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Abstract: Kidney fibrosis is a common pathophysiological mechanism of chronic kidney disease
(CKD) progression caused by several underlying kidney diseases. Among various contributors to
kidney fibrosis, transforming growth factor-β1 (TGF-β1) is the major factor driving fibrosis. TGF-β1
exerts its profibrotic attributes via the activation of canonical and non-canonical signaling pathways,
which induce proliferation and activation of myofibroblasts and subsequent accumulation of extra-
cellular matrix. Over the past few decades, studies have determined the TGF-β1 signaling pathway
inhibitors and evaluated whether they could ameliorate the progression of CKD by hindering kidney
fibrosis. However, therapeutic strategies that block TGF-β1 signaling have usually demonstrated
unsatisfactory results. Herein, we discuss the therapeutic concepts of the TGF-β1 signaling pathway
and its inhibitors and review the current state of the art regarding regarding TGF-β1 inhibitors in
CKD management.
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1. Introduction

Chronic kidney disease (CKD) is a global public health issue, and the medical expenses
due to CKD are substantial as it advances to kidney failure with replacement therapy
(KFRT) [1–3]. Given the disease burden of CKD, the development and implementation of
an effective therapeutic strategy based on its pathophysiology are imperative.

Kidney fibrosis, the most common pathophysiologic process in CKD progression, is
characterized by excessive deposition of extracellular matrix (ECM) in the tubulointersti-
tium and ensuing kidney function impairment resulting from functional tissue loss [4–10].
Numerous studies have revealed the mediators of kidney fibrosis, including transforming
growth factor-β1 (TGF-β1), connective tissue growth factor, and CC motif chemokine 2;
and TGF-β1 has been established as the ‘master regulator’ that plays a pivotal role in renal
fibrosis and subsequent kidney function deterioration [11–14].

Treatment options directed at blocking TGF-β1 itself or TGF-β1 signaling have been
dynamically investigated in the past few decades. Unfortunately, these studies failed
to demonstrate satisfactory results in patients with CKD [15–18]. Furthermore, TGF-β1
inhibition may result in diverse adverse events because it is a pleiotropic cytokine that
contributes to several biological processes, including development, differentiation, regula-
tion and homeostasis of immune cells, cell proliferation, autophagy, and apoptosis [19–23].
However, examination and development of novel therapeutic strategies for kidney fibrosis
targeting TGF-β1 are still ongoing.

In this review, we discuss the role of TGF-β1 in kidney fibrosis and emphasize the
new therapeutic opportunities for inhibition of TGF-β1 or TGF-β1-associated signaling
pathways for alleviating kidney fibrosis.
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Figure 1. Canonical and Non-canonical TGF-β Signaling in Kidney Fibrosis. TGF-β binds to TGF-β 
receptors and induces signal transduction via canonical (A) and non-canonical (B) TGF-β signaling 
pathways. The canonical pathway includes TGF-β/Smad pathway. The non-canonical pathway 
includes MAP kinase, p38/JNK, PI3K/Akt, and RhoA GTPase signaling pathways. 
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TGF-β, a highly conserved cytokine family in the animal kingdom and comprised of 

3 isoforms (TGF-β1, TGF-β2, and TGF-β3) in mammals, plays a varied range of signaling 
functions, including proliferation, differentiation, and homeostasis [24–26]. TGF-β is syn-
thesized in a precursor form and cleaved during the secretory process. TGF-β, in a dimeric 
form, mediates kidney fibrosis via canonical and non-canonical signaling pathways 
[14,27–29]. The canonical TGF-β signaling pathway refers to the TGF-β/Smad pathway, 
and the non-canonical TGF-β signaling pathway includes the MAP kinase, p38/ JNK, 
PI3K/Akt, and RhoA GTPase pathways [30]. 

2.1. Canonical TGF-β Signaling Pathway 
Upon association with TGF-β, a homodimeric TGF-β type II receptor (TGFβRII) re-

cruits and phosphorylates TGF-β type I receptor (TGFβRI), thereby activating the TGFβRI 
kinase property. Activated TGFβRI activates Smad2/3 by phosphorylation at C-terminal 
Ser-X-Ser motif, and then the phosphorylated Smad2/3 forms a complex with Smad4 [31–
33]. This trimeric complex translocates into the nucleus and induces transcription of pro-
fibrotic molecules, including α-smooth muscle actin (α-SMA), type I collagen, and tissue 
inhibitor of matrix metalloproteinases (Figure 1). 

BMP-7, another crucial member of the TGF-β superfamily, binds BMP receptors and 
subsequently phosphorylates Smad1, Smad5, and Smad8, forming heteromeric complexes 
with Smad4. The complex translocates into the nucleus and exerts antifibrotic effects by 
inhibiting Smad3-dependent gene transcription, thereby promoting transcription of anti-
fibrotic molecules (Figure 1). 

Smad6 and Smad7 are referred as inhibitory Smads. Smad6 inhibits binding of 
Smad4 to the BMP-7 activated Smad1/5/8 complex, thus, inhibiting BMP-7 signaling 
[34,35]. Additionally, Smad6 hinders TRAF6 ubiquitylation and activation, which are in-
volved in the non-canonical TGF-β signaling pathway. Smad7 recruits Smurfs which pro-
mote TGFβRI ubiquitylation and degradation and competes with Smad2/3 for interacting 
with TGFβRI, thus, preventing Smad2/3 activation and propagation of the signaling 
[30,36,37] (Figure 1). 

Figure 1. Canonical and Non-canonical TGF-β Signaling in Kidney Fibrosis. TGF-β binds to TGF-β
receptors and induces signal transduction via canonical (A) and non-canonical (B) TGF-β signaling
pathways. The canonical pathway includes TGF-β/Smad pathway. The non-canonical pathway
includes MAP kinase, p38/JNK, PI3K/Akt, and RhoA GTPase signaling pathways.

2. TGF-β Signaling in Kidney Fibrosis

TGF-β, a highly conserved cytokine family in the animal kingdom and comprised of
3 isoforms (TGF-β1, TGF-β2, and TGF-β3) in mammals, plays a varied range of signal-
ing functions, including proliferation, differentiation, and homeostasis [24–26]. TGF-β
is synthesized in a precursor form and cleaved during the secretory process. TGF-β,
in a dimeric form, mediates kidney fibrosis via canonical and non-canonical signaling
pathways [14,27–29]. The canonical TGF-β signaling pathway refers to the TGF-β/Smad
pathway, and the non-canonical TGF-β signaling pathway includes the MAP kinase, p38/
JNK, PI3K/Akt, and RhoA GTPase pathways [30].

2.1. Canonical TGF-β Signaling Pathway

Upon association with TGF-β, a homodimeric TGF-β type II receptor (TGFβRII)
recruits and phosphorylates TGF-β type I receptor (TGFβRI), thereby activating the
TGFβRI kinase property. Activated TGFβRI activates Smad2/3 by phosphorylation at
C-terminal Ser-X-Ser motif, and then the phosphorylated Smad2/3 forms a complex with
Smad4 [31–33]. This trimeric complex translocates into the nucleus and induces transcrip-
tion of profibrotic molecules, including α-smooth muscle actin (α-SMA), type I collagen,
and tissue inhibitor of matrix metalloproteinases (Figure 1).

BMP-7, another crucial member of the TGF-β superfamily, binds BMP receptors and
subsequently phosphorylates Smad1, Smad5, and Smad8, forming heteromeric complexes
with Smad4. The complex translocates into the nucleus and exerts antifibrotic effects
by inhibiting Smad3-dependent gene transcription, thereby promoting transcription of
antifibrotic molecules (Figure 1).

Smad6 and Smad7 are referred as inhibitory Smads. Smad6 inhibits binding of Smad4
to the BMP-7 activated Smad1/5/8 complex, thus, inhibiting BMP-7 signaling [34,35].
Additionally, Smad6 hinders TRAF6 ubiquitylation and activation, which are involved
in the non-canonical TGF-β signaling pathway. Smad7 recruits Smurfs which promote
TGFβRI ubiquitylation and degradation and competes with Smad2/3 for interacting with
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TGFβRI, thus, preventing Smad2/3 activation and propagation of the signaling [30,36,37]
(Figure 1).

2.2. Non-Canonical TGF-β Signaling Pathway
2.2.1. MAP Kinase Pathway

TGF-β-induced Ras activation leads to sequential activation of MEK1/2 and ERK1/2.
Activated ERK1/2 phosphorylates Smad2 at Thr8 on the N-terminus and Smad3 at the
linker region (Ser204, Ser208, and Thr179), thus, promoting and repressing TGF-β signaling,
respectively [38,39]. It can also phosphorylate diverse transcription factors that contribute
to kidney fibrosis and promote epithelial–mesenchymal transition and production of ECM
(Figure 1).

2.2.2. p38/JNK Pathway

Upon TGF-β binding, the TGF-β receptor interacts with TRAF4/6, resulting in ubiq-
uitylation, which could be inhibited by Smad6. Ubiquitylated TRAF4/6 activates TAK1,
which, in turn, activates p38/JNK. Activated p38/JNK phosphorylates Smad2/3 at their
linker region (Ser245 and Ser204, respectively), subsequently enhancing TGF-β signaling [40].
Furthermore, p38/JNK phosphorylates their target transcription factors, such as c-Jun and
AP-1, exhibiting a profibrotic effect (Figure 1).

2.2.3. PI3K/Akt Pathway

TGF-β promotes PI3K activation through direct interaction between the TGF-β recep-
tor and PI3K [41]. Activated PI3K phosphorylates Akt, which induces mTOR activation.
This signaling pathway promotes proliferation and inhibits fibroblast apoptosis (Figure 1).

2.2.4. RhoA GTPase Pathway

TGF-β induces RhoA GTPase activation, which eventually results in actin cytoskeleton
remodeling via the Rock-Limk pathway and successive myofibroblast generation [42]
(Figure 1).

3. Targeting TGF-β in Kidney Fibrosis

In this chapter, we discuss the results from preclinical studies or clinical trials using
diverse TGF-β or TGF-β signaling pathway inhibitors. The key finding from clinical trials
and brief summary of ongoing studies in patients are summarized in Table 1.

Of note, clinical studies evaluated the effect of TGF-β or TGF-β signaling pathway
inhibitors via measuring estimated glomerular filtration rate (eGFR) and/or urine protein-
to-creatinine ratio (UPCR), because those markers represent kidney function and the degree
of kidney injury and may reflect the degree of kidney fibrosis [43–46].

3.1. Direct Inhibition of TGF-β-TGF-β Receptor Interaction

Among numerous approaches that inhibit TGF-β for moderating kidney fibrosis,
direct inhibition of TGF-β and TGF-β receptor interaction is the simplest and most conven-
tional strategy. TGF-β is a multifunctional cytokine that regulates various physiological
and pathological processes. Hence, the general blockade of TGF-β may lead to de novo
formation of malignant neoplasms or autoimmune diseases development [47–51].

3.1.1. Fresolimumab

Fresolimumab is a humanized monoclonal antibody that neutralizes all three TGF-β
isoforms (Figure 2).

Therapeutic administration of murine pan-specific TGF-β-neutralizing monoclonal
antibody (1D11), a mouse analog of fresolimumab, reduces TGF-β expression and type
III collagen deposition, ameliorated tubular apoptosis, and normalized tissue hypoxia
in a murine model of cyclosporin nephropathy [52]. Additionally, the use of 1D11 pre-
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vented ultrastructural changes of glomerular filtration barrier in Dahl salt-sensitive rat and
preserved podocyte number with reducing glomerulosclerosis in diabetic rats [53,54].
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Figure 2. Therapeutic approaches to inhibit TGF-β/Smad-induced kidney fibrosis. Anti-TGF-β
antibodies, TGFβRII/Fc, and decorin directly influence TGF-β and TGF-β receptor bindings. BMP-
7 mimetics, asiatic acid, naringenin, SIS3, pirfenidone, and pentoxifylline inhibit TGF-β/Smad
signaling. Anti-miRNA-21 oligonucleotides and miRNA-29 modulate the transcription product of
TGF-β/Smad signaling pathway.

In a phase I clinical trial in patients with treatment-resistant primary focal segmental
glomerulosclerosis (FSGS), a single dose of fresolimumab up to 4 mg/kg was safe and
well tolerated [55]. In a phase II, double-blind, randomized clinical trial that enrolled
patients with steroid-resistant primary FSGS (median eGFR 63 mL/min/1.73 m2; median
UPCR 6.19 g/gCr), the participants received a placebo or 1 or 4 mg/kg fresolimumab for
112 days and followed up for 252 days. The primary efficacy endpoint was the proportion
of patients achieving remission proteinuria (partial remission, 50% reduction in UPCR;
complete remission, UPCR <300 mg/gCr). The study was terminated before registering the
initially planned number of patients (planned, 88; registered, 36). None of the prespecified
efficacy endpoints for proteinuria remission were attained. However, the mean percent
change in the urinary protein excretion rate, assessed by UPCR, was +9.0% (p = 0.91),
−18.5% (p = 0.008), and +10.5% (p = 0.52) in patients treated with placebo, 1 mg/kg of
fresolimumab, and 4 mg/kg of fresolimumab, respectively, on day 112. Additionally, there
was a non-significant but greater eGFR decline in the placebo group than in either of the
fresolimumab-treated groups during the follow-up period [16].

3.1.2. LY2382770

LY2382770 is a TGF-β1-specific, humanized, neutralizing monoclonal antibody
(Figure 2).

In a phase II clinical trial in patients with moderate to advanced diabetic nephropathy
receiving renin–angiotensin system blockade (mean eGFR 35.5 mL/min/m2; mean UPCR
3.3 g/gCr), the participants were scheduled to receive a placebo or 2, 10, or 50 mg of
LY2382770 monthly dosing for 12 months. Although no safety issues were noted, adminis-
tration of 2, 10, or 50 mg of LY2382770 failed to exhibit efficacy regarding changes in the
serum creatinine level, eGFR, and UPCR. The difference in eGFR from baseline to end of
treatment did not vary between placebo (−3.39 ± 5.47 mL/min/1.73 m2) and LY238770
treatment groups (−5.38 ± 6.27 mL/min/1.73 m2, −5.38 ± 7.55 mL/min/1.73 m2, and
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−4.71 ± 8.84 mL/min/1.73 m2, for 2, 10, and 50 mg doses, respectively). The study using
LY2382770 was terminated 4 months early [15].

Table 1. Overview of studies for TGF-β or TGF-β signaling pathway inhibitors in patients with
kidney disease.

Agent ClinicalTrial.gov Identifier Notes Reference

Fresolimumab NCT00464321
Treatment-resistant primary FSGS 1

N = 16
Fresolimumab was safe and well tolerated

[55]

NCT01665391

Steroid resistant primary FSGS
N = 36
Non-significant but greater eGFR 2 decline in the placebo
group than in either of the fresolimumab-treated groups

[16]

LY2382770 NCT01113801

Diabetic nephropathy
N = 258
LY2382770 did not slow progression of
diabetic nephropathy

[15]

VPI-2690B NCT02251067

Diabetic nephropathy
N = 165
VPI-2690B failed to improve change in serum
creatinine level

[56]

THR-184 NCT01830920

Cardiac surgery requiring CPB 3

N = 401
Administration of perioperative THR-184 failed to
demonstrate beneficial effects on kidney function

[57]

Pirfenidone NCT00001959

FSGS
N = 18
The decline in eGFR improved after
pirfenidone treatment

[17]

NCT00063583

Diabetic nephropathy
N = 77
eGFR change was not statistically different between the
placebo and pirfenidone groups

[18]

NCT04258397 CKD 4 (eGFR ≥ 20 mL/min/1.73 m2)
N = 200 (Recruiting)

[58]

Pentoxifylline NCT00285298

CKD with proteinuria (≥1 g/24 h)
N = 40
Pentoxifylline group showed significantly slower eGFR
decline compared with the placebo group

[59]

-

Diabetic nephropathy
N = 169
Addition of pentoxifylline to RAS 6 inhibitors resulted in
a smaller decrease in eGFR and a greater reduction in
residual albuminuria

[60]

-

CKD (eGFR < 60 mL/min/1.73 m2)
N = 91
Pentoxifylline decreased inflammatory markers in CKD
and stabilized renal function

[61]

NCT03625648
Diabetic nephropathy
N = 2510 (recruiting)
Primary outcome: Time to KFRT 5 or death

[62]

NCT05487755

Diabetic nephropathy
N = 90 (planned)
Primary outcome: Change in serum creatinine and urine
albumin-to-creatinine ratio

[63]

1 FSGS, focal segmental glomerulosclerosis. 2 eGFR, estimated glomerular filtration rate. 3 CBP, cardiopul-
monary bypass. 4 CKD, chronic kidney disease. 5 KFRT, kidney failure with replacement therapy. 6 RAS,
renin–angiotensin system.
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3.1.3. TGFβRII/Fc

TGFβRII/Fc is a chimeric protein that comprises the extracellular portion of TGFβRII
and an immunoglobulin heavy-chain Fc fragment. Compared with inactive soluble
TGFβRII, which has approximately 10-fold lower binding affinity for TGF-β1, TGFβRII/Fc
effectively blocks the TGF-β1 binding with cell surface TGFβRII (Figure 2) [64,65].

Therefore, the administration of TGFβRII/Fc was assessed in cultured normal rat
kidney cells and rat model of proliferative glomerulonephritis. TGFβRII/Fc lessened
the TGF-β1-induced production of fibronectin in the rat kidney cells. Introduction of
TGFβRII/Fc cDNA into the muscle of the nephritic rat using the hemagglutinating virus
suppressed the glomerular TGF-β expression and resulted in ECM production in the kid-
ney [66]. As TGFβRII/Fc binds TGF-β1 and TGF-β3 but not TGF-β2, which has antifibrotic
effects, TGFβRII/Fc may have more favorable antifibrotic potency than TGF-β1 antibodies.

3.1.4. Decorin

Decorin, a matrix proteoglycan induced by TGF-β, can bind to the three isoforms of
TGF-β and neutralize their biological activity (Figure 2) [67]. Several studies have also
depicted that decorin deficiency aggravates diabetic nephropathy in a mouse model [68,69].

Based on these attributes, a few studies have evaluated the efficacy of decorin in
mouse models of kidney disease. In an experimental rat model of glomerulonephritis,
administration of decorin suppressed deposition of fibronectin in glomeruli and prevented
development of proteinuria [70]. Additionally, transfer of the decorin gene into skeletal
muscle increased the amount of decorin in kidney, reduced TGF-β1 expression and ECM
accumulation in kidney and attenuated proteinuria via ligand trapping in a rat model of
glomerulonephritis [71].

3.1.5. VPI-2690B

VPI-2690B is a monoclonal antibody targeting αVβ3 integrin, which is involved in
TGF-β signaling [72,73]. A phase II clinical trial was conducted, aimed to evaluate safety
and efficacy of VPI-2690B in diabetic nephropathy (NCT02251067) [56,74,75]. However, the
study failed to demonstrate improvement in primary outcome, which was defined as a
change in serum creatinine level from baseline to 12 months [76].

3.2. Inhibition of TGF-β Signaling
3.2.1. BMP-7 and BMP-7 Agonists

BMP-7 is often referred to as an ‘intrinsic inhibitor of TGF-β’ [77,78]. BMP-7 ex-
erts its antifibrotic effect via activation of Smad1/Smad5 and subsequent inhibition of
Smad3-dependent gene transcription as described above, as well as Smad-independent
pathways, such as ERK and p38 [78–81]. While BMP-7 expression levels are suppressed in
various chronic kidney diseases, BMP-7 and its agonists have been actively investigated to
ameliorate kidney fibrosis or facilitate kidney regeneration (Figure 2) [78,82–84].
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Figure 3. Delivery and action mechanism of mPTD-BMP-7. (A) Schematic diagram and preparation
of PTD-BMP-7. (B) mPTD-BMP-7 is transduced into cells via an endosomal pathway, wherein it
undergoes activation, followed by secretion. It functions in an autocrine and paracrine manner.

In cultured tubular epithelial cells, BMP-7 prevents TGF-β1 induced epithelial-
mesenchymal transition by antagonizing TGF-β1-induced upregulation of α-smooth mus-
cle actin and TGF-β1-induced downregulation of E-cadherin [78,85]. In animal models,
BMP-7 re-expression is linked with spontaneous kidney regeneration [86,87].

Administration of exogenous BMP-7 or its overexpression alleviates kidney fibrosis in
several CKD experimental models, including genetic models of kidney fibrosis (Alport syn-
drome and lupus nephritis-like glomerulonephritis), unilateral ureteral obstruction (UUO),
and diabetic nephropathy [88–90]. Using two genetic models for chronic kidney disease
and fibrosis (mice deficient in the α3-chain of type IV collagen and MRL/MpJlpr/lpr lupus
mice), Zeisberg et al. showed that treatment with recombinant human BMP-7 reduced the
expression of profibrotic molecules, including type I collagen and fibronectin in renal fibrob-
lasts, and induced active matrix metalloproteinase-2 expression, which mediates removal of
fibrotic matrix [88]. In a rat model of UUO, soluble BMP-7 administration decreased tubular
atrophy and enhanced GFR restoration compared with vehicle or enalapril treatment [89].
In a mouse model of streptozocin-induced diabetic kidney disease, overexpression of BMP-7
through plasmid transfer activated the Smad 1/5 signaling pathway and thereby alleviated
epithelial–mesenchymal transition and kidney fibrosis [90]. However, therapeutic use of
BMP-7 in clinical practice is still deficient mostly owing to pharmacokinetic limitations and
technical challenges, similar to other BMPs. Recombinant human BMP-7 exhibits a half-life
of 7–16 min in a non-human primate model owing to enzymatic degradation and rapid
clearance, demanding large amounts [91]. Furthermore, manufacturing large volumes of
bioactive BMP-7 is challenging, and its efficient delivery into target tissues or organs is
another obstacle [92].

Recently, a small molecule (AA123), which exerts BMP-7 mimetic activity by activating
activin-like kinase 3 signaling, exhibited antifibrotic activity in murine models of nephro-
toxic serum-induced chronic kidney fibrosis and diabetic nephropathy [93]. In this study,
AA123 also depicted a favorable pharmacokinetic profile compared with recombinant
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human BMP-7. Recently, we developed a novel BMP-7 delivery system and reported the
therapeutic efficacy of protein transduction domain-fused BMP-7 in micelles (mPTD- BMP-
7) in UUO-induced kidney fibrosis in murine and swine models [94]. mPTD-BMP-7 was
designed for endosomal transduction into cells and subsequently activated into active BMP-
7 [95–97]. Furthermore, mPTD-BMP-7 is secreted via exosomes and exerts pharmacological
effects in an autocrine and paracrine manner with a durable pharmacokinetic profile [94]
(Figure 3). Herein, mPTD-BMP-7 antagonized TGF-β-mediated epithelial-mesenchymal
transition via Smad1/5/8 activation and attenuated kidney fibrosis in UUO model in mice
and pigs. Similarly, delivery of nanoparticle-encapsulated plasmid DNA expressing BMP-7
exhibited antifibrotic and pro-regenerative effects in a UUO mouse model [98].

Although the primary outcome was development of acute kidney injury within
7 days of cardiac surgery, a randomized, double-blind, placebo-controlled trial evalu-
ated the safety and efficacy of THR-184, a BMP-7 mimetic peptide, in patients who received
cardiac surgery requiring cardiopulmonary bypass with additional risk factors for acute
kidney injury [57]. In the study, the incidence of safety-related outcomes was similar
across all treatment groups. However, administration of perioperative THR-184 failed to
demonstrate beneficial effects regarding kidney function, such as incidence, severity, or
duration of acute kidney injury after cardiac surgery.

As the major culprit for hampering clinical use of BMP-7 mimetics is pharmacokinetic
shortcomings, as stated previously, several studies have also been dedicated to enhancing
BMP-7 delivery, as summarized in Table 2. Based on the results from previous studies
wherein recombinant human BMP-7 administration offered long-term safety even in ex-
cessive doses and its systemic overexpression was tolerable in mice, BMP-7 could be an
attractive therapeutic option for managing kidney fibrosis [88,99].

Table 2. Overview of studies for enhancing BMP-7 delivery employing various carriers.

Carrier Type Preclinical Model Reference

Collagen Bone defects in non-human primates [100]
Vertebral interbody fusion in sheep [101]

Hydroxyapatite Orthotopic skull defects in baboons [102]
Spinal fusion in sheep [103]

Poly(D,L-lactide-co-glycolide) Bone formation from rabbit muscle cells [104]
Osteochondral defect in rabbit knee [105]

CMC 1-Collagen Tibial bone defects in sheep [106]
1,4 Butane-diisocyanate-hydrogel Femoral intramedullary injection in mice [107]
Micelle Unilateral ureteral obstruction in mice/pig [94]
Chitosan nanoparticle Unilateral ureteral obstruction in mice [98]

Femoral bone defect in rat [108]
1 CMC, carboxymethyl cellulose.

3.2.2. Smad Agonists/Inhibitors

Smad7 inhibits the canonical TGF-β/Smad signaling pathway by competing with
Smad2/3 for binding activated TGFβRI and subsequently downregulates TGF-β/Smad
signaling [34,109]. Additionally, Smad7 induces IκBα to negatively regulate inflamma-
tion [110]. Thus, Smad7 was once considered an ideal therapeutic agent for kidney fibrosis
and inflammation [111]. However, Smad7 overexpression results in podocyte apopto-
sis [112].

As Smad7 competes with Smad3 to bind to TGFβRI and blocks TGF-β/Smad signaling,
restoring the balance between Smad3 and Smad7 has been proposed as a potential tactic for
treating kidney fibrosis [111,113]. SIS3, a specific Smad3 inhibitor, exerted antifibrotic effects
in mice with streptozotocin-induced diabetes through inhibiting endothelial–mesenchymal
transition [114]. In a mouse model of UUO, treatment with SIS3 retarded the progression
of kidney fibrosis by inhibiting α-smooth muscle actin expression, myofibroblast accumula-
tion, and deposition of extracellular matrix, including type I collagen and fibronectin [115].
Furthermore, simultaneous administration of naringenin (Smad3 inhibitor) and asiatic
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acid (Smad7 agonist) ameliorated UUO-induced kidney fibrosis in mice via inhibition of
α-smooth muscle actin and type I collagen expression with an additive effect [116].

3.2.3. Pirfenidone

Pirfenidone is a small synthetic molecule initially developed and approved for treating
idiopathic pulmonary fibrosis [117,118]. Pirfenidone exerts antifibrotic action by inhibiting
Smad3 phosphorylation, profibrotic mediator synthesis, TGF-β1 expression, and subse-
quent proliferation and differentiation of fibroblasts (Figure 2) [119,120].

In a rat model of chronic cyclosporin nephrotoxicity, administration of pirfenidone
decreased expression of TGF-β1, plasminogen activator inhibitor-1, and biglycan in the kid-
ney. In the experiment, cyclosporin-induced decrease in creatinine clearance and histologic
changes in the kidney also improved upon pirfenidone treatment [121]. In 5/6 six nephrec-
tomy rat model of FSGS, long-term treatment of pirfenidone attenuated the accumulation of
matrix protein in the glomerulus in addition to the reduction in glomerular TGF-β expres-
sion [122]. Furthermore, pirfenidone also prevented loss of glomerular filtration barrier and
reduced fibrosis in animal models of kidney diseases, including vanadate-induced kidney
fibrosis, doxorubicin-induced nephrotoxicity, diabetic nephropathy, and UUO [123–126].

In an open-label trial evaluating the safety and efficacy of pirfenidone in patients
with FSGS (median eGFR 26 mL/min/1.73 m2; median 24 h urine protein 3.37 g), the
subjects received 800 mg of pirfenidone thrice daily. The monthly eGFR slope (mL/min/
1.73 m2/month) was compared between the baseline and treatment periods for each partic-
ipant. The decline in eGFR improved from a median of −0.61 mL/min/1.73 m2/month
(interquartile range (IQR), −1.31 to −0.41) during the baseline period, to −0.45 mL/min/
1.73 m2/month (IQR, −0.78 to −0.16) during the treatment period, representing a 25%
improvement (p < 0.01). However, some adverse events, including fatigue, dyspepsia, and
photosensitivity dermatitis were reported [17].

In a randomized, placebo-controlled trial in patients with diabetic nephropathy (mean
eGFR 38 mL/min/1.73 m2; median urine albumin-to-creatinine ratio 143 mg/gCr), the
participants were administered a placebo or 1200 or 2400 mg/day of pirfenidone for 1 year.
There was a significant difference in the eGFR change from baseline to the completion of
study period between placebo and pirfenidone 1200 mg/day groups. The mean difference
in eGFR change was +5.5 mL/min/1.73 m2 (95% confidence interval (CI), 1.1, 9.9; p = 0.026),
representing a favorable outcome in the pirfenidone 1200 mg/day group. However, the
mean difference in eGFR change between the placebo and pirfenidone 2400 mg/day groups
was statistically insignificant (0.3, 95% CI −3.7, 4.2; p = 0.89). Additionally, eGFR change
was not statistically different between the placebo and pirfenidone groups (p = 0.085) [18].

In addition to the clinical trials mentioned above, a randomized, double-blind, placebo-
controlled, phase II interventional study in patients with CKD started in October 2020
to investigate the effect of pirfenidone on kidney fibrosis assessed by diffusion-weighted
magnetic resonance imaging and urinary markers of tubulointerstitial fibrosis, as well as
eGFR decline and the amount of urinary albumin excretion (NCT04258397) [58].

3.2.4. Pentoxifylline

Pentoxifylline is a non-specific phosphodiesterase inhibitor that has been employed
to manage intermittent claudication in peripheral vascular disease and alcoholic
hepatitis [127,128]. Recently, the anti-inflammatory and antifibrotic attributes of pentoxi-
fylline, which inhibits the Smad2/3/4 cascade and NF-κB, have been explored in diverse
disease models including kidney fibrosis (Figure 2) [129–135].

Pentoxifylline inhibited proliferation, differentiation to myofibroblast, and extracellu-
lar matrix synthesis of primary renal fibroblasts which were established from human kidney
biopsies [129]. Furthermore, pentoxifylline reduced the expression of profibrotic genes in
cultured rat fibroblasts and mesangial cells upon angiotensin II or TGF-β1 treatment, and
in rat proximal tubular cells stimulated by albumin or angiotensin II [130].
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In a rat anti-Thy1 glomerulonephritis model, administration of pentoxifylline atten-
uated urinary protein and nephrin excretion, and inhibited phosphorylation of NF-κB
and Smad2/5 [134]. In another study, treatment with pentoxifylline attenuated plasma
creatinine elevation, proteinuria, glomerulosclerosis, and interstitial fibrosis in rat kidney
induced by 5/6 subtotal nephrectomy [130].

In a randomized, placebo-controlled trial in patients with CKD (mean eGFR 34.1
or 29.5 mL/min/1.73 m2 for placebo or pentoxifylline group, respectively; median
24 h urine protein 2.5 or 1.9 g for placebo or pentoxifylline group, respectively), the
subjects were administered a placebo or 400 mg pentoxifylline twice daily for 1 year. At
the end of study, the pentoxifylline group depicted significantly slower eGFR decline
(−1.2 ± 7.0 mL/min/1.73 m2/ year) compared with the placebo group (−7.2 ± 8.2 mL/
min/1.73 m2/year) (p = 0.03) [59].

In an open-label, prospective, randomized trial to evaluate the renoprotective ef-
fect of pentoxifylline on top of renin–angiotensin system inhibitors in patients with di-
abetic nephropathy (mean eGFR 37.4 mL/min/1.73 m2; median 24 h urine albumin
1100 mg), the patients were administered 1200 mg/day of pentoxifylline for 2 years. At
the end of the trial, eGFR had decreased by 6.5 ± 0.4 mL/min/1.73 m2 in the control, and,
2.1 ± 0.4 mL/min/1.73 m2 in the pentoxifylline group (between-group difference;
4.3 mL/min/1.73 m2, 95% CI, 3.1, 5.5; p < 0.001). Additionally, the daily urinary al-
bumin excretion change was 5.7% in the control and −14.9% in the pentoxifylline group
(p = 0.001) [60].

In a 12-month trial evaluating the effects of pentoxifylline on inflammatory param-
eters in patients with CKD (mean eGFR 40.1 or 42.3 mL/min/1.73 m2 for placebo or
pentoxifylline group, respectively; median 24 h urine albumin 115 or 56 mg for placebo
or pentoxifylline group, respectively), the participants received a placebo or 400 mg of
pentoxifylline twice daily. The control group presented worsening of kidney function (from
40.1 ± 12.4 to 35.7 ± 13.4 mL/min/1.73 m2), whereas the pentoxifylline group demon-
strated no significant decline in eGFR post 12 months (from 42.3 ± 10.2 to 44.7 ± 11.3 mL/
min/1.73 m2) (p < 0.001, between groups) [61]. Furthermore, in a post hoc analysis
of the 12-month trial following an additional 7 years, the pentoxifylline group exhib-
ited a favorable renal outcome, defined as a doubling of serum creatinine level and/or
≥50% decrease in eGFR and/or the initiation of kidney replacement therapy [136].

In November 2019, the recruitment of more than 2000 patients with diabetic kidney
disease was initiated to establish whether pentoxifylline can prevent CKD progression
and reduce mortality in patients with diabetic kidney disease (NCT03625648) [62]. More
recently, a randomized trial started to evaluate the safety and efficacy of pentoxifylline
in diabetic nephropathy, comparing with tadalafil, a selective phosphodiesterase type 5
inhibitor, on kidney function and albuminuria (NCT05487755) [63].

3.3. Inhibition of TGF-β-Induced Transcription Product
MicroRNAs

MicroRNAs (miRNAs) are short, non-coding, single-stranded RNA molecules of
approximately 20–22 nucleotides that are not transcribed into peptides [137]. miRNAs
silence gene expression, the translational repression and/or targeted mRNAs degrada-
tion [138]. miRNAs play diverse roles in various biological processes, including tissue
fibrosis (Figure 2) [139–142].

Several miRNA species induced by TGF-β1 exhibiting profibrotic effects have been
established, the best characterized of which is miRNA-21 [14,143]. miRNA-21 is upregu-
lated in CKD, and the severity of fibrosis or kidney function correlates with miRNA-21
expression levels in patients with diabetic nephropathy [144,145]. miRNA-21 exerts its
profibrotic effect by downregulating antifibrotic genes, including Smad7, Pparα, Spry1,
and Pten [143,146,147]. miRNA-21-deficient mice depicted far less interstitial fibrosis in
response to UUO or unilateral ischemia–reperfusion injury than wild-type mice [148].
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Anti-miRNA-21 oligonucleotide administration inhibits kidney fibrosis in UUO and db/db
kidney diseases [148–150].

miRNA-29 is an endogenous tissue fibrosis inhibitor, which downregulates mRNA
levels of diverse profibrotic molecules, including collagens, matrix metalloproteinases, and
Fos. Expression level of miRNA-29 is suppressed in UUO-induced kidney fibrosis and
adenine-induced CKD [151,152]. Overexpression of miRNA-29 ameliorated kidney fibrosis
in a UUO mouse model [151].

Although there are challenges in the therapeutic implementation of miRNA targeting,
including non-specificity, off-target effects, and toxicity, miRNA-21 downregulation or
miRNA-29 overexpression appears to be a promising antifibrotic approach.

4. Conclusions

As outlined in this review, TGF-β plays an imperative role in kidney fibrosis via
canonical and non-canonical signaling pathways, and several TGF-β inhibitors have been
extensively investigated. Although there is still a wide gap between promising preclin-
ical findings and clinical implications of efficient therapeutic agents for kidney fibrosis
inhibition, we believe that effective antifibrotic agents to alleviate or even reverse CKD
progression will be applicable in the foreseeable future.
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