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The activated c-Jun N-terminal kinase (JNK) specifically combined with SH3 domain-binding
protein 5 (Sab) may mediate damage to the mitochondrial respiratory chain. Whether
mitochondrial dysfunction induced by the JNK/Sab signaling pathway plays a pivotal role
in the lipotoxic injury of nonalcoholic steatohepatitis (NASH) remains a lack of evidence.
Scoparone, a natural compound from Traditional Chinese Medicine herbs, has the potential for
liver protection and lipid metabolism regulation. However, the effect of scoparone on NASH
induced by a high-fat diet (HFD) as well as its underlying mechanism remains to be elucidated.
The HepG2 and Huh7 cells with/without Salb-knockdown induced by palmitic acid (PA) were
used to determine the role of JNK/Sab signaling in mitochondrial dysfunction and cellular
lipotoxic injury. To observe the effect of scoparone on the lipotoxic injured hepatocytes,
different dose of scoparone together with PA was mixed into the culture medium of HepG2
and AML12 cells to incubate for 24 h. In addition, male C57BL/6J mice were fed with an HFD
for 22 weeks to induce the NASH model and were treated with scoparone for another 8 weeks
to investigate its effect on NASH. Molecules related to JNK/Sab signaling, mitochondrial
function, and lipotoxic injury were detected in in vitro and/or in vivo experiments. The results
showed that PA-induced activation of JNK/Sab signaling was blocked by Sab knockdown in
hepatocytes, which improved mitochondrial damage, oxidative stress, hepatosteatosis, cell
viability, and apoptosis. Scoparone demonstrated a similar effect on the PA-induced
hepatocytes as Sab knockdown. For the NASH mice, treatment with scoparone also
downregulated the activation of JNK/Sab signaling, improved histopathological changes of
liver tissues including mitochondrial number and morphology, lipid peroxide content,
hepatosteatosis and inflammation obviously, as well as decreased the serum level of lipid
and transaminases. Taken together, this study confirms that activation of the JNK/Sab
signaling pathway-induced mitochondrial dysfunction plays a crucial role in the
development of NASH. Scoparone can improve the lipotoxic liver injury partially by
suppressing this signaling pathway, making it a potential therapeutic compound for NASH.

Keywords: nonalcoholic steatohepatitis, mitochondrial dysfunction, lipotoxic injury, C-jun N-terminal kinase, SH3
domain-binding protein 5, scoparone
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INTRODUCTION

Nonalcoholic fatty liver disease (NAFLD) is the most
common  chronic disease  worldwide, which
encompasses the spectrum from simple nonalcoholic fatty
liver (NAFL), to nonalcoholic steatohepatitis (NASH), and
liver cirrhosis (Cotter and Rinella, 2020). NASH is the
progressive form of NAFLD, characterized by the presence
of inflammation with or without fibrosis in addition to
hepatic steatosis (Younossi et al., 2019). Previous studies
have shown that the onset of NASH is triggered by
lipotoxic liver injury (Machado and Diehl, 2016). Excessive
lipid accumulation promotes insulin resistance, oxidative
stress, mitochondrial dysfunction, and endoplasmic
reticulum stress, resulting in cell apoptosis, inflammation,
and fibrosis of liver tissues (Herbert and Alexander, 2010).
However, up to now, its mechanism has not been completely
clarified, and there is no effective treatment available for
NASH (Patel and Siddiqui, 2019).

Mitochondria produce energy for eukaryotic cells through
oxidative phosphorylation and electron transport (Vinten-
Johansen, 2020). Recently, mounting evidence has revealed
that mitochondrial dysfunction is closely involved in NASH
development (Patterson et al, 2016). Excessive accumulation
of free fatty acids in the liver could exacerbate reactive oxygen
species (ROS) production during oxidation, which in turn
suppresses the enzyme activities within the mitochondrial
respiratory chain and results in mitochondrial dysfunction,
thereby affecting energy metabolism and cell damage (Genova
and Lenaz, 2014; Sunny et al, 2017). The mitochondrial
membrane protein SH3 domain-binding protein 5 (Sab) is a
scaffold protein located on the outer mitochondrial membrane. It
can interact with the key kinase Bruton’s tyrosine kinase (BTK)
and stress-activated protein kinase 3 (SAPK3) to regulate B cell
growth and mitochondrial signal transcription (Tsukada, 1998;
Wiltshire et al., 2002; Court et al., 2004). Sab activation was found
up-regulated in Alzheimer’s disease, neonatal cerebral ischemic
injury and liver injury, etc. (Wiltshire et al., 2002; Nijboer et al.,
2013). c-Jun N-terminal kinase (JNK) is a member of the
mitogen-activated protein kinase (MAPK) family. Its activation
played a pivotal role in lipotoxic damage (Rockenfeller et al.,
2010; Ibrahim and Gores, 2012). Studies have shown that during
liver injury, JNK combined with Sab, can trigger the disruption of
mitochondrial electron transport chain and promote ROS release,
ultimately leading to the death of hepatocytes (Takeshita et al.,
2013; Win et al,, 2016). However, whether JNK/Sab signaling
pathway induces lipotoxic liver injury by mediating
mitochondrial dysfunction in NASH still lacks evidence.

Scoparone (Scop) is a natural compound from Traditional
Chinese Medicine (TCM) herbs such as Artemisia scoparia
Waldst. etKit and Artemisia capillaris Thunb., with the
chemical name 6,7-dimethoxycoumarin (Jin et al, 2005; Yan
et al, 2011). It has the function of relieving asthma and cough,
anti-myocardial injury, liver protection, anti-tumor, and so on
(Nawrot-Modranka et al., 2006; Kang et al.,, 2013; Fang et al.,
2016; Wan et al, 2018). The pharmacological activities of
scoparone include anti-inflammatory, antioxidant, anti-
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apoptotic, anti-fibrotic, and hypolipidemic effects. In recent
years, mounting evidence has shown its therapeutic potential
in various liver diseases, such as acute liver injury, alcohol-
induced hepatotoxicity, NAFLD, and liver fibrosis (Hui W. Y.
etal,, 2020). In our preliminary experiment, scoparone was found
able to improve PA-induced lipid deposition and lipotoxic injury
of the hepatocyte. In addition, we also find that scoparone could
inhibit fatty acid-induced JNK activation.

Therefore, this study aims to clarify the contribution of
JNK/Sab signaling-mediated mitochondrial dysfunction to
NASH, then to explore the role of scoparone against NASH
and whether the JNK/Sab signaling pathway-mediated
lipotoxic injury in hepatocytes is involved in its underlying
mechanism through in vivo and in vitro experiments.

MATERIALS AND METHODS

Cell Culture and Experimental Design for

in vitro Experiment

Mouse hepatocyte AML12 and human hepatocarcinoma cell
line HepG2, Huh7 were purchased from the Cell Biology
Institute of Chinese Academy of Science (Shanghai, China)
and cultured in DMEM with 10% FBS and 1% penicillin/
streptomycin (Lonsera, Grand Island, United States) at 37°C
in a humidified atmosphere containing 5% CO,.

To induce hepatic steatosis model, cells were incubated in
DMEM containing 0.5 mM palmitic acid (PA) and 1% BSA
(Sigma, Steinheim, Germany) for 24 h. The cells were treated
with scoparone at different doses simultaneously. The cells
cultured in the DMEM with 1% BSA were used as normal
control. Scoparone was purchased from Shanghai Winherb
Pharmaceutical Technology Development Co., Ltd. (Batch No:
190623; Purity >98%), and initially dissolved in 50 mM
dimethyl sulfoxide (DMSO). The final concentrations of
DMSO were kept below 0.1% in all culture conditions.

Establishment of Sab Knockdown Cells
Three Sab-RNAI lentiviral vectors (sh Sabl, sh Sab2, and sh
Sab3) were constructed by Genomeditech Co, Ltd (Shanghai,
China) by using the vector pPGMLV-SC5 RNAi-GFP. HepG2,
Huh7, and AMLI12 cells were cultured in a 6-well plate (5 x
10* cells/well) for 24h, and were transfected with sh Sab
lentivirus with a multiplicity of infection (MOI) of 10 to
establish the stable Sab knockdown cell line. Cells
transfected with empty-vector lentivirus were used as a
scramble. Polybrene (2pg/ml) was used to enhance
transfection efficiency. After 72 h, RNA and protein of cells
were extracted to detect Sab expression level to evaluate the
transfection and knockdown efficiency.

Cell Viability Assay

The cell viability was measured using the Cell Counting Kit-8
(CCK-8, Dojindo, Kumamoto, Japan). The cells were cultured
in a 96-well plate (5 x 10*cells/well), and treated with
0.5mMPA for 24h. Then, a 110ul CCK-8 detection
reagent (CCK-8 detection solution: DMEM = 1:10) was
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added and incubated for 4 h. The optical density (OD) of the
cultures was detected at the absorbance of 450 nm by using
Synergy H4 Hybrid Multi-Mode microplate reader (BioTeck,
Winooski, United States).

DAPI and Nile Red Double Staining of Cells
The cells were fixed with 4% paraformaldehyde and then stained
using Nile Red (SIGMA, Steinheim, Germany) and DAPI (MP,
Biomedicals, United States). The cell image was acquired by
ImageXpress Microsystem High-content imaging system
(Molecular Devices, LLC. San Jose, CA, United States). The
cellular imaging analysis software MetaXpress Analysis
(Molecular Devices) was used to run the quantitative analysis
of the lipid content in cells.

TMRM Assay and ROS Generation

Determination

Tetramethyl rhodamine, methyl ester (TMRM) staining can
quantify changes in mitochondrial membrane potential in
living cells. It was used to monitor mitochondrial function.
Cells were incubated with TMRM (Sigma, Steinheim,
Germany) staining solution at 37°C for 20 min in the dark.
Then TMRM was replaced with Hank’s solution, and finally,
cells were viewed and photographed by ImageXpress
Microsystem High-content imaging system (Molecular
Devices).

Intracellular reactive oxygen species (ROS) generation
level was determined by using the probe 2',7'-
dichlorodihydrofluorescein diacetate (DCFH-DA)
(Beyotime Biotechnology, Shanghai, China). Briefly, cells
were incubated with DCFH-DA in DMEM for 20 min.
After washing twice with PBS, cells were observed and
photographed under a fluorescence microscope (Olympus
IX71, Tokyo, Japan).

Experimental Design for in vivo Experiment
A total of 40 male C57BL/6] mice (6-week old) of SPF grade,
were purchased from Shanghai Slack Laboratory Animal Co.,
Ltd. (license number SCXK (Shanghai) 2017-0005), and bred
at room temperature (22°C) and relative humidity 50-70%.
The mice were divided into a control group, a model group,
and three scoparone intervention groups (low, medium, and
high dose scoparone group), by using a completely random
design according to their body weights (n = 8 for each group).
The mice in the control group were fed a normal diet and the
mice in the model group and intervention groups with a high-
fat diet (HFD) (Research diet, Inc., New Brunswick,
United States, D12492) for 30 weeks. From the 23rd week,
mice of the low, medium, and high scoparone groups were fed
with HFD supplemented with scoparone powder, at a dose of
25, 50, and 100 mg/kg body weight for 8 weeks. At the end of
the experiment, the mice were fasted overnight, anesthetized,
and sacrificed. The blood and liver tissues were collected for
the subsequent experiments. The animal experiment
procedure was approved by the Animal Experiment Ethics
Committee of Longhua Hospital, Shanghai University of
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Traditional Chinese Medicine (No. LHERAW-190001). All
animals were kept in compliance with the National Guideline
for the Care and Use of Animals.

Serum Biochemical Analysis and Detection
of Serum TNF-a

The mouse serum was separated at 3,000 r/15 min, and the
serum  alanine  aminotransferase  (ALT), aspartate
aminotransferase (AST), triglyceride (TG). cholesterol
(TC), high-density lipoprotein cholesterol (HDL), and low-
density lipoprotein cholesterol (LDL) were measured by using
ROCHE cobas 8,000 modular analyzer series and
corresponding reagent kits (Basel, Switzerland). The serum
TNF-a was determined by using an ELISA assay (Shanghai
WestTang Bio-tech Co., Ltd) according to the manufacturer’s
protocol.

Measurement of TG and TC Content in Liver

Tissues

Mouse live tissues (40 mg) were homogenized with 360 pul
alcohol, then centrifuged for 15 min at 4°C, 2,500 rpm. The
supernatant was measured based on the instructions of a TG
or TC assay kit (Jiancheng Institute of Bio Engineering, Inc.)
using the GPOPAP enzyme method. The absorbance was
measured by Synergy H4 Hybrid Reader (BioTek,
United States), and calculations of TG and TC content
were performed according to the formula of the kit.

Histopathology of Liver Tissues

The liver tissue was fixed with 4% paraformaldehyde, then
dehydrated and embedded in paraffin and cut into 5pum
sections. The section was stained with hematoxylin-eosin
(HE) solution (Yixin Biotechnology, Shanghai, China)
according to a standard procedure. After mounting, the
pathological changes of liver tissue were observed and
photographed under a light microscope (Nikon ECLIPSE
50i, Tokyo, Japan).

TUNEL Staining of Liver Tissues

The paraffin-embedded liver tissue sections were
deparaffinized, hydrated, and permeabilized. A TUNEL
apoptosis detection kit (In Situ Cell Death Detection Kit,
Roche, Indianapolis, United States) was used to label the
apoptotic cells with TMR red, and nuclei were
counterstained with DAPI. The images of slides were
scanned and analyzed by using ImageXpress MicroSystem
and MetaXpress Analysis (Molecular Devices).

The Observation of Hepatocyte
Mitochondrion by Transmission Electron

Microscope

The fresh liver tissues were fixed in 2% glutaraldehyde for 2 h,
and the samples were then processed and photographed using
HITACHI H-7650 transmission electron microscope in the
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TABLE 1 | The sequences of primers used in PCR.

Gene Sequence(5'-3')

h B-actin Forward: TCAAGAAAGGGTGTAACGCAATA
Reverse: CGACAGGATGCAGAAGGAGAT

h Sab Forward: AGTTCCGCTCTGTTCTGGTTG
Reverse: CCTCTGGAAGTCCTGCGTG

h PGC-1a Forward: CAAATATCTGACCACAAACGATG
Reverse: AAGTTGTTGTTGGTTTGGCTTGTAAG

h NRF1 Forward: CCAGTTTAGTGGGTGGTAGG
Reverse: CGGGAGCTTTCAAGACATTC

h TFAM Forward: GTCACTGCCTCATCCACC
Reverse: CCGCCCTATAAGCATCTT

m B-actin Forward: GAGACCTTCAACACCCCAGC
Reverse: ATGTCACGCACGATTTCCC

m PGC-1a Forward: TGGCACGCAGCCCTATTC
Reverse: GAGGATCTACTGCCTGGGGAC

m NRF1 Forward: TCCCAGAGATGCTCAAGTATTCC
Reverse: TTAACTATGGTCCGTAATGCCTG

m TFAM Forward: GCATCCCCTCGTCTATCAGTC
Reverse: TGTGGAAAATCGAAGGTATGAAC

m IL-1B Forward: GCTTCAGGCAGGCAGTATCA
Reverse: TGCAGTTGTCTAATGGGAACG

m TNF-a Forward: CCCTCCAGAAAAGACACCATG
Reverse: CACCCCGAAGTTCAGTAGACAG

h mtDNA Forward: CCACTTTCCACACAGACATCA
Reverse: TGGTTAGGCTGGTGTTAGGG

m mtDNA Forward: ACATCTCGATGGTATCGGGTC

Reverse: CCTTAGGTGATTGGG GC

Science and Technology Experiment Center of Shanghai
University of Traditional Chinese Medicine.

Immunohistochemistry of 4-HNE of Liver

Tissues

The immunohistochemical experiment was performed to
detect the level of 4-hydroxynonenal (4-HNE) in liver
tissues. The paraffin-embedded sections
dewaxed, antigen-retrieved, and blocked, then incubated
with a 4-HNE antibody (Alpha Diagnostic, Texas,
United States) overnight. The secondary antibody and
chromogenic reagent (Gene technology, Shanghai, China),
were used to detect the positive stain. After being
counterstained with hematoxylin, the section was
photographed.

liver were

Real-Time Quantitative Reverse

Transcription-Polymerase Chain Reaction

The total RNA from liver tissue or cells was extracted with
Trizol (Invitrogen, United States) reagent, reverse-
transcribed with a reverse transcription kit (Applied
Biosystems, Carlsbad, CA, United States). qRT-PCR was
then performed with an SYBR Green PCR Mix kit
(Accurate Biology, Changsha, China) with StepOnePlus
Real-Time PCR System (Applied Biosystems). The
expression level relative top-actin was calculated with the
2724 method. The gene sequence was verified on the Blast

Scoparone Improves NASH

website, and the primers were synthesized by Shanghai
Shinegene Biotechnology. The sequence of the primers was
listed in Table 1.

Relative Copy Number of
Mitochondrial DNA

The total DNA of liver tissue or cells was extracted by using a
DNA extraction kit (Tiangen Biotech, Shanghai, China). The
expression level of mitochondrial DNA (mtDNA) was
detected by real-time PCR. The primer sequences, which
are located at the D-loop region in mitochondrial DNA,
were also listed in Table 1.

Western Blot

The liver tissue and cell proteins were extracted with RIPA lysate
(Beyotime Biotechnology), and the concentration was
determined using the BCA method. The protein was separated
by 10% acrylamide gel electrophoresis and transferred to the
PVDF membrane (Millipore, Darmstadt, and Germany). TBST
solution containing 5% skim milk (BD, Maryland, United States)
was used to block the membrane for 1 h, followed by incubation
with primary antibodies at 4°C overnight. Antibodies against
P-JNK, JNK, P-Src, Src, P-SHP-1, SHP-1, Peroxisome
proliferator-activated receptor-y coactivator-la (PGC-1a), and
B-actin were purchased from Cell Signaling (Massachusetts,
United States). Antibodies against Sab and Cleaved PARP
were obtained from Proteintech (Wuhan, China) and
ABclonal (Wuhan, China) respectively. The membrane was
then incubated with the secondary antibodies at room
temperature for 1h and subsequently incubated with ECL
luminescent substrate (Millipore, Billerica, United States). The
signals were acquired using Tanon-5200 chemiluminescence
image analysis system (Shanghai, China).

Statistical Analysis

The measurement data were expressed as mean * standard
deviation (SD). All data were statistically analyzed using
SPSS24.0 (SPSS Inc., Chicago, IL, United States) and
Graphpad Prism 8.0 software (GraphPad Software Inc., San
Diego CA, United States). Student ¢-test was used to compare
the means of the two groups, and One-way analysis of variance
(ANOVA) followed by Tukey’s post hoc comparison for three or
more groups. p < 0.05 was considered statistically significant.

RESULTS

Sab Knockdown Suppressed PA-Induced
Activation of JNK/Sab Signaling Pathway in

Hepatocytes

To identify the role of JNK/Sab signaling in the NASH
mechanism, the key molecule Sab was knockdown in
hepatocytes to block this pathway by using RNA interference.
The expression of Sab mRNA and protein in hepatocytes
transfected with Sab shRNA lentivirus or scramble was
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detected by qRT-PCR and Western blot. Figures 1A,B showed
that sh Sab#3 lentiviral transfection had the most obvious
inhibitory effect on Sab expression, with an inhibition rate of
more than 80% in both HepG2 and Huh?7 cell lines and around
60% in AMLI2 cells (Supplementary Figure S1A).

To imitate the lipotoxic liver injury of NASH in vitro,
hepatocytes were incubated with PA (0.1, 0.25, 0.5, 1, 1.5,
and 2 mM) for 24 h and the corresponding cell viability was
measured by CCK8 assay. The cell viability was down-
regulated by PA incubation in a dose-dependent manner.
The cell survival rate was around 50% with 0.5 mM PA
induction in HepG2 and Huh7 cells, which was thereby
selected as the dose of PA for subsequent experiments
(Figure 1C).

Figure 1D showed that PA increased the P-JNK/JNK and
P-SHP-1/SHP-1 ratios of protein expression in HepG2 cells,
whereas decreased P-Src/Src ratio. Knockdown of Sab
prevented the PA-induced activation of JNK/Sab signaling,
demonstrated by the significantly reduced P-JNK/JNK and
P-SHP-1/SHP-1 ratios, and increased P-Src/Src value.

PA-Induced Mitochondrial Dysfunction and
Lipotoxic Injury of Hepatocytes Were
Reversed by Suppression of the JNK/Sab
Signaling Pathway

TMRM can accumulate in normal functional mitochondria
and emit fluorescent signals. If the mitochondrial
transmembrane potential is damaged, TMRM will diffuse,
and fluorescence intensity decreases. As shown in
Figure 2A; Supplementary Figure S1B, the fluorescence
intensity of TMRM in PA-induced hepatocytes (Model)
was significantly reduced, indicating impaired membrane
potential and function of mitochondria. Whereas cells with
Sab knockdown showed higher fluorescence intensity
compared with scramble with PA treatment. Figure 2B also
demonstrated the knockdown of Sab rescued mitochondrial
function, as sh Sab HepG2 cells generated more ATP with PA-
induction when compared with the scramble cells. As a
nuclear transcription co-activator, PGC-la can promote
the transcription of target genes related to regulating
mitochondrial proliferation, mitochondrial respiration
chain, and B-oxidation of fatty acid (Guerrero-Beltran
2017). Western blot results showed that Sab
downregulation reversed the decrease of PGC-la level
induced by PA (Figure 2C). Figure 2D showed that
intracellular ROS generation increased notably in the PA-
induced hepatocytes. When Sab was knocked down, the green
fluorescence was significantly reduced, indicating the
inhibitory effect of Sab knockdown on oxidative stress
during PA-induced lipotoxic injury.

DAPI and Nile Red double staining was performed to
observe cellular lipid accumulation. As shown in Figure 2E
and Supplementary Figure S1C, the control HCC cells
showed no obvious lipid deposition. After PA incubation
for 24 h, Nile red signal was significantly enhanced, whereas
the DAPI-presented cell number was reduced, and the Nile red

et al.,
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dots normalized to cell number indicated the increased
intracellular lipid content. Meanwhile, the decreased
number and the presence of some irregular morphology of
nuclei showed by DAPI staining also indicated cell damage
with PA induction. Sab knockdown alleviated the PA-induced
lipid accumulation and the decrease of cell number
significantly. Similarly, the CCK8 assay also showed Sab
knockdown significantly improved the viability of HepG2
cells and AMLI12 cells when treated with 0.5 mM PA for
24h (Figure 2F, Supplementary Figure S1D). PARP
protein can be cleaved and activated during apoptosis.
Western blot results showed that PA increased the
expression of cleaved PARP of scramble HepG2 cells
significantly, while the Sab-knockdown cells had a lower
expression, suggesting that lipid-induced apoptosis had
been alleviated by inhibiting JNK/Sab signaling (Figure 2G).

Scoparone Reversed PA-Induced Lipotoxic
Injury of Hepatocytes

To determine the concentration of scoparone to be used, the
viability of HepG2 and AMLI12 cells incubated with
scoparone at different doses was detected by CCK8 assay.
Compared with control, cell viability increased with the
increase of concentration and reached a peak at 25 uM.
The calculated IC50 value of HepG2 cells was 350 uM and
that of AMLI12 cells was 480 uM (Figure 3A). With
0.5 mM PA induction, the viability of HepG2 and AML12
cells decreased significantly. Whereas intervened by
scoparone at 10 and 25pM, cell viability was improved,
with the highest viability at 25uM (Figure 3B). The
concentration of 25 uM was far less than the IC50 value of
scoparone in hepatocytes, which was thus selected to be used
in subsequent experiments.

DAPI and Nile red double staining were performed on the
hepatocytes in each group. Compared with the model group,
the number of cells with 25 uM scoparone treatment group
increased significantly and the lipid deposition decreased
significantly (Figure 3C). Western blot results presented
that scoparone could significantly reduce the expression of
apoptosis indicator protein cleaved PARP in HepG2 and
AML12 cells induced by PA (Figure 3D).

PA-Induced Mitochondrial Dysfunction Was

Reversed by Scoparone

The TMRM staining found that scoparone treatment could
significantly improve the attenuation of cellular mitochondrial
membrane potential caused by PA (Figure 4A). As shown in
Figure 4B, scoparone could also improve the PA-induced
decrease of ATP production. Compared with the control
group, the mtDNA copy number, the mRNA levels of PGC-
la, NRF1, and TFAM, as well as PGC-1a protein level were
detected downregulated in PA-induced cells, which was
improved by scoparone significantly (Figures 4C,D). The
ROS level of cells in each group was observed under the
fluorescence microscope. Compared with the model group,
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the ROS generation of cells in scoparone group was
significantly reduced and the oxidative stress injury was
improved (Figure 4E). Together, these results indicated that
the PA-induced damage of mitochondrial function was
improved by scoparone.

Scoparone Inhibited PA-Induced Activation

of JNK/Sab Signaling Pathway

The protein expression of JNK/Sab signaling pathway-related molecules
in HepG2 and AMLI12 cells were detected, which were shown in
Figure 5. Compared with the control group, the ratio of P-JNK/JNK

Scoparone Improves NASH

and P-SHP-1/SHP-1 increased, and the ratio of P-Src/Src decreased
significantly. With the intervention of scoparone, compared with the
model group, the ratio of P-JNK/JNK and P-SHP-1/SHP-1 decreased,
and the ratio of P-Src/Src increased significantly. There was no
significant difference in the expression of Sab in cells of different groups.

Scoparone Alleviated Lipotoxic Liver Injury
Induced by HFD in NASH Mice

As shown in Figure 6A, after 30 weeks of the HFD-induction, the
body weight and liver weight of mice in the model group were
increased significantly compared with the control group. These
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were down-regulated by scoparone treatment in a dose-
dependent manner. The levels of serum ALT, AST, LDH, TC,
HDL, and LDL in HFD-fed mice were higher than the control
group, which were also decreased by scoparone dose-dependently
(Figures 6B,C).

The liver tissues of model mice stained with HE
demonstrated the histology characteristics of NASH, with
the abundant accumulation of lipid droplets in hepatocytes,
scattered  lobular  inflammatory  infiltration, and
hepatocellular ballooning. The medium and high dose of
scoparone improved the histopathological changes of
NASH mice (Figure 7A). The levels of TG and TC in the
liver tissues were also reduced by scoparone (Figure 7B),
which was consistent with the impaired hepatosteatosis
shown in HE staining. Moreover, the levels of serum TNF-
aand mRNA expression of IL-1B, TNF-a in the liver tissues of
scoparone groups were decreased as compared with NASH
mice (Figure 7C). The Western blot results showed the
Cleaved PARP protein level in the model group was
significantly increased versus control, which was decreased
by scoparone treatment (Figure 7D). Figure 7E showed red
fluorescence in the nuclei in a large number of cells in the liver
tissues of NASH model mice, whereas no obvious positive
TUNEL staining in the liver tissues of control and scoparone
groups. The quantified fluorescence value normalized to cell
number according to DAPI counterstain revealed that the
apoptotic rate of liver cells in the model group was
significantly higher than that of the control and the
scoparone groups.

Scoparone Alleviated Mitochondrial
Dysfunction in the Hepatocytes of NASH
Mice by Inhibiting JNK/Sab Signaling
Pathway
Through the transmission electron microscopy images of
liver tissues (Figure 8A), we can observe a closed cystic
structure composed of the bilayer membrane of the normal
mitochondria. In the slices of the model group, the
mitochondrial number was significantly reduced and the
mitochondria swelled when compared with control. And as
indicated by the yellow arrow, the mitochondria of the model
group were cavitated, which may be attributed to reduced
matrix particles. While in the scoparone group, there were
almost no lipid droplets and the number of mitochondria was
more than that of the model group. The mRNA levels of PGC-
la, NRF1, and TFAM, and relative copy number of mtDNA
were detected reduced in the liver of NASH mice, which were
raised by scoparone significantly (Figure 8B). Mitochondrial
dysfunction is generally involved in excessive ROS
production, which can trigger lipid peroxidation to cause
cell damage. 4-hydroxynonenal (4-HNE), a product of lipid
peroxidation, is often used to indicate the ROS level. As
shown in Figure 8C, the IHC of 4-HNE displayed an
obviously higher level of oxidative stress in the liver
tissues of the model group than that in the control, which
was improved by scoparone treatment.

The expression levels of JNK/Sab pathway-related

molecules in mice liver tissues were also measured
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(Figure 8D). There was no difference in Sab expression as well
as total JNK and Src protein among different groups.
Compared with the control, P-JNK/JNK and P-SHP-1/SHP-
1 ratios were significantly increased, while P-Src/Src ratio

decreased in the liver tissues of NASH mice. Scoparone
could reverse the changes of these protein ratios, suggesting
its inhibitory effect on the activation of JNK/Sab signaling
pathway in the liver of NASH mice.
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DISCUSSION

Lipotoxic liver injury refers to cell damage or even cell death
attributed to the excessive accumulation of fatty acids in the liver,
which is the most obvious characteristic of NASH (Machado and
Diehl, 2016). Mitochondrial dysfunction induced by an overload
of fatty acids is regarded as a major factor for lipotoxic liver injury
of NASH (Satapati et al., 2012). Mitochondria are organelles with
a biolayer membrane composed of four parts: the outer
membrane, intermembrane space, inner membrane, and
matrix  (Vakifahmetoglu-Norberg al.,  2017). Under
physiological conditions, mitochondria produce direct energy
ATP and a few amounts of ROS to maintain normal cell
activities (Shadel and Horvath, 2015). When the mitochondrial
function was damaged, electron transfer is blocked and ATP
synthesis is suppressed, leading to increased ROS generation
(Cortez-Pinto et al, 1999). A high level of ROS, in turn,
exacerbates  mitochondrial  dysfunction and  energy
dysmetabolism, as well as induces lipid peroxidation to cause
cell damage (Kaser et al., 2005; Weltman et al., 2010). In addition,
as mitochondrial membrane permeability rises when damaged,
apoptosis-related factors release from the mitochondria into the
cytoplasm, which could activate downstream proteins of the
cysteinyl aspartate specific proteinase (Caspase) family to
trigger cell apoptosis (Ma et al, 2014). Moreover,
mitochondrial dysfunction can also induce inflammation,
necrosis, and fibrosis of liver cells (Ding, 2010). It has been
found that the severity of liver steatosis is positively relevant to the
degree of mitochondrial function in NASH (Morris et al., 2011).
Alleviating mitochondrial damage can reduce lipid accumulation
in hepatocytes induced by high glucose (Hsu et al., 2015). And in
patients with NASH, liver steatosis can be inhibited by drugs
restoring the mitochondrial respiratory chain and reducing
inflammation and fibrosis (Begriche et al., 2013).

In this study, the mice induced by a high-fat diet showed
diffuse liver steatosis, accompanied by increased apoptosis and
up-regulation of transaminase, indicating the lipotoxic liver
injury in the NASH model. Of note, we found abnormal
mitochondrial structure and decreased quantity in the
hepatocytes and decreased PGC-1a protein expression, as well
as increased lipid peroxide in the NASH mice. The in vitro
experiment also showed PA-induced cell apoptosis and lipid
accumulation, which resulted in lipotoxic damage. In addition,
the decrease of mitochondrial membrane potential, ATP level,
and PGC-1a protein expression, and the increase of ROS level
indicated mitochondrial dysfunction in NASH mice. Consistent
with previous studies, these results also proved the crucial role of
lipid-induced mitochondria dysfunction in NASH progress. But
the regulated mechanism remains unclear.

It has been found that sustained JNK activation plays an
important role in the lipotoxic injury of NASH. JNK can be
phosphorylated and activated by a variety of stress-related
signals, such as saturated fatty acids, ROS, and pro-
inflammatory cytokine (Gan et al, 2014). Its activation
could wupregulate the transcription of inflammatory
cytokines and promote their release through activating the
NLR family pyrin domain-containing protein 3 (NLRP3)

et
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FIGURE 9 | The sketch of the mechanism of JNK/Sab signaling pathway
involved in mitochondrial dysfunction in NASH and the effect of Scoparone.
Stimulated by free fatty acids, JNK is activated and binds to the outer
mitochondrial transmembrane protein Sab, which then releases and
promotes the activation of SHP-1 in mitochondria. Phosphorylated SHP-1
could induce the inactivation of Src, which leads to damage of mitochondrial
electron transport chain, thereby reducing ATP production and increasing
ROS generation. The mitochondrial damage in turn stimulates JNK and thus
results in sustained activation of JNK. Scoparone can reverse this process
partly through inhibiting the JNK/Sab signaling.

inflammasome (Li et al., 2015). JNK can also mediate cell
apoptosis by inducing activation of transcription factors like
c-Jun to produce apoptotic related molecules or by directly
regulating the activation of Bcl-2 family members (Han et al.,
2009; Win et al., 2011). It was reported that continuous JNK
activation could damage the function of the mitochondrial
respiratory chain and causes mitochondrial dysfunction (Gan
et al., 2014). Furthermore, previous studies have found that
JNK is activated in a Sab-dependent manner
acetaminophen (APAP) and tumor necrosis factor/
Galactosamine-induced acute liver injury of mice (Win
et al, 2016). Under physiological conditions, the
mitochondrial membrane protein Sab binds to SH2-
containing protein tyrosine phosphatase (SHP-1). Whereas
under stress pathological state during liver injury,
continuously activated JNK specifically binds to Sab and
causes its conformational change, which makes SHP-1
separate from Sab and is phosphorylated by non-receptor
tyrosine kinase c-Src (Tyrosine Phosphatase c-Src, Src). SHP-
1 is an important member of the protein tyrosine kinase
(PTK) family and plays a role in maintaining the
phosphorylation level of tyrosine (Zhang et al., 2000). Src
is located both on the outer membrane and inside the
mitochondrion (Gomez-Puerta 2013). It
regulates multiple signal transduction involving processes
such as proliferation, differentiation, and apoptosis.
Inhibition of Src could directly suppress the electron
transport of mitochondria and promote ROS generation
(Yeatman and Timothy, 2004; Sharma et al., 2016). In
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turn, excess ROS can reduce ATP production and the activity
of Src (Srikanthan et al., 2016). Activated SHP-1 by JNK/Sab
is transferred to the inner mitochondrial membrane and
mediates the inactivation of Src, thereby causing
mitochondrial dysfunction (Win et al., 2015; Win et al,
2016).

In this study, to further clarify the role of the JNK/Sab pathway
in NASH-related hepatotoxicity injury, we used the key molecule
Sab knockdown cells in PA induction experiments. It was found
that, compared with the scramble, Sab knockdown inhibited the
activation of downstream SHP-1 while increasing Src
phosphorylation level, suggesting that Sab knockdown has an
inhibitory effect on this pathway. Affected by the inhibition of the
JNK/Sab pathway, the mitochondrial dysfunction of Sab
knockdown cells was improved than that of scramble cells
induced by PA, as evidenced by the restorative upregulation of
mitochondrial ATP production and mitochondrial membrane
potential. And in the hepatocytes with Sab knockdown, cell
viability was enhanced, whereas lipid accumulation and
apoptosis were reduced, when compared with scramble cells.
Interestingly, Sab knockdown also significantly reduced the
phosphorylated JNK level, probably because that Sab
knockdown reversed PA-induced mitochondrial dysfunction
and reduced ROS level, forming a feedback inhibition to JNK.
Collectively, our results indicate that JNK/Sab signaling pathway
is activated after fatty acids deposit in hepatocytes of NASH mice,
a mechanism that may be involved in liver mitochondrial
dysfunction and liver damage (Figure 9).

At present, TCM is widely used in the treatment of fatty liver
disease and shows curative effects. Based on the pathogenesis of
NAFLD of TCM theory, we developed the compound formula
Jiangzhi Granule, composed of five herbal medicine including
Artemisiae Scopariae Herba, which is effective for the clinical
treatment of NAFLD (Pan et al, 2013). Previous studies have
shown that the compound can improve hepatic steatosis and
inflammation, reduce serum transaminases, and inhibit JNK
activation in liver tissue of NASH mice (Liu et al, 2014). To
further explore its mechanism, pharmacological research on its
components was carried out. Scoparone, one component of
Artemisiae Scopariae Herba, was found effective in reducing lipid
accumulation and protecting liver function. The in vivo experiments
in our study confirmed its potential against lipotoxic liver injury in the
HFD-induced NASH mice. This effect against liver injury is
consistent with some previous studies. It has been found that
scoparone could improve acute liver injury in mice caused by
p-acetylphenol, significantly reducing histopathological changes in
liver tissue and cell apoptosis (Hui Y. et al,, 2020). In an in vivo
experiment of cholestatic liver disease, scoparone inhibited liver
inflammation and fibrosis, improved cholestasis, and promoted
the recovery of liver injury by upregulating the expression of
farnesoid X receptor/bile salt export pump (FXR/BSEP) pathway
(Yuan et al., 2020). Liu X Showed that scoparone could inhibit the
transforming  growth factor-p  (TGF-B)/Smad/Stat3 signaling
pathway, therefore inhibiting the proliferation of hepatic stellate
cells and significantly reducing liver fibrosis (Liu and Zhao, 2017).

Notably, Liu B et al. have shown that scoparone could
improve hepatocyte inflammation, apoptosis, inflammation

Scoparone Improves NASH

as well as hepatic steatosis in methionine and choline-
deficient (MCD) diet-induced NASH mice, which was
similar to our results in HFD-induced mice. However, in
their in vitro experiment, scoparone was found unable to
reduce the hepatosteatosis in PA-induced AML12 cells. And it
was concluded that the effect of scoparone against NASH
through blocking TLR-4/NF-kB signaling-mediated immune
responses of macrophages (Liu et al., 2020). Different from
the above study, our results demonstrated that scoparone
could reverse PA-induced lipotoxic injury of hepatocytes,
such as cell viability, apoptosis, and lipid accumulation in
HepG2 and AMLI12 cells. This contradiction may be due to
the different intervention conditions and the degree of cell
damage in the two experiments, which may need further
analysis and confirmation. However, scoparone has been
shown capable of regulating lipid metabolism in some
previous researches. In one study, scoparone exposure at a
low, non-cytotoxic dose significantly altered metabolism in
primary hepatocytes isolated from ICR male mice. Lipid
changes, e.g., the levels of identified PG (19:1 (9Z)/14:0),
PE (17:1 (9Z)/0:0), PE (19:1 (97)/0:0) were found to be
upregulated in the ethanol-induced group, which were
downregulated in scoparone group (Zhang et al., 2016).
Moreover, scoparone could inhibit TG accumulation in the
mature adipocytes. Further study revealed that scoparone
negatively  regulated the  expression level and
transcriptional activity of the key adipogenic transcription
factor, PPARy, in 3T3-L1 preadipocytes and suppressed
adipogenesis (Noh et al., 2013). These studies support that
scoparone could suppress the lipotoxic injury of hepatocytes
directly.

In ethanol-induced HepG2 cells, it has been found that scoparone
could ameliorate oxidative stress-mediated injury (Noh et al,, 2011).
Our results also demonstrated the level of ROS and lipid peroxide 4-
HNE was downregulated by scoparone. Moreover, PA-induced
reduction of mitochondrial membrane potential and ATP
generation of hepatocytes, as well as the changes of mitochondrial
number and morphology in the liver tissues of NASH mice were
reversed by scoparone treatment, indicating the effect of scoparone in
improving mitochondrial number and function. As mitochondrial
dysfunction is the major contributor to ROS generation, thus the anti-
oxidative stress role of scoparone might be through restoring
mitochondrial function. Further study showed that scoparone
treatment could reverse the PA-induced activation of JNK and
SHP-1, and inactivation of Src in the experiments in vitro and in
vivo, which was consistent with the results of Sab knockdown. As the
aforementioned involvement of JNK/Sab signaling in mitochondrial
dysfunction of hepatocytes, we consider that scoparone could
ameliorate the lipotoxic liver injury in NASH partially via
inhibiting the JNK/Sab pathway and improving mitochondrial
dysfunction (Figure 9).

CONCLUSION

In summary, the accumulation of fatty acids activates JNK/Sab
signaling pathway to induce mitochondrial dysfunction, promoting
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ROS release and cell apoptosis, which contributes to the lipotoxic liver
injury in NASH. Blocking this signaling pathway can reverse hepatic
steatosis and cell damage. Moreover, we confirmed the effect of the
naturally-derived compound scoparone against HFD-induced NASH.
The pharmacological mechanism of scoparone involves the inhibition
of JNK/Sab signaling-mediated mitochondrial dysfunction. Therefore,
scoparone may serve as a potential therapeutic compound in the
treatment of NASH.

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 study was conducted according to the guidelines of the
Declaration of Helsinki and approved by the Animal
Experiment Ethics Committee of Longhua Hospital
Affiliated to Shanghai University of Traditional Chinese
Medicine (NO. LHERAW-190001).

REFERENCES

Begriche, K., Massart, J., Robin, M. A., Bonnet, F,, and Fromenty, B. (2013).
Mitochondrial Adaptations and Dysfunctions in Nonalcoholic Fatty Liver
Disease. Hepatology 58 (4), 1497-1507. doi:10.1002/hep.26226

Cortez-Pinto, H., Chatham, J., Chacko, V. P., Arnold, C., Rashid, A., and Diehl, A. M.
(1999). Alterations in Liver ATP Homeostasis in Human Nonalcoholic Steatohepatitis:
A Pilot Study. JAMA 282 (17), 1659-1664. doi:10.1001/jama.282.17.1659

Cotter, T. G., and Rinella, M. (2020). Nonalcoholic Fatty Liver Disease 2020: The State of
the Disease. Gastroenterology 158 (7), 1851-1864. doi:10.1053/j.gastro.2020.01.052

Court, N. W, Kuo, I, Quigley, O., and Bogoyevitch, M. A. (2004). Phosphorylation of
the Mitochondrial Protein Sab by Stress-Activated Protein Kinase 3. Biochem.
Biophys. Res. Commun. 319 (1), 130-137. doi:10.1016/j.bbrc.2004.04.148

Ding, W. X. (2010). Role of Autophagy in Liver Physiology and Pathophysiology.
World J. Biol. Chem. 1 (1), 3-12. doi:10.4331/wjbc.v1.i1.3

Fang, H., Zhang, A, Yu, J., Wang, L,, Liu, C., Zhou, X,, et al. (2016). Insight into the
Metabolic Mechanism of Scoparone on Biomarkers for Inhibiting Yanghuang
Syndrome. Sci. Rep. 6 (1), 37519. doi:10.1038/srep37519

Gan, L. T., Van Rooyen, D. M., Koina, M. E., Mccuskey, R. S., Teoh, N. C., and
Farrell, G. C. (2014). Hepatocyte Free Cholesterol Lipotoxicity Results from
JNK1-Mediated Mitochondrial Injury and Is HMGB1 and TLR4-dependent.
J. Hepatol. 61 (6), 1376-1384. doi:10.1016/j.jhep.2014.07.024

Genova, M. L., and Lenaz, G. (2014). Functional Role of Mitochondrial Respiratory
Supercomplexes. Biochim. Biophys. Acta 1837 (4), 427-443. doi:10.1016/j.
bbabio.2013.11.002

Gomez-Puerta, J. A., and Mdcsai, A. (2013). Tyrosine Kinase Inhibitors for the
Treatment of Rheumatoid Arthritis. Curr. Top. Med. Chem. 13 (6), 760-773.
doi:10.2174/15680266113139990094

Guerrero-Beltran, C. E., Bernal-Ramirez, J., Lozano, O., Oropeza-Almazan, Y.,
Castillo, E. C., Garza, J. R, et al. (2017). Silica Nanoparticles Induce
Cardiotoxicity Interfering with Energetic Status and Ca2+ Handling in
Adult Rat Cardiomyocytes. Am. ]. Physiol. Heart Circ. Physiol. 312 (4),
H645. doi:10.1152/ajpheart.00564.2016

Han, D., Ybanez, M. D., Ahmadi, S., Yeh, K., and Kaplowitz, N. (2009). Redox
Regulation of Tumor Necrosis Factor Signaling. Antioxid. Redox Signal. 11 (9),
2245-2263. doi:10.1089/ars5.2009.2611

Scoparone Improves NASH

AUTHOR CONTRIBUTIONS

Conception and design: PZ, HS, and JX; Administrative
support: PZ, LY; Collection and assembly of data: Y], JX,
PH, LY, YAL, YPL, and JW; Data analysis and
interpretation: HS, YJ, and PH; Manuscript writing: YJ, HS,
and PZ; Final approval of manuscript: all authors.

FUNDING

This work was supported by the National Natural Science
Foundation of China (No. 81704047, 82174287, and
81704018), the Natural Science Foundation of Shanghai (No.
21ZR1463900, 20ZR1458900), and the Graduate Student
Innovation Program of Shanghai University of Traditional
Chinese Medicine (No. 520).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fphar.2022.863756/
full#supplementary-material

Hsu, W. H,, Lee, B. H,, and Pan, T. M. (2015). Leptin-induced Mitochondrial
Fusion Mediates Hepatic Lipid Accumulation. Int. J. Obes. (Lond) 39 (12),
1750-1756. doi:10.1038/ij0.2015.120

Hui, W.Y,, Jiing, Z., Chuan, Z. X., and Yang, Y. (2020a). Scoparone Prevents Acute
Liver Injury Induced by Excessive Acetaminophen in Mice by Inhibiting the
Expression of Matrilin-2. Drugs & Clinic 35 (07), 1301-1306. doi:10.7501/j.issn.
1674-5515.2020.07.003

Hui, Y., Wang, X,, Yu, Z,, Fan, X,, Cui, B., Zhao, T., et al. (2020b). Scoparone as a
Therapeutic Drug in Liver Diseases: Pharmacology, Pharmacokinetics and
Molecular Mechanisms of Action. Pharmacol. Res. 160, 105170. doi:10.1016/
j.phrs.2020.105170

Ibrahim, S. H., and Gores, G. J. (2012). Who Pulls the Trigger: JNK Activation in
Liver Lipotoxicity? J. Hepatol. 56 (1), 17-19. doi:10.1016/j.jhep.2011.04.017

Jin, H.,, Cheng, J., Hua, L. T., Long, Y. H,, and He, X. X. (2005). Determination of
Scoparia Lactone in Different Harvest Times and Different Parts of Herba
Artemisiae and Suggestions on Resource Utilization Pharmaceutical Journal of
Chinese People’ s Liberation Army 21 (2), 155-156. doi:10.3969/j.issn.1008-
9926.2005.02.026

Kang, J. W, Kim, D. W., Choi, J. S., Kim, Y. S, and Lee, S. M. (2013).
Scoparone Attenuates D-Galactosamine/lipopolysaccharide-Induced
Fulminant Hepatic Failure through Inhibition of Toll-like Receptor 4
Signaling in Mice. Food Chem. Toxicol. 57, 132-139. doi:10.1016/j.fct.
2013.03.016

Kaser, S., Moschen, A., Cayon, A., Kaser, A., Crespo, J., Pons-Romero, F., et al.
(2005). Adiponectin and its Receptors in Non-alcoholic Steatohepatitis. Gut 54
(1), 117-121. doi:10.1136/gut.2003.037010

Li, Q., Zhang, X., Wang, W., Li, L., Xu, Q., Wu, X,, et al. (2015). CPT-11 Activates
NLRP3 Inflammasome through JNK and NF-Kb Signalings. Toxicol. Appl.
Pharmacol. 289 (2), 133-141. doi:10.1016/j.taap.2015.09.025

Liu, B., Deng, X,, Jiang, Q., Li, G., Zhang, J., Zhang, N,, et al. (2020). Scoparone
Improves Hepatic Inflammation and Autophagy in Mice with Nonalcoholic
Steatohepatitis by Regulating the ROS/P38/Nrf2 axis and PI3K/AKT/mTOR
Pathway in Macrophages. Biomed. Pharmacother. 125, 109895. doi:10.1016/j.
biopha.2020.109895

Liu, X, and Zhao, X. (2017). Scoparone Attenuates Hepatic Stellate Cell Activation
through Inhibiting TGF-B/Smad Signaling Pathway. Biomed. Pharmacother.
93, 57-61. doi:10.1016/j.biopha.2017.06.006

Frontiers in Pharmacology | www.frontiersin.org

May 2022 | Volume 13 | Article 863756


https://www.frontiersin.org/articles/10.3389/fphar.2022.863756/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fphar.2022.863756/full#supplementary-material
https://doi.org/10.1002/hep.26226
https://doi.org/10.1001/jama.282.17.1659
https://doi.org/10.1053/j.gastro.2020.01.052
https://doi.org/10.1016/j.bbrc.2004.04.148
https://doi.org/10.4331/wjbc.v1.i1.3
https://doi.org/10.1038/srep37519
https://doi.org/10.1016/j.jhep.2014.07.024
https://doi.org/10.1016/j.bbabio.2013.11.002
https://doi.org/10.1016/j.bbabio.2013.11.002
https://doi.org/10.2174/15680266113139990094
https://doi.org/10.1152/ajpheart.00564.2016
https://doi.org/10.1089/ars.2009.2611
https://doi.org/10.1038/ijo.2015.120
https://doi.org/10.7501/j.issn.1674-5515.2020.07.003
https://doi.org/10.7501/j.issn.1674-5515.2020.07.003
https://doi.org/10.1016/j.phrs.2020.105170
https://doi.org/10.1016/j.phrs.2020.105170
https://doi.org/10.1016/j.jhep.2011.04.017
https://doi.org/10.3969/j.issn.1008-9926.2005.02.026
https://doi.org/10.3969/j.issn.1008-9926.2005.02.026
https://doi.org/10.1016/j.fct.2013.03.016
https://doi.org/10.1016/j.fct.2013.03.016
https://doi.org/10.1136/gut.2003.037010
https://doi.org/10.1016/j.taap.2015.09.025
https://doi.org/10.1016/j.biopha.2020.109895
https://doi.org/10.1016/j.biopha.2020.109895
https://doi.org/10.1016/j.biopha.2017.06.006
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Jiang et al.

Liu, Y., Song, H., Wang, L, Xu, H., Shu, X, Zhang, L., et al. (2014).
Hepatoprotective and Antioxidant Activities of Extracts from Salvia-
Nelumbinis Naturalis against Nonalcoholic Steatohepatitis Induced by
Methionine- and Choline-Deficient Diet in Mice. J. Transl. Med. 12 (1),
315. doi:10.1186/s12967-014-0315-x

Ma, Y., Zhang, J., Zhang, Q., Chen, P., Song, J., Yu, S., et al. (2014). Adenosine
Induces Apoptosis in Human Liver Cancer Cells through ROS Production and
Mitochondrial Dysfunction. Biochem. Biophys. Res. Commun. 448 (1), 8-14.
doi:10.1016/j.bbrc.2014.04.007

Machado, M. V., and Diehl, A. M. (2016). Pathogenesis of Nonalcoholic Steatohepatitis.
Gastroenterology 150 (8), 1769-1777. doi:10.1053/j.gastro.2016.02.066

Matsushita, M., Yamadori, T., Kato, S., Takemoto, Y., Inazawa, J., Baba, Y., et al. (1998).
Identification and Characterization of a Novel SH3-Domain Binding Protein, Sab,
Which Preferentially Associates with Bruton’s Tyrosine Kinase (Btk). Biochem.
Biophysical Res. Commun. 245 (2), 337-343. doi:10.1006/bbrc.1998.8420

Morris, E. M., Rector, R. S., Thyfault, J. P., and Ibdah, J. A. (2011). Mitochondria
and Redox Signaling in Steatohepatitis. Antioxid. Redox Signal. 15 (2), 485-504.
doi:10.1089/ars.2010.3795

Nawrot-Modranka, J., Nawrot, E., and Graczyk, J. (2006). In Vivo antitumor, In
Vitro Antibacterial Activity and Alkylating Properties of Phosphorohydrazine
Derivatives of Coumarin and Chromone. Eur. J. Med. Chem. 41 (11),
1301-1309. doi:10.1016/j.ejmech.2006.06.004

Nijboer, C. H., Bonestroo, H. J., Zijlstra, J., Kavelaars, A., and Heijnen, C. J. (2013).
Mitochondrial JNK Phosphorylation as a Novel Therapeutic Target to Inhibit
Neuroinflammation and Apoptosis after Neonatal Ischemic Brain Damage.
Neurobiol. Dis. 54, 432-444. doi:10.1016/j.nbd.2013.01.017

Noh, J. R, Kim, Y. H,, Gang, G. T., Hwang, J. H,, Lee, H. S, Ly, S. Y., et al. (2011).
Hepatoprotective Effects of Chestnut (Castanea Crenata) Inner Shell Extract
against Chronic Ethanol-Induced Oxidative Stress in C57BL/6 Mice. Food
Chem. Toxicol. 49 (7), 1537-1543. doi:10.1016/j.fct.2011.03.045

Noh, J. R, Kim, Y. H., Hwang, J. H., Gang, G. T., Yeo, S. H., Kim, K. S, et al. (2013).
Scoparone Inhibits Adipocyte Differentiation through Down-Regulation of
Peroxisome Proliferators-Activated Receptor y in 3T3-L1 Preadipocytes. Food
Chem. 141 (2), 723-730. doi:10.1016/j.foodchem.2013.04.036

Pan, ]., Wang, M., Song, H., Wang, L., and Ji, G. (2013). The Efficacy and Safety of
Traditional Chinese Medicine (Jiang Zhi Granule) for Nonalcoholic Fatty Liver:
A Multicenter, Randomized, Placebo-Controlled Study. Evidence-Based
Complement. Altern. Med. 2013, 1-8. doi:10.1155/2013/965723

Patel, S. S., and Siddiqui, M. S. (2019). Current and Emerging Therapies for Non-
alcoholic Fatty Liver Disease. Drugs 79 (1), 75-84. doi:10.1007/s40265-018-1040-1

Patterson, R. E., Kalavalapalli, S., Williams, C. M., Nautiyal, M., Mathew, J. T.,
Martinez, J., et al. (2016). Lipotoxicity in Steatohepatitis Occurs Despite an
Increase in Tricarboxylic Acid Cycle Activity. Am. J. Physiol. Endocrinol. Metab.
310 (7), E484-E494. doi:10.1152/ajpendo.00492.2015

Rockenfeller, P., Ring, J., Muschett, V., Beranek, A., Buettner, S., Carmona-
Gutierrez, D., et al. (2010). Fatty Acids Trigger Mitochondrion-dependent
Necrosis. Cell Cycle 9 (14), 2836-2842. doi:10.4161/cc.9.14.12267

Satapati, S., Sunny, N. E.,, Kucejova, B., Fu, X, He, T. T., Méndez-Lucas, A, et al. (2012).
Elevated TCA Cycle Function in the Pathology of Diet-Induced Hepatic Insulin
Resistance and Fatty Liver. J. Lipid Res. 53 (6), 1080-1092. doi:10.1194/jlr.M023382

Shadel, G. S., and Horvath, T. L. (2015). Mitochondrial ROS Signaling in
Organismal Homeostasis. Cell 163 (3), 560-569. doi:10.1016/j.cell.2015.10.001

Sharma, Y., Ahmad, A., Bashir, S., Elahi, A., and Khan, F. (2016). Implication
of Protein Tyrosine Phosphatase SHP-1 in Cancer-Related Signaling
Pathways. Future Oncol. 12 (10), 1287-1298. doi:10.2217/fon-2015-0057

Srikanthan, K., Shapiro, J. I, and Sodhi, K. (2016). The Role of Na/K-ATPase
Signaling in Oxidative Stress Related to Obesity and Cardiovascular Disease.
Molecules 21 (9), 1172. doi:10.3390/molecules21091172

Sunny, N. E,, Bril, E, and Cusi, K. (2017). Mitochondrial Adaptation in Nonalcoholic
Fatty Liver Disease: Novel Mechanisms and Treatment Strategies. Trends Endocrinol.
Metab. 28 (4), 250-260. doi:10.1016/j.tem.2016.11.006

Takeshita, Y., Hashimoto, Y., Nawa, M., Uchino, H., and Matsuoka, M. (2013). SH3-
binding Protein 5 Mediates the Neuroprotective Effect of the Secreted Bioactive
Peptide Humanin by Inhibiting C-Jun NH2-terminal Kinase. J. Biol. Chem. 288 (34),
24691-24704. doi:10.1074/jbc.M113.469692

Tilg, H., and Moschen, A. R. M. (2010). Evolution of Inflammation in Nonalcoholic
Fatty Liver Disease: the Multiple Parallel Hits Hypothesis. Hepatology 52 (5),
1836-1846. doi:10.1002/hep.24001

Scoparone Improves NASH

Vakifahmetoglu-Norberg, H., Ouchida, A. T., and Norberg, E. (2017). The Role of
Mitochondria in Metabolism and Cell Death. Biochem. Biophys. Res. Commun. 482
(3), 426-431. doi:10.1016/j.bbrc.2016.11.088

Vinten-Johansen, J. (2020). Commentary: Mitochondria Are More Than Just the Cells
Powerhouse. J. Thorac. Cardiovasc. Surg. 160 (2), €33-e34. doi:10.1016/j.jtcvs.2019.
07.029

Wan, C, Wei, Y., Ma, J., and Geng, X. (2018). Protective Effects of Scoparone against
Ischemia-reperfusion-induced M-yocardial I-njury. Mol Med. Rep. 18 (2),
1752-1760. doi:10.3892/mmr.2018.9123

Weltman, M. D., Farrell, G. C,, Hall, P., Ingelman-Sundberg, M., and Liddle, C.
(2010). Hepatic Cytochrome P450 2E1 Is Increased in Patients with
Nonalcoholic Steatohepatitis. Hepatology 27 (1), 128-133. doi:10.1002/
hep.510270121

Wiltshire, C., Matsushita, M., Tsukada, S., Gillespie, D. A., and May, G. H.
(2002). A New C-Jun N-Terminal Kinase (JNK)-interacting Protein, Sab
(SH3BP5), Associates with Mitochondria. Biochem. J. 367 (Pt 3), 577-585.
do0i:10.1042/BJ20020553

Win, S., Than, T. A., Han, D, Petrovic, L. M., and Kaplowitz, N. (2011). c-Jun
N-Terminal Kinase (JNK)-dependent Acute Liver Injury from
Acetaminophen or Tumor Necrosis Factor (TNF) Requires
Mitochondrial Sab Protein Expression in Mice. J. Biol. Chem. 286 (40),
35071-35078. doi:10.1074/jbc.M111.276089

Win, S., Than, T. A., Le, B. H., Garcia-Ruiz, C., Fernandez-Checa, J. C., and
Kaplowitz, N. (2015). Sab (Sh3bp5) Dependence of JNK Mediated Inhibition of
Mitochondrial Respiration in Palmitic Acid Induced Hepatocyte Lipotoxicity.
J. Hepatol. 62 (6), 1367-1374. doi:10.1016/j.jhep.2015.01.032

Win, S., Than, T. A, Min, R. W., Aghajan, M., and Kaplowitz, N. (2016). c-Jun
N-Terminal Kinase Mediates Mouse Liver Injury through a Novel Sab
(SH3BP5)-dependent ~ Pathway  Leading to  Inactivation  of
Intramitochondrial Src. Hepatology 63 (6), 1987-2003. doi:10.1002/hep.
28486

Yan, Y., Wei, W. Q., and Yan, Z. (2011). Research Progress of Scoparone.
China Pharmaceuticals 20 (19), 1-3. doi:10.3969/j.issn.1006-4931.2011.
19.001

Yeatman, T. J., and Timothy, J. (2004). A Renaissance for SRC. Nat. Rev.
Cancer 4 (6), 470-480. d0i:10.1038/nrc1366

Younossi, Z. M., Stepanova, M., Anstee, Q. M., Lawitz, E. J., Wai-Sun Wong, V.,
Romero-Gomez, M., et al. (2019). Reduced Patient-Reported Outcome Scores
Associate with Level of Fibrosis in Patients with Nonalcoholic Steatohepatitis.
Clin. Gastroenterol. Hepatol. 17 (12), 2552-e10. €10. doi:10.1016/j.cgh.2019.
02.024

Yuan, H. Y., Lang, L., Qiang, D. H., and Le, C. (2020). Effects of Scoparone on
FXR/BSEP Signal Pathway and Intrahepatic Cholestasis in Rats with
Common Bile Duct Ligation. Chongqing Med. 49 (10), 1570-1574+1584.
CNKIL:SUN:CQYX.0.2020-10-005

Zhang, A., Qiu, S., Sun, H., Zhang, T., Guan, Y., Han, Y., et al. (2016).
Scoparone Affects Lipid Metabolism in Primary Hepatocytes Using
Lipidomics. Sci. Rep. 6 (1), 28031. doi:10.1038/srep28031

Zhang, J., Somani, A. K., and Siminovitch, K. A. (2000). Roles of the SHP-1
Tyrosine Phosphatase in the Negative Regulation of Cell Signalling. Semin.
Immunol. 12 (4), 361-378. d0i:10.1006/smim.2000.0223

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 © 2022 Jiang, Xu, Huang, Yang, Liu, Li, Wang, Song and Zheng. 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

17

May 2022 | Volume 13 | Article 863756


https://doi.org/10.1186/s12967-014-0315-x
https://doi.org/10.1016/j.bbrc.2014.04.007
https://doi.org/10.1053/j.gastro.2016.02.066
https://doi.org/10.1006/bbrc.1998.8420
https://doi.org/10.1089/ars.2010.3795
https://doi.org/10.1016/j.ejmech.2006.06.004
https://doi.org/10.1016/j.nbd.2013.01.017
https://doi.org/10.1016/j.fct.2011.03.045
https://doi.org/10.1016/j.foodchem.2013.04.036
https://doi.org/10.1155/2013/965723
https://doi.org/10.1007/s40265-018-1040-1
https://doi.org/10.1152/ajpendo.00492.2015
https://doi.org/10.4161/cc.9.14.12267
https://doi.org/10.1194/jlr.M023382
https://doi.org/10.1016/j.cell.2015.10.001
https://doi.org/10.2217/fon-2015-0057
https://doi.org/10.3390/molecules21091172
https://doi.org/10.1016/j.tem.2016.11.006
https://doi.org/10.1074/jbc.M113.469692
https://doi.org/10.1002/hep.24001
https://doi.org/10.1016/j.bbrc.2016.11.088
https://doi.org/10.1016/j.jtcvs.2019.07.029
https://doi.org/10.1016/j.jtcvs.2019.07.029
https://doi.org/10.3892/mmr.2018.9123
https://doi.org/10.1002/hep.510270121
https://doi.org/10.1002/hep.510270121
https://doi.org/10.1042/BJ20020553
https://doi.org/10.1074/jbc.M111.276089
https://doi.org/10.1016/j.jhep.2015.01.032
https://doi.org/10.1002/hep.28486
https://doi.org/10.1002/hep.28486
https://doi.org/10.3969/j.issn.1006-4931.2011.19.001
https://doi.org/10.3969/j.issn.1006-4931.2011.19.001
https://doi.org/10.1038/nrc1366
https://doi.org/10.1016/j.cgh.2019.02.024
https://doi.org/10.1016/j.cgh.2019.02.024
https://doi.org/10.1038/srep28031
https://doi.org/10.1006/smim.2000.0223
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

	Scoparone Improves Nonalcoholic Steatohepatitis Through Alleviating JNK/Sab Signaling Pathway-Mediated Mitochondrial Dysfun ...
	Introduction
	Materials and Methods
	Cell Culture and Experimental Design for in vitro Experiment
	Establishment of Sab Knockdown Cells
	Cell Viability Assay
	DAPI and Nile Red Double Staining of Cells
	TMRM Assay and ROS Generation Determination
	Experimental Design for in vivo Experiment
	Serum Biochemical Analysis and Detection of Serum TNF-α
	Measurement of TG and TC Content in Liver Tissues
	Histopathology of Liver Tissues
	TUNEL Staining of Liver Tissues
	The Observation of Hepatocyte Mitochondrion by Transmission Electron Microscope
	Immunohistochemistry of 4-HNE of Liver Tissues
	Real-Time Quantitative Reverse Transcription-Polymerase Chain Reaction
	Relative Copy Number of Mitochondrial DNA
	Western Blot
	Statistical Analysis

	Results
	Sab Knockdown Suppressed PA-Induced Activation of JNK/Sab Signaling Pathway in Hepatocytes
	PA-Induced Mitochondrial Dysfunction and Lipotoxic Injury of Hepatocytes Were Reversed by Suppression of the JNK/Sab Signal ...
	Scoparone Reversed PA-Induced Lipotoxic Injury of Hepatocytes
	PA-Induced Mitochondrial Dysfunction Was Reversed by Scoparone
	Scoparone Inhibited PA-Induced Activation of JNK/Sab Signaling Pathway
	Scoparone Alleviated Lipotoxic Liver Injury Induced by HFD in NASH Mice
	Scoparone Alleviated Mitochondrial Dysfunction in the Hepatocytes of NASH Mice by Inhibiting JNK/Sab Signaling Pathway

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


