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Fibrosis is a worldwide public health problem, which typically results from chronic diseases
and often leads to organ malfunction. Chronic inflammation has been suggested to be the
major trigger for fibrogenesis, yet mechanisms by which inflammatory signals drive
fiorogenesis have not been fully elucidated. Total C-21 steroidal glycosides (TCSG)
from Baishouwu are the main active components of the root of Cynanchum
auriculatum Royle ex Wight, which exert hepatoprotective and anti-inflammation
properties. In this study, we established a mouse model with the coexistence of
hepatic and renal fibrosis and aimed to investigate the effects of TCSG from
Baishouwu on fibrosis and explored the potential mechanisms. The results of
biochemical and pathological examinations showed that TCSG from Baishouwu
improved liver and kidney function and alleviated hepatic and renal fibrosis by reducing
collagen and extracellular matrix deposition in bile duct ligation and unilateral ureteral
occlusion (BDL&UUO) mice. According to network pharmacology analysis, the
mechanisms underlying the effects of TCSG from Baishouwu on hepatic and renal
fibrosis were associated with inflammatory response pathways, including “Signaling by
interleukins”, “MAP kinase activation”, “MyD88 cascade initiated on plasma membrane”,
and “Interleukin-1 family signaling”. Regression analysis and western blot results revealed
that IL-1p/MyD88 inflammation signaling played an essential role in the anti-fibrotic effects
of TCSG from Baishouwu. Further data displayed that TCSG from Baishouwu affected
inflammatory response and extracellular matrix deposition via suppressing the activation of
p38 MAPK/JNK and NF-kB p65 signaling cascades both in the liver and kidney of
BDL&UUO mice. Thus, our findings suggest TCSG from Baishouwu as a natural
regimen against hepatic and renal fibrosis and provide direct evidence that IL-1p/
MyD88 signaling crucially contributes to hepatic and renal fibrosis and modulates liver-
kidney crosstalk by maintaining tight control over inflammatory responses.
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INTRODUCTION

Fibrosis is a pathological response characterized by abnormal
hyperplasia and excessive deposition of extracellular matrix
(ECM) during the process of repair after tissue damage, which
has been considered to account for up to 45% of all deaths in the
industrialized world (Distler and Gyorfi, 2019; Henderson et al.,
2020). During the pathological process of a variety of chronic
diseases, excessively accumulated ECM results in fibrogenesis and
increases tissue hardness, which subsequently blocks the diffusion
of oxygen and nutrients, further damaging the organs,
particularly, hepatic and renal fibrosis are commonly detected
in clinical practice (Weiskirchen et al., 2019; Zhao et al., 2020).
Emerging studies demonstrate that hepatic and renal fibrosis
share similar pathogenesis and pathological characteristics,
showing a potential interaction in the pathogenesis, although
they occur in different organs. Liver cirrhosis and non-alcoholic
fatty liver disease are suggested as independent risk factors for the
incidence of chronic kidney disease (Targher et al., 2011; Bernardi
et al,, 2015). Alternatively, increasing pieces of evidence establish
that chronic kidney disease can lead to liver dysfunction,
contribute to the development of non-alcoholic fatty liver
disease, and associate metabolic disturbances (Musso et al.,
2015; Marcuccilli and Chonchol, 2016). These findings drove a
popular area of scientific interest in liver-kidney organ crosstalk
during the last decade. However, the related pathogenetic
mechanisms are not fully known that it is necessary to
elucidate the complex and intertwined mechanisms linking
hepatic and renal fibrosis and develop effective antifibrotic
therapeutic strategies.

Many distinct factors have been revealed to participate in the
progression of fibrotic diseases, among which chronic
inflammation is thought to be the major contributing factor. It
is now clear that persistent inflammation resulting in a chronic
wound-healing response can facilitate an increase in the
deposition of ECM and sustained tissue damage both in the
liver and kidney, ultimately leading to fibrosis (Heymann and
Tacke, 2016; Tecklenborg et al., 2018). Consequently, focusing on
the cellular mechanisms involved in the stimulation of
inflammation and identifying the key mediators have been
considered as the targets to alleviate hepatic and renal fibrosis.
Traditional Chinese medicine (TCM), widely used in Asian
countries for thousands of years, possesses a dual role in
immunological regulation, as well as anti-fibrotic actions in
the liver and kidney (Ma et al,, 2013; Zhang and Schuppan,
2014; Shen et al, 2018; Wang et al, 2020). The root of
Cynanchum auriculatum Royle ex Wight is a famous TCM
known as Baishouwu, which has been used as a tonic
medicine or healthy food for centuries. Based on the theory of
TCM, this herb exhibits medicinal properties, including
nourishing the liver and kidney and enhancing immune
function. Pharmacological studies reveal that Baishouwu shows
remarkable hepatoprotective, anti-inflammatory, and antitumor
bioactivities (Jang et al., 2016; Li et al., 2018; Chen et al., 2019).
The total C-21 steroidal glycosides (TCSG) are commonly
accepted as one of the most bioactive ingredients separated
from Baishouwu (Chen et al,, 2019). Previously, we reported
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that TCSG from Baishouwu protected the liver against the
damage of oxidative toxicity and inflammatory reactions (Cui
et al,, 2019; Zhang et al,, 2021). We also found that TCSG from
Baishouwu inhibited the development of hepatocellular
carcinoma by suppressing the hepatic inflammation-fibrosis
axis induced by diethylnitrosamine (Ding et al., 2017; Ding
et al., 2019). Moreover, our recent research demonstrated that
TCSG from Baishouwu relieved renal fibrosis by regulating the
process of renal tubular epithelial-mesenchymal transformation
(Yin and Peng, 2020). However, it is not yet clear whether TCSG
from Baishouwu can regulate hepatic and renal fibrosis, or the
involved regulation procession and molecular mechanisms.

In the present study, we aimed to evaluate whether TCSG from
Baishouwu had therapeutic effects on hepatic and renal fibrosis in
the mouse model of bile duct ligation and unilateral ureteral
occlusion (BDL&UUO) with a parallel focus on the role of
inflammation in the liver-kidney axis. To further explore the
underlying mechanism, system network pharmacology analysis
was applied to predict the potential mechanism network and then
validation experiments were carried out.

MATERIALS AND METHODS

Animals

Adult male C57BL/6 mice weighing 20-22 g were purchased from
Shanghai Slack Laboratory Animal Co., Ltd (Shanghai, China).
Animal experiments were performed in accordance with the
Guidelines for the Care and Use of Laboratory Animals
published by the US National Institutes of Health (Publication
No.85-23, revised 1996). The care, handling, and experimental
procedures of animals were approved by the Ethics Committee of
Jiangsu Integrated Traditional Chinese and Western Medicine
Hospital (NO. AEWC-20180712-37). Mice were housed under a
12h light/dark cycle at 22-25°C with 50-60% humidity and
provided access to food and water ad libitum. All mice were
subjected to a 1-week acclimatization period prior to the
experimental protocol.

Animal Surgery and Experimental Design

Mice were randomly allocated into the sham group (n = 10) and
model group (n = 45). The mouse model of hepatic and renal
fibrosis was established by BDL and UUO surgical operation
under sterile conditions according to previous research
(Chevalier et al, 2009; Yokota et al, 2018). Briefly,
experimental mice were anesthetized with isoflurane. The
experimental area was disinfected with 75% alcohol. After the
application of antiseptic on the skin, a 2-3 cm incision was made
just below the xiphoid process. The common bile duct was
identified, ligated, and two surgical knots were fixed. Then a
second bile duct ligation was added in the same manner without
division to avoid any interference caused by the loose end.
Meanwhile, the ureter was identified, ligated, but not divided
as described in the bile duct surgery. The sham group underwent
a sham procedure, in which the bile duct and ureter were
identified and exposed without ligation. 24 hours after surgery,
animals subjected to the model group were randomly divided into
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TABLE 1 | PCR primer sequences.

Target gene

GAPDH TGC ACC ACC AAC TGC TTA G
TGF-p1 CTT CAA TAC GTC AGA CAT TCG GG
a-SMA TCC CTG GAG AAG AGC TAC GAA CT

IL-1B TGGACCTTCCAGGATGAGGACA
CCT GGC AAA GAC GGA CTC AAC
CTG TAA CAT GGA AAC TGG GGA AA

Col 1at
Col 3at

three groups (n = 15 per group): the model group, the TCSG low-
dose group (180 mg/kg/day, TCSG-L), and the TCSG high-dose
group (360 mg/kg/day, TCSG-H), and received intragastric drug
treatment every other day for 14 days. The extract of TCSG from
Baishouwu was performed as described in our previous study
(Ding et al,, 2019). The sham group and model group were
received the same volume of vehicles. At the end of the
experiment, blood samples were collected from the retroorbital
venous plexus. Then animals were sacrificed under isoflurane
anesthesia, followed by liver and kidney samples collected for
further analysis.

Serum and Urine Biochemistry

Blood samples were centrifuged (3,000 g, 10 min, 4°C) to prepare
serum. Urine samples were diluted using ice-cooled normal saline and
centrifuged (5,000 g, 5 min, 4°C) to prepare the clear supernatant. An
automatic analyzer (C8000 Roche, Hoffmann-La Roche Inc,
Switzerland) and  commercial  kits (Nanjing Jiancheng
Bioengineering Institute, Nanjing, China) were employed to
analyze serum and urine biochemistry, including serum levels of
alanine transaminase (ALT), aspartate transaminase (AST), total
bilirubin (T-Bil), alkaline phosphatase (ALP), total cholesterol
(T-CHO), albumin and globulin ratio (A/G), blood urea nitrogen
(BUN), and creatinine (Cre), as well as the content of urine protein
and urine Cre.

Histological Analysis

Liver and kidney tissues were fixed in paraformaldehyde solution
followed by paraffin embedding. Tissue sections with 5 um thickness
were stained with hematoxylin and eosin (HE) to assess
inflammation and necrosis. The Masson trichrome staining was
used to evaluate liver and kidney fibrotic alterations.
Immunohistochemistry was applied using paraffin sections
incubated with primary antibodies: a-SMA (1:100, #19245, Cell
Signaling Technology) and TGF-p1 (1:100, #92486, Abcam). Images
were observed using a Leica microsystem (DMi8, Leica
Microsystems, German, Weztlar). The percentage of the stained
positive area was quantified by Image] software.

The Level of Tissue Hydroxyproline

Tissue hydroxyproline (Hyp) was assessed to investigate the level
of collagen deposition, which is an index of liver and kidney
fibrosis (Garcia et al.,, 2002). The content of Hyp in tissues was
determined using commercial kits (Nanjing Jiancheng
Bioengineering Institute) according to the instructions.
Generally, the tissue slices were digested in 1 ml hydrochloric

Forward primer (5-3')

TCSG From Baishouwu Ameliorate Fibrosis

Reverse primer (5-3')

GGA TGC AGG GAT GAT GTT C

GTA ACG CCA GGA ATT GTT GCT A
AAG CGT TCG TTT CCA ATG GT
GTTCATCTCGGAGCCTGTAGTG

GCT GAA GTC ATA ACC GCC ACT G
CCA TAG CTG AAC TGA AAA CCA CC

acid (6 mol/l) for 5 h under 100°C. After cooling, a 10 ul indicator
was added following the addition of solutions A and B for making
the solution PH = 6. Then the mixture was centrifugated (3,500 g,
10 min) and the supernatant was incubated with the other test
solutions at 60°C for 15min. Centrifugation was performed
(3,500 g, 10 min) and the absorbance of samples was measure
at 550 nm using the microplate reader (NanoQuant, Switzerland).

Network Pharmacology

The network pharmacology technique was used to explore the
underlying mechanisms of TCSG in the treatment of hepatic and
renal fibrosis. There are 12 active ingredients identified in TCSG
from Baishouwu according to the literature and our previous study
by LC-Q/TOF-MS (Wang et al., 2017; Chen et al., 2019). The details
of the twelve active ingredients were shown in Supplementary
Figure S1. The targets of TCSG active ingredients were identified
by searching the genes database of Swiss Target Prediction database
(http://www.swisstargetprediction.ch/index.php) and  Pubmed
(https://pubmed.ncbinlm.nih.gov/). The proven targets for
hepatic fibrosis and renal fibrosis were identified by searching
DisGeNet database (https://www.disgenet.org/). There were 1,179
target genes related to hepatic fibrosis and 570 target genes associated
with renal fibrosis which were consolidated in Excel. The potential
therapeutic targets were collected from the interactions of target
genes and the networks were constructed by using Cytoscape 3.8.0.
The STRING database (https://www.string-db.org/) was used to
obtain the interaction relationship between target genes.

Protein-Protein (PPI) Interaction Network
PPI networks were constructed to investigate the molecular
mechanisms of TCSG intervening hepatic and renal fibrosis.
TCSG-disease PPI networks were constructed by merging the
TCSG network and the disease network. The Network Analyzer
plug-in was used to calculate the networks node parameters and
the module analysis was carried out by the MCODE plug-in to
screen potential therapeutic targets.

Pathway and Functional Enrichment

Analysis

The underlying pathways associated with TCSG against fibrosis
of the liver and kidney were analyzed by the ClueGO plug-in. The
gene ontology (GO) database (http://geneontology.org/) was
applied for function enrichment analysis and the Reactome
Pathway database (https://reactome.org/) was used for pathway
enrichment analysis.
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FIGURE 1| TCSG from Baishouwu ameliorated liver damage in BDL&UUO mice. (A) Schematic diagram of hepatic and renal fibrosis model with TCSG treatment.

After BDL&UUQO operation, mice were treated with TCSG for consecutive 14 days, followed by sacrifice and tissues collection. (B-G) The effects of TCSG on serum
biochemical measurements of liver injury. (H) The effects of TCSG on the liver index. (G) The effects of TCSG on the morphologic changes of the liver. (J) The effects of
TCSG on liver pathological changes detected by HE staining and liver collagen accumulation determined by Masson staining (scale bar 100 pm). Data are shown as
means + SEM (n = 10-12), *p < 0.01, significantly different from sham group; *p < 0.05, **p < 0.01, significantly different from model group.
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changes of the kidney. (G) The effects of TCSG on kidney pathological changes detected by HE staining and kidney collagen accumulation determined by Masson
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Quantitative Real-Time PCR

Total RNA of liver and kidney tissues was extracted with TRIzol
(Thermo Fisher Scientific, Shanghai, China) according to the
manufacture’s protocol. RNA was reversely transcribed into
c¢cDNA and quantitative real-time PCR (qRT-PCR) was
performed on the detection systems (Bio-Rad, United States).
Primer sequences used in the study were shown in Table 1.
Samples were initially denaturized at 95°C for 15min and
processed under 40 consecutive thermal cycles (94°C, 15s;

60°C, 30s; 72°C, 30s) followed by the final melting-curve
cycle. The relative abundance was calculated by the AACt
method. The transcript levels of genes were normalized to
GAPDH in the corresponding sample.

Western Blot Analysis

The total proteins from liver and kidney tissues were lysed by RIPA
buffer (Beyotime Biotechnology, Shanghai, China) containing 1%
PMSF. Protein concentrations were determined using a BCA protein
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FIGURE 3| TCSG from Baishouwu inhibited hepatic and renal fibrosis in BDL&UUO mice. (A) Liver hydroxyproline concentration assays. (B) Kidney hydroxyproline
concentration assays. (C,D) mRNA expressions of Col 1a1 and Col 3a1 in mice liver and kidney samples. (E) Immunohistochemistry and quantitative analysis of the
levels of a-SMA and TGF-B1 in the liver. (F) Immunohistochemistry and quantitative analysis of the levels of a-SMA and TGF-B1 in the kidney. Data are shown as means +
SEM (n = 6), *p < 0.01, significantly different from sham group; *p < 0.05, *p < 0.01, significantly different from model group.

assay kit (KeyGEN Biotech, Nanjing, China). The equal amount of
lysates (30 pg) were separated by SDS-PAGE and then
electrophoretically transferred to PVDF membranes (Millipore
Billerica, MA, United States). Membranes were blocked with 5%
skim milk in TBST at room temperature for 1 h and then incubated
with primary antibodies, MyD88 (1:500, ab2064, Abcam), TRAF6
(1:2000, ab33915, Abcam), IKKa (1:1,000, ab32518, Abcam),
p-IKKa (1:1,000, #2859, Cell Signaling Technology), NF-kB p65
(1:1,000, #8242, Cell Signaling Technology), p38 (1:1,000, #8690, Cell
Signaling Technology), p-p38 (1:1,000, #4511, Cell Signaling
Technology), JNK (1:1,000, #9252, Cell Signaling Technology),
p-JNK (1:1,000, #4668, Cell Signaling Technology), Lamin B (1:
1,000, ab133741, Abcam), and GAPDH (1:1,000, #2118, Cell
Signaling Technology), overnight at 4°C. HRP-conjugated anti-
rabbit/mouse IgG was then incubated with membranes for 1h at
room temperature. The blots were imaged using
electrochemiluminescence with Tanon Automatic

Chemiluminescence Image analysis system. The quantitative
analysis was determined using Image ] software.

Statistical Analysis

All data were expressed as mean + SEM. GraphPad Prism 8
software was used for statistical analysis. Statistical significance
was determined by using one-way analysis of variance (ANOVA)
with Turkey’s post hoc test. The significant difference was
considered at p < 0.05.

RESULTS

TCSG From Baishouwu Ameliorated Liver
Damage in BDL&UUO Mice

To evaluate the effects of TCSG from Baishouwu on liver damage in
the BDL&UUO mice model, the liver biochemical parameters were

Frontiers in Pharmacology | www.frontiersin.org

October 2021 | Volume 12 | Article 775730


https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Qin et al. TCSG From Baishouwu Ameliorate Fibrosis

Hepatic fibrosi§ Renal fibrosis
common

HEERIREER
24

SRR
ks

«
Fradd i

B B " TCSG, ommon Disease

Y H A AL ALLE
R \

(¢}

Modulel: 14 nodes and 89 edges

SIRT2
Positive regulation of cal migration (Signaiing by Iterieuiins Ch)
Cytokine Signaling in Immune system{ [ ]
Musdlo cel profferation - -log10(pvalue)
Siross-activated MAPK cascade ” Activation of Matrix Metalloproteinases . o
] s
ﬁ Response to UV-A 2 Signaling by Receptor Tyrosine Kinases | ° bas
Papidtserine phosphorylation | g p
> Activation of the AP~1 family of transcription factors- . 50
g Female prognancy - §
K] Response to peplide - £ Extra-nuclear estrogen signaling: . count
k-3 ’ . o
8 Posive regulation of organelle organization -3
2 9 aepets o (AP inase actvation| - De s
3 Tomporature homoostasis e
3 Gelular response to acid chemical (MyD8S cascade iitated on plasma membrane | - B
o
Inflammatory respanse Signaling by Nuclear Receptors {
Gollular response to external stimulus
[ a—— (interleukin-1 family signaiing { D
& 8 12 15

5 1'0
-Iog10(pvalue)

FIGURE 4 | Network pharmacology analyzed potential mechanisms for antifibrotic effects of TCSG from Baishouwu. (A) Unique and shared disease targets for
hepatic fibrosis and renal fibrosis. (B) Common targets of TCSG in treating hepatic and renal fibrosis. (C) Construction of PPI network for TCSG therapeutic targets and
the core genes analyzed by plug-in MCODE. (D) GO enrichment analysis of core targets for TCSG in treating hepatic and renal fibrosis. (E) Reactome pathways
enrichment analysis of core targets for TCSG in treating hepatic and renal fibrosis.
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firstly detected. Results showed that the levels of serum ALT and
AST were significantly higher indicating liver injury in the model
mice (Figures 1B,C). Significant elevation in the serum levels of ALP
suggested cholestasis in the model mice (Figure 1D). On the other
hand, the changes in serum levels of liver function biomarkers were
also evident. Serum T-CHO and T-Bil were increased and serum
A/G was decreased (Figures 1E-G). It was worth noting that these
changes of biochemical markers were improved after the
administration of TCSG. Liver tissue histopathological changes
were also assessed in the BDL&UUO mice model. Results of the
liver index indicated significant hepatomegaly in the model mice
(Figure 1H). The liver morphology showed apparent changes in the
group of model mice, the surface of which contained many visible
white particles (Figure 1I). Further, HE staining and Masson
staining revealed the evident inflammation, tissue necrosis, and
collagen deposition in the model group (Figure 1J). Nevertheless,
treatment with TCSG positively affected the liver index of the model
mice, and TCSG administration also improved the liver pathological
changes. Together, these data indicated that TCSG from Baishouwu
attenuated liver damage in the BDL&UUO mice model.

TCSG From Baishouwu Relieved Kidney
Injury in BDL&UUO Mice

Next, the kidney biochemical parameters were investigated to
assess the effects of TCSG from Baishouwu on kidney injury in
the BDL&UUO mice model. As shown in Figure 2, serum BUN
and Cre were significantly upregulated in the model group
(Figures 2A,B). Urinalysis of biomarkers also revealed an
increase in urine protein and Cre (Figures 2C,D). TCSG
treatment, both at low and high doses, markedly decreased
serum and urine biomarkers, suggesting the alleviated kidney
injury in BDL&UUO mice. Moreover, organ weight indices
exhibited an abnormal weight of the kidney in the model mice
(Figure 2E), and kidney morphology showed partial renal tubular
dilatation and vacuolar deformation in the model mice
(Figure 2F). HE staining of the model mice presented
interstitial inflammation, tubular atrophy, and necrosis
meanwhile, Masson staining revealed the obvious collagen
deposition (Figure 2G). It was found that not only the organ
weight indices but also pathological changes of the kidney showed
a corresponding improvement after treatment with TCSG in
BDL&UUO mice. These findings suggested that TCSG from
Baishouwu relieved kidney injury in the BDL&UUQO mice model.

TCSG From Baishouwu Inhibited Hepatic
and Renal Fibrosis in BDL&UUO Mice

The visible collagen formation in the liver and kidney was
associated with the progression of fibrosis, thus we further
estimated the effects of TCSG on hepatic and renal fibrosis.
The severity of fibrosis was determined biochemically by
measuring Hyp content in the liver and kidney. Results
showed the distinct upregulation of Hyp content in the liver
and kidney of model mice, however, TCSG remarkably
downregulated Hyp content (Figures 3A,B). The levels of
fibrogenic markers in the liver and kidney, including Col 1al

TCSG From Baishouwu Ameliorate Fibrosis

and Col 3al, were significantly elevated in the model mice but
decreased after treatment with TCSG (Figures 3C,D).
Immunohistochemistry ~assays also validated that the
expressions of TGF-PB1 and a-SMA were increased in the liver
and kidney of model mice, whereas TCSG treatment reduced the
expression of these fibrogenic genes (Figures 3E,F). Accordingly,
these data suggested that TCSG from Baishouwu exerted
beneficial effects to inhibit the progression of hepatic fibrosis
and renal fibrosis in BDL&UUO mice.

Network Pharmacology Analyzed Potential
Mechanisms for Antifibrotic Effects of
TCSG From Baishouwu

To explore the molecular mechanism associated with the anti-
fibrotic effects of TCSG from Baishouwu, the network
pharmacology technique was applied, which provided
directions to illustrate the related potential targets and the hub
for signaling pathways. As for 12 bioactive components in TCSG
from Baishouwu, 274 targets were retrieved from databases and
counted to construct the composition-target network
(Supplementary Table S1 and Supplementary Figure S2).
Meanwhile, a total of 1,456 targets were identified from 1,179
hepatic fibrosis-related targets and 571 renal fibrosis-related
targets (Supplementary Table S2). Among them, 294 targets
were shared by hepatic and renal fibrosis, which accounted for
24.94% of the hepatic fibrosis-related targets and 51.49% of the
renal fibrosis-related targets (Figure 4A). The compound-disease
network was constructed and 35 common targets were identified
as potential therapeutic targets for TCSG against hepatic and
renal fibrosis (Figure 4B). Then the PPI networks of potential
therapeutic targets were built in the STRING database, which was
subsequently imported in Cytoscape3.8.0 for analysis. The
MCODE plug-in was used to calculate the modules involved
in special functions. Module 1 got the best score of 13.69 and
consisted of 14 hub target genes (Figure 4C). Furthermore,
candidate targets of the core PPI network were subjected to
GO biological processes and pathway enrichment analysis in
the Reactome database. The relevant biological processes of
TCSG against fibrosis of the liver and kidney were shown in
Figure 4D and the significantly enriched pathways showed that
the core targets were strongly associated with “Signaling by
interleukins”, “MAP kinase activation”, “MyD88 cascade
initiated on plasma membrane”, and “Interleukin-1 family
signaling” (Figure 4E). Combined with the enrichment
analysis results and the annotation of the Reactome database,
it can be seen that TCSG from Baishouwu may affect
inflammatory cascade through IL-1p/MyD88  signaling
(Supplementary Figure S3).

TCSG From Baishouwu Ameliorated
Hepatic and Renal Fibrosis by Suppressing
IL-13/MyD88 Inflammation Signaling
Although the signals driving fibrogenesis have not been fully
elucidated, several lines of evidence suggest that IL-1 signals play
a vital role in triggering fibrotic liver and kidney disease (Kamari
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FIGURE 5 | TCSG from Baishouwu ameliorated hepatic and renal fibrosis by suppressing IL-1/MyD88 inflammation signaling. (A) mRNA expressions of a-SMA,
TGF-p1, and IL-1p in the liver and kidney. (B) Correlation of IL-1p levels with a-SMA and TGF-B1 levels in the liver and kidney. R = Spearman'’s rank correlation coefficient.
(C) Western blot and quantitative analysis of MyD88 and TRAF6 expression in the liver and kidney. Data are shown as means + SEM (n = 3), "o < 0.01, significantly
different from sham group; *p < 0.05, **p < 0.01, significantly different from model group.

et al., 2011; Lemos et al, 2018). According to the results of
comprehensive informatics analysis, TCSG may exhibit the
antifibrotic effect by affecting inflammatory cascade through
IL-1p/MyD88 signaling. Thus, we validated the related
mechanism in the BDL&UUO mice model. Results of qRT-
PCR showed that the levels of a-SMA, TGF-f1, and IL-1p
were significantly increased both in the liver and kidney of
model mice, however, TCSG treatment reversed these changes

(Figure 5A). Notably, regression analysis revealed that the levels
of IL-1P were positively associated with the expression of a-SMA
and TGF-B1 (Figures 5B,C), which suggested the possibility that
TCSG-antifibrotic effects were tightly correlated with IL-1p signal
transduction. Western bolt analysis displayed that the expression
of MyD88 and TRAF6 was high, but was significantly reduced
after treatment with TCSG in the liver and kidney of BDL&UUO
mice (Figure 5D). To sum up, these data demonstrated that

Frontiers in Pharmacology | www.frontiersin.org

October 2021 | Volume 12 | Article 775730


https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Qin et al.

TCSG From Baishouwu Ameliorate Fibrosis

A p-p38/p38
Sham Model TCSG-L TCSG-H 5 #h
= l E3 Liver
L ————— - p-p38 MAPK £ 41 B3 Kidney
17
@
ot
b= 2 2 2 2 4 4 & & 2 3 SCECECNN-
S| - - - N =
) » >
2 - - - - " £ v 4
gk T =nil0n 0llss
- K 1
e T T T T T T T T
—_—— GAPDH S S ES
S Vi 5 <@
e --- TEL & &
B p-JNK/JNK
2.0
Sham Model TCSG-L TCSG-H » # B3 Liver
S
= it = Kidne
——— e ams p-p38 MAPK 2 15 *ox y
—— — ———o— g b b
- - 8 & & & p38MAPK & 1ol
1 - - :
| - S S e s e D-INN £
= . = 054
T | - - - - - - - &
JNK 0.0 T
N
- o 50 S50 59 59 850 99 9 R £ G S IES SIS %
(g
FIGURE 6 | TCSG from Baishouwu repressed p38 MAPK/JNK signaling in the liver and kidney. (A) Western blot and quantitative analysis of p38 MAPK and p-JNK
expression in the liver. (B) Western blot and quantitative analysis of p38 MAPK and p-JNK expression in the kidney. Data are shown as means + SEM (n = 3), “p < 0.05,
##p < 0.01, significantly different from sham group; **p < 0.01, significantly different from model group.

TCSG from Baishouwu could affect the IL-13/MyD88 signaling
in the BDL&UUO mice model, yet the downstream biological
pathways needed further study.

TCSG From Baishouwu Repressed p38
MAPK/JNK Signaling and Blocked the
Nuclear Localization of NF-kB p65 in the
Liver and Kidney

MAPK cascade and NF-xB family members act as essential
components of the MyD88/TRIF6-dependent inflammation
signal transduction pathway (Lim and Staudt, 2013; Liu and
Ding, 2016). Results of enrichment analysis revealed that
TCSG-related core targets were significantly enriched in
MAP kinase (MAPK) activation and the hub target genes of
TCSG against fibrosis contained MAPK14, one of the p38
MAPKs which plays an important role in response to
inflammatory stimuli. Accordingly, we examined the effects
of TCSG on p38 MAPK activation. As shown in Figure 6A, the
levels of p-p38 MAPK and p-JNK were remarkably up-
regulated in the liver of model mice compared to the
control, whereas TCSG treatment alleviated these changes.
Similarly, the levels of p-p38 MAPK and p-JNK were
increased in the kidney of model mice but decreased after
TCSG administration (Figure 6B). Furthermore, western blot
results showed that TCSG treatment reduced the levels of

p-1kB in the liver and kidney, the phosphorylation of which
could subsequently liberate the active NF-xB, and the elevated
levels of nuclear NF-kB p65 were also reversed by TCSG
administration (Figures 7A,B). Together, these data
demonstrated that p38 MAPK/JNK and NF-xB pé65
signaling participated in antifibrotic effects of TCSG from
Baishouwu in the BDL&UUO mice model.

DISCUSSION

In the current study, a mouse model of hepatic and renal fibrosis
was employed to evaluate the protective effects of TCSG from
Baishouwu on liver and kidney injury and to explore the
correlation between hepatic and renal fibrosis. We found that
TCSG from Baishouwu alleviated the dysfunction of the liver and
kidney and reduced the degree of fibrosis both in the liver and
kidney by inhibiting the generation of collagen in BDL&UUO
mice. Network pharmacology analysis showed that inflammation
response was a major contributing factor to the anti-fibrotic
effects of TCSG from Baishouwu on the liver and kidney.
Further studies demonstrated that TCSG from Baishouwu
suppressed the development of hepatic and renal fibrosis
through inhibiting MyD88 signal transduction activated by IL-
1B and subsequent p38 MAPK and NF-kB p65 downstream
signaling. Taken together, these findings suggest a potential
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correlation between hepatic and renal fibrosis and provide a new
therapeutic approach to treat hepatic and renal fibrosis.
Emerging evidence reveals the crosstalk between organs which
can affect their function. According to the clinical data, hepatic
failure often leads to renal failure, and respectively, kidney
dysfunction can result in dysregulated lipid metabolism and
dyslipidemia (Wadei, 2012; Agrawal et al, 2018). As more
studies demonstrate the strong correlation between chronic
liver disease and kidney disease recently, there is an increased
interest in understanding the liver-kidney axis (Raj et al., 2020;
Heda et al., 2021). The previous study had developed a rodent
model of BDL followed by lipopolysaccharide (LPS) injection to
generate acute kidney injury and determine the pathophysiology
of renal failure in cirrhosis, however, the development of renal
fibrosis was not observed in the BDL&LPS model (Shah et al,,
2012). We used to establish a model of hepatic and renal fibrosis
by thioacetamide and UUO in SD rats, nevertheless, the low
survival rate of the model group brought worry about the
experimental animal amount (Zhuang et al, 2021). In the
present study, we optimized the selection the coexistence of
the hepatic and renal fibrosis model and explored the effects
of medicine on the prevention and treatment of the disease. For
the classical hepatic fibrosis model and renal interstitial fibrosis
model, the combination of BDL and UUO can quickly establish a
rodent model with the coexistence of hepatic and renal fibrosis.
Our results showed that there was significant dysfunction of the

liver and kidney in BDL&UUO mice, as well as well-characterized
fibrosis both in the liver and kidney, which suggested that the
BDL&UUO model could be employed to investigate the
relationship between hepatic fibrosis and renal fibrosis.
Baishouwu is a traditional tonic that can boost the liver and
kidney, enrich vital essence and blood, strengthen the bones and
muscles, and benefit life essence based on the theory of TCM
(Chen et al,, 2019). According to the phytochemical studies,
acetophenones and C-21 steroidal glycosides are the major
bioactive constituents of Baishouwu. Moreover, it has been
considered that the medicinal value of C-21 steroidal
glycosides is more prominent. Pharmacological research
reported that TCSG from Baishouwu could be used to treat
chronic hepatitis and hepatic fibrosis and our previous study
demonstrated that TCSG from Baishouwu had therapeutic effects
on liver cancer and hepatic inflammation (Peng et al., 2008; Ding
et al.,, 2019). In this study, we found that TCSG from Baishouwu
remarkably improved the function of the liver and kidney and
alleviated the degree of hepatic and renal fibrosis in BDL&UUO
mice. Our data not only provided a potential therapeutic
approach for hepatic and renal fibrosis therapy but also
verified TCM theory “boost liver and kidney”. Furthermore,
network pharmacological analysis was applied to assess the
related biological system networks. Our previous research has
determined the 12 bioactive components in TCSG from
Baishouwu and the associated targets were obtained from the
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FIGURE 8 | The schematic diagram of the potential mechanism of TCSG from Baishouwu against hepatic and renal fibrosis.

database. Finally, 35 corresponding targets were found to be
therapeutic targets against hepatic and renal fibrosis, among
which the most critical targets were IL-1p, MAPK14, PTGS2,
mTOR, MAPKS8, MMP13, MMP1, MMP9, MAPK1, STATS3,
TNF, EGFR, VEGFA, and MMP2. The core targets were
further subjected to function and pathway enrichment
analysis, the result of which showed that TCSG might regulate
inflammatory response through the cascade of events by
Interleukins signaling, MAP kinase activation, MyD88 cascade
initiated on plasma membrane, and Interleukin-1 family
signaling pathways. In conclusion, these data provided the
direction of wunderlying mechanisms for TCSG from
Baishouwu against hepatic and renal fibrosis.

Chronic systemic inflammation is thought to have a pivotal
role in the pathogenesis of hepatic fibrosis and renal fibrosis. It
has become increasingly evident that excessive release of pro-
inflammatory cytokines contributes to promoting the progression
of fibrosis. In hepatic fibrosis, pro-inflammatory cytokines,
including IL-1, IL-6, and TNF-a, generated by Kupffer,
hepatocytes, and infiltrating inflammatory cells promote liver
damage (Poniachik et al., 2006; Rock et al., 2010; Stienstra et al.,
2010). Similarly, during kidney injury, pro-inflammatory
cytokines trigger cell stress and drive secondary inflammatory
mediators in the renal epithelium and interstitial stroma
contributing to the renal fibrogenic process (Anders, 2014;
Cao et al, 2015). More specifically, mounting evidence
indicates that IL-1B can accelerate TGF-P1 expression and
collagen production in the absence of Smad signaling (Caceres
et al., 2019), the reason of which lies in the fact that IL-1( exerts
its effects by binding to IL-1 receptor and signal transduction
adaptor MyD88, regulating fibrosis both in the liver and kidney
(Kamari et al., 2011; Lemos et al., 2018). Our data showed the
expression of a-SMA and TGF-f1 were positively correlated with
the levels of IL-1p, indicating that the anti-fibrotic effects of

TCSG from Baishouwu were closely related to IL-1P
inflammatory response. Combined with the results of network
pharmacological analysis, we further detected the MyD88
signaling and found that the current model of fibrogenesis
activated MyD88/TRAF6 signal transduction in the liver and
kidney, whereas TCSG from Baishouwu reversed the activation.
This observation was consistent with previous studies pointing
out that the IL-1p/MyD88-dependent mechanism could amplify
inflammation and exacerbate fibrosis in the response to tissue
injury (Gasse et al., 2007; Leaf et al., 2017). Our findings added
further information in the understanding of inflammatory
response in tissue injury and implicated the IL-13/MyD88
signaling in the liver-kidney axis in the fibrogenic process.

The p38 MAPK and JNK signaling is an important
intracellular signaling pathway associated with the production
of profibrotic mediators. Inhibition of the activation of p38
MAPK or JNK can protect against inflammation and fibrosis
(Sugiyama et al., 2012). Our study represented that TCSG from
Baishouwu inhibited the phosphorylation of p38 MAPK and JNK
induced by BDL&UUO surgery in the liver and kidney, indicating
that p38 MAPK/JNK signaling was a downstream effector signal
of inflammatory response affected by TCSG from Baishouwu. In
addition, we have observed that TCSG from Baishouwu has
affected the activation of NF-xB p65, which is a key
transcriptional regulator of inflammatory signals and appears
to regulate fibrosis via multiple mechanisms, including direct
fibrogenic responses and antiapoptotic effects (Luedde and
Schwabe, 2011). In the canonical pathway, IkBa is the most
prominent inhibitor of NF-«kB p65 activity, the phosphorylation
of which can subsequently be degraded and liberates NF-kB p65
for nuclear entry. The current study demonstrated that inhibition
of the activation of p38 MAPK/JNK and NF-kB p65 signaling
cascade exerted protective effects against hepatic and renal
fibrosis, nevertheless, previous research had pointed out that
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NF-kB p65 could collaborate with p38 MAPK and resist
hepatocyte apoptosis induced by TNF or LPS (Heinrichsdorff
etal., 2008). These contradictory conclusions show an interesting
finding that NF-kB mediates both pro-inflammatory and anti-
apoptotic responses among different models of liver injury, and a
very weak or a very strong NF-kB activation may cause negative
effects on the liver. Complete blockage of TNF-induced NF-«xB
activation in conditional deletion animals resulted in massive
hepatocyte apoptosis after LPS injection (Luedde et al., 2007;
Inokuchi et al., 2010), while inhibition of NF-kB in Kupffer cells
or hepatic stellate cells led to a decrease in the severity of liver
fibrosis both in chronically injured animals and patients with
hepatitis C virus (Son et al., 2007; Oakley et al., 2009). It is noted
that excessive stimulation of IL-1p promoted NF-kB activation to
exceed its threshold and thereby accentuated hepatic
inflammation and fibrosis in the BDL&UUO mice model.
Accordingly, NF-kB p65 signaling was also a downstream
effector of TCSG against fibrosis.

Although the current data suggested the role of IL-1p/
MyD88 inflammation signaling in the liver-kidney axis to a
certain extent, there are still some limitations to be further
solved. Whether the pathological changes in the model of
BDL&UUO were the direct toxicity of organs at the same time
or the injury based on the interaction of liver and kidney
function was unclear. As a result, it needs to systematically
explore the changes in the model of BDL&UUO using omics
technology in future research. Moreover, the establishment of
co-culture of hepatic stellate cells and renal tubular epithelial
cells to examine the relationship of liver and kidney under the
influence of inflammatory factors can also contribute to
enhancing the understanding of the crosstalk between the
liver and kidney.

CONCLUSION

Our results demonstrate strong evidence for the anti-
inflammatory effect of TCSG from Baishouwu on hepatic and
renal fibrosis in the BDL&UUO mice model. The present study
highlights the importance of the IL-13/MyD88-induced
inflammation signaling in the development of hepatic and
renal fibrosis (Figure 8). The insights obtained from this study

REFERENCES

Agrawal, S., Zaritsky, J. J., Fornoni, A., and Smoyer, W. E. (2018). Dyslipidaemia in
Nephrotic Syndrome: Mechanisms and Treatment. Nat. Rev. Nephrol. 14 (1),
57-70. doi:10.1038/nrneph.2017.155

Anders, H. J. (2014). Immune System Modulation of Kidney Regeneration-
Mmechanisms and Implications. Nat. Rev. Nephrol. 10 (6), 347-358.
doi:10.1038/nrneph.2014.68

Bernardi, M., Moreau, R., Angeli, P., Schnabl, B., and Arroyo, V. (2015).
Mechanisms of Decompensation and Organ Failure in Cirrhosis: From
Peripheral Arterial Vasodilation to Systemic Inflammation Hypothesis.
J. Hepatol. 63 (5), 1272-1284. doi:10.1016/j.jhep.2015.07.004

Ciéceres, F. T., Gaspari, T. A., Samuel, C. S., and Pinar, A. A. (2019). Serelaxin
Inhibits the Profibrotic TGF-B1/IL-1p Axis by Targeting TLR-4 and the NLRP3

TCSG From Baishouwu Ameliorate Fibrosis

have important implications for the development of novel
therapies for hepatic and renal fibrosis.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material, further inquiries can be
directed to the corresponding authors.

ETHICS STATEMENT

The animal study was reviewed and approved by Ethics
Committee of Jiangsu Integrated Traditional Chinese and
Western Medicine Hospital (Affiliated Hospital of Integrated
Traditional ~Chinese and Western Medicine, Nanjing
University of Chinese Medicine).

AUTHOR CONTRIBUTIONS

TQ, MW, and MH designed the study and drafted the original
manuscript. MW, TZ, and YW carried out the animal
experiment. TQ conducted the network pharmacology
analysis. YZ and ZZ assisted in biochemical tests and
molecular mechanism research. YD and YP contributed to the
data analysis and revised the manuscript. All the authors
approved the final manuscript.

FUNDING

This study was funded by the National Natural Science Fund of
China (Nos. 81774178, 81378888).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fphar.2021.775730/
full#supplementary-material

Inflammasome in Cardiac Myofibroblasts. Faseb j 33 (12), 14717-14733.
doi:10.1096/1£j.201901079RR

Cao, Q,, Harris, D. C,,and Wang, Y. (2015). Macrophages in Kidney Injury, Inflammation,
and Fibrosis. Physiology (Bethesda) 30 (3), 183-194. doi:10.1152/physiol.00046.2014

Chen, W. H,, Zhang, Z. Z., Ban, Y. F,, Rahman, K,, Ye, B. Z,, Sun, X. L,, et al. (2019).
Cynanchum Bungei Decne and its Two Related Species for "Baishouwu": A
Review on Traditional Uses, Phytochemistry, and Pharmacological Activities.
J. Ethnopharmacol 243, 112110. doi:10.1016/j.jep.2019.112110

Chevalier, R. L., Forbes, M. S., and Thornhill, B. A. (2009). Ureteral Obstruction as
a Model of Renal Interstitial Fibrosis and Obstructive Nephropathy. Kidney Int.
75 (11), 1145-1152. doi:10.1038/ki.2009.86

Cui, W. W,, Peng, Y. R,, and Ding, Y. F. (2019). Effects of Total C-21 Steroidal
Glucosides from Cynanchum Auriculatum on Oxidative Stress Pathway in
Mice with Liver Injury. Zhongguo Zhong Yao Za Zhi 44 (14), 2960-2965.
doi:10.19540/j.cnki.cjemm.20190426.401

Frontiers in Pharmacology | www.frontiersin.org

October 2021 | Volume 12 | Article 775730


https://www.frontiersin.org/articles/10.3389/fphar.2021.775730/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fphar.2021.775730/full#supplementary-material
https://doi.org/10.1038/nrneph.2017.155
https://doi.org/10.1038/nrneph.2014.68
https://doi.org/10.1016/j.jhep.2015.07.004
https://doi.org/10.1096/fj.201901079RR
https://doi.org/10.1152/physiol.00046.2014
https://doi.org/10.1016/j.jep.2019.112110
https://doi.org/10.1038/ki.2009.86
https://doi.org/10.19540/j.cnki.cjcmm.20190426.401
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Qin et al.

Ding, Y. F., Wu, Z. H., Wei, Y. J,, Shu, L, and Peng, Y. R. (2017). Hepatic
Inflammation-Fibrosis-Cancer Axis in the Rat Hepatocellular Carcinoma
Induced by Diethylnitrosamine. J. Cancer Res. Clin. Oncol. 143 (5),
821-834. doi:10.1007/s00432-017-2364-2

Ding, Y. F,, Peng, Z. X, Ding, L., and Peng, Y. R. (2019). Baishouwu Extract
Suppresses the Development of Hepatocellular Carcinoma via TLR4/MyD88/
NF-Kb Pathway. Front. Pharmacol. 10, 389. doi:10.3389/fphar.2019.00389

Distler, J. H. W., Gyorfi, A. H.,, Ramanujam, M., Whitfield, M. L., Kénigshoff, M.,
and Lafyatis, R. (2019). Shared and Distinct Mechanisms of Fibrosis. Nat. Rev.
Rheumatol. 15 (12), 705-730. doi:10.1038/s41584-019-0322-7

Garcia, L., Hernandez, 1., Sandoval, A., Salazar, A., Garcia, J., Vera, J., et al. (2002).
Pirfenidone Effectively Reverses Experimental Liver Fibrosis. J. Hepatol. 37 (6),
797-805. doi:10.1016/s0168-8278(02)00272-6

Gasse, P., Mary, C., Guenon, I, Noulin, N., Charron, S., Schnyder-Candrian, S.,
et al. (2007). IL-1R1/MyD88 Signaling and the Inflammasome Are Essential in
Pulmonary Inflammation and Fibrosis in Mice. J. Clin. Invest. 117 (12),
3786-3799. doi:10.1172/jci32285

Heda, R, Yazawa, M., Shi, M., Bhaskaran, M., Aloor, F. Z,, Thuluvath, P. ], et al.
(2021). Non-Alcoholic Fatty Liver and Chronic Kidney Disease: Retrospect,
Introspect, and Prospect. World ]. Gastroenterol. 27 (17), 1864-1882.
doi:10.3748/wjg.v27.i17.1864

Heinrichsdorff, J., Luedde, T., Perdiguero, E., Nebreda, A. R., and Pasparakis, M.
(2008). p38 Alpha MAPK Inhibits JNK Activation and Collaborates with
IkappaB Kinase 2 to Prevent Endotoxin-Induced Liver Failure. EMBO Rep.
9 (10), 1048-1054. doi:10.1038/embor.2008.149

Henderson, N. C,, Rieder, F., and Wynn, T. A. (2020). Fibrosis: from Mechanisms
to Medicines. Nature 587 (7835), 555-566. doi:10.1038/s41586-020-2938-9

Heymann, F.,, and Tacke, F. (2016). Immunology in the Liver-From Homeostasis to
Disease. Nat. Rev. Gastroenterol. Hepatol. 13 (2), 88-110. doi:10.1038/
nrgastro.2015.200

Inokuchi, S., Aoyama, T., Miura, K., Osterreicher, C. H., Kodama, Y., Miyai, K.,
et al. (2010). Disruption of TAK1 in Hepatocytes Causes Hepatic Injury,
Inflammation, Fibrosis, and Carcinogenesis. Proc. Natl. Acad. Sci. U S A.
107 (2), 844-849. doi:10.1073/pnas.0909781107

Jang, S. A, Lee, S., Sohn, E. H,, Yang, J., Park, D. W,, Jeong, Y. J,, et al. (2016).
Cynanchum Wilfordii Radix Attenuates Liver Fat Accumulation and Damage
by Suppressing Hepatic Cyclooxygenase-2 and Mitogen-Activated Protein
Kinase in Mice Fed with a High-Fat and High-Fructose Diet. Nutr. Res. 36
(9), 914-924. doi:10.1016/j.nutres.2016.06.007

Kamari, Y., Shaish, A., Vax, E., Shemesh, S., Kandel-Kfir, M., Arbel, Y., et al. (2011).
Lack of Interleukin- 1o or Interleukin-1p Inhibits Transformation of Steatosis to
Steatohepatitis and Liver Fibrosis in Hypercholesterolemic Mice. . Hepatol. 55
(5), 1086-1094. doi:10.1016/j.jhep.2011.01.048

Leaf, I. A., Nakagawa, S., Johnson, B. G., Cha, . J., Mittelsteadt, K., Guckian, K. M.,
et al. (2017). Pericyte MyD88 and IRAK4 Control Inflammatory and Fibrotic
Responses to Tissue Injury. J. Clin. Invest. 127 (1), 321-334. doi:10.1172/
jci87532

Lemos, D. R.,, McMurdo, M., Karaca, G., Wilflingseder, J., Leaf, I. A., Gupta, N,,
et al. (2018). Interleukin-1pB Activates a MYC-Dependent Metabolic Switch in
Kidney Stromal Cells Necessary for Progressive Tubulointerstitial Fibrosis.
J. Am. Soc. Nephrol. 29 (6), 1690-1705. doi:10.1681/asn.2017121283

Li, X. Y., Zhou, L. F,, Gao, L. J., Wei, Y., Xu, S. F,, Chen, F. Y., et al. (2018).
Cynanbungeigenin C and D, a Pair of Novel Epimers from Cynanchum Bungei,
Suppress Hedgehog Pathway-Dependent Medulloblastoma by Blocking
Signaling at the Level of Gli. Cancer Lett. 420, 195-207. doi:10.1016/
j.canlet.2018.02.005

Lim, K. H,, and Staudt, L. M. (2013). Toll-Like Receptor Signaling. Cold Spring
Harb Perspect. Biol. 5 (1), a011247. doi:10.1101/cshperspect.a011247

Liu, Q., and Ding, J. L. (2016). The Molecular Mechanisms of TLR-Signaling
Cooperation in Cytokine Regulation. Immunol. Cel Biol 94 (6), 538-542.
doi:10.1038/icb.2016.18

Luedde, T., and Schwabe, R. F. (2011). NF-kB in the Liver-Llinking Injury, Fibrosis
and Hepatocellular Carcinoma. Nat. Rev. Gastroenterol. Hepatol. 8 (2),
108-118. doi:10.1038/nrgastro.2010.213

Luedde, T., Beraza, N., Kotsikoris, V., van Loo, G., Nenci, A., De Vos, R,, et al.
(2007). Deletion of NEMO/IKKgamma in Liver Parenchymal Cells Causes
Steatohepatitis and Hepatocellular Carcinoma. Cancer Cell 11 (2), 119-132.
doi:10.1016/j.ccr.2006.12.016

TCSG From Baishouwu Ameliorate Fibrosis

Ma, H. D, Deng, Y. R, Tian, Z., and Lian, Z. X. (2013). Traditional Chinese
Medicine and Immune Regulation. Clin. Rev. Allergy Immunol. 44 (3), 229-241.
doi:10.1007/s12016-012-8332-0

Marcuccilli, M., and Chonchol, M. (2016). NAFLD and Chronic Kidney Disease.
Int. J. Mol. Sci. 17 (4), 562. doi:10.3390/ijms17040562

Musso, G., Cassader, M., Cohney, S., Pinach, S., Saba, F., and Gambino, R.
(2015). Emerging Liver-Kidney Interactions in Nonalcoholic Fatty Liver
Disease. Trends Mol. Med. 21 (10), 645-662. doi:10.1016/
j.molmed.2015.08.005

Oakley, F., Teoh, V., Ching-A-Sue, G., Bataller, R., Colmenero, J., Jonsson, J. R.,
etal. (2009). Angiotensin II Activates I kappaB Kinase Phosphorylation of RelA
at Ser 536 to Promote Myofibroblast Survival and Liver Fibrosis.
Gastroenterology 136 (7), 2334-2344. doi:10.1053/j.gastr0.2009.02.081

Peng, Y. R, Li, Y. B, Liu, X. D,, Zhang, J. F,, and Duan, J. A. (2008). Antitumor
Activity of C-21 Steroidal Glycosides from Cynanchum Auriculatum Royle Ex
Wight. Phytomedicine 15 (11), 1016-1020. doi:10.1016/j.phymed.2008.02.021

Poniachik, J., Csendes, A., Diaz, J. C., Rojas, J., Burdiles, P., Maluenda, F., et al.
(2006). Increased Production of IL-lalpha and TNF-Alpha in
Lipopolysaccharide-Stimulated Blood from Obese Patients with Non-
Alcoholic Fatty Liver Disease. Cytokine 33 (5), 252-257. doi:10.1016/
j.cy10.2006.02.006

Raj, D., Tomar, B., Lahiri, A., and Mulay, S. R. (2020). The Gut-Liver-Kidney Axis:
Novel Regulator of Fatty Liver Associated Chronic Kidney Disease. Pharmacol.
Res. 152, 104617. doi:10.1016/j.phrs.2019.104617

Rock, K. L., Latz, E., Ontiveros, F., and Kono, H. (2010). The Sterile Inflammatory
Response. Annu. Rev. Immunol. 28, 321-342. doi:10.1146/annurev-immunol-
030409-101311

Shah, N., Dhar, D., El Zahraa Mohammed, F., Habtesion, A., Davies, N. A., Jover-
Cobos, M., et al. (2012). Prevention of Acute Kidney Injury in a Rodent Model
of Cirrhosis Following Selective Gut Decontamination Is Associated with
Reduced Renal TLR4 Expression. J. Hepatol. 56 (5), 1047-1053. doi:10.1016/
jjhep.2011.11.024

Shen, Y. L., Wang, S. J., Rahman, K., Zhang, L. J., and Zhang, H. (2018). Chinese
Herbal Formulas and Renal Fibrosis: An Overview. Curr. Pharm. Des. 24 (24),
2774-2781. doi:10.2174/1381612824666180829103355

Son, G., limuro, Y., Seki, E., Hirano, T., Kaneda, Y., and Fujimoto, J. (2007).
Selective Inactivation of NF-kappaB in the Liver Using NF-kappaB Decoy
Suppresses CCl4-Induced Liver Injury and Fibrosis. Am. J. Physiol. Gastrointest.
Liver Physiol. 293 (3), G631-G639. doi:10.1152/ajpgi.00185.2007

Stienstra, R., Saudale, F., Duval, C., Keshtkar, S., Groener, J. E., van Rooijen, N.,
et al. (2010). Kupffer Cells Promote Hepatic Steatosis via Interleukin-1beta-
dependent Suppression of Peroxisome Proliferator-Activated Receptor Alpha
Activity. Hepatology 51 (2), 511-522. doi:10.1002/hep.23337

Sugiyama, N., Kohno, M., and Yokoyama, T. (2012). Inhibition of the P38 MAPK
Pathway Ameliorates Renal Fibrosis in an NPHP2 Mouse Model. Nephrol. Dial.
Transpl. 27 (4), 1351-1358. doi:10.1093/ndt/gfr550

Targher, G., Chonchol, M., Zoppini, G., Abaterusso, C., and Bonora, E. (2011).
Risk of Chronic Kidney Disease in Patients with Non-Alcoholic Fatty Liver
Disease: Is There a Link. J. Hepatol. 54 (5), 1020-1029. doi:10.1016/
j.jhep.2010.11.007

Tecklenborg, J., Clayton, D., Siebert, S., and Coley, S. M. (2018). The Role of the
Immune System in Kidney Disease. Clin. Exp. Immunol. 192 (2), 142-150.
doi:10.1111/cei. 13119

Wadei, H. M. (2012). Hepatorenal Syndrome: A Critical Update. Semin. Respir.
Crit. Care Med. 33 (1), 55-69. doi:10.1055/s-0032-1301735

Wang, X. J,, Li, Z. L., Lv, X. H,, Zuo, Q. Y., Zhao, Y. M,, Ding, Y. F,, et al. (2017).
Antitumor Evaluation and Multiple Analysis on Different Extracted Fractions
of the Root of Cynanchum Auriculatum Royle Ex Wight. J. Sep. Sci. 40 (15),
3054-3063. doi:10.1002/jssc.201601415

Wang, H. N,, Shen, Z, Liu, Q., Hou, X. Y., Cao, Y., Liu, D. H,, et al. (2020).
Isochlorogenic Acid (ICGA): Natural Medicine with Potentials in
Pharmaceutical Developments. Chin. J. Nat. Med. 18 (11), 860-871.
doi:10.1016/s1875-5364(20)60029-2

Weiskirchen, R., Weiskirchen, S., and Tacke, F. (2019). Organ and Tissue Fibrosis:
Molecular Signals, Cellular Mechanisms and Translational Implications. Mol.
Aspects Med. 65, 2-15. doi:10.1016/j.mam.2018.06.003

Yin, X, and Peng, Y. (2020). Effects of Total C-21 Steroidal Glucosides from
Cynanchum Auriculatum on Renal Fibrosis in Rats and Mechanisms Involved.

Frontiers in Pharmacology | www.frontiersin.org

14

October 2021 | Volume 12 | Article 775730


https://doi.org/10.1007/s00432-017-2364-z
https://doi.org/10.3389/fphar.2019.00389
https://doi.org/10.1038/s41584-019-0322-7
https://doi.org/10.1016/s0168-8278(02)00272-6
https://doi.org/10.1172/jci32285
https://doi.org/10.3748/wjg.v27.i17.1864
https://doi.org/10.1038/embor.2008.149
https://doi.org/10.1038/s41586-020-2938-9
https://doi.org/10.1038/nrgastro.2015.200
https://doi.org/10.1038/nrgastro.2015.200
https://doi.org/10.1073/pnas.0909781107
https://doi.org/10.1016/j.nutres.2016.06.007
https://doi.org/10.1016/j.jhep.2011.01.048
https://doi.org/10.1172/jci87532
https://doi.org/10.1172/jci87532
https://doi.org/10.1681/asn.2017121283
https://doi.org/10.1016/j.canlet.2018.02.005
https://doi.org/10.1016/j.canlet.2018.02.005
https://doi.org/10.1101/cshperspect.a011247
https://doi.org/10.1038/icb.2016.18
https://doi.org/10.1038/nrgastro.2010.213
https://doi.org/10.1016/j.ccr.2006.12.016
https://doi.org/10.1007/s12016-012-8332-0
https://doi.org/10.3390/ijms17040562
https://doi.org/10.1016/j.molmed.2015.08.005
https://doi.org/10.1016/j.molmed.2015.08.005
https://doi.org/10.1053/j.gastro.2009.02.081
https://doi.org/10.1016/j.phymed.2008.02.021
https://doi.org/10.1016/j.cyto.2006.02.006
https://doi.org/10.1016/j.cyto.2006.02.006
https://doi.org/10.1016/j.phrs.2019.104617
https://doi.org/10.1146/annurev-immunol-030409-101311
https://doi.org/10.1146/annurev-immunol-030409-101311
https://doi.org/10.1016/j.jhep.2011.11.024
https://doi.org/10.1016/j.jhep.2011.11.024
https://doi.org/10.2174/1381612824666180829103355
https://doi.org/10.1152/ajpgi.00185.2007
https://doi.org/10.1002/hep.23337
https://doi.org/10.1093/ndt/gfr550
https://doi.org/10.1016/j.jhep.2010.11.007
https://doi.org/10.1016/j.jhep.2010.11.007
https://doi.org/10.1111/cei.13119
https://doi.org/10.1055/s-0032-1301735
https://doi.org/10.1002/jssc.201601415
https://doi.org/10.1016/s1875-5364(20)60029-2
https://doi.org/10.1016/j.mam.2018.06.003
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Qin et al.

Chin. Traditional Herbal Drugs 51 (11), 3021-3028. doi:10.7501/j.issn.0253-
2670.2020.11.021

Yokota, S., Ono, Y., Nakao, T., Zhang, P., Michalopoulos, G. K., and Khan, Z.
(2018). Partial Bile Duct Ligation in the Mouse: A Controlled Model of
Localized Obstructive Cholestasis. J. Vis. Exp. 133, 56930. doi:10.3791/56930

Zhang, L., and Schuppan, D. (2014). Traditional Chinese Medicine (TCM) for Fibrotic Liver
Disease: Hope and Hype. J. Hepatol. 61 (1), 166-168. doi:10.1016/jjhep.2014.03.009

Zhang, T., Ding, Y., and Peng, Y. (2021). Mechanism of Total C-21 Steroidal
Glucosides from Root of Cynanchum Auriculatum in Activation of Human
Hepatic Stellate Cells via TGF-B1/Smad Signaling Pathway. Chin. Pharmacol.
Bull. 37 (9), 1231-1236. doi:10.3969/j.issn.1001-1978.2021.09.009

Zhao, X, Kwan, J. Y. Y,, Yip, K, Liu, P. P, and Liu, F. F. (2020). Targeting
Metabolic Dysregulation for Fibrosis Therapy. Nat. Rev. Drug Discov. 19 (1),
57-75. doi:10.1038/s41573-019-0040-5

Zhuang, Z. R, Wang, M. L, Peng, Y. R,, and Shen, M. Q. (2021). Effect of C21
Steroidal Glycoside of Cynanchum Auriculatum on Liver and Kidney Fibrosis
through TLR4 Pathway. Zhongguo Zhong Yao Za Zhi 46 (11), 2857-2864.
doi:10.19540/j.cnki.cjcmm.20200105.401

TCSG From Baishouwu Ameliorate Fibrosis

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Qin, Wang, Zhang, Wang, Zhang, Hasnat, Zhuang, Ding and
Peng. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction
in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this
journal is cited, in accordance with accepted academic practice. No use,
distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Pharmacology | www.frontiersin.org

15

October 2021 | Volume 12 | Article 775730


https://doi.org/10.7501/j.issn.0253-2670.2020.11.021
https://doi.org/10.7501/j.issn.0253-2670.2020.11.021
https://doi.org/10.3791/56930
https://doi.org/10.1016/j.jhep.2014.03.009
https://doi.org/10.3969/j.issn.1001-1978.2021.09.009
https://doi.org/10.1038/s41573-019-0040-5
https://doi.org/10.19540/j.cnki.cjcmm.20200105.401
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

	Total C-21 Steroidal Glycosides From Baishouwu Ameliorate Hepatic and Renal Fibrosis by Regulating IL-1β/MyD88 Inflammation ...
	Introduction
	Materials and Methods
	Animals
	Animal Surgery and Experimental Design
	Serum and Urine Biochemistry
	Histological Analysis
	The Level of Tissue Hydroxyproline
	Network Pharmacology
	Protein-Protein (PPI) Interaction Network
	Pathway and Functional Enrichment Analysis
	Quantitative Real-Time PCR
	Western Blot Analysis
	Statistical Analysis

	Results
	TCSG From Baishouwu Ameliorated Liver Damage in BDL&UUO Mice
	TCSG From Baishouwu Relieved Kidney Injury in BDL&UUO Mice
	TCSG From Baishouwu Inhibited Hepatic and Renal Fibrosis in BDL&UUO Mice
	Network Pharmacology Analyzed Potential Mechanisms for Antifibrotic Effects of TCSG From Baishouwu
	TCSG From Baishouwu Ameliorated Hepatic and Renal Fibrosis by Suppressing IL-1β/MyD88 Inflammation Signaling
	TCSG From Baishouwu Repressed p38 MAPK/JNK Signaling and Blocked the Nuclear Localization of NF-κB p65 in the Liver and Kidney

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References


