycles of design, synthesis, and biological testing, an approach that we have
termed Oxysterol Therapeutics®. During such studies, we discovered Oxy210, a synthetic
oxysterol derivative, as a dual inhibitor of Hh and TGF-f signaling in cell cultures of A549
human lung epithelial cancer cells and NIH3T3 mouse fibroblast cells [21]. With respect
to liver fibrosis, we characterized Oxy210 as an orally bioavailable drug candidate with
antifibrotic properties, exhibited in vitro, in primary human hepatic stellate cells (HSCs),
and in vivo, using the humanized APOE*3-Leiden.CETP mouse model of NASH [22]. In
the NASH mouse model, oral administration of Oxy210 formulated in mouse food was
well-tolerated over 16 weeks of continuous dosing and ameliorated several hallmarks
of NASH, including hepatic inflammation, fibrosis, apoptosis, and lipid deposition in a
dose-dependent manner, resulting in improved hepatic function ([22] and unpublished
results). Given the potential for pro-inflammatory side effects associated with the systemic
inhibition of TGF-f3 signaling, we were initially surprised to find that Oxy210 exerted anti-
inflammatory effects in the liver, adipose tissue [23], and plasma of the mice, evidenced by
reduced inflammatory cytokine expression and lowered cytokine levels in circulation [22].
In subsequent studies, we examined the effects of Oxy210 on macrophages in vitro and
determined that Oxy210 can directly exert significant anti-inflammatory effects by inhibiting
toll-like receptor (TLR) signaling in macrophages [23]. Notably, TGF-{ signaling remains
unaffected by Oxy210 in macrophages, confirmed by the absence of inhibitory effects
on Smad2/3 phosphorylation, which preserves the anti-inflammatory effects of TGF-3
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ligands in these cells [23]. This cell-selective inhibition of TGF-f3 signaling by Oxy210
is new and different from other known modalities of TGF-f inhibition, such as small
molecule TGF-f receptor 1 (TGFBRI/ALKS) inhibitors or TGF-f neutralizing antibodies,
which tend to suppress TGF-f3 signaling across all cell types [21] with the potential for
adverse events mentioned earlier. Encouraged by Hh and TGF-f3 inhibitory activity in
HSCs and the combined antifibrotic and anti-inflammatory profile observed in APOE*3-
Leiden.CETP mice [22,23], in the current study, we aim to demonstrate that Oxy210 can
produce similar effects in cellular models of lung and kidney fibrosis driven by Hh and
TGEF-$ signaling. Given additional favorable attributes of Oxy210 (oral bioavailability,
drug-like pharmacokinetic and safety profiles, facile and scalable preparation, etc. [21]),
we propose that Oxy210 and related molecules should be considered for future studies
directed toward evaluation and therapeutic development as disease-modifying agents in
IPF and CKD.

2. Results
2.1. Oxy210 Inhibits Mediators of Fibrosis in Cultures of Lung Fibroblasts

Fibrosis can be understood as an imbalance between EM deposition and degradation,
including the unbalanced production and breakdown of extracellular collagen. Among
various collagen subtypes, COL1A1 protein is the major component of type I collagen and
by far the most abundant collagen present in human scar tissue. As such, COL1A1 can be
considered a reliable biomarker in lung [24] and kidney [25] fibrosis and its reduction or
removal in scar tissue may be therapeutically helpful. Lung myofibroblasts, stimulated by
TGF-f and other profibrotic factors, are considered central mediators of the pathological
fibrotic EM accumulation, including collagen, FN, and CTGF, all TGF-{3 target genes known
for their pivotal roles in fibrosis [26]. We employed the IMR-90 cells, a human lung
fibroblast cell line derived from healthy fetal lung tissue, to study the effect of Oxy210 on
the expression of pro-fibrotic genes. As shown in Figure 1A,B, Oxy210 treatment inhibited
the baseline expression of FN1 and COL1A1 as well as the TGF-f3-induced expression of
FN1, COL1A1, and CTGF, respectively, in a dose-dependent and statistically significant
manner. Among the genes stimulated by TGF-f3, the expression of COL1A1 appears to
be more sensitive to inhibition by Oxy210 compared to FNI and CTGF (Figure 1A,B).
The effect of Oxy210 on cellular COL1A1 protein expression was also examined using
ELISA. As shown in Figure 1C, treatment of IMR-90 cells with 5 uM Oxy210 resulted in a
significant decrease in basal and TGF-f3 stimulated COL1A1 protein expression (measured
by ELISA in cell lysate). The reduction in basal COL1A1 protein levels by Oxy210 was
dose-dependent showing a 4-fold reduction at 1 uM and a 40-fold reduction at 2 and 5
uM (Figure 1D). These data suggest that Oxy210 can effectively suppress COL1A1 protein
expression in IMR-90 cells in a dose-dependent and statistically significant manner. It
has been reported that Hh signaling alone can stimulate myofibroblast differentiation and
the release of collagen in vitro and is sufficient to induce fibrosis in vivo, according to
published reports [27]. Non-canonical Hh signaling can be stimulated by TGF-f3 [28] and
myofibroblast differentiation is marked by the induced expression of x-smooth muscle
actin (ACTA2) [29]. As shown in Figure 1E, Oxy210 inhibited the TGF-f3-induced expression
of GLIT and ACTA2 in a dose-dependent and statistically significant manner in IMR-90
cells. While the expression of ACTA2 was significantly reduced at the basal level and
when induced by the TGF-f3 ligand, the expression of GLII was inhibited by Oxy210
only when stimulated with the TGF-$ ligand. The latter result is consistent with the
absence of significant baseline GLI1 expression and Hh signaling which is stimulated
by TGE-B. The effect of Oxy210 on pro-fibrotic gene expression was also studied in
LL97A cells, an IPF patient-derived human lung fibroblast cell line. Oxy210 significantly
inhibited the basal and TGF-f3 stimulated expression of COL1A1 and ACTA2 (Figure 1F)
and COL1A1 protein expression (Figure 1G) to below basal levels. In addition, Oxy210
significantly inhibited basal COL1A1 protein expression in LL97A cells with a half maximal
inhibitory concentration (ICsg) of 0.52 & 0.04 uM (Figure 1H). Unsurprisingly, these results
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are consistent with a tight correlation between the COL1A1 gene and protein expression, at
least in two relevant human lung fibroblast cell lines, IMR-90 and LL97A. In future studies,
we plan to provide further confirmation in human primary cells.
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Figure 1. Oxy210 inhibits the basal and TGF-p-induced expression of fibrotic genes. (A) IMR-90
cells were treated with Oxy210 in DMEM containing 1% FBS for 72 h and then, RNA was analyzed
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by Q-RT-PCR for gene expression and normalized to GAPDH. Data from a representative experiment
are reported as the mean of triplicate determinations + SD (* p < 0.05 vs. control; ** p < 0.01 vs.
control). (B,E) IMR-90 cells were pretreated with Oxy210 in DMEM containing 1% FBS for 24 h and
then treated with TGF-1 (10 ng/mL) in the absence or presence of Oxy210. After 48 h, RNA was
analyzed by Q-RT-PCR for gene expression and normalized to GAPDH. Data from a representative
experiment are reported as the mean of triplicate determinations = SD (## p < 0.01 vs. control;
**p <0.01 vs. TGF-f3). (C) IMR-90 cells were pretreated with Oxy210 in DMEM containing 1% FBS
for 24 h and then treated with TGF-$1 (10 ng/mL) in the absence or presence of Oxy210 (5 uM). After
72 h, the cells were lysed and the whole cell extracts were diluted and subjected to ELISA analysis for
COL1A1. Data from a representative experiment are reported as the mean of triplicate determinations
=+ SD (## p < 0.01 vs. control; ** p < 0.01 vs. TGF-p). (D) IMR-90 cells were treated with Oxy210
in DMEM containing 1% FBS for 72 h. The cells were then lysed and the whole cell extracts were
diluted and subjected to ELISA analysis for COL1A1. Data from a representative experiment are
reported as the mean of triplicate determinations 4 SD (## p< 0.01 vs. control). (F) LL97A cells were
pretreated with Oxy210 in F12K medium containing 1% FBS for 24 h and then treated with TGF-31
(10 ng/mL) in the absence or presence of Oxy210 as indicated. After 48 h, RNA was analyzed by
Q-RT-PCR for gene expression and normalized to GAPDH. Data from a representative experiment are
reported as the mean of triplicate determinations &= SD (## p < 0.01 vs. control; * p < 0.05 vs. TGF-§3;
**p <0.01 vs. TGF-B). (G) LL97A cells were pretreated with Oxy210 in F12K medium containing 1%
FBS for 24 h and then treated with TGF-p1 (10 ng/mL) in the absence or presence of Oxy210 (5 uM).
After 72 h, the cells were lysed and the whole cell extracts were diluted and subjected to ELISA
analysis for COL1A1. Data from a representative experiment are reported as the mean of triplicate
determinations & SD (## p < 0.01 vs. control; ** p < 0.01 vs. TGF-$3). (H) LL97A cells were treated
with Oxy210 in F12K medium containing 1% FBS for 72 h. RNA was then analyzed by Q-RT-PCR for
gene expression and normalized to GAPDH. Data from a representative experiment are reported as
the mean of triplicate determinations + SD (** p < 0.01 vs. control).

2.2. Profibrotic Gene Expression in Lung Fibroblasts Is Regulated by Hh and TGF-p Signaling

We have previously hypothesized that Oxy210 through simultaneous inhibition of
both Hh and TGF-§ signaling pathways may be therapeutically more effective compared
to selective inhibitors of the Hh or TGF-f3 pathways alone [21,22]. To separate individual
contributions of Hh and TGF-f3 signaling to responses in profibrotic gene expression,
LL97A cells were studied in the presence or absence of TGF-f induction, and treated
with HPI-1, a selective inhibitor of Gli transcription factors [30] and/or SB-431542 (SB),
a selective TGFBRI/ALKS inhibitor [31]. As shown in Figure 2, expression of ACTA2,
COL1A1, and FN, was significantly suppressed by either HPI-1 or SB, with or without
TGF-p stimulation, suggesting that profibrotic responses may be partially regulated by
both signaling pathways. Combination treatments of HPI-1 and SB, with or without TGF-f3
stimulation, suppressed profibrotic gene expression below basal levels, hinting at possible
synergy in this inhibition between Hh/Gli and TGF-f3 signaling. HPI-1 and SB treatment
alone, in the presence of TGF-f3 stimulation, did not reduce profibrotic gene expression
below baseline. Hence, the effect of Oxy210 on profibrotic gene expression in LL97A cells
may resemble the combination treatment of HPI-1 and SB.
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Figure 2. HPI-1 and SB-431542, known inhibitors of Hh and TGF-f3 signaling, reduce the basal
and TGF-B-induced expression of fibrotic genes. LL97A cells were treated with TGF-31 (10 ng/mL)
in F12K medium containing 1% FBS in the absence or presence of HPI-1 (5 uM) or SB-431542 (SB)
(5 uM) as indicated. After 48 h, RNA was analyzed by Q-RT-PCR for gene expression and nor-
malized to GAPDH. Data from a representative experiment are reported as the mean of triplicate
determinations £ SD (## p < 0.01 vs. control; ** p < 0.01 vs. TGF-p).

2.3. Oxy210 Inhibits Proliferation of Pulmonary Fibroblasts

Fibroblasts proliferation and differentiation occur in response to prolonged tissue
injury as well as chronic inflammation and activated lung fibroblasts are characterized
by enhanced proliferation [32]. To examine the effect of Oxy210 on the proliferation of
pulmonary fibroblasts in vitro, cell counting experiments were conducted in the presence
of increasing concentrations of Oxy210 using the IMR-90 and LL97A cells. Treatment of
cells with Oxy210 resulted in the inhibition of proliferation with an IC5p of 1.6 £ 0.17 uM
for IMR-90 cells and 2.5 &= 1.3 uM for LL97A cells (Figures 1B and 3A). It is noteworthy that
culturing of various fibroblastic and non-fibroblastic cells, including pulmonary fibroblasts,
HSCs, and pericytes, on plastic tissue culture plates can result in an activated state and
enhanced proliferative activity [33-35]. These states are inhibited by Oxy210, evidenced
in this report by the inhibition of baseline expression of activation markers ACTA2 and
COL1A1 in both lung fibroblasts employed in our studies (Figure 1E,G).
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Figure 3. Oxy210 inhibits proliferation of IMR-90 and LL97A cells. IMR-90 (A) or LL97A (B) were
treated with Oxy210 as indicated in DMEM or F12K containing 5% FBS, respectively, for 6 days and
then were trypsinized and counted. Data from a representative experiment are reported as the mean
of triplicate determinations &= SD (* p < 0.05 vs. control; ** p < 0.01 vs. control).



Pharmaceuticals 2023, 16, 114

7 of 18

Relative Expression

(Fold over Control * SD)

1.6

1.4 4

1.2 4

0.8 A

o
N

=)

2.4. Oxy210 Inhibits Expression of Epithelial-Mesenchymal Transition (EMT) Genes and
Interleukin-6 in Human Primary Small Airway Epithelial (HSAE) Cells

Repetitive injuries to the alveolar epithelium as well as inappropriate responses of
airway epithelial cells to such injuries may contribute significantly to disease development
and progression in IPF. This suggests that airway epithelial cells, such as small airway
epithelial (HSAE) cells, could add fibrogenic potential through EMT stimulated via profi-
brotic signaling (e.g., TGF-3, Hh, Notch, and Wnt signaling) or hypoxia [36-38]. EMT is
a patho-physiological process through which, in various diseases, epithelial cells acquire
the phenotype of mesenchymal cells and express EM molecules that contribute to fibro-
sis [39,40]. EMT is orchestrated on the transcriptional level by the upregulation of a network
of transcription factors, including SNAIL and TWIST, that directly repress epithelial genes
and upregulate mesenchymal gene markers [41]. The source of myofibroblasts contributing
to IPF is not completely understood. However, pulmonary epithelial cells undergoing
EMT can reportedly play a role in creating a profibrotic environment in the lung even
if they themselves do not account for a significant source of myofibroblasts in IPF [42].
Oxy210 significantly inhibited TGF-f3-stimulated expression of the mesenchymal markers
CTGF, matrix metalloproteinase 2 (MMP2), ACTA2, and N-cadherin (N-CAD) (Figure 4)
and partially reversed the TGF-p-induced reduction in the epithelial marker E-cadherin
(E-CAD) (Figure 4). In addition, TGF-3-induced the expression of IL-6 by HSAE cells, an
effect that was inhibited to below basal levels by Oxy210 (Figure 4). It is noteworthy that
IL-6 has been shown to have pleiotropic effects that can be antifibrotic or pro-fibrotic, and
pro-inflammatory in bleomycin-induced lung fibrosis in mice [37,43].
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Figure 4. Oxy210 inhibits the expression of TGF-3 target genes in HSAE cells including EMT
genes and the inflammatory cytokine, IL-6. HSAE cells were pretreated with Oxy210 in DMEM
containing 1% FBS for 4 h and then treated with TGF-f31 (10 ng/mL) in the absence or presence of
Oxy210. After 72 h, RNA was analyzed by Q-RT-PCR for gene expression and normalized to GAPDH.
Data from a representative experiment are reported as the mean of triplicate determinations &= SD
(## p < 0.01 vs. control; * p < 0.05 vs. TGF-f3; ** p < 0.01 vs. TGF-).
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2.5. Oxy210 Inhibits Mediators of Fibrosis in Cultures of Kidney Cells

Progressive tissue fibrosis is known as a common underlying mechanism of chronic
kidney conditions, preceding end-stage kidney disease and organ failure. To demonstrate
the potential therapeutic utility of Oxy210 in this context, we examined various primary
human kidney cell types implemented in chronic kidney disease. Renal pericytes, ubiqui-
tous perivascular cells, have attracted interest in kidney fibrosis as they can be potentially
recruited as interstitial myofibroblast precursors and have been reported to play critical
roles in angiogenesis and regulation of renal fibrosis [44]. As shown in Figure 5A, Oxy210
treatment at 5 pM resulted in a significant reduction in the expression of four prominent
profibrotic genes, COL1A1, ACTA2, protein-lysine 6-oxidase (LOX), and FN1 in primary
human pericytes (Figure 5A). TGF-3 stimulation of these cells resulted in upregulated
expression of COL1A1, FN1, and GLI1, and TGF-f3-induced upregulation of these genes was
significantly inhibited by Oxy210 (Figure 5B). Moreover, renal fibroblasts are believed to be
the effector cells in renal fibrosis and are in part responsible for the synthesis and deposition
of EM components [45]. Oxy210 treatment alone reduced the expression of ACTA2, FN1,
and COLIAT in human primary renal fibroblasts (Figure 6A). TGF-f3 stimulation of these
cells produced a modest but significant increase in ACTA2, FN1, and COL1A1 expression
which was reduced to near basal levels by Oxy210 (Figure 6B). Under these experimental
conditions, the profibrotic genes have a high basal expression.
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Figure 5. Effect of Oxy210 on basal and TGF-B-induced expression of fibrotic genes in primary
human pericytes. (A) Human pericytes were treated with control vehicle or Oxy210 for 48 h in
DMEM containing 1% FBS. RNA was extracted and analyzed by Q-RT-PCR for the expression of
pro-fibrotic genes and normalized to GAPDH expression. Data from a representative experiment
are reported as the mean of triplicate determinations + SD (** p < 0.01 vs. control). (B) Human
pericytes cultured in DMEM containing 1% FBS were treated with TGF-$1 (10 ng/mL) in the absence
or presence of Oxy210 for 48 h. RNA was extracted and analyzed by Q-RT-PCR for the expression of
pro-fibrotic genes and normalized to GAPDH expression. Data from a representative experiment are
reported as the mean of triplicate determinations £ SD (## p < 0.01 vs. control; ** p < 0.01 vs. TGF-p).
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Figure 6. Inhibition of basal and TGF-B-induced expression of fibrotic genes in human renal
fibroblast cells by Oxy210. (A) human renal fibroblast cells were treated with Oxy210 in DMEM
containing 1% FBS for 48 h and then RN A was extracted and analyzed by Q-RT-PCR for the expression
of the genes and normalized to GAPDH expression. Data from a representative experiment are
reported as the mean of triplicate determinations &+ SD (** p < 0.01 vs. control). (B) Human renal
fibroblast cells were pretreated with Oxy210 in DMEM containing 1% FBS for 2 h and then treated with
TGF-$1 (10 ng/mL) in the absence or presence of Oxy210 for 48 h. RNA was extracted and analyzed
by Q-RT-PCR for the expression of the genes and normalized to GAPDH expression. Data from a
representative experiment are reported as the mean of triplicate determinations 4 SD (## p < 0.01 vs.
control; ** p < 0.01 vs. TGF-§3).

2.6. Oxy210 Inhibits Proliferation of Primary Human Pericytes, Renal Fibroblasts and Renal
Mesangial Cells

Activated renal pericytes and fibroblasts are characterized by enhanced proliferative
states and aberrant proliferation of renal mesangial cells is a common finding in several
kidney diseases that can lead to end-stage renal failure [46]. To examine the effect of
Oxy210 on the proliferation of these cells, primary human pericytes, renal fibroblasts,
and mesangial cells were cultured, and cell counting experiments were performed in the
presence of increasing concentrations of Oxy210. Oxy210 inhibited the proliferation of all
cell types with IC50s of 1.0 £ 0.08 puM for pericytes (Figure 7A), 2.3 £ 0.17 uM for renal
fibroblasts (Figure 7B), and 1.4 £ 0.4 uM for renal mesangial cells (Figure 7C).

2.7. Oxy210 Inhibits TGF-B-Induced EMT Gene Expression of Human Primary Renal Tubular
Epithelial Cells

Complete EMT or partial EMT (pEMT) of renal tubular epithelial cells, induced by
Hh, TGF-$, and other signaling, is regarded as one of several mechanisms that promote
renal fibrosis [47]. During EMT or pEMT, injured epithelial cells are activated and undergo
a phenotypic conversion to acquire some features of matrix-producing myofibroblasts [48].
When stimulated by TGF-3, human primary renal tubular epithelial cells exhibited sig-
nificant increases in the expression of SNAIL, a key EMT regulator, and GLI1, a Hh target
gene, as well as a decrease in E-cadherin (E-CAD) expression, an epithelial marker [49],
and treatment with Oxy210 reversed these TGF-f-induced responses (Figure 8).



Pharmaceuticals 2023, 16, 114 10 of 18

>
@

120 -‘

[=]
(2]
+
8 = 100
i S
g§ 80 - 1Cs0=1.0%0.08 uM 25 8o ICso=2.3£0.2 uM
25 ©s
= n O
3 (: 82 6
2% 60 2 °
T 52
T8 =)
89 40 e 40
g g
5 20 - § 20 4
=}
*k = 0 K .
. . ‘ ‘ ‘ . . ! n —
Oxy210(uM) 2 4 6 8 10 12 Oxy210(1uM) 1 2 3 4 5 6 7 8
C
a 120 4
S 110 -
g 100
25 ¥
SE 80\
5O 70 ICsp=1.4+0.4 uM
g0
H ° 60
22 50
ES
=2 40
82 30
é 20 -
H 10 -
I
0 1 L L L )
Oxy210(uM) 2 4 6 8 10 12

Figure 7. Oxy210 inhibits proliferation of human pericytes, renal fibroblasts, and renal mesangial
cells. Human pericytes (A), human renal fibroblast cells (B) or human renal mesangial cells (C) were
treated with Oxy210 as indicated in DMEM or RPMI containing 5% FBS, respectively, for 6 days and
then were trypsinized and counted. Data from a representative experiment are reported as the mean
of triplicate determinations 4 SD (** p < 0.01 vs. control).
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Figure 8. Inhibition of TGF-B-induced EMT gene expression in renal tubular epithelial cells
by Oxy210. Human renal proximal tubular epithelial cells cultured in RPMI containing 1% FBS
were treated with TGF-B1 (10 ng/mL) in the absence or presence of Oxy210 for 48 h. RNA was
extracted and analyzed by Q-RT-PCR for the expression of the genes as indicated and normalized to
GAPDH expression. Data from a representative experiment are reported as the mean of triplicate
determinations £ SD (## p < 0.01 vs. control; ** p < 0.01 vs. TGF-).
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3. Discussion

A range of fatal human diseases are directly associated with fibrosis, such as end-stage
liver disease (cirrhosis), end-stage CKD, IPF, and heart failure. In addition, metabolic
conditions, such as diabetes and obesity, and some autoimmune diseases, such as rheuma-
toid arthritis, Crohn’s disease, and scleroderma, can be accompanied by fibrotic tissue
remodeling [11]. Pathological scarring is also observed in many cancers and may enhance
tumor invasion and metastasis [50]. Fibrotic conditions are universally driven by aberrant
activation of profibrotic signaling, often in combination with non-resolving inflammation.
Among profibrotic signals, Hh and TGF-3 are not only involved in the progression of
fibrotic diseases involving liver, lung, and kidney [51-53] but they can also play key roles
in the development and progression of cancer, such as lung, renal, and liver cancer [54-59].
Non-small cell lung cancer (NSCLC), for example, stands out among comorbidities diag-
nosed in IPF patients [60,61]. Furthermore, pirfenidone, a drug used in the treatment of
IPF, which may also provide clinical benefits in renal and liver fibrosis [62-64], is believed
to attain some of its benefits through modulation of both the Hh and TGF-f signaling
pathways [65]. Pirfenidone has been demonstrated to interact with the transcription fac-
tor GLI2, a point of convergence between the Hh and TGF-f3 signaling pathways, and
promote GLI2 degradation, albeit with modest potency [65]. Nintedanib, the only other
marketed drug for IPF, is known to inhibit early events in TGF- signaling, specifically
the phosphorylation of TGF-f3 receptor 2 (TGFBR2) and Smad3 activation [66]. Given
the relevance of Hh and TGF-f3 signaling as drivers of fibrosis and associated cancers,
we propose that the effective inhibition of these pathogenic cellular signaling pathways
could potentially yield improved efficacy and eventual clinical benefits, compared to the
existing therapies, such as pirfenidone and nintedanib. Our data presented in the present
report are consistent with the potential of a dual inhibitor of Hh and TGF-{ signaling,
for example, Oxy210, as a therapy for lung fibrosis and perhaps other fibrotic diseases.
Liver, lung, and kidney fibrosis share some common characteristics: Repeated injuries
to the epithelia are believed to activate myofibroblast differentiation, proliferation, and
migration, creating a profibrotic environment that prevents productive wound healing. In
the liver, the activation of HSCs, derived from a small population of quiescent, vitamin
A-storing liver cells (localized between hepatic endothelial and sinusoidal spaces), into pro-
liferative and fibrotic myofibroblasts constitutes a central driver of liver fibrosis, including
common forms of NASH [67]. IPF is a chronic interstitial lung disease characterized by
progressive, irreversible scarring of lung tissue and declining lung function, terminating in
respiratory failure [68,69]. IPF affects both structural cells, such as lung epithelial cells and
fibroblasts, as well as immune cells, such as macrophages. Activated lung myofibroblasts
are known to advance and aggravate IPF. CKD, in its various forms, converges on renal
fibrosis as a final common pathway leading to end-stage kidney disease, i.e., renal failure
and death. Renal myofibroblasts are known to exacerbate kidney fibrosis, a complex and
irreversible condition that may also involve other renal cell types, such as renal pericytes,
mesangial cells, and renal tubular epithelial cells. These cells can be activated and may
proliferate aberrantly or undergo phenotypic conversions to acquire partial features of
EM-producing myofibroblasts [44,45,47,70,71]. The patho-physiological process by which
epithelial cells lose part of their characteristics and markers, while gaining mesenchymal
properties, including a tendency to overproduce EM components, is known as EMT and is
most often mediated by TGF-f3 signaling with possible contributions from other profibrotic
signaling (e.g., Hh, Notch and Wnt signaling) or hypoxia [16,36—42]. EMT, or partial EMT,
is a known clinical feature in several liver, lung, and kidney diseases, including NASH [72],
NSCLC [21,73], and kidney fibrosis [71], and a role for EMT in the pathogenesis of IPF
and as a possible source of myofibroblasts has been hypothesized [42]. Short of being
a major source of myofibroblasts in IPF, alveolar epithelial cells undergoing EMT may
still promote a pro-fibrotic microenvironment through paracrine signaling which activates
local fibroblasts, according to published reports [42]. Here, we demonstrate that Oxy210



Pharmaceuticals 2023, 16, 114

12 0f 18

effectively suppresses the expression of TGF-3 modulated EMT target genes in primary
lung and renal epithelial cells.

In earlier reports, we described the beneficial effects of Oxy210, a dual inhibitor of
Hh and TGEF-f signaling, on profibrotic responses observed in HSCs in vitro, and on the
progression of liver fibrosis in vivo, using a humanized mouse model of NASH [22]. We
also reported considerable anti-inflammatory effects of Oxy210 in vitro in macrophages and
in vivo, in the liver, adipose tissue [23], and plasma of mice [22]. In the present follow-up
report, we investigate the effects of Oxy210 in cellular models of lung and kidney fibrosis.
Our data demonstrate that Oxy210 reliably inhibits proliferation, pro-fibrotic responses,
and EMT gene expression in lung and kidney cell types that are known mediators of
pulmonary and kidney fibrosis, such as in lung fibroblast cells lines, primary HSAE cells
as well as primary human renal fibroblasts, pericytes, mesangial cells, and renal tubular
epithelial cells. These data are consistent with the previously reported antifibrotic effects of
Oxy210 in HSCs [22] as well as its anti-proliferative and inhibitory effects on EMT gene
expression reported in A549 NSCLC cells [21]. These in vitro effects of Oxy210 are observed
at concentrations in the low micromolar range, at or below Oxy210 plasma levels and levels
of Oxy210 detected in liver and lung tissue following oral administration of Oxy210 in
mice [74]. Significant therapeutic effects may therefore be achievable with Oxy210 in mouse
models of lung and kidney fibrosis. Conceptually, TGF-{3 signaling has long been recog-
nized as an attractive therapeutic target for intervention in cancer and fibrosis, including
liver [51], pulmonary [52,55,73,75,76], and kidney fibrosis [53,57,77]. However, as men-
tioned earlier, the direct, global, and complete inhibition of TGE-{3 signals has been linked
to pro-inflammatory side effects, including cardiac valve abnormalities as well as vascular
and renal inflammation [14,15]. TGF-3 knockout mice develop systemic autoimmune
disorders, are more susceptible to cancer, and die of massive inflammation [78,79]. Several
clinical trials of systemic TGF-f3 antibody treatments had to be terminated because of dose-
limiting adverse events and the clinical development of other TGF-f inhibitors, such as
small molecule TGFBRI/ALKS antagonists, has been slow to progress for similar reasons.
To address the narrow therapeutic window of these TGF-3 inhibitors, mitigation strategies
had to be developed that include co-administration with anti-inflammatory therapies or
dose duration limits. Similar strategies include indirect or site-specific TGF-f3 inhibition,
for example, by blocking integrins, latency proteins, and other local mediators of TGF-f3
signaling [78]. Alternatively, cell-selective modalities of TGF-f3 inhibition could potentially
overcome many of these obstacles through specific targeting of activated myofibroblasts
that avoids interfering with the anti-inflammatory effects of TGF- in leukocytes. In pi-
oneering proof of principle studies, the fibroblast-specific inhibition of TGF-f3 signaling
mediated by naturally occurring polyphenols, such as ellagic acid and corilagin, has been
reported to attenuate lung and tumor fibrosis [80]. In this regard, our previous findings
revealed the remarkable ability of Oxy210 to inhibit TGF-f signaling in fibroblasts without
disrupting the anti-inflammatory effects of this pleiotropic cytokine in macrophages [23].
We have identified the inhibition of toll-like receptor (TLR) 2 and 4 signaling by Oxy210 as
a mechanistic origin of these anti-inflammatory effects [23]. TLR signaling pathways are
often activated in chronic inflammatory diseases [81] and are also tied to many fibrotic con-
ditions, including NASH [82,83], IPF [84], and CKD [85]. By inhibiting cellular responses
of both chronic inflammation and the profibrotic signals, the use of oxysterol-based in-
hibitors, such as Oxy210, could potentially achieve both efficacy and improved drug safety
associated with TGF- inhibition. All clinically approved Hh pathway inhibitors to date
(vismodegib, sonidegib, and glasdegib) are inhibitors of the G protein-like coupled receptor
Smoothened (Smo), so-called Smo antagonists, and used primarily in the treatment of basal
cell carcinoma and acute myeloid leukemia [86]. Since activation of Hh signaling has been
reported in IPF, attempts have been made to examine one of these FDA-approved drugs,
vismodegib, for the treatment of pulmonary fibrosis in a phase 1b clinical study, adminis-
tered in combination with pirfenidone. Unfortunately, drug safety issues of vismodegib
emerged as a limiting factor for treating IPF during the study [87]. Based on a different
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mechanism of Hh pathway inhibition, we propose that Oxy210 could potentially be a safer
and more effective compound for applications in fibrosis compared to vismodegib. Unlike
vismodegib, Oxy210 is not a Smo antagonist and inhibits Hh signaling at the level of Gli
activity [21]; hence, allowing for non-Gli mediated effects of Smo to remain intact [88]. In
addition, preliminary reproductive toxicology studies in CD1 mice indicate that Oxy210
appears to be devoid of teratogenic properties that have been documented for the entire
class of Smo antagonists, including vismodegib [22,89]. Inhibition of Hh signaling has also
been deemed an attractive strategy in targeting kidney fibrosis as well [90-93], although no
clinical trials of Smo antagonists have been reported in the context of CKD.

In summary, unique features of Oxy210 include its ability to antagonize TGF-f3 and
Hh signaling in fibroblasts, EMT gene expression in epithelial cells as well as cytokine
signaling that contributes to macrophage activation and chronic inflammation [21-23].

The results of the current study demonstrate that an array of relevant lung and kidney
cell types, such as lung fibroblast cell lines, primary HSAE cells, as well as primary human
renal fibroblasts, pericytes, mesangial cells, and renal tubular epithelial cells, all respond
favorably to Oxy210 treatment. However, limitations of our study include: (1) The findings
described in IMR-90 and LL97A cell lines need to be confirmed in primary human lung
fibroblasts; (2) the efficacy of Oxy210 will have to be confirmed and further evaluated in
animal models of lung and kidney fibrosis; and (3) ongoing drug safety studies will further
evaluate Oxy210 as a drug candidate suitable for clinical development.

4. Materials and Methods
4.1. Cell Culture and Reagents

IMR-90, LL97A, human pericyte, human renal fibroblast cells, and human renal mesan-
gial cells were obtained from ATCC (Manassas, VA, USA). IMR-90, human renal fibroblast
cells, and human pericytes were cultured in DMEM containing 10% FBS. LL97A and human
renal mesangial cells were cultured in F12K and RPMI containing 10% FBS, respectively.
TGEF-f31 was obtained from R&D Systems (Minneapolis, MN, USA). Oxy210 (Figure 9) was
prepared by MAX BioPharma, according to a previously reported procedure [21].

HO

Figure 9. Molecular formula of Oxy210.

4.2. Quantitative RI-PCR

Total RNA was extracted with the RNeasy Plus Mini Kit from Qiagen (Hilden, Germany)
according to the manufacturer’s instructions. One microgram of RNA was reverse-transcribed
using an iScript Reverse Transcription Supermix from Bio-Rad Laboratories (Hercules, CA,
USA) to make single-stranded cDNA. The cDNAs were then mixed with Qi SYBR Green Su-
permix (Bio-Rad) for quantitative RT-PCR assay using a Bio-Rad I-cycler IQ quantitative ther-
mocycler. All PCR samples were prepared in triplicate wells in a 96-well plate. After 40 cycles
of PCR, melt curves were examined in order to ensure primer specificity. Fold changes in gene
expression were calculated using the AACt method. Primers used for mouse were as follows:
Oazl (5'-CCACTGCTTCGCCAGAGAG-3') and (5'-CCCGGACCCAGGTTACTA-3'); Glil (5'-
GCTTGGATGAAGGACCTTGTG-3' and 5'-GCT GATCCAGCCTAAGGTTCTC-3'); CTGF
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(5’-GGGCCTCTTCTGCGATTTC-3 and 5-ATCCAGGCAAGTGCATTGGTA-3'). Primers
used for human were as follows: GAPDH (5'-CCTCAAGATCATCAGCAATGCCTCCT-3' and
5-GGTCATGAGTCCTTCCACGATACCAA-3'); CTGF (5-CAGCATGGACGTTCGTCTG-3)
and (5-AACCACGGTTTGGTCCTTGG-3'); GLI1 (5-GAAGCCGAGCCGAGTATC-3" and
5-CGGTGGTTTCTT GGTCGGT-3'); COL1A1 (5'-GTGCGATGACGTGATCTGTGA-3" and 5'-
ACTCACTGCTCTGCTTGTTCTG-3'); Fn-EDA (5-AGGAAGCCGAGGTTTTAACTG-3' and
5-AGGACGCTCATAAGTGTCACC-3"); E-cadherin (5'-ATTTTTCCCTCGACACCCGAT-3’
and 5-TCCCAGGCGTAGACCAAGA-3'); SNAIL (5-TCGGAAGCCTAACTACAGCGA-3
and 5'-AGATGAGCATTGGCAGCGAG-3'); ACTA2 (5-GTGTTGCCCCTGAAGAGCAT-3
and 5-GCTGGG ACATTGAAAGTCTCA-3'); LOX (5'-ACCACAGGCGATTTGCATGTA-3’
and 5'-GGCAGTCTATGT CTGCACCA-3).

4.3. ELISA Assay

The human Pro-Collagen I alpha 1 SimpleStep ELISA kit was purchased from Abcam
(Cambridge, UK). ELISA was performed according to the manufacturer’s instructions.
Briefly, the cells were cultured in 6-well plates and treated with the test reagents for 72 h
and then were lysed in 200 uL cell extraction buffer PTR. Then, the cell extracts were suitably
diluted with PTR and subjected to the assay together with the serial diluted ProCollagen I
alpha protein. The protein concentration was measured using Bio-Rad Protein Assay dye
reagent (Bio-Rad, Hercules, CA, USA). The OD was recorded at 450 nM.

4.4. Cell Counting Assay

IMR-90 and human pericytes cultured in DMEM containing 5% FBS, and LL97A and
human renal mesangial cells cultured in F12K and RPM], respectively, containing 5% FBS in
12-well plates at 20% confluence were treated with Oxy210 for 6 days and then trypsinized,
spun down and resuspended in fresh medium. An aliquot of cell suspension was applied
to a hemocytometer and the cells were then counted under a light microscope.

4.5. Statistical Analysis

Statistical analyses were performed using the StatView 5 program (SAS Institute,
Cary, NC, USA). All p-values were calculated using ANOVA and Fisher’s projected least
significant difference (PLSD) significance test. A value of p < 0.05 was considered significant.
The IC5p dose-response curves were modeled using a five-parameter logistic model. This
model allows for asymmetric curves and automatically estimates the mean maximum and
minimum response. Based on this model, IC5y values were estimated corresponding to the
dose halfway between the min and max response. Models of dose versus response and
dose versus log response were also evaluated. The R square statistic was computed as a
measure of model fit.

5. Conclusions

In this report, we have demonstrated the potential utility of Oxy210 as an antifibrotic
drug candidate in cellular models of myofibroblasts activation and proliferation using lung
and kidney cells. Based on the antifibrotic profile of Oxy210 observed in these models
along with previously reported antifibrotic and anti-inflammatory effects in mice, we
conclude that Oxy210 and related oxysterols should be further evaluated as potential
disease-modifying agents in the treatment of fibrotic conditions, including NASH, IPF,
and kidney fibrosis. As the apparent targets of Oxy210 are key cellular and molecular
drivers of human organ fibrosis and given the fact that tissue fibrosis often involves chronic
inflammation in humans, eventual clinical testing could determine whether Oxy210 or
related oxysterols can help preserve or improve organ function in patients suffering from
liver, lung, and kidney fibrosis.



Pharmaceuticals 2023, 16, 114 15 of 18

Author Contributions: Conception and design, EP., EW. and ES.; development of methodology, F.P.
and FW.,; acquisition of data, EW. and EP.; writing, review, and/or revision of the manuscript, ES.,
FW. and EP. All authors have read and agreed to the published version of the manuscript.

Funding: Studies were supported in part with independent funds of MAX BioPharma, Inc. and by
SBIR grant R43HL165998, awarded by the National Heart, Lung, and Blood Institute (NHLBI).

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

Data Availability Statement: The data presented in this study are available on request and within
reason from the corresponding author (EP.). The data are not publicly available due to privacy.

Conflicts of Interest: F.P., ES. and FW. are employees and hold shares in MAX BioPharma, Inc., a
company with a commercial interest in drug discovery and development. Beyond that, these authors
declare no conflict of interest.

References

1. Wynn, T.A. Cellular and molecular mechanisms of fibrosis. J. Pathol. 2008, 214, 199-210. [CrossRef] [PubMed]

2. Pakshir, P.; Noskovicova, N.; Lodyga, M.; Son, D.O.; Schuster, R.; Goodwin, A.; Karvonen, H.; Hinz, B. The myofibroblast at a
glance. J. Cell Sci. 2020, 133, jcs227900. [CrossRef] [PubMed]

3. Plikus, M.V,; Wang, X,; Sinha, S.; Forte, E.; Thompson, S.M.; Herzog, E.L.; Driskell, R.R.; Rosenthal, N.; Biernaskie, J.; Horsley, V.
Fibroblasts: Origins, definitions, and functions in health and disease. Cell 2021, 184, 3852-3872. [CrossRef] [PubMed]

4. Frangogiannis, N.G. Fibroblast-Extracellular Matrix Interactions in Tissue Fibrosis. Curr. Pathobiol. Rep. 2016, 4, 11-18. [CrossRef]
[PubMed]

5. Tsuda, T. Extracellular Interactions between Fibulins and Transforming Growth Factor (TGF)-f in Physiological and Pathological
Conditions. Int. . Mol. Sci. 2018, 19, 2787. [CrossRef]

6.  Frangogiannis, N.G. Transforming growth factor-§3 in tissue fibrosis. J. Exp. Med. 2020, 217, €20190103. [CrossRef]

7.  Edeling, M,; Ragi, G.; Huang, S.; Pavenstddt, H.; Susztak, K. Developmental signalling pathways in renal fibrosis: The roles of
Notch, Wnt and Hedgehog. Nat. Rev. Nephrol. 2016, 12, 426-439. [CrossRef]

8. Xie, G,; Karaca, G.; Swiderska-Syn, M.; Michelotti, G.A.; Kriiger, L.; Chen, Y.; Premont, R.T.; Choi, S.S.; Diehl, A.M. Cross-talk
between Notch and Hedgehog regulates hepatic stellate cell fate in mice. Hepatology 2013, 58, 1801-1813. [CrossRef]

9.  Chen, X;; Shi, C.; Cao, H.; Chen, L.; Hou, J.; Xiang, Z.; Hu, K.; Han, X. The hedgehog and Wnt/ 3-catenin system machinery
mediate myofibroblast differentiation of LR-MSCs in pulmonary fibrogenesis. Cell Death Dis. 2018, 9, 639. [CrossRef]

10. Hu, B.; Phan, S.H. Notch in fibrosis and as a target of anti-fibrotic therapy. Pharmacol. Res. 2016, 108, 57-64. [CrossRef]

11.  Wynn, T.A.; Ramalingam, T.R. Mechanisms of fibrosis: Therapeutic translation for fibrotic disease. Nat. Med. 2012, 18, 1028-1040.
[CrossRef] [PubMed]

12. Chen, P-Y,; Qin, L.; Li, G.; Wang, Z.; Dahlman, ].E.; Malagon-Lopez, J.; Gujja, S.; Cilfone, N.A.; Kauffman, K.J.; Sun, L.; et al.
Endothelial TGF-3 signalling drives vascular inflammation and atherosclerosis. Nat. Metab. 2019, 1, 912-926. [CrossRef]
[PubMed]

13. Marek, A.; Brodzicki, ].; Liberek, A.; Korzon, M. TGF-beta (transforming growth factor-beta) in chronic inflammatory conditions—
A new diagnostic and prognostic marker? Med. Sci. Monit. 2002, 8, RA145-RA151. [PubMed]

14. Shi, N.; Wang, Z.; Zhu, H.; Liu, W.; Zhao, M.; Jiang, X.; Zhao, J.; Ren, C.; Zhang, Y.; Luo, L. Research progress on drugs targeting
the TGF-p signaling pathway in fibrotic diseases. Immunol. Res. 2022, 70, 276-288. [CrossRef]

15. Mallat, Z.; Gojova, A.; Marchiol-Fournigault, C.; Esposito, B.; Kamaté, C.; Merval, R.; Fradelizi, D.; Tedgui, A. Inhibition of
transforming growth factor-beta signaling accelerates atherosclerosis and induces an unstable plaque phenotype in mice. Circ.
Res. 2001, 89, 930-934. [CrossRef]

16. Dardare, J.; Witz, A.; Merlin, J.L.; Bochnakian, A.; Toussaint, P.; Gilson, P.; Harlé, A. Epithelial to Mesenchymal Transition in
Patients with Pancreatic Ductal Adenocarcinoma: State-of-the-Art and Therapeutic Opportunities. Pharmaceuticals 2021, 14, 740.
[CrossRef]

17. Tie, Y.;; Tang, F; Peng, D.; Zhang, Y.; Shi, H. TGF-beta signal transduction: Biology, function and therapy for diseases. Mol. Biomed.
2022, 3, 45.

18. Park, C.H.; Yoo, T.H. TGF-$3 Inhibitors for Therapeutic Management of Kidney Fibrosis. Pharmaceuticals 2022, 15, 1485. [CrossRef]

19. Kramer, E.L.; Clancy, ].P. TGF( as a therapeutic target in cystic fibrosis. Expert Opin. Ther. Targets 2018, 22, 177-189. [CrossRef]

20. Righetti, G.; Casale, M.; Tonelli, M.; Liessi, N.; Fossa, P.; Pedemonte, N.; Millo, E.; Cichero, E. New Insights into the Bind-
ing Features of F508del CFTR Potentiators: A Molecular Docking, Pharmacophore Mapping and QSAR Analysis Approach.
Pharmaceuticals 2020, 13, 445. [CrossRef]

21. Stappenbeck, E; Wang, F,; Tang, L.Y.; Zhang, Y.E.; Parhami, F. Inhibition of Non-Small Cell Lung Cancer Cells by Oxy210, an

Oxysterol-Derivative that Antagonizes TGFf3 and Hedgehog Signaling. Cells 2019, 8, 1297. [CrossRef] [PubMed]


http://doi.org/10.1002/path.2277
http://www.ncbi.nlm.nih.gov/pubmed/18161745
http://doi.org/10.1242/jcs.227900
http://www.ncbi.nlm.nih.gov/pubmed/32651236
http://doi.org/10.1016/j.cell.2021.06.024
http://www.ncbi.nlm.nih.gov/pubmed/34297930
http://doi.org/10.1007/s40139-016-0099-1
http://www.ncbi.nlm.nih.gov/pubmed/27171595
http://doi.org/10.3390/ijms19092787
http://doi.org/10.1084/jem.20190103
http://doi.org/10.1038/nrneph.2016.54
http://doi.org/10.1002/hep.26511
http://doi.org/10.1038/s41419-018-0692-9
http://doi.org/10.1016/j.phrs.2016.04.010
http://doi.org/10.1038/nm.2807
http://www.ncbi.nlm.nih.gov/pubmed/22772564
http://doi.org/10.1038/s42255-019-0102-3
http://www.ncbi.nlm.nih.gov/pubmed/31572976
http://www.ncbi.nlm.nih.gov/pubmed/12118214
http://doi.org/10.1007/s12026-022-09267-y
http://doi.org/10.1161/hh2201.099415
http://doi.org/10.3390/ph14080740
http://doi.org/10.3390/ph15121485
http://doi.org/10.1080/14728222.2018.1406922
http://doi.org/10.3390/ph13120445
http://doi.org/10.3390/cells8101297
http://www.ncbi.nlm.nih.gov/pubmed/31652618

Pharmaceuticals 2023, 16, 114 16 of 18

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.
47.

48.

Hui, S.T.; Wang, E,; Stappenbeck, E; French, SSW.; Magyar, C.E.; Parhami, F; Lusis, A.]. Oxy210, a novel inhibitor of hedgehog
and TGF-{ signalling, ameliorates hepatic fibrosis and hypercholesterolemia in mice. Endocrinol. Diabetes Metab. 2021, 4, €00296.
[CrossRef] [PubMed]

Wang, E; Stappenbeck, F,; Tang, L.-Y.; Zhang, Y.E.; Hui, S.T.; Lusis, A.J.; Parhami, F. Oxy210, a Semi-Synthetic Oxysterol, Exerts
Anti-Inflammatory Effects in Macrophages via Inhibition of Toll-like Receptor (TLR) 4 and TLR2 Signaling and Modulation of
Macrophage Polarization. Int. ]. Mol. Sci. 2022, 23, 5478. [CrossRef] [PubMed]

Terashima, H.; Aonuma, M.; Tsuchida, H.; Sugimoto, K.; Yokoyama, M.; Kato, M. Attenuation of pulmonary fibrosis in type I
collagen-targeted reporter mice with ALK-5 inhibitors. Pulm. Pharmacol. Ther. 2019, 54, 31-38. [CrossRef] [PubMed]

Biilow, R.D.; Boor, P. Extracellular Matrix in Kidney Fibrosis: More Than Just a Scaffold. J. Histochem. Cytochem. 2019, 67, 643—661.
[CrossRef] [PubMed]

Ortiz-Zapater, E.; Signes-Costa, J.; Montero, P.; Roger, I. Lung Fibrosis and Fibrosis in the Lungs: Is It All about Myofibroblasts?
Biomedicines 2022, 10, 1423. [CrossRef] [PubMed]

Horn, A.; Palumbo, K.; Cordazzo, C.; Dees, C.; Akhmetshina, A.; Tomcik, M.; Zerr, P.; Avouac, J.; Gusinde, J.; Zwerina, J.; et al.
Hedgehog signaling controls fibroblast activation and tissue fibrosis in systemic sclerosis. Arthritis Rheum. 2012, 64, 2724-2733.
[CrossRef]

Effendi, W.I,; Nagano, T. The Hedgehog Signaling Pathway in Idiopathic Pulmonary Fibrosis: Resurrection Time. Int. |. Mol. Sci.
2022, 23, 171. [CrossRef]

Rockey, D.C.; Weymouth, N.; Shi, Z. Smooth muscle « actin (Acta2) and myofibroblast function during hepatic wound healing.
PLoS ONE 2013, 8, €77166. [CrossRef]

Hyman, ].M.; Firestone, A.].; Heine, V.M.; Zhao, Y.; Ocasio, C.A.; Han, K,; Sun, M.; Rack, P.G.; Sinha, S.; Wu, J.J.; et al. Small-
molecule inhibitors reveal multiple strategies for Hedgehog pathway blockade. Proc. Natl. Acad. Sci. USA 2009, 106, 14132-14137.
[CrossRef]

Halder, S.K.; Beauchamp, R.D.; Datta, P.K. A specific inhibitor of TGF-beta receptor kinase, SB-431542, as a potent antitumor
agent for human cancers. Neoplasia 2005, 7, 509-521. [CrossRef] [PubMed]

Kendall, R.T.; Feghali-Bostwick, C.A. Fibroblasts in fibrosis: Novel roles and mediators. Front. Pharmacol. 2014, 5, 123. [CrossRef]
[PubMed]

Correll, K.A.; Edeen, K.E; Redente, E.F,; Zemans, R.L.; Edelman, B.L.; Danhorn, T.; Curran-Everett, U.; Mikels-Vigdal, A.; Mason,
R.J. TGF beta inhibits HGF, FGF7, and FGF10 expression in normal and IPF lung fibroblasts. Physiol. Rep. 2018, 6, e13794.
[CrossRef] [PubMed]

Shang, L.; Hosseini, M.; Liu, X.; Kisseleva, T.; Brenner, D.A. Human hepatic stellate cell isolation and characterization. ].
Gastroenterol. 2018, 53, 6-17. [CrossRef]

El Taghdouini, A.; Najimi, M.; Sancho-Bru, P; Sokal, E.; van Grunsven, L.A. In vitro reversion of activated primary human hepatic
stellate cells. Fibrogenesis Tissue Repair. 2015, 8, 14. [CrossRef]

Lokmic, Z.; Musyoka, J.; Hewitson, T.D.; Darby, . A. Hypoxia and hypoxia signaling in tissue repair and fibrosis. Int. Rev. Cell
Mol. Biol. 2012, 296, 139-185. [PubMed]

Chakraborty, A.; Mastalerz, M.; Ansari, M.; Schiller, H.B.; Staab-Weijnitz, C.A. Emerging Roles of Airway Epithelial Cells in
Idiopathic Pulmonary Fibrosis. Cells 2022, 11, 1050. [CrossRef]

Camelo, A.; Dunmore, R.; Sleeman, M. A ; Clarke, D.L. The epithelium in idiopathic pulmonary fibrosis: Breaking the barrier.
Front. Pharmacol. 2014, 4, 173. [CrossRef]

Lovisa, S. Epithelial-to-Mesenchymal Transition in Fibrosis: Concepts and Targeting Strategies. Front. Pharmacol. 2021, 12, 737570.
[CrossRef]

Liu, L.; Sun, Q.; Davis, F.; Mao, J.; Zhao, H.; Ma, D. Epithelial-mesenchymal transition in organ fibrosis development: Current
understanding and treatment strategies. Burn. Trauma 2022, 10, tkac011. [CrossRef]

Jonckheere, S.; Adams, J.; De Groote, D.; Campbell, K.; Berx, G.; Goossens, S. Epithelial-Mesenchymal Transition (EMT) as a
Therapeutic Target. Cells Tissues Organs 2022, 211, 157-182. [CrossRef] [PubMed]

Hill, C.; Jones, M.G.; Davies, D.E.; Wang, Y. Epithelial-mesenchymal transition contributes to pulmonary fibrosis via aberrant
epithelial/fibroblastic cross-talk. J. Lung Health Dis. 2019, 3, 31-35. [CrossRef] [PubMed]

Kobayashi, T.; Tanaka, K.; Fujita, T.; Umezawa, H.; Amano, H.; Yoshioka, K.; Naito, Y.; Hatano, M.; Kimura, S.; Tatsumi, K; et al.
Bidirectional role of IL-6 signal in pathogenesis of lung fibrosis. Respir. Res. 2015, 16, 99. [CrossRef] [PubMed]

Kramann, R.; Humphreys, B.D. Kidney pericytes: Roles in regeneration and fibrosis. Semin. Nephrol. 2014, 34, 374-383. [CrossRef]
[PubMed]

Strutz, F.; Zeisberg, M. Renal fibroblasts and myofibroblasts in chronic kidney disease. J. Am. Soc. Nephrol. 2006, 17, 2992-2998.
[CrossRef] [PubMed]

Cove-Smith, A.; Hendry, B.M. The regulation of mesangial cell proliferation. Nephron Exp. Nephrol. 2008, 108, e74—€79. [CrossRef]
Lu, H.; Chen, B.; Hong, W.; Liang, Y.; Bai, Y. Transforming growth factor-p1 stimulates hedgehog signaling to promote epithelial-
mesenchymal transition after kidney injury. FEBS J. 2016, 283, 3771-3790. [CrossRef] [PubMed]

Sheng, L.; Zhuang, S. New Insights into the Role and Mechanism of Partial Epithelial-Mesenchymal Transition in Kidney Fibrosis.
Front. Physiol. 2020, 11, 569322. [CrossRef]


http://doi.org/10.1002/edm2.296
http://www.ncbi.nlm.nih.gov/pubmed/34505423
http://doi.org/10.3390/ijms23105478
http://www.ncbi.nlm.nih.gov/pubmed/35628290
http://doi.org/10.1016/j.pupt.2018.11.005
http://www.ncbi.nlm.nih.gov/pubmed/30448291
http://doi.org/10.1369/0022155419849388
http://www.ncbi.nlm.nih.gov/pubmed/31116062
http://doi.org/10.3390/biomedicines10061423
http://www.ncbi.nlm.nih.gov/pubmed/35740444
http://doi.org/10.1002/art.34444
http://doi.org/10.3390/ijms23010171
http://doi.org/10.1371/journal.pone.0077166
http://doi.org/10.1073/pnas.0907134106
http://doi.org/10.1593/neo.04640
http://www.ncbi.nlm.nih.gov/pubmed/15967103
http://doi.org/10.3389/fphar.2014.00123
http://www.ncbi.nlm.nih.gov/pubmed/24904424
http://doi.org/10.14814/phy2.13794
http://www.ncbi.nlm.nih.gov/pubmed/30155985
http://doi.org/10.1007/s00535-017-1404-4
http://doi.org/10.1186/s13069-015-0031-z
http://www.ncbi.nlm.nih.gov/pubmed/22559939
http://doi.org/10.3390/cells11061050
http://doi.org/10.3389/fphar.2013.00173
http://doi.org/10.3389/fphar.2021.737570
http://doi.org/10.1093/burnst/tkac011
http://doi.org/10.1159/000512218
http://www.ncbi.nlm.nih.gov/pubmed/33401271
http://doi.org/10.29245/2689-999X/2019/2.1149
http://www.ncbi.nlm.nih.gov/pubmed/31032489
http://doi.org/10.1186/s12931-015-0261-z
http://www.ncbi.nlm.nih.gov/pubmed/26289430
http://doi.org/10.1016/j.semnephrol.2014.06.004
http://www.ncbi.nlm.nih.gov/pubmed/25217266
http://doi.org/10.1681/ASN.2006050420
http://www.ncbi.nlm.nih.gov/pubmed/17035610
http://doi.org/10.1159/000127359
http://doi.org/10.1111/febs.13842
http://www.ncbi.nlm.nih.gov/pubmed/27579669
http://doi.org/10.3389/fphys.2020.569322

Pharmaceuticals 2023, 16, 114 17 of 18

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.
71.

72.
73.

74.

75.
76.

Loh, C.-Y,; Chai, ].Y; Tang, T.F,; Wong, W.E; Sethi, G.; Shanmugam, M.K_; Chong, P.P; Looi, C.Y. The E-Cadherin and N-Cadherin
Switch in Epithelial-to-Mesenchymal Transition: Signaling, Therapeutic Implications, and Challenges. Cells 2019, 8, 1118.
[CrossRef]

Deyell, M.; Garris, C.S.; Laughney, A.M. Cancer metastasis as a non-healing wound. Br. |. Cancer 2021, 124, 1491-1502. [CrossRef]
Fabregat, I.; Moreno-Caceres, ].; Sanchez, A.; Dooley, S.; Dewidar, B.; Giannelli, G.; Ten Dijke, P.; IT-LIVER Consortium. TGF-3
signalling and liver disease. FEBS |. 2016, 283, 2219-2232. [CrossRef] [PubMed]

Tatler, A.L.; Jenkins, G. TGF-p activation and lung fibrosis. Proc. Am. Thorac. Soc. 2012, 9, 130-136. [CrossRef] [PubMed]

Isaka, Y. Targeting TGF-3 Signaling in Kidney Fibrosis. Int. . Mol. Sci. 2018, 19, 2532. [CrossRef] [PubMed]

Giroux-Leprieur, E.; Costantini, A.; Ding, VW.; He, B. Hedgehog Signaling in Lung Cancer: From Oncogenesis to Cancer
Treatment Resistance. Int. J. Mol. Sci. 2018, 19, 2835. [CrossRef]

Saito, A.; Horie, M.; Nagase, T. TGF-f3 Signaling in Lung Health and Disease. Int. . Mol. Sci. 2018, 19, 2460. [CrossRef] [PubMed]
Dormoy, V.; Danilin, S.; Lindner, V.; Thomas, L.; Rothhut, S.; Coquard, C.; Helwig, ].-].; Jacqmin, D.; Lang, H.; Massfelder, T. The
sonic hedgehog signaling pathway is reactivated in human renal cell carcinoma and plays orchestral role in tumor growth. Mol.
Cancer 2009, 8, 123. [CrossRef] [PubMed]

Sitaram, R.T.; Mallikarjuna, P.; Landstrom, M.; Ljungberg, B. Transforming growth factor- promotes aggressiveness and invasion
of clear cell renal cell carcinoma. Oncotarget 2016, 7, 35917-35931. [CrossRef] [PubMed]

Ding, J.; Li, H.-Y.; Zhang, L.; Zhou, Y.; Wu, J. Hedgehog Signaling, a Critical Pathway Governing the Development and Progression
of Hepatocellular Carcinoma. Cells 2021, 10, 123. [CrossRef]

Tu, S.; Huang, W.; Huang, C.; Luo, Z.; Yan, X. Contextual Regulation of TGF-f Signaling in Liver Cancer. Cells 2019, 8, 1235.
[CrossRef]

Raghu, G.; Amatto, V.C.; Behr, J.; Stowasser, S. Comorbidities in idiopathic pulmonary fibrosis patients: A systematic literature
review. Eur. Respir. ]. 2015, 46, 1113-1130. [CrossRef]

Ruaro, B.; Pozzan, R.; Confalonieri, P.; Tavano, S.; Hughes, M.; Matucci Cerinic, M.; Baratella, E.; Zanatta, E.; Lerda, S.; Geri, P; et al.
Gastroesophageal Reflux Disease in Idiopathic Pulmonary Fibrosis: Viewer or Actor? To Treat or Not to Treat? Pharmaceuticals
2022, 15, 1033. [CrossRef] [PubMed]

Bai, X.; Nie, P; Lou, Y.; Zhu, Y; Jiang, S.; Li, B.; Luo, P. Pirfenidone is a renal protective drug: Mechanisms, signalling pathways,
and preclinical evidence. Eur. J. Pharmacol. 2021, 911, 174503. [CrossRef]

Cho, M.E,; Smith, D.C.; Branton, M.H.; Penzak, S.R.; Kopp, ].B. Pirfenidone slows renal function decline in patients with focal
segmental glomerulosclerosis. Clin. J. Am. Soc. Nephrol. 2007, 2, 906-913. [CrossRef] [PubMed]

Philips, C.A.; Padsalgi, G.; Ahamed, R.; Paramaguru, R.; Rajesh, S.; George, T.; Mahadevan, P.; Augustine, P. Repurposing
Pirfenidone for Nonalcoholic Steatohepatitis-related Cirrhosis: A Case Series. J. Clin. Transl. Hepatol. 2020, 8, 100-105. [CrossRef]
Didiasova, M.; Singh, R.; Wilhelm, ]J.; Kwapiszewska, G.; Wujak, L.; Zakrzewicz, D.; Schaefer, L.; Markart, P.; Seeger, W.; Lauth,
M.; et al. Pirfenidone exerts antifibrotic effects through inhibition of GLI transcription factors. FASEB J. 2017, 31, 1916-1928.
[CrossRef]

Rangarajan, S.; Kurundkar, A.; Kurundkar, D.; Bernard, K.; Sanders, Y.Y.; Ding, Q.; Antony, V.B.; Zhang, J.; Zmijewski, J.;
Thannickal, V.J. Novel Mechanisms for the Antifibrotic Action of Nintedanib. Am. ]. Respir. Cell Mol. Biol. 2016, 54, 51-59.
[CrossRef] [PubMed]

Zisser, A.; Ipsen, D.H.; Tveden-Nyborg, P. Hepatic Stellate Cell Activation and Inactivation in NASH-Fibrosis—Roles as Putative
Treatment Targets? Biomedicines 2021, 9, 365. [CrossRef] [PubMed]

Martinez, FJ.; Collard, H.R.; Pardo, A.; Raghu, G.; Richeldi, L.; Selman, M.; Swigris, J.J.; Taniguchi, H.; Wells, A.U. Idiopathic
pulmonary fibrosis. Nat. Rev. Dis. Primers 2017, 3, 17074. [CrossRef]

Baratella, E.; Ruaro, B.; Giudici, F.; Wade, B.; Santagiuliana, M.; Salton, F; Confalonieri, P.; Simbolo, M.; Scarpa, A.; Tollot, S.;
et al. Evaluation of Correlations between Genetic Variants and High-Resolution Computed Tomography Patterns in Idiopathic
Pulmonary Fibrosis. Diagnostics 2021, 11, 762. [CrossRef]

Zhao, ].H. Mesangial Cells and Renal Fibrosis. Adv. Exp. Med. Biol. 2019, 1165, 165-194.

Lovisa, S.; LeBleu, V.S.; Tampe, B.; Sugimoto, H.; Vadnagara, K.; Carstens, J.; Wu, C.-C.; Hagos, Y.; Burckhardt, B.; Pentcheva-
Hoang, T.; et al. Epithelial-to-mesenchymal transition induces cell cycle arrest and parenchymal damage in renal fibrosis. Nat.
Med. 2015, 21, 998-1009. [CrossRef]

Zhao, Y.L.; Zhu, R.T.; Sun, Y.L. Epithelial-mesenchymal transition in liver fibrosis. Biomed. Rep. 2016, 4, 269-274. [CrossRef]
Tsoukalas, N.; Aravantinou-Fatorou, E.; Tolia, M.; Giaginis, C.; Galanopoulos, M.; Kiakou, M.; Kostakis, I.D.; Dana, E.; Vamvakaris,
I.; Korogiannos, A.; et al. Epithelial-Mesenchymal Transition in Non Small-cell Lung Cancer. Anticancer Res. 2017, 37, 1773-1778.
[PubMed]

Ohashi, H.; Wang, F; Stappenbeck, F,; Tsuchimoto, K.; Kobayashi, C.; Saso, W.; Kataoka, M.; Yamasaki, M.; Kuramochi, K,;
Muramatsu, M.; et al. Identification of Anti-Severe Acute Respiratory Syndrome-Related Coronavirus 2 (SARS-CoV-2) Oxysterol
Derivatives In Vitro. Int. ]. Mol. Sci. 2021, 22, 3163. [CrossRef]

Yue, X.; Shan, B.; Lasky, J.A. TGE-f: Titan of Lung Fibrogenesis. Curr. Enzym. Inhib. 2010, 6, 67-77. [CrossRef]

Arribillaga, L.; Dotor, J.; Basagoiti, M.; Riezu-Boj, ].I.; Borras-Cuesta, F; Lasarte, ].].; Sarobe, P.; Cornet, M.E.; Feijo6, E. Therapeutic
effect of a peptide inhibitor of TGF-$ on pulmonary fibrosis. Cytokine 2011, 53, 327-333. [CrossRef]


http://doi.org/10.3390/cells8101118
http://doi.org/10.1038/s41416-021-01309-w
http://doi.org/10.1111/febs.13665
http://www.ncbi.nlm.nih.gov/pubmed/26807763
http://doi.org/10.1513/pats.201201-003AW
http://www.ncbi.nlm.nih.gov/pubmed/22802287
http://doi.org/10.3390/ijms19092532
http://www.ncbi.nlm.nih.gov/pubmed/30150520
http://doi.org/10.3390/ijms19092835
http://doi.org/10.3390/ijms19082460
http://www.ncbi.nlm.nih.gov/pubmed/30127261
http://doi.org/10.1186/1476-4598-8-123
http://www.ncbi.nlm.nih.gov/pubmed/20015350
http://doi.org/10.18632/oncotarget.9177
http://www.ncbi.nlm.nih.gov/pubmed/27166254
http://doi.org/10.3390/cells10010123
http://doi.org/10.3390/cells8101235
http://doi.org/10.1183/13993003.02316-2014
http://doi.org/10.3390/ph15081033
http://www.ncbi.nlm.nih.gov/pubmed/36015181
http://doi.org/10.1016/j.ejphar.2021.174503
http://doi.org/10.2215/CJN.01050207
http://www.ncbi.nlm.nih.gov/pubmed/17702727
http://doi.org/10.1016/j.jceh.2019.12.005
http://doi.org/10.1096/fj.201600892RR
http://doi.org/10.1165/rcmb.2014-0445OC
http://www.ncbi.nlm.nih.gov/pubmed/26072676
http://doi.org/10.3390/biomedicines9040365
http://www.ncbi.nlm.nih.gov/pubmed/33807461
http://doi.org/10.1038/nrdp.2017.74
http://doi.org/10.3390/diagnostics11050762
http://doi.org/10.1038/nm.3902
http://doi.org/10.3892/br.2016.578
http://www.ncbi.nlm.nih.gov/pubmed/28373440
http://doi.org/10.3390/ijms22063163
http://doi.org/10.2174/157340810791233033
http://doi.org/10.1016/j.cyto.2010.11.019

Pharmaceuticals 2023, 16, 114 18 of 18

77.

78.
79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.
93.

McGaraughty, S.; Davis-Taber, R.A.; Zhu, C.Z; Cole, T.B.; Nikkel, A.L.; Chhaya, M.; Doyle, K.J.; Olson, L.M.; Preston, G.M.;
Grinnell, C.M; et al. Targeting Anti-TGF-p Therapy to Fibrotic Kidneys with a Dual Specificity Antibody Approach. J. Am. Soc.
Nephrol. 2017, 28, 3616-3626. [CrossRef]

Henderson, N.C.; Rieder, E; Wynn, T.A. Fibrosis: From mechanisms to medicines. Nature 2020, 587, 555-566. [CrossRef] [PubMed]
Diebold, R.J.; Eis, M.].; Yin, M.; Ormsby, I.; Boivin, G.; Darrow, B.; Saffitz, J.; Doetschman, T. Early-onset multifocal inflammation
in the transforming growth factor beta 1-null mouse is lymphocyte mediated. Proc. Natl. Acad. Sci. USA 1995, 92, 12215-12219.
[CrossRef]

Wei, Y.; Kim, T.J.; Peng, D.H.; Duan, D.; Gibbons, D.L.; Yamauchi, M.; Jackson, J.R.; Le Saux, C.J.; Calhoun, C.; Peters, J.; et al.
Fibroblast-specific inhibition of TGF-f1 signaling attenuates lung and tumor fibrosis. J. Clin. Investig. 2017, 127, 3675-3688.
[CrossRef]

Drexler, S.K.; Foxwell, B.M. The role of toll-like receptors in chronic inflammation. Int. J. Biochem. Cell Biol. 2010, 42, 506-518.
[CrossRef] [PubMed]

Guo, J.; Friedman, S.L. Toll-like receptor 4 signaling in liver injury and hepatic fibrogenesis. Fibrogenes. Tissue Repair. 2010, 3, 21.
[CrossRef] [PubMed]

Miura, K.; Yang, L.; van Rooijen, N.; Brenner, D.A.; Ohnishi, H.; Seki, E. Toll-like receptor 2 and palmitic acid cooperatively
contribute to the development of nonalcoholic steatohepatitis through inflammasome activation in mice. Hepatology 2013, 57,
577-589. [CrossRef]

Karampitsakos, T.; Woolard, T.; Bouros, D.; Tzouvelekis, A. Toll-like receptors in the pathogenesis of pulmonary fibrosis. Eur. J.
Pharmacol. 2017, 808, 35-43. [CrossRef]

You, W.H.; Lin, M; Tang, S.C. Toll-like receptor activation: From renal inflammation to fibrosis. Kidney Int. Suppl. 2014, 4, 20-25.
[CrossRef]

Xie, H.; Paradise, B.D.; Ma, W.W.; Fernandez-Zapico, M.E. Recent Advances in the Clinical Targeting of Hedgehog/GLI Signaling
in Cancer. Cells 2019, 8, 394. [CrossRef] [PubMed]

Prasse, A.; Ramaswamy, M.; Mohan, S.; Pan, L.; Kenwright, A.; Neighbors, M.; Belloni, P.; LaCamera, P.P. A Phase 1b Study of
Vismodegib with Pirfenidone in Patients with Idiopathic Pulmonary Fibrosis. Pulm. Ther. 2019, 5, 151-163. [CrossRef] [PubMed]
Arensdorf, A.M.; Marada, S.; Ogden, S.K. Smoothened Regulation: A Tale of Two Signals. Trends Pharmacol. Sci. 2016, 37, 62-72.
[CrossRef] [PubMed]

Morinello, E.; Pignatello, M.; Villabruna, L.; Goelzer, P; Biirgin, H. Embryofetal development study of vismodegib, a hedgehog
pathway inhibitor, in rats. Birth Defects Res. B Dev. Reprod. Toxicol. 2014, 101, 135-143. [CrossRef] [PubMed]

Silva, L.M.; Jacobs, D.T.; Allard, B.A.; Fields, T.A.; Sharma, M.; Wallace, D.P.; Tran, P.V. Inhibition of Hedgehog signaling
suppresses proliferation and microcyst formation of human Autosomal Dominant Polycystic Kidney Disease cells. Sci. Rep. 2018,
8,4985. [CrossRef]

Zhou, D.; Tan, R.J,; Liu, Y. Sonic hedgehog signaling in kidney fibrosis: A master communicator. Sci. China Life Sci. 2016, 59,
920-929. [CrossRef] [PubMed]

Kramann, R. Hedgehog Gli signalling in kidney fibrosis. Nephrol. Dial. Transplant. 2016, 31, 1989-1995. [CrossRef] [PubMed]
Liu, X.; Sun, N.; Mo, N.; Lu, S.; Song, E.; Ren, C.; Li, Z. Quercetin inhibits kidney fibrosis and the epithelial to mesenchymal
transition of the renal tubular system involving suppression of the Sonic Hedgehog signaling pathway. Food Funct. 2019, 10,
3782-3797. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(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.


http://doi.org/10.1681/ASN.2017010013
http://doi.org/10.1038/s41586-020-2938-9
http://www.ncbi.nlm.nih.gov/pubmed/33239795
http://doi.org/10.1073/pnas.92.26.12215
http://doi.org/10.1172/JCI94624
http://doi.org/10.1016/j.biocel.2009.10.009
http://www.ncbi.nlm.nih.gov/pubmed/19837184
http://doi.org/10.1186/1755-1536-3-21
http://www.ncbi.nlm.nih.gov/pubmed/20964825
http://doi.org/10.1002/hep.26081
http://doi.org/10.1016/j.ejphar.2016.06.045
http://doi.org/10.1038/kisup.2014.5
http://doi.org/10.3390/cells8050394
http://www.ncbi.nlm.nih.gov/pubmed/31035664
http://doi.org/10.1007/s41030-019-0096-8
http://www.ncbi.nlm.nih.gov/pubmed/32026407
http://doi.org/10.1016/j.tips.2015.09.001
http://www.ncbi.nlm.nih.gov/pubmed/26432668
http://doi.org/10.1002/bdrb.21093
http://www.ncbi.nlm.nih.gov/pubmed/24692404
http://doi.org/10.1038/s41598-018-23341-2
http://doi.org/10.1007/s11427-016-0020-y
http://www.ncbi.nlm.nih.gov/pubmed/27333788
http://doi.org/10.1093/ndt/gfw102
http://www.ncbi.nlm.nih.gov/pubmed/27229466
http://doi.org/10.1039/C9FO00373H
http://www.ncbi.nlm.nih.gov/pubmed/31180394

	Introduction 
	Results 
	Oxy210 Inhibits Mediators of Fibrosis in Cultures of Lung Fibroblasts 
	Profibrotic Gene Expression in Lung Fibroblasts Is Regulated by Hh and TGF- Signaling 
	Oxy210 Inhibits Proliferation of Pulmonary Fibroblasts 
	Oxy210 Inhibits Expression of Epithelial–Mesenchymal Transition (EMT) Genes and Interleukin-6 in Human Primary Small Airway Epithelial (HSAE) Cells 
	Oxy210 Inhibits Mediators of Fibrosis in Cultures of Kidney Cells 
	Oxy210 Inhibits Proliferation of Primary Human Pericytes, Renal Fibroblasts and Renal Mesangial Cells 
	Oxy210 Inhibits TGF–Induced EMT Gene Expression of Human Primary Renal Tubular Epithelial Cells 

	Discussion 
	Materials and Methods 
	Cell Culture and Reagents 
	Quantitative RT-PCR 
	ELISA Assay 
	Cell Counting Assay 
	Statistical Analysis 

	Conclusions 
	References

