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Yinchenhao Decoction Alleviates 
Liver Fibrosis by Regulating Bile 
Acid Metabolism and TGF-β/Smad/
ERK Signalling Pathway
Fei-Fei Cai1, Rong Wu1, Ya-Nan Song1, Ai-Zhen Xiong2, Xiao-Le Chen1, Meng-Die Yang1, 
Li Yang2, Yuanjia Hu3, Ming-Yu Sun4 & Shi-Bing Su1

Yinchenhao decoction (YCHD), comprising Yinchenhao (Artemisiae Scopariae Herba), Zhizi (Gardeniae 
Fructus) and Dahuang (Radix Rhei et Rhizoma), is widely used for treating various diseases. We aimed 
to investigate the bile acid metabolic mechanism of YCHD in dimethylnitrosamine (DMN)-induced 
liver fibrosis model. Rats received DMN (10 mg/kg, intraperitoneally) for four successive weeks for liver 
fibrosis induction and were treated with YCHD for the last 2 weeks. Histopathological analysis showed 
that YCHD prevented DMN-induced histopathological changes in liver tissues. Serum liver function 
in YCHD group improved. Ultraperformance liquid chromatography-mass spectrometry analysis 
showed that YCHD significantly restored both free and conjugated bile acid levels increased by DMN, 
to normal levels. RT-qPCR results showed that YCHD treatment upregulated the expression of genes 
related to bile acid synthesis, reabsorption, and excretion. Western blotting analysis showed that YCHD 
downregulated α-SMA, TGF-β1, p-Smad3, and p-ERK1/2 expression in chenodeoxycholic acid (CDCA)-
activated hepatic stellate cells (HSCs). The viability of CDCA-activated HSCs significantly increased after 
treatment with YCHD and PD98059 (an ERK inhibitor) compared to YCHD treatment alone. Our findings 
suggest that YCHD alleviated DMN-induced liver fibrosis by regulating enzymes responsible for bile acid 
metabolism. Additionally, it inhibits CDCA-induced HSC proliferation and activation via TGF-β1/Smad/
ERK signalling pathway.

Liver fibrosis is a reversible wound-healing response to hepatocyte injury caused by various acute or chronic 
liver diseases. Fibrosis is characterised by the excessive synthesis and deposition of extracellular matrix (ECM) 
in various tissues1–3. In case of acute and self-limiting liver injury, ECM hyperplasia is temporary, after which the 
liver returns to normal. However, if this damage persists, it will result in chronic inflammation, excessive ECM 
production, and replacement of parenchymal cells with scar tissue cells4. HSCs are regarded as the primary effec-
tor of hepatic fibrosis because they participate in ECM deposition and triggers an immune response through the 
secretion of cytokines and chemokines5. Therefore, fibrosis may be countered by inhibiting the proliferation and 
activation of HSCs.

Bile acids are steroid acids found predominantly in the bile of mammals and other vertebrates. Cholestatic 
liver diseases are characterised by the dysfunction of bile acid metabolism, including bile acid synthesis, reab-
sorption, and excretion. The accumulation of bile acids in the liver induces hepatocyte apoptosis and liver injury, 
thereby causing hepatic fibrosis6. Primary bile acids (hydrophobic), also known as toxic bile acids, are involved 
in cholestatic liver injury7. Chenodeoxycholic acid (CDCA), one of the major hydrophobic primary bile acids, 
induces HSC activation and hepatic fibrosis8.
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Traditional Chinese medicine (TCM) has been used from ancient times for the treatment of various dis-
eases9–12. As a classic traditional Chinese formula widely used for treating various liver diseases, Yinchenhao 
decoction (YCHD) was first described in the Treatise on Febrile Diseases (Shanghan Lun). The components of 
YCHD, Yinchenhao, Zhizi and Dahuang, have been widely used for treating diseases such a liver and kidney 
diseases13–17. YCHD improves biochemical and histological statuses in nonalcoholic fatty liver disease18 and pro-
tects against dimethylnitrosamine (DMN)-induced inflammatory injury in hepatic parenchymal cells in rats19. 
However, the mechanisms underlying the hepatoprotective effects of YCHD remain to be elucidated.

In this study, we used a DMN-induced chronic liver injury rat model to investigate the mechanisms of YCHD 
against liver fibrosis and the underlying metabolic profiles of bile acids. Moreover, we investigated whether YCHD 
inhibits CDCA-induced HSC activation through TGF-β1/Smad/ERK signalling pathway.

Results
YCHD Attenuates DMN-induced Hepatic Histopathological Changes. Haematoxylin and eosin 
(H&E) staining showed that hepatocytes in rats receiving DMN alone exhibited increased swelling, degenera-
tion, and lymphocyte infiltration in intralobular, periportal, and bridging areas. Treatment with YCHD clearly 
improved DMN-induced pathological changes. No remarkable hepatocyte degeneration was found in the liver 
tissues of YCHD-treated rats (Fig. 1A).

In the control group, Sirius red staining showed a normal distribution of collagen with a thin rim around the 
terminal hepatic vein. Liver specimens obtained from DMN-treated rats showed extensive perilobular fibrosis as 
indicated by increased hepatic collagen in comparison with control rats. YCHD-treated rats showed decreased 
collagen deposition (Fig. 1B). Significantly higher fibrosis scores were observed in DMN-treated rats than in nor-
mal control rats; YCHD significantly improved these scores compared with DMN (Table 1).

YCHD Reduces Hepatic hydroxyproline (Hyp) Content and Improves Serum Liver Function. To 
evaluate the anti-fibrosis effects of YCHD further, Hyp content in liver tissues was measured. Compared with the 
DMN group, the YCHD group showed a significant decrease in Hyp content (Table 1). Rats with DMN-induced 
liver damage exhibited significantly increased serum alanine aminotransferase (ALT), aspartate aminotransferase 

Figure 1. Effects of YCHD on histological changes of liver. (A) Hematoxylin and eosin (H&E) staining ×200; 
(a) control group; (b) DMN-induced group; (c) YCHD-treated group. (B) Sirius red staining ×100; (d) control 
group; (e) DMN-induced group; (f) YCHD-treated group.

Groups Hyp content (µg/g wet liver)

Fibrotic grade

0 I II III IV

Control (n = 9) 181.78 ± 43.45 9 0 0 0 0

DMN (n = 9) 427.90 ± 129.46## 0 0 1 5 3

YCHD (n = 6) 204.39 ± 48.11** 0 0 6 0 0

Table 1. Effects of YCHD on liver hydroxyproline (Hyp) content and fibrotic grade. grade 0: normal; grade I: 
very slight; grade II: slight; grade III: moderate; grade IV: severe. Data are expressed as numbers of animals with 
each fibrotic grade. ##P < 0.01 (vs. Control); **P < 0.01 (vs. DMN).
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(AST), and alkaline phosphatase (ALP) activities (P < 0.01), and serum contents of total bile acid (TBA) and total 
bilirubin (TBIL) (P < 0.01), along with reduced serum albumin (Alb) level when compared with control rats. 
YCHD treatment completely reversed these indices of DMN-induced damage in liver function (Fig. 2).

YCHD Regulates Bile Acid Metabolism. For the metabolic profiling of bile acids after YCHD treat-
ment, 16 individual bile acids in the serum and hepatic tissues (see Supplementary Figs S1 and S2) of rats were 
quantified using ultra performance liquid chromatography-mass spectrometry (UPLC-MS). Six free bile acids 
including cholic acid (CA), ursodeoxycholic acid (UDCA), CDCA, hyodeoxycholic acid (HDCA), and litho-
cholic acid (LCA), six taurine-conjugated bile acids including taurocholate (TCA), taurodeoxycholate (TDCA), 
tauroursodeoxycholate (TUDCA), taurochenodeoxycholate (TCDCA), taurohyodeoxycholic acid (THDCA), 
and taurolithocholicacid (TLCA), and four glycine-conjugated bile acids including glycocholate (GCA), glycode-
oxycholate (GDCA), glycoursodeoxycholate (GUDCA), and glycochenodeoxycholate (GCDCA) were quantified. 
The changes in bile acid composition after YCHD treatment were identified by comparing the relative bile acid 
contents in the serum and hepatic tissues of rats (Fig. 3). UDCA and LCA contents in the liver were lower than 
the limit of quantitation. The levels of all other free, taurine-conjugated, and glycine-conjugated bile acids were 
significantly upregulated in the DMN-treated rat samples compared with control samples; however, these levels 
recovered to normal values upon YCHD treatment.

YCHD Regulates the Expression of Bile Acid Metabolism-Associated Genes. To clarify the 
regulatory mechanisms of YCHD on bile acid metabolism, we further quantified the expression of bile acid 
metabolism-associated genes in rat liver tissues. The expression of nuclear receptor genes, including farnesoid 
X receptor (FXR), small heterodimer partner (SHP), liver receptor homolog-1 (LRH-1), and hepatocyte nuclear 
factor-4α (HNF4α), was markedly downregulated in the DMN group; however, FXR and SHP expression was 
significantly upregulated upon YCHD treatment (Fig. 4A). The expression of bile acid synthesis-associated 
genes, including cholesterol 7-alpha-hydroxylase (CYP7A1), sterol 12-alpha-hydroxylase (CYP8B1), and 
sterol 27-hydroxylase (CYP27A1), was downregulated in the DMN group compared with the control group, 
and YCHD treatment restored their expression to normal levels (Fig. 4B). Although the expression of bile acid 
reabsorption-associated genes, including organic anion-transporting polypeptides (OATP) 2, 3, and 4, and 
Na+-taurocholate co-transporting protein (NTCP), was downregulated in the DMN group compared with 
the control group, the expression of OATP4 and NTCP was significantly upregulated in the YCHD group com-
pared with the DMN group (Fig. 4C). Moreover, the expression of bile acid excretion-associated genes, including 
multidrug-resistance-associated protein 3 (MRP3) and bile salt export pump (BSEP), was studied. MRP3 expres-
sion was significantly upregulated in the DMN group and significantly downregulated in the YCHD group. The 
results for BSEP expression were the opposite of those seen for MRP3 (Fig. 4D).

YCHD Inhibits the Expression of TGF-β1, p-Smad3, and p-ERK1/2 in Hepatic Tissues of 
Rats. Western blot analysis revealed that TGFβ1, α-SMA, p-Smad3, and p-ERK1/2 protein expression levels in 
DMN-induced liver fibrosis group were significantly higher than those in the control group (Fig. 5). Furthermore, 

Figure 2. Effects of YCHD on serum activities of AST, ALT, and ALP and serum content of TBA and TBIL 
in normal control, DMN, and YCHD groups. #P < 0.05 (vs. Control), ##P < 0.01 (vs. Control), **P < 0.01 (vs. 
DMN).
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YCHD treatment significantly reduced these protein expression levels. However, there was no significant differ-
ence among the DMN, control, and YCHD groups in the protein expression levels of p-Smad2.

YCHD Suppresses CDCA-induced HSC-T6 Cell Proliferation and Activation by Inhibiting TGF-β1/
Smad/ERK Signalling Pathways. Excessive CDCA may represent an endogenous danger signal to initiate 
liver inflammation8; therefore, we used CDCA to induce proliferation in HSCs. As shown in Fig. 6A, cell viability 
was determined after exposing HSCs to CDCA at different concentrations. Because CDCA significantly increased 
the viability of HSC-T6 cells, subsequent experiments were performed with 100 μM CDCA. YCHD exposure 
significantly decreased the viability of HSC-T6 cells in a dose-dependent manner (Fig. 6B). CDCA significantly 
increased α-SMA, TGFβ1, p-Smad3, and p-ERK1/2 expression; however, they were decreased by YCHD treat-
ment (Fig. 6C,D). Consequently, YCHD may inhibit cell proliferation and HSC activation by negatively regulating 
TGF-β1/Smad/ERK signalling pathways.

To further clarify whether YCHD inhibits HSC proliferation and activation via TGF-β1/Smad/ERK signalling 
pathways, we measured the viability of HSCs and YCHD-induced expression of p-ERK1/2 protein in the pres-
ence of PD98059, an ERK inhibitor. Treatment with PD98059 and YCHD significantly enhanced the viability of 
CDCA-induced HSC-T6 cells compared with YCHD treatment (Fig. 7A). Additionally, the expression of α-SMA 
and p-ERK1/2 was significantly higher after YCHD and PD98059 treatment than after YCHD treatment alone 
(Fig. 7B–D). These findings indicate that YCHD could inhibit p-ERK1/2 to inhibit the proliferation and activation 
of HSCs.

Discussion
Fibrosis is a common and serious complication of various diseases and occurs frequently. It is characterised by 
abnormal or excessive accumulation of ECM components, particularly fibrillar collagens, leading to disrupted tis-
sue function in the affected organs3,20–24. Fibrosis is a key driver of progressive organ dysfunction in many inflam-
matory and metabolic diseases, including liver disease, pulmonary fibrosis, kidney disease, and heart failure25–30. 
TCM has been used since ancient times and was widely considered as an alternative or complementary therapy 
for the treatment of various diseases31–35. Although increasing evidence has shown that liver fibrosis can regress in 
many cases in the past decades36, there is a lack of clinically effective drugs for the treatment of cirrhosis. YCHD 

Figure 3. Changes of bile acids treated by YCHD. Bile acids with log2 fold change >0 or <0 were designated as 
increased or decreased serum bile acids compared with bile acids in hepatic tissue, respectively. All data were 
generated through UPLC/MS analysis. Values are expressed as mean ± SD. Significant differences were based on 
one-way ANOVA analysis.
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is a clinically effective treatment for liver and gallbladder dampness-heat syndrome in cholestatic liver diseases18. 
The intraperitoneal administration of DMN for 4 weeks could induce liver fibrosis and cause specific histological 
features of fibrotic liver tissue in animal model37. In the present study, we demonstrated that YCHD protects 
against pathological changes of liver fibrosis, and regulates hepatic Hyp content and the serum levels of ALT, 
AST, ALP, TBA, and TBIL. These data indicated that YCHD effectively reduced liver injury and fibrosis induced 
by DMN. Furthermore, we investigated the mechanisms of action of YCHD against liver fibrosis by analysing the 
metabolic profiles of bile acids.

Smit et al. hypothesised that toxic bile may cause hepatic injury38, and since then, the relationship between 
toxic bile acids and chronic liver injuries has been studied extensively. It has been reported that serum GCA, TCA, 
and TCDCA levels are higher in patients with obstructive cholestasis than in healthy individuals39. Patients with 
advanced cirrhosis also have increased levels of GCDCA, a toxic bile acid, compared with normal individuals40. 
The serum levels of CA, GCA, and TCA are significantly increased in animals with histopathological signs of 
hepatocellular necrosis, which were in accordance with the levels of standard biomarkers of liver injury41. In our 
study, the levels of free bile acids such as CA, DCA, CDCA, and HDCA; conjugated bile acids, especially TCDCA; 
and four glycine-conjugated bile acids were higher in the serum/hepatic tissues of DMN-induced liver fibrosis 
rats than in normal rats. This indicates that DMN increases the release of these bile acids from the liver into the 
blood. However, their levels were decreased in rats treated with YCHD compared with DMN-treated rats. This 
finding is consistent with the YCHD-induced improvement in liver function as shown by the levels of biochem-
ical markers of liver injury, such as ALT, AST, ALP, TBA, and TBIL, indicating that YCHD decreases the release 
of toxic bile acids, including CA, DCA, CDCA, and GCDCA, into the blood stream in response to liver injury.

Bile acids are synthesised via two pathways. The initial step in the classical pathway of hepatic synthesis of 
bile acids is the enzymatic addition of a 7α hydroxyl group by CYP7A1 to form 7α-hydroxycholesterol, which is 
further hydroxylated by CYP8B142. Alternatively, bile acid synthesis is initiated by CYP27A1. It has been reported 
that FXR activation in rats with established cirrhosis leads to the accelerated resolution of liver fibrosis43, and 

Figure 4. Relative expression of bile acid metabolism associated genes. (A) Bile acid metabolism associated 
nuclear receptor genes. (B) Bile acid synthesis associated genes. (C) Bile acid reabsorption associated genes. (D) 
Bile acid excretion associated genes. All data were determined by RT-qPCR. ACTB was as the internal standard. 
Values are expressed as mean ± SD. Significant differences were analyzed by one-way ANOVA. #P < 0.05, 
##P < 0.01, ###P < 0.0001 (vs. Control group).
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FXR expression in the rat liver significantly decreases in α-naphthylisothiocyanate (ANIT)-induced cholestasis 
model44. FXR induces the expression of SHP, which then binds to HNF4α and LRH-1 to inhibit the transcrip-
tion of CYP7A1 gene. In this study, FXR, SHP, CYP7A1, CYP8B1, and CYP27A1 levels were upregulated in 
YCHD-treated rats, whereas they were downregulated in DMN-treated rats. This indicates that YCHD inhibits 
the synthesis of bile acids by regulating the negative feedback pathway.

The re-uptake of conjugated bile acids into hepatocytes occur through NTCP (SLC10A1) or OATP trans-
porters45. NTCP (SLC10A1) mutation significantly elevates plasma levels of conjugated bile acids; however, it 
does not translate into liver injury, indicating that enterohepatic circulation of bile acids may be caused by other 
transporters, such as OATP, when NTCP is absent46. Bile acid excretion occurs across canaliculus and basolateral 
membranes into the duodenum or back into the systemic circulation via BSEP and MRP347,48. In our study, MRP3 
was activated in DMN-induced liver fibrosis rats, and the expression of NTCP, OATP2/3/4, and BSEP was sig-
nificantly upregulated in YCHD-treated rats compared with that in DMN-treated rats. YCHD may increase bile 
acid reabsorption and restore the balance in bile acid excretion, thereby reducing the impact of toxic bile acids on 
liver injury and fibrosis in rats.

CDCA, which is considered to be potentially toxic, has been reported to induce mitochondrial injury and 
death of bile duct epithelial cells49 and to induce HSC proliferation and activation19. Hence, we explored the effect 
of YCHD on CDCA-induced HSC activation in this study. α-SMA is commonly used as an important marker of 
myofibroblast formation50,51, which reflects the activation of HSCs52. Therefore, we investigated α-SMA expres-
sion in HSC-T6 cells further. The results showed that CDCA could significantly upregulate α-SMA expression; 
however, the upregulated expression of α-SMA was decreased by YCHD treatment, indicating that toxic bile 
acids, such as CDCA, can induce HSC activation.

An interaction between the TGF-β1/Smad pathway and the ERK pathway has been established53,54, and 
TGF-β1/Smad/ERK signalling contributes to the progression of liver fibrosis55. In this study, we found that 
YCHD suppresses the protein expression of TGF-β1, p-Smad3 and p-ERK1/2, whereas DMN activates 
TGF-β1/Smad/ERK signalling to induce liver fibrosis in rats. To confirm these effects, we further quantified 
the expression of TGF-β1, p-Smad2, and p-ERK1/2 signalling in CDCA-activated HSCs. The results indicated 
that YCHD suppresses CDCA-induced HSC proliferation and activation by inhibiting TGF-β1/Smad/ERK 
signalling pathway.

Overall, this study demonstrated that YCHD prevents histopathological changes of hepatic dysfunction in 
DMN-induced liver fibrosis rats by regulating bile acid metabolism enzymes, which are associated with the 
increase in bile acid synthesis, reabsorption, and excretion. Furthermore, YCHD inhibits CDCA-induced HSC 
proliferation and activation by regulating TGF-β1/Smad/ERK signalling.

Figure 5. Effect of YCHD on TGF-β1, α-SMA, p-Smad2/3, and p-ERK1/2 levels in DMN-induced rats. 
(A) Western blotting image for the expression of TGF-β1, α-SMA, p-Smad2, p-Smad3, and p-ERK1/2 in 
normal group (N), DMN group (M), and YCHD group (Y). (B) The histograms displayed relative abundance, 
represented by the band intensity in western blotting.
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Material and Methods
Reagents. DMN and CDCA were purchased from Sigma-Aldrich (Saint Louis, MO, USA). CellTiter 96® 
AQueous One Solution Cell Proliferation Assay [3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphe-
nyl)-2-(4-sulfophenyl)-2H-tetrazolium; inner salt, MTS] was purchased from Promega (Madison, WI, USA). 
PD98059 and antibodies, including Smad2, p-Smad2, Smad3, p-Smad3, ERK1/2, and p-ERK1/2 were purchased 
from Cell Signaling Technology Inc. (Danvers, MA, USA); α-SMA and TGF-β1 were purchased from Abcam 
(Cambridge, MA, USA), and GAPDH was purchased from KangChen Biotech Inc. (Shanghai, China).

YCHD Preparation. Granules of herbal concentrates comprising Yinchenhao (90 g), Zhizi (54 g), and 
Dahuang (36 g) were purchased from Shuguang Hospital. The granules were immersed in 1.2 L of cold water 
(6 mL/g of crude drug granules) for 30 min. This mixture was then boiled, slowly fried for 40 min, and filtered 
when hot under gravity. The remaining pellets were re-immersed in 0.8 L of water (4 mL/g of crude drug gran-
ules), boiled, slowly fried for 40 min, and filtered when hot under gravity. The filtrates were combined and con-
centrated to 400 mL at a final concentration of 630 mg/mL in a water bath at 95 °C. The fingerprint of YCHD was 
determined for quality control by HPLC56.

Preparation of YCHD-medicated Serum. Sprague–Dawley rats were randomly divided into YCHD 
(n = 8) and vehicle control (n = 8) groups. Rats in the YCHD group received YCHD (3.15 g/kg, p.o.) twice a 
day for three days, whereas the control group received physiological saline (p.o.) twice a day for three days. One 
hour after the last administration, the rats were intraperitoneally anesthetised with amobarbital, and blood was 
sampled from the abdominal aorta and centrifuged. Aliquots of the separated serum were collected into 10-mL 
ampoules, and preserved at −80 °C until analysis.

This study was carried out in accordance with the recommendations of the Care and Use of Laboratory 
Animals published by the U.S. National Institutes of Health (NIH Publication No. 85-23, revised 1996) and the 
Animal Care and Use Committee of the Shanghai University of Traditional Chinese Medicine. The protocol was 
approved by the Animal Care and Use Committee of the Shanghai University of Traditional Chinese Medicine.

Figure 6. HSCs proliferation and activation exposed to CDCA and YCHD. (A) Viability of HSCs exposed to 
CDCA. (B)Viability of HSCs exposed to CDCA and YCHD. (C) Western blotting image for the expression 
of TGF-β1, α-SMA, p-Smad2, p-Smad3 and p-ERK1/2. (D) The histograms displayed relative abundance, 
represented by the band intensity in western blotting.
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Cell Culture. HSC-T6, a rat HSC cell line, was obtained from American Type Culture Collection (Manassas, 
VA, USA) and maintained in Dulbecco’s modified Eagle’s medium (Gibco, Life technologies, NY, USA) supple-
mented with 10% foetal bovine serum (Gibco, Life technologies, NY, USA), 100 U/mL penicillin, and 0.1 mg/mL 
streptomycin (Hyclone, Thermo Scientific, USA) at 37 °C in 5% CO2.

Animal Experiments. Twenty-four 7-week-old male Wistar rats (200–250 g) were housed under standard 
conditions of temperature (17–25 °C) and light (12-h photoperiod). The rats were randomised into control (n = 9) 
and DMN-treated (n = 15) groups. In the DMN-treated group, 10 mg/kg DMN was administered intraperitone-
ally for three consecutive days each week for 4 weeks, and the rats in the control group received an equal volume 
of physiological saline. At the end of the second week, six DMN-treated rats were co-treated daily with YCHD 
(3.15 g/kg, p.o.), and the remaining nine rats received an equal volume of water. At the end of the fourth week, all 
animals were killed, and the liver and serum samples were collected for subsequent analysis. The study protocol 
was approved by the Animal Ethics Committee of Shanghai University of Traditional Chinese Medicine.

Histological Analysis. Formalin-fixed liver tissues were processed, and 4-μm thick slices were stained with 
H&E and Sirius red. The specimens were observed for histopathological changes by light microscopy. Fibrosis 
was graded by three blinded pathologists according to the description by Scheuer57. Fibrosis scores were obtained 
after thorough examinations of three different areas of the tissue slide from each rat.

Hepatic Hydroxyproline Content and Serum Biochemistry Analysis. Liver specimens (100 mg) 
were prepared for Hyp determination according to a modified method described by Jamall. The Hyp content 
served as an indirect measure of tissue collagen content and was weighed wet (μg/g). The serum levels of ALT, 
AST, ALP, Alb, and TBIL were measured according to the instructions provided by the manufacturers of corre-
sponding analytical kits. TBA was measured at a clinical laboratory of Shuguang Hospital.

Metabolic Profiling Analysis. Chromatographic analyses were performed with a Waters ACQUITY UPLC 
system using a ZQ2000 mass spectrometer. UPLC/MS-based metabolic profiling analysis of bile acids was carried 
out on serum samples according to established methods58.

RT-qPCR. The expression of genes associated with bile acid metabolism was determined by RT-qPCR. Total 
RNA was extracted from liver tissues using the RNAsimple Total RNA Kit (TIANGEN, Beijing, China) and 

Figure 7. Effect of YCHD on the phosphorylation of ERK signaling pathway. (A) Viability of HSCs with or 
without PD98059, CDCA and YCHD. (B) Western blotting image for the expression of α-SMA and p-ERK1/2 
in HSCs with or without PD98059, CDCA and YCHD. (C and D) The histograms displayed relative abundance, 
represented by the band intensity in western blotting.
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reverse-transcribed using the ReverTra Ace® RT-qPCR kit (TOYOBO, OSAKA, Japan). qPCR was performed 
on an ABI 7500 PCR System (Applied Biosystems, Foster City, CA, USA) under the following conditions: 95 °C 
for 30 s, 95 °C for 5 s (40 cycles); 60 °C for 30 s, and 72 °C for 15 s. The primer pairs used in this study are shown in 
Table S1. Each sample was run three times. The relative expression level of genes was calculated using beta-actin 
as the internal control.

MTS Assay. HSCs were seeded in a 96-well plate at a density of 2.0 × 103/well in triplicate to monitor cell 
viability. The cells were cultured for 1, 2, and 3 days at 37 °C. CellTiter 96 AQueous One solution (20 μL) contain-
ing MTS was added to each well. After 4 h of incubation at 37 °C, the absorbance at 490 nm was measured. Cell 
viability was calculated with respect to control samples.

Western Blot Analysis. HSC cell lysates were collected, and the protein concentrations were determined 
by the BCA protein assay. Equal amounts of proteins were separated by sodium dodecyl sulphate polyacrylamide 
gel electrophoresis (SDS-PAGE) and transferred to polyvinylidene difluoride (PVDF) membranes as previously 
described59. Then, the membranes were incubated overnight at 4 °C with the primary antibodies, and GAPDH as 
an internal control. Subsequently, the membranes were incubated with a secondary antibody (Li-Cor Biosciences) 
for 1 h at room temperature. Finally, the target protein bands were visualised using the Li-Cor Odyssey scanner 
and software (Li-Cor Biosciences).

Data Analysis. Statistical analysis was performed using the SPSS software (Chicago, IL, USA) and the 
GraphPad Prism software (San Diego, CA, USA). All values are expressed as the mean ± standard deviation (SD) 
and statistically analysed using one-way ANOVA. P < 0.05 was considered statistically significant.

References
 1. Lee, U. E. & Friedman, S. L. Mechanisms of hepatic fibrogenesis. Best Pract Res Clin Gastroenterol. 25, 195–206 (2011).
 2. Chen, L. et al. Central role of dysregulation of TGF-β/Smad in CKD progression and potential targets of its treatment. Biomed 

Pharmacothe. 101, 670–681 (2018).
 3. Wynn, T. A. & Ramalingam, T. R. Mechanisms of fibrosis: therapeutic translation for fibrotic disease. Nat Med. 18, 1028–1040 

(2012).
 4. Kisseleva, T. & Brenner, D. A. Role of hepatic stellate cells in fibrogenesis and the reversal of fibrosis. J Gastroenterol Hepatol. 

22(Suppl 1), S73–78 (2007).
 5. Friedman, S. L. Hepatic stellate cells: protean, multifunctional, and enigmatic cells of the liver. Physiol Rev. 88, 125–72 (2008).
 6. Li, M. K. & Crawford, J. M. The pathology of cholestasis. Semin Liver Dis. 24, 21–42 (2004).
 7. Thomas, C., Pellicciari, R., Pruzanski, M., Auwerx, J. & Schoonjans, K. Targeting bile-acid signalling for metabolic diseases. Nat Rev 

Drug Discov. 7, 678–93 (2008).
 8. Myung, S. J. et al. Bile acid-mediated thrombospondin-1 induction in hepatocytes leads to transforming growth factor-beta-

dependent hepatic stellate cell activation. Biochem Biophys Res Commun. 353, 1091–1096 (2007).
 9. Wang, M. et al. Metabolomics highlights pharmacological bioactivity and biochemical mechanism of traditional chinese medicine. 

Chemico-Biological Interactions. 273, 133–141 (2017).
 10. Yuan, R. & Lin, Y. Traditional Chinese medicine: an approach to scientific proof and clinical validation. Pharmacol Ther. 86, 191–8 

(2000).
 11. Tian, T., Chen, H. & Zhao, Y. Y. Traditional uses, phytochemistry, pharmacology, toxicology and quality control of Alisma orientale 

(Sam.) Juzep: a review. J Ethnopharmacol. 158, 373–387 (2014).
 12. Chen, D. Q. et al. Metabolomic application in toxicity evaluation and toxicological biomarker identification of natural product. 

Chem Biol Interact. 252, 114–130 (2016).
 13. Neyrinck, A.M. et al. Rhubarb extract prevents hepatic inflammation induced by acute alcohol intake, an effect related to the 

modulation of the gut microbiota. Mol Nutr Food Res. 61, https://doi.org/10.1002/mnfr.201500899 (2017).
 14. Hong, M. et al. A method of hepatocyte extraction conjugated with HPLC is established for screening potential active components 

in Chinese medicines–probing Herba Artemisiae Scopariae as an exemplifying approach. Molecules. 17, 1468–82 (2012).
 15. Zhang, Z. H. et al. An integrated lipidomics and metabolomics reveal nephroprotective effect and biochemical mechanism of 

Rheum officinale in chronic renal failure. Sci Rep. 6, https://doi.org/10.1038/Srep22151 (2016).
 16. Chen, S. D. et al. Study on effects of zhi zi (fructus gardeniae) on non-alcoholic fatty liver disease in the rat. J Tradit Chin Med. 32, 

82–6 (2012).
 17. Zhang, Z. H. et al. Metabolomics insights into chronic kidney disease and modulatory effect of rhubarb against tubulointerstitial 

fibrosis. Sci Rep. 5, 14472 (2015).
 18. Dong, H., Lu, F. E. & Zhao, L. Chinese herbal medicine in the treatment of nonalcoholic fatty liver disease. Chin J Integr Med. 18, 

152–60 (2012).
 19. Liu, C. et al. Effects of Yinchenhao Tang and related decoctions on DMN-induced cirrhosis/fibrosis in rats. Chin Med. 3, 1 (2008).
 20. Chen, L. et al. Role of RAS/Wnt/β-catenin axis activation in the pathogenesis of podocyte injury and tubulo-interstitial nephropathy. 

Chem Biol Interact. 273, 56–72 (2017).
 21. Ma, Z. et al. Forkhead box O proteins: Crucial regulators of cancer EMT. Semin Cancer Biol. https://doi.org/10.1016/j.

semcancer.2018.02.004 (2018).
 22. Zhao, Y. Y. et al. Intrarenal metabolomic investigation of chronic kidney disease and its TGF-β1 mechanism in induced-adenine rats 

using UPLC Q-TOF/HSMS/MS(E). J Proteome Res. 12, 2692–2703 (2013).
 23. Xin, Z. et al. FOXO1/3: Potential suppressors of fibrosis. Ageing Res Rev. 41, 42–52 (2018).
 24. Chen, L. et al. Proteomics for biomarker identification and clinical application in kidney disease. Adv in Clin Chem. 85, 91–113 

(2018).
 25. Chen, D. Q. et al. Gene and protein expressions and metabolomics exhibit activated redox signaling and wnt/β-catenin pathway are 

associated with metabolite dysfunction in patients with chronic kidney disease. Redox Biol. 12, 505–521 (2017).
 26. Yan, L. et al. Submicron emulsion of cinnamaldehyde ameliorates bleomycin-induced idiopathic pulmonary fibrosis via inhibition 

of inflammation, oxidative stress and epithelial-mesenchymal transition. Biomed Pharmacother. 102, 765–771 (2018).
 27. Jiang, S. et al. AMPK orchestrates an elaborate cascade protecting tissue from fibrosis and aging. Ageing Res Rev. 38, 18–27 (2017).
 28. Chen, H. et al. Metabolomics insights into activated redox signaling and lipid metabolism dysfunction in chronic kidney disease 

progression. Redox Biol. 10, 168–178 (2016).
 29. Yu, L. M. et al. Melatonin protects diabetic heart against ischemia-reperfusion injury, role of membrane receptor-dependent cGMP-

PKG activation. Biochim Biophys Acta. 1864, 563–578 (2018).

http://dx.doi.org/10.1002/mnfr.201500899
http://dx.doi.org/10.1038/Srep22151
http://dx.doi.org/10.1016/j.semcancer.2018.02.004
http://dx.doi.org/10.1016/j.semcancer.2018.02.004


www.nature.com/scientificreports/

1 0SCIEnTIfIC REPoRTS |  (2018) 8:15367  | DOI:10.1038/s41598-018-33669-4

 30. Chen, D. Q. et al. The link between phenotype and fatty acid metabolism in advanced chronic kidney disease. Nephrol Dial 
Transplant. 32, 1154–1166 (2017).

 31. Zhao, Y. Y. et al. Effect of ergosta-4,6,8(14),22-tetraen-3-one (ergone) on adenine-induced chronic renal failure rat: a serum 
metabonomic study based on ultra performance liquid chromatography/high-sensitivity mass spectrometry coupled with MassLynx 
i-FIT algorithm. Clin. Chim. Acta. 413, 1438–1445 (2012).

 32. Wang, M. et al. Novel RAS inhibitors poricoic acid ZG and poricoic acid ZH attenuate renal fibrosis via Wnt/β-catenin pathway and 
targeted phosphorylation of smad3 signaling. J Agric Food Chem. 66, 1828–1842 (2018).

 33. Zhao, Y. Y. Traditional uses, phytochemistry, pharmacology, pharmacokinetics and quality control of Polyporus umbellatus (Pers.) 
Fries: a review. J Ethnopharmacol. 149, 35–48 (2013).

 34. Chen, H. et al. Traditional uses, fermentation, phytochemistry and pharmacology of Phellinus linteus: A review. Fitoterapia. 113, 
6–26 (2016).

 35. Wong, K. H. et al. Kudzu root: traditional uses and potential medicinal benefits in diabetes and cardiovascular diseases. J 
Ethnopharmacol. 134, 584–607 (2011).

 36. Chang, T. T. et al. Long-term entecavir therapy results in the reversal of fibrosis/cirrhosis and continued histological improvement 
in patients with chronic hepatitis B. Hepatology. 52, 886–93 (2010).

 37. Nakamuta, M. et al. Dimethyl sulfoxide inhibits dimethylnitrosamine-induced hepatic fibrosis in rats. Int J Mol Med. 8, 553–60 
(2001).

 38. Smit, J. J. et al. Homozygous disruption of the murine mdr2 P-glycoprotein gene leads to a complete absence of phospholipid from 
bile and to liver disease. Cell. 75, 451–62 (1993).

 39. Trottier, J. et al. Profiling circulating and urinary bile acids in patients with biliary obstruction before and after biliary stenting. PLoS 
One. 6, e22094 (2011).

 40. Kakiyama, G. et al. Modulation of the fecal bile acid profile by gut microbiota in cirrhosis. J Hepatol. 58, 949–55 (2013).
 41. Luo, L. et al. Evaluation of serum bile acid profiles as biomarkers of liver injury in rodents. Toxicol Sci. 137, 12–25 (2014).
 42. Zhao, Y. Y. et al. Metabolomics analysis reveals the association between lipid abnormalities and oxidative stress, inflammation, 

fibrosis, and Nrf2 dysfunction in aristolochic acid-induced nephropathy. Sci Rep. 5, 12936 (2015).
 43. Fiorucci, S. et al. A farnesoid x receptor-small heterodimer partner regulatory cascade modulates tissue metalloproteinase 

inhibitor-1 and matrix metalloprotease expression in hepatic stellate cells and promotes resolution of liver fibrosis. J Pharmacol Exp 
Ther. 314, 584–95 (2005).

 44. Yan, J. et al. Herbal medicine Yinchenhaotang protects against alpha-naphthylisothiocyanate-induced cholestasis in rats. Sci Rep. 7, 
4211 (2017).

 45. Kouzuki, H., Suzuki, H. & Sugiyama, Y. Pharmacokinetic study of the hepatobiliary transport of indomethacin. Pharm Res. 17, 
432–8 (2000).

 46. Vaz, F. M. et al. Sodium taurocholate cotransporting polypeptide (SLC10A1) deficiency: conjugated hypercholanemia without a 
clear clinical phenotype. Hepatology. 61, 260–7 (2015).

 47. Stieger, B. et al. Drug- and estrogen-induced cholestasis through inhibition of the hepatocellular bile salt export pump (Bsep) of rat 
liver. Gastroenterology. 118, 422–30 (2000).

 48. Soroka, C. J. et al. Cellular localization and up-regulation of multidrug resistance-associated protein 3 in hepatocytes and 
cholangiocytes during obstructive cholestasis in rat liver. Hepatology. 33, 783–91 (2001).

 49. Benedetti, A. et al. Cytotoxicity of bile salts against biliary epithelium: a study in isolated bile ductule fragments and isolated 
perfused rat liver. Hepatology. 26, 9–21 (1997).

 50. Chen, H. et al. Novel RAS inhibitor 25-O-methylalisol F attenuates epithelial-to-mesenchymal transition and tubulo-interstitial 
fibrosis by selectively inhibiting TGF-β-mediated Smad3 phosphorylation. Phytomedicine. 42, 207–218 (2018).

 51. Wang, M. et al. Novel inhibitors of the cellular RAS components, Poricoic acids, target Smad3 phosphorylation and Wnt/β-catenin 
pathway against renal fibrosis. Br J Pharmacol. 175, 1384–1395 (2018).

 52. Bataller, R. & Brenner, D. A. Liver fibrosis. J Clin Invest. 115, 209–18 (2005).
 53. Hayashida, T., Decaestecker, M. & Schnaper, H. W. Cross-talk between ERK MAP kinase and Smad signaling pathways enhances 

TGF-beta-dependent responses in human mesangial cells. Faseb j. 17, 1576–8 (2003).
 54. Wang, M. et al. Poricoic acid ZA, a novel RAS inhibitor, attenuates tubulo-interstitial fibrosis and podocyte injury by inhibiting 

TGF-β/Smad signaling pathway. Phytomedicine. 36, 243–253 (2017).
 55. El-Tanbouly, D. M., Wadie, W. & Sayed, R. H. Modulation of TGF-beta/Smad and ERK signaling pathways mediates the anti-fibrotic 

effect of mirtazapine in mice. Toxicol Appl Pharmacol. 329, 224–230 (2017).
 56. Wang, X. et al. Quality evaluation of Yin Chen Hao Tang extract based on fingerprint chromatogram and simultaneous 

determination of five bioactive constituents. J Sep. Science. 31, 9–15 (2008).
 57. Scheuer, P. J. Classification of chronic viral hepatitis: a need for reassessment. Journal of Hepatology. 13, 372–374 (1991).
 58. Yang, L. et al. Bile acids metabonomic study on the ccl4- and alpha-naphthylisothiocyanate-induced animal models: quantitative 

analysis of 22 bile acids by ultraperformance liquid chromatography-mass spectrometry. Chemical Research in Toxicology. 21, 
2280–2288 (2008).

 59. Zhou, Q. M. et al. Curcumin reduces mitomycin C resistance in breast cancer stem cells by regulating Bcl-2 family-mediated 
apoptosis. Cancer Cell International. 17, 84 (2017).

Acknowledgements
This work was supported by Key Program of National Science Foundation of China (81330084), E-institutes 
of Shanghai Municipal Education Commission (E03008), and Special scientific research project of cultivating 
creative ability for graduate students of Shanghai University of Traditional Chinese Medicine (B201705).

Author Contributions
S.S., M.S. and Y.H. contributed toward conceiving the research. Y.S. conducted the animal experiments. A.X. 
and L.Y. performed the metabolic profiling analysis. R.W., X.C. and M.Y. assisted in conducting the experiments. 
F.C. conducted the in vitro experiment, analysed the data, and drafted the manuscript. S.S. critically revised the 
manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-33669-4.
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

http://dx.doi.org/10.1038/s41598-018-33669-4


www.nature.com/scientificreports/

1 1SCIEnTIfIC REPoRTS |  (2018) 8:15367  | DOI:10.1038/s41598-018-33669-4

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://creativecommons.org/licenses/by/4.0/

	Yinchenhao Decoction Alleviates Liver Fibrosis by Regulating Bile Acid Metabolism and TGF-β/Smad/ERK Signalling Pathway

	Results

	YCHD Attenuates DMN-induced Hepatic Histopathological Changes. 
	YCHD Reduces Hepatic hydroxyproline (Hyp) Content and Improves Serum Liver Function. 
	YCHD Regulates Bile Acid Metabolism. 
	YCHD Regulates the Expression of Bile Acid Metabolism-Associated Genes. 
	YCHD Inhibits the Expression of TGF-β1, p-Smad3, and p-ERK1/2 in Hepatic Tissues of Rats. 
	YCHD Suppresses CDCA-induced HSC-T6 Cell Proliferation and Activation by Inhibiting TGF-β1/Smad/ERK Signalling Pathways. 

	Discussion

	Material and Methods

	Reagents. 
	YCHD Preparation. 
	Preparation of YCHD-medicated Serum. 
	Cell Culture. 
	Animal Experiments. 
	Histological Analysis. 
	Hepatic Hydroxyproline Content and Serum Biochemistry Analysis. 
	Metabolic Profiling Analysis. 
	RT-qPCR. 
	MTS Assay. 
	Western Blot Analysis. 
	Data Analysis. 

	Acknowledgements

	Figure 1 Effects of YCHD on histological changes of liver.
	Figure 2 Effects of YCHD on serum activities of AST, ALT, and ALP and serum content of TBA and TBIL in normal control, DMN, and YCHD groups.
	Figure 3 Changes of bile acids treated by YCHD.
	Figure 4 Relative expression of bile acid metabolism associated genes.
	Figure 5 Effect of YCHD on TGF-β1, α-SMA, p-Smad2/3, and p-ERK1/2 levels in DMN-induced rats.
	Figure 6 HSCs proliferation and activation exposed to CDCA and YCHD.
	Figure 7 Effect of YCHD on the phosphorylation of ERK signaling pathway.
	Table 1 Effects of YCHD on liver hydroxyproline (Hyp) content and fibrotic grade.




