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Abstract

BACKGROUND

Hepatic stellate cell (HSC) hyperactivation is a central link in liver fibrosis
development. HSCs perform aerobic glycolysis to provide energy for their
activation. Focal adhesion kinase (FAK) promotes aerobic glycolysis in cancer
cells or fibroblasts, while FAK-related non-kinase (FRNK) inhibits FAK phos-
phorylation and biological functions.

AIM

To elucidate the effect of FRNK on liver fibrosis at the level of aerobic glycolytic
metabolism in HSCs.

METHODS

Mouse liver fibrosis models were established by administering CCl,, and the effect
of FRNK on the degree of liver fibrosis in the model was evaluated. Transforming
growth factor-p1 was used to activate LX-2 cells. Tyrosine phosphorylation at
position 397 (pY397-FAK) was detected to identify activated FAK, and the
expression of the glycolysis-related proteins monocarboxylate transporter 1
(MCT-1) and enolasel (ENO1) was assessed. Bioinformatics analysis was per-
formed to predict putative binding sites for c-myc in the ENO1 promoter region,
which were validated with chromatin immunoprecipitation (ChIP) and dual-
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luciferase reporter assays.

RESULTS

The pY397-FAK level was increased in human fibrotic liver tissue. FRNK knock-
out promoted liver fibrosis in mouse models. It also increased the activation,
migration, proliferation and aerobic glycolysis of primary hepatic stellate cells
(pHSCs) but inhibited pHSC apoptosis. Nevertheless, opposite trends for these
phenomena were observed after exogenous FRNK treatment in LX-2 cells.
Mechanistically, the FAK/Ras/c-myc/ENO1 pathway promoted aerobic glyco-
lysis, which was inhibited by exogenous FRNK.

CONCLUSION

FRNK inhibits aerobic glycolysis in HSCs by inhibiting the FAK/Ras/c-myc/
ENO1 pathway, thereby improving liver fibrosis. FRNK might be a potential
target for liver fibrosis treatment.

Key Words: Liver fibrosis; Hepatic stellate cells; Focal adhesion kinase; Focal adhesion
kinase-related non-kinase; Aerobic glycolysis; Enolasel

©The Author(s) 2022. Published by Baishideng Publishing Group Inc. All rights reserved.

Core Tip: We show that focal adhesion kinase-related non-kinase (FRNK) limits
hepatic stellate cell (HSC) activation, proliferation, and migration and promotes HSC
apoptosis by inhibiting aerobic glycolysis, thereby ameliorating liver fibrosis. FRNK
may represent a potential therapeutic candidate for liver fibrosis treatment.

Citation: Huang T, Li YQX, Zhou MY, Hu RH, Zou GL, Li JC, Feng S, Liu YM, Xin CQ, Zhao
XK. Focal adhesion kinase-related non-kinase ameliorates liver fibrosis by inhibiting aerobic
glycolysis via the FAK/Ras/c-myc/ENO1 pathway. World J Gastroenterol 2022; 28(1): 123-
139

URL: https://www.wjgnet.com/1007-9327/full/v28/i1/123.htm

DOI: https://dx.doi.org/10.3748/wjg.v28.i1.123

INTRODUCTION

Long-term damage to liver function by hepatitis viruses, alcohol, and diet may cause
chronic hepatic injuries leading to liver fibrosis and cirrhosis[1-4], which is charac-
terized by the activation of hepatic stellate cells (HSCs) and their transformation into
myofibroblasts[5]. This process continuously damages the liver and disrupts the
balance of liver self-repair, causing increased cell proliferation and migration and a
reduced apoptosis rate[6-8]. At present, the pathological changes associated with
chronic liver injuries in individuals without cirrhosis can be reversed after removing
the etiological agent, such as in a small proportion of patients with hepatitis B and
alcoholic fatty liver disease and most patients with hepatitis C[1,9], but the remaining
patients with hepatic fibrosis develop irreversible cirrhosis due to an inability to
completely and effectively reverse the pathogenesis and a lack of effective antifibrotic
drugs[10]. Therefore, studies of the treatment of liver fibrosis are particularly critical,
among which the regulation of the relevant biological functions of HSCs is the most
important antifibrotic approach[11,12].

Focal adhesion kinases (FAKs) are a class of nonreceptor cytosolic protein tyrosine
kinases that belong to the protein tyrosine kinase superfamily[13,14]. FAK plays an
important role in cellular signal transduction and enhances biological behaviors such
as proliferation, migration, wound healing and angiogenesis in cells and tissues after
integrating signals from integrins, growth factors and mechanical stimuli[15,16]. FAK
binds to extracellular matrix (ECM) proteins through an accumulation of integrin
receptors to form FAK dimers, which further induce tyrosine phosphorylation at
position 397 (pY397-FAK); pY397-FAK regulates these biological functions in cells[17,
18] and therefore plays an important role in a variety of malignant tumor cells[18,19].
FAK-related non-kinase (FRNK), which has a nucleotide sequence corresponding to
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the C-terminus of FAK but lacks the N-terminal functional site of FAK, is an
independently expressed protein[20] with the main function of inhibiting FAK
phosphorylation, thereby inversely regulating the function of FAK after cell activation
[21,22]. FRNK negatively regulates FAK signaling axis function, thereby improving
pulmonary fibrosis in an experimental mouse model[23].

FAK is also overexpressed in pancreatic ductal adenocarcinoma cells[24,25],
promoting the conversion of pyruvate into lactate by increasing enolasel (ENO1),
pyruvate kinase 2, lactate dehydrogenase, and monocarboxylate transporter (MCT)-1
expression and lactate transport, enhancing aerobic glycolysis in cancer cells, and
inhibiting mitochondrial oxidative phosphorylation in cancer cells[16]. This switch to
aerobic glycolysis is an important mechanism by which tumor cells acquire energy[17,
26], as shown by the fact that oxidative phosphorylation simultaneously provides
energy to cells performing aerobic glycolysis even in the presence of sufficient oxygen
and normal mitochondrial function[27,28]. HSCs also exhibit increased aerobic
glycolysis, resulting in lactate accumulation and gluconeogenesis inhibition when they
differentiate into myofibroblasts[8,28]. This phenomenon also occurs in individuals
with congenital pulmonary fibrosis[29]. Therefore, the inhibition of FAK-related
pathways by FRNK may reduce energy acquisition through aerobic glycolysis during
HSC activation and could be used as a targeted therapy to ameliorate liver fibrosis.
Nevertheless, few studies have focused on the physiological or pathological role of
FRNK in obtaining energy during hepatic fibrosis, and its mechanism remains unclear.

In the present study, we first showed that FRNK was downregulated in human liver
fibrotic tissues. Then, we verified that FRNK knockout in vivo and in vitro promoted
aerobic glycolysis and hepatic fibrosis. Exogenous FRNK inhibited aerobic glycolysis
by inhibiting the FAK/Ras/c-myc/ENOI1 pathway, limiting HSC activation, migra-
tion, and proliferation and increasing apoptosis to ameliorate liver fibrosis. Together,
these data provide a detailed mechanism through which FRNK functions and suggest
that FRNK represents a potential target to inhibit aerobic glycolysis in HSCs and treat
liver fibrosis.

MATERIALS AND METHODS

Human liver samples

Paraffin blocks of liver tissues from 15 patients with liver fibrosis were collected from
the Department of Infectious Diseases, Affiliated Hospital of Guizhou Medical
University (Guiyang, China) between March 2019 and September 2019; none of the
patients had any other organ-specific or systemic diseases, and liver fibrosis was
diagnosed by pathological biopsy. Fifteen healthy liver samples were obtained from
distal hepatocarcinoma liver tissue without any abnormalities in specimens surgically
resected from patients at the Department of Hepatobiliary Surgery, Affiliated Hospital
of Guizhou Medical University. None of the aforementioned subjects had contraindic-
ations to liver biopsy, and the study was approved by the Ethics Committee of the
Affiliated Hospital of Guizhou Medical University (Approval 2018 Ethics Review No.
032) and conducted in accordance with the ethical guidelines of the 1975 Declaration of
Helsinki. Written informed consent was obtained from the patients.

Animals

FRNK knockout (FRNK”") mice were a gift from the Respiratory and Critical Care
Medicine Center, School of Medicine, University of Alabama at Birmingham,
Birmingham, AL, United States. All mouse interventions were approved by the
Animal Care Committee (IACUC) of Guizhou Medical University (No. 1801109), and
the methods and experimental procedures were performed in accordance with the
relevant guidelines and regulations. Wild-type (WT) mice of the same genotype were
used as controls, and all experimental mice were on the C57BL/6 background.

Mice were maintained under pathogen-free conditions at a controlled temperature
(22 = 2 °C) with a consistent photoperiod (12:12 h light-dark cycle); five mice were
housed in each cage, with cages containing soft bedding. The mice were habituated to
these conditions for 2 d before inclusion in an experiment. Healthy male mice (aged 8-
11 wk, weighing 20 + 3 g) were selected and intraperitoneally injected with 1.5 pL/g of
a10% Carbon tetrachloride (CCl,) in corn oil solution three times a week to establish a
liver fibrosis model. Mice in the control group were injected with a 1.5 pL/g solution
of corn oil three times a week. Livers were harvested at each time point, namely, 0, 2, 4
and 6 wk, for experiments. Six mice per group were used.
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Reagents and antibodies

CCl,, corn oil, and OptiPrep were purchased from Sigma-Aldrich (St. Louis, MO,
United States). Transforming growth factor-p1 (TGF-B1) was purchased from R&D
Systems (Minneapolis, MN, United States). Primary antibodies specific for the follo-
wing proteins were purchased from Abcam (Cambridge, United Kingdom): Desmin
rabbit monoclonal antibodies (ab32362), FAK rabbit monoclonal antibodies (ab40794),
ENO1 mouse monoclonal antibodies (ab190365), alpha SMA rabbit polyclonal
antibodies (ab5694), k-ras rabbit monoclonal antibodies (ab275876) and glyceraldehyde
3-phosphate dehydrogenase (GAPDH) rabbit polyclonal antibodies (ab9485). Anti-c-
myc (13987) rabbit monoclonal antibodies were purchased from Cell Signaling
Technology (Shanghai, China). MCT-1 rabbit polyclonal antibodies (20139-1-AP) were
purchased from Proteintech (Wuhan, China). pY397-FAK rabbit polyclonal antibodies
(AF3398) were purchased form Affinity Bioscience (Cincinnati, OH, United States). All
other chemicals and reagents were purchased from Sigma-Aldrich (St. Louis, MO,
United States) and Fisher Scientific (Waltham, MA, United States).

Immunohistochemistry (IHC), hematoxylin & eosin (H&E), Masson’s trichrome and

Sirius Red staining and hydroxyproline assay

H&E staining kits, Masson’s trichrome staining solution and Sirius Red staining
solution were purchased from Solarbio Biotechnology Co., Ltd. (Beijing, China) and
used according to the manufacturer’s guidelines. A hydroxyproline assay was
performed using a Nanjing Jiancheng Biotechnology (Nanjing, China) hydroxyproline
kit. All kits were used according to the instructions for use. Liver samples were fixed
with neutral buffered formalin and embedded in paraffin for IHC. Briefly, sections
were incubated with the indicated antibodies. Horseradish peroxidase-conjugated
antibodies were used as the secondary antibodies. Finally, a diaminobenzidine colori-
metric reagent solution was applied, followed by hematoxylin counterstaining. The
slides were then scanned, and representative images were acquired.

Cells and cell culture

LX-2 cells were purchased from Zhonggiao Xinzhou (Shanghai, China). Human HSCs
(2Q0026) and LX-2 cells were cultured in Dulbecco’s modified Eagle’s medium
(DMEM) containing 10% fetal bovine serum (FBS; Biological Industries, Kibbutz Beit-
Haemek, Israel). Primary hepatic stellate cells (pHSCs) were extracted from C57BL/6
WT or FRNK”-mice aged 8-11 wk, as previously described[30,31]. Briefly, the abdo-
minal cavity was opened with a "cross" incision, an 18-gauge trocar was inserted from
the left ventricle to inject the preperfusate, and the blood in the liver was flushed by
exsanguination until the tissue turned yellow. Then, the preperfusate was replaced
with pronase and collagenase for 15-20 min, and the liver was removed and washed
with normal saline. The liver capsule and connective tissue were removed, fully
digested with a digestion solution at 37 °C with shaking and ground to generate a
single-cell suspension. The supernatant was discarded after centrifugation at 1500 rpm
for 5 min, and the pellet was resuspended in D-Hank's solution. The hepatocytes were
removed by centrifugation, and a gradient lymphocyte separation solution was
directly added. HSCs were isolated in one step using monolayer gradient centrifu-
gation, and the cells were washed twice with DMEM and cultured with DMEM
containing 10% FBS. Cell survival was evaluated by performing trypan blue staining,
and cell purity was identified by desmin immunocytochemical staining. All cells were
cultured in an incubator containing 5% CO, at 37 °C.

Recombinant FRNK adenoviral vector transfection and HSC activation

An adenovirus-mediated gene delivery system was used to effectively deliver the
FRNK cDNA into HSCs. An adenoviral vector carrying the FRNK protein and green
fluorescent protein (Ad-FRNK) as well as a green fluorescent protein-carrying
adenovirus (Ad-GFP) were purchased from Jikai Gene (Shanghai, China). All trans-
fections were performed according to the manufacturer's instructions, and cells in
serum-free medium (DMEM with 1% BSA) were transfected with Ad-FRNK or the
control vector (Ad-GFP) 24 h before TGF-B1 treatment. Twenty-four hours later, the
cells were cultured with complete medium containing 2 ng/mL TGF-f1 and treated
for 36 h[31].

Transwell, cell counting kit-8 (CCK-8) and flow cytometry assays

Transwell migration experiments used 8.0-pm pore size membranes (Corning, United
States) according to the manufacturer's protocol. A total of 10°cells were seeded in the
upper chamber of each well in 100 pL of serum-free medium, while 600 pL of complete
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medium was added to the lower chamber as a chemoattractant. After a 6-h incubation
at 37 °C, the cells remaining on the upper surface of the membrane were removed with
a cotton swab, and the cells on the lower surface of the membrane were considered
migrated cells. After fixation with 4% paraformaldehyde and staining with a 0.1%
crystal violet solution, images were acquired under an inverted microscope. Cell
Counting Kit-8 (CCK-8) was purchased from Dojindo (Shanghai, China), and 10*cells
(100 pL/well) were seeded in 96-well plates. After placing the culture plate in an
incubator for preincubation (37 °C, 5% CO,), 10 pL of CCK-8 solution was added to
each well, and then the culture plate was evaluated with a microplate reader to detect
the absorbance at 450 nm. A total of 10°cells in each group were stained with an
Annexin V-PE/7-AAD apoptosis kit (Hangzhou Lianke, Hangzhou, Zhejiang
Province, China) according to the instructions for use, sorted with a flow cytometer
(Beckman, United States) and analyzed using Flow Jo software (Tree Star); dead cells
were excluded based on forward scatter and side scatter data.

Western blot analysis

Western blot analysis was performed as previously described[30]. Briefly, 1% NP-40-
treated whole-liver tissue lysates or whole-cell lysates were used for Western blot
analysis. Protein levels were quantified using a BCA protein assay kit (Thermo Fisher
Scientific, Waltham, MA) after total protein extraction. Twenty milligrams of each
protein sample was separated by sodium dodecyl sulfate-polyacrylamide gel electro-
phoresis (SDS-PAGE). GAPDH was used as a loading control for all blots. Proteins
were transferred to polyvinylidene difluoride (PVDF) membranes, which were
incubated with primary antibodies overnight at 4 °C. The next day, after an incubation
with an appropriate secondary antibody, signals were generated with an electrochemi-
luminescence detection kit.

Glucose consumption, 2-NBDG uptake and lactate assays

The lactate level in culture medium was detected with the Lactate Colorimetric Assay
Kit (BioVision, Milpitas, CA, United States) according to the manufacturer's ins-
tructions. The 2-NBDG Glucose Uptake Kit (BioVision, Milpitas, CA, United States)
was used to detect the cellular uptake of glucose, and the Glucose Colorimetric Assay
Kit (BioVision, Milpitas, CA, United States) was used to detect the glucose concen-
tration in culture medium and thus measure the cellular consumption of glucose. The
2-NBDG Glucose Uptake Kit and the Glucose Colorimetric Assay Kit were used
according to the manufacturer's protocol.

Chromatin immunoprecipitation (ChIP) assay

JASPAR (http:/ /jaspar.genereg.net) and PROMO (http://alggen.Isi.upc.es) database
analyses predicted two putative c-myc binding sites in the ENO1 promoter region. A
total of 107 cells fixed with formaldehyde were collected in 500 pL of lysis buffer from
the Magna ChIP HiSens Kit (Millipore, Bedford, Massachusetts, United States)
according to the manufacturer's manual. Cells were then sonicated for 25 cycles with a
6-s power-on interval of 30 s and an intensity of 200 W. Afterward, the supernatant
was diluted and thoroughly mixed with Protein A/G beads. Then, 5 pg of IgG or an
anti-c-myc antibody was added and incubated with the mixture overnight at 4 °C.
After washing the beads the next day, the mixture was incubated with elution buffer at
62 °C for 2 h and then 95 °C for 10 min. The eluted DNA was then purified and
subjected to a PCR assay to assess the binding sequence. Specific primer sequences
were used to perform PCR.

Dual-luciferase reporter assays

The effect of c-myc on the ENO1 promoter was determined by cotransfecting pcDNA-
c-myc or pcDNA-vector (NC) into LX-2 cells with pGL3-based constructs containing
an empty sequence (NC) or the WT or MT1/MT2 ENOI1 promoter sequences, and
Renilla luciferase reporter plasmids. Twenty-four hours after transfection, firefly and
Renilla luciferase activities were measured with a luciferase reporter assay kit
(Genomeditech, Shanghai, China). Fluorescence detection was performed according to
the instructions of the instrument, the parameters were set, the measurement time was
10 s, and the measurement interval was 2 s. Each sample was added into a measuring
tube in a total volume of 20 pL (the sample volume was consistent in each mea-
surement), and then 20 pL of Firefly Luciferase Assay Reagent was added, mixed well
2-3 times (without vortexing), mixed well again and evaluated to determine relative
light unit (RLU) 1. Cell lysis buffer was set as the blank control well. The tested
samples were mixed with 20 pL of prepared Renilla Luciferase Assay working solution
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2-3 times and mixed well before measuring RLU2. The measured RLU1 value was
compared to the corresponding RLU2 value, and the resulting ratio determined the
degree of reporter activation. The ratio of firefly luciferase activity to Renilla luciferase
activity was calculated for each sample.

Statistical analysis

Data were statistically analyzed using GraphPad Prism 5.0 software, and a two-tailed
Student's t test was used for comparisons between different groups. P < 0.05 was
considered statistically significant. Data are presented as the mean + SD.

RESULTS

The level of the pY397-FAK protein was increased while the level of the FRNK

protein was decreased in human fibrotic liver tissue

We first investigated the level of pY397-FAK in fibrotic liver tissue to explore the role
of pY397-FAK in liver fibrosis. Compared with normal liver tissue, liver tissue samples
from patients in the liver fibrosis group showed typical pathological features,
including significant steatosis, inflammatory necrosis, significant collagen deposition,
hepatic fibrosis and hepatocyte loosening. Masson’s trichrome staining showed less
collagen deposition and a normal cell morphology in the normal group, while a large
number of blue-stained collagen fibers was observed in the liver fibrosis group, and
the tissue had accumulated a wide band of collagen fibers that extended into and was
distributed in the hepatic lobules. Sirius Red staining showed less collagen deposition
in normal subjects and a normal cell morphology but substantial red staining
indicating collagen deposition in portal areas in fibrotic liver tissues. Notably, IHC
showed higher a-smooth muscle actin (a-SMA) and pY397-FAK expression in fibrotic
liver tissue than in normal liver tissues (Figure 1A and B). Western blot analysis
showed higher levels of the pY397-FAK protein in fibrotic liver tissues than in normal
liver tissues. Conversely, in fibrotic liver tissue, FRNK was expressed at lower levels
than that in normal tissues (P < 0.05, Figure 1C and D). These results suggest that
pY397-FAK protein expression is increased and FRNK protein expression is decreased
in fibrotic liver tissue.

Exacerbation of liver fibrosis and aerobic glycolysis in mice after FRNK knockout in
vivo

We established a fibrosis model by injecting CCl,into WT mice and FRNK”-mice. After
two fortnights, the expression of the pY397-FAK protein peaked, while the FRNK
protein was expressed at a low level (P < 0.05, Figure 2A and B). Therefore, mouse
models with four weeks of injection were used in subsequent experiments. By
performing H&E, Masson’s trichrome and Sirius Red staining, we found a greater liver
fibrosis area and more extensive liver fibrosis in FRNK”-mice than in WT mice after
the CCl,intervention (P < 0.05, Figure 2C and D), while the hydroxyproline content in
FRNK”-mice with fibrosis was greater than that in WT mice with fibrosis (P < 0.05,
Figure 2E). Western blot analysis revealed higher levels of the pY397-FAK, MCT-1,
ENOI1 and a-SMA proteins in the liver tissues from FRNK“-mice treated with CCl,
than in WT mice (P < 0.05, Figure 2F and G). Based on these results, FRNK/-mice
develop more severe liver fibrosis after the CCl,intervention, along with increased
expression of the aerobic glycolysis-related proteins MCT-1 and ENO1. It suggests that
there may be more active aerobic glycolysis in the liver.

FRNK knockout promotes liver fibrosis and aerobic glycolysis in vitro

We extracted pHSCs from WT mice and FRNK”/ mice for in vitro experiments
(Supplementary Figure 1). After 36 h of TGF-p1 treatment, the migration of pHSCs
from the FRNK”-groups in a Transwell chamber was increased (P < 0.05, Figure 3A).
As indicated by the level of cell proliferation, pHSCs from the FRNK”-group exhibited
increased cellular activity (P < 0.05, Figure 3B). After adding TGF-p1 to pHSCs from
FRNK”-mice for 36 h, the apoptosis rate was lower than that of pHSCs from the
control mice (P < 0.05, Figure 3C). Moreover, pHSCs from FRNK“-mice showed
increased glucose uptake and consumption compared with control pHSCs. Addi-
tionally, the lactate level in the medium of pHSCs from FRNK”-mice was increased
compared with the lactate level in the medium of pHSCs from the control group (P <
0.05, Figure 3D and E). Western blot analysis showed higher levels of the MCT-1,
ENOI1 and a-SMA proteins in the pHSCs from FRNK~-mice was higher than in the
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Figure 1 Tyrosine phosphorylation at position 397 of FAK is upregulated, while FRNK expression is downregulated in human fibrotic
liver tissue. A: H&E, Masson'’s trichrome and Sirius Red staining were performed after liver biopsy to assess the tissues of normal subjects and patients with liver
fibrosis under a light microscope at 200x magnification; B: Immunohistochemistry showed changes in the expression of a-smooth muscle actin (a-SMA) and tyrosine
phosphorylation at position 397 of FAK(pY397-FAK) in the livers of normal subjects compared with patients with liver fibrosis under a light microscope at 200x or
400x magnification; C and D: Protein expression in biopsy tissues was analyzed using Western blotting. Representative results from three independent replicate
assays are shown. 2P < 0.05. Data are presented as the mean + SD. FAK: Focal adhesion kinase; FRNK: Focal adhesion kinase-related non-kinase; GAPDH:
Glyceraldehyde 3-phosphate dehydrogenase.
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pHSCs from WT mice (P < 0.05, Figure 3F and G). The above results illustrate that
FRNK knockout in mice increases the activation, migration, and proliferation of
pHSCs and attenuates pHSC apoptosis while enhancing their aerobic glycolytic
capacity in vitro.

Exogenous FRNK ameliorates experimental liver fibrosis and aerobic glycolysis in

vitro

We transfected LX-2 cells with an adenovirus containing FRNK, induced the ex-
pression of the exogenous FRNK gene and incubated the cells with TGF-p1 for 36 h.
We then performed Transwell, CCK-8 and flow cytometry assays with the transfected
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Figure 2 Liver fibrosis in mice was aggravated after FRNK knockout. A and B: WT mice were modeled for 6 wk, pY397-FAK and FRNK protein
expression levels in vivo was measured using Western blotting every fortnight; C and D: FRNK”and WT mice were used to establish a liver fibrosis model by
administering CCl, (1.5 pL/g), and liver tissues from these mice were stained with H&E, Masson’s trichrome, and Sirius Red after 4 wk and observed under a light
microscope x 200 magnification. The relative fibrotic areas were analyzed; E: The hydroxyproline content in liver tissues from the liver fibrosis model was also
measured; F and G: Western blotting was used to detect the relative expression of proteins in the liver fibrosis model established with FRNK* mice and WT mice.
Representative results from three independent replicate assays are shown (n = 6). 2P < 0.05 and °P < 0.01. Data are presented as the mean + SD. MCT-1:
Monocarboxylate transporter-1; ENO1: Enolase1.
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cells to evaluate migration, proliferation and apoptosis. The migration of LX-2 cells
was inhibited and apoptosis was increased after the introduction of exogenous FRNK
compared to the control treatment (P < 0.05, Figure 4A and C). In addition, prolif-
eration was also inhibited (P < 0.01, Figure 4B). Based on these results, exogenous
FRNK inhibits cell migration and proliferation and promotes apoptosis. The abilities of
cells in the Ad-FRNK group to take up and consume glucose were reduced, and the
lactate level in the cell culture medium was reduced (P < 0.05, Figure 4D and E).
Subsequently, cellular proteins were extracted, and the relative levels of intracellular
pY397-FAK, MCT-1, ENO1 and a-SMA proteins were detected by Western blotting.
The relative expression of the aforementioned proteins in the Ad-FRNK group was
lower than that in the control group (P < 0.05, Figure 4F and G). Thus, the introduction
of exogenous FRNK into HSCs inhibits cell proliferation and migration and promotes
apoptosis. It also inhibits cellular aerobic glycolysis and thus inhibits cellular energy
generation in vitro.

FRNK does not directly target ENO1

To explore the precise molecular mechanism by which FRNK regulates the ENO1
protein, TGF-B1 was used to stimulate LX-2 cells to activate FAK. The level of pY397-
FAK was increased after stimulation with TGF-$1. The expression of the K-Ras, c-myc
and ENO1 proteins downstream of FAK was also examined (P < 0.05, Figure 5A and
B). While examining whether FRNK directly inhibits ENO1 protein expression,
increased ENO1 protein expression was observed after introducing exogenous c-myc
into LX-2 cells, but ENO1 protein expression was not reduced after the continued
introduction of exogenous FRNK (P < 0.05, Figure 5C and D), suggesting that
exogenous FRNK does not directly inhibit ENO1 protein expression to exert its
biological function. As a method to investigate whether c-myc directly regulates
ENOJI, a bioinformatics analysis of the ENO1 promoter was performed to predict the
putative binding site for c-myc in the ENO1 promoter, followed by ChIP and dual-
luciferase reporter assays to verify that c-myc transcriptionally activates the ENO1
promoter (P < 0.05, Figure 5E and F). The results suggested that TGF-1 activates FAK
by inducing FAK phosphorylation at position 397. Then, pY397-FAK increased the
expression of downstream K-Ras and c-myc proteins, followed by transcriptional
activation of ENOI1 expression by c-myc, promoting aerobic glycolysis and activation
in HSCs. pY397-FAK and its biological functions were inhibited by the introduction of
exogenous FRNK, limiting aerobic glycolysis and activation in HSCs and ameliorating
liver fibrosis (Figure 6).

DISCUSSION

The imbalance between liver injury and self-repair is the key to the development of
liver fibrosis, and restoring the balance from an imbalanced state is a potential
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Figure 3 Knockout of FRNK promotes liver fibrosis and aerobic glycolysis in vitro. A: After 36 h of culture with TGF-B1 (2 ng/mL), the migratory ability of primary hepatic stellate cells(pHSCs) was measured under a light microscope at x
200 magnification (10°cells per well); B: The proliferation of pHSCs was assessed with a CCK-8 assay; C: The apoptosis of pHSCs was analyzed using flow cytometry after 36 h of intervention; D and E: pHSCs cultured under the same intervention
conditions were examined for glucose uptake and consumption, and lactate levels in the cell culture medium were also assessed; F and G: MCT-1, ENO1 and a-SMA levels in pHSCs were assessed using Western blotting. Representative results from
three independent replicate assays are shown. 2P < 0.05 and °P < 0.01 Results are presented as the mean + SD.
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Figure 4 Exogenous FRNK ameliorates experimental liver fibrosis and aerobic glycolysis in vitro. LX-2 cells were transfected with a green fluorescent protein-carrying adenoviral vector (Ad-GFP) also encoding the FRNK gene. A:
Cultured with TGF-B1 (2 ng/mL) for 36 h (10°cells per well). Migration was measured by analyzing cells under a light microscope x 200 magnification; B: The proliferation of LX-2 cells cultured under the intervention conditions is presented; C: The
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apoptosis of LX-2 cells was analyzed after 36 h of intervention using flow cytometry; D and E: LX-2 cells cultured under the same intervention conditions were examined for glucose consumption and uptake abilities, and lactate levels in the cell culture
medium were also assessed; F and G: Levels of pY397-FAK, MCT-1, ENO1 and a-SMA in LX-2 cells were detected using Western blotting. Representative results from three independent replicate assays are shown . 2P < 0.05 and °P < 0.01. Results are
presented as the mean + SD.

treatment for liver diseases. In the present study, we verified that FRNK alters the
activation, proliferation, migration and apoptosis of HSCs by regulating aerobic
glycolysis during liver fibrosis. FRNK inhibits aerobic glycolysis in HSCs by sup-
pressing ENO1 activation through the FAK/Ras/c-myc/ENO1 pathway.

Early studies by our group verified that FAK plays important roles in the activation
of HSCs and the development of liver fibrosis and that inhibition of FAK gene
expression inhibits liver fibrogenesis[30]. Ding et al[23] verified that FRNK negatively
regulates pulmonary fibrosis induced by FAK phosphorylation during pulmonary
fibrosis. If FRNK inhibits the biological function of FAK in pulmonary fibrosis and
uses a similar mechanism to repress liver fibrosis, it may represent a potential
therapeutic target in liver fibrosis. Previous studies on FRNK have focused on the
inhibition of the migratory function of vascular smooth muscle[32,33], combined with
the presence of extracellular lactate accumulation during HSC activation[28,34] and
FAK activation of aerobic glycolytic function in tumor cells[35-37]. FRNK may
improve liver fibrosis by inhibiting aerobic glycolysis and inhibiting FAK activation in
HSCs, but the mechanism by which FRNK exerts this effect remains unclear.

In the current study, we first observed increased expression of the pY397-FAK
protein and decreased expression of the FRNK protein in tissues from patients with
liver fibrosis (Figure 1). Subsequent experiments using CCl, to replicate liver fibrosis in
a mouse model yielded the same results (Figure 2B). Therefore, we speculated that a
correlation between the occurrence of liver fibrosis and the downregulation of FRNK
expression may exist and subsequently performed experiments in WT mice and
FRNK7-mice. After the CCl,intervention, the degree of liver fibrosis in WT mice was
lower than that in FRNK7-mice (Figure 2C and D). The expression of the aerobic
glycolysis-related proteins MCT-1 and ENOT1 in the liver tissue of FRNK-mice was
increased (Figure 2F and G), suggesting that FRNK gene deletion may promote in-
trahepatic aerobic glycolysis and aggravate the occurrence and development of liver
fibrosis. We extracted pHSCs from WT mice and FRNK”-mice for in vitro experiments
to further explore the effect of FRNK on the biological functions of HSCs. After
treatment with TGF-B1, the biological functions of pHSCs from FRNK”-mice were
more active than those of pHSCs from WT mice, as evidenced by the increased
migration and proliferation and reduced apoptosis rate (Figure 3A-C). Furthermore,
the uptake and consumption of glucose and extracellular lactate levels of FRNK”
pHSCs were increased (Figure 3D and E), suggesting that HSCs lacking FRNK ex-
hibited more active aerobic glycolysis, which supplied energy for their biological
functions, such as activation, proliferation and migration. On the other hand, we
transfected LX-2 cells with an adenovirus carrying the FRNK gene to verify whether
exogenous FRNK is a promising therapeutic target in liver fibrosis. After FRNK
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Figure 5 FRNK does not directly target ENO1. A and B: Proteins were extracted from LX-2 cells, and relative levels of the pY397-FAK, K-Ras, c-myc and
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ENO1 proteins were determined; C and D: After transfection of LX-2 cells with pcDNA-c-myc or pcDNA-vector (NC), adenoviral vectors containing the FRNK gene
(Ad-FRNK) or the negative control (Ad-GFP) were transfected, and the extracted protein was used to evaluate ENO1 expression through Western blotting; E:
Schematic representation of the structure of the putative c-myc binding site in the human ENO1 promoter and chromatin immunoprecipitation (ChIP) assays with anti-
c-myc or IgG; F: A dual-luciferase reporter assay showed the luciferase activity of WT, mutation (MT)1 and MT2 ENO1 promoters in LX-2 cells transfected with the c-
myc or NC plasmid. Representative results from three independent replicate assays are shown. 2P < 0.05 and °P < 0.01. Results are presented as the mean + SD.
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Figure 6 Schematic diagram of FRNK inhibition of the FAK/Ras/c-myc/ENO1 pathway to ameliorate liver fibrosis.

overexpression, cell proliferation and migration decreased, while the percentage of
apoptotic cells increased (Figure 4A-C). The uptake and utilization of glucose and the
extracellular lactate level in LX-2 cells were also decreased (Figure 4D and E), and
pY397-FAK expression in these cells was decreased (Figure 4F and G). These results
further indicated that increasing exogenous FRNK expression prevented HSCs from
obtaining energy through aerobic glycolysis and reduced cell activation and the
energy supply required for a series of biological functions after activation, thereby
inhibiting liver fibrosis. While investigating the mechanism by which FRNK regulates
aerobic glycolysis in HSCs, we found that FAK is phosphorylated in LX-2 cells
stimulated with TGF-p1 and that the downstream proteins K-Ras, c-myc, and ENO1
are activated. Following the introduction of FRNK, ENO1 protein expression was
reduced (Figure 5A and B). We transfected both the c-myc and FRNK genes into LX-2
cells to determine whether FRNK directly inhibited ENO1 expression and found that
ENOI1 protein expression was not reduced upon increased exogenous FRNK expre-
ssion (Figure 5C and D), thus suggesting that FRNK does not directly inhibit ENO1
protein expression. Therefore, we further hypothesized that c-myc directly alters
ENOI1 protein expression. Early studies revealed that c-myc is involved in the
regulation of various biological functions, including metabolism, cell growth, cell cycle
regulation and apoptosis[38,39], consistent with the results of our study. An increasing
number of studies have shown that c-myc is involved in the regulation of promoters as
a transcription factor. Hence, we predicted the putative c-myc binding site in the
ENO1 promoter region by performing a bioinformatics analysis, followed by con-
firmation of our hypothesis that c-myc transcriptionally activates ENO1 and sub-
sequently promotes liver fibrosis in HSCs by performing dual-luciferase reporter and
ChIP assays (Figure 5E and F). Therefore, our study revealed that FRNK alleviated
hepatic fibrosis via the FAK/Ras/c-myc/ENO1 pathway. The molecular mechanism
by which FRNK regulates ENO1 and MCT-1 expression should be confirmed by
conducting more complicated investigations in the future, and our group will be
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dedicated to studying this pathway.

CONCLUSION

In conclusion, this study is the first to reveal the effect of FRNK on liver fibrosis at the
metabolic level. The experimental results suggest that the FAK/FRNK genes are
potentially useful therapeutic targets in liver fibrosis and provide some rationale for
the development of related drugs in the future.

ARTICLE HIGHLIGHTS

Research background
Hepatic stellate cell (HSC) hyperactivation is a central link in liver fibrosis deve-
lopment. HSCs perform aerobic glycolysis to provide energy for their activation.

Research motivation

Focal adhesion kinase (FAK) promotes aerobic glycolysis in cancer cells or fibroblasts,
while FAK-related non-kinase (FRNK) inhibits FAK phosphorylation and biological
functions.

Research objectives
To elucidate the effect of FRNK on liver fibrosis at the level of aerobic glycolytic
metabolism in HSCs.

Research methods

Mouse liver fibrosis models were established by administering CCl,, and the effect of
FRNK on the degree of liver fibrosis in the model was evaluated. Transforming
growth factor-B1 was used to activate LX-2 cells. Tyrosine phosphorylation at position
397 (pY397-FAK) was detected to identify activated FAK, and the expression of the
glycolysis-related proteins monocarboxylate transporter 1 (MCT-1) and enolasel
(ENO1) was assessed. Bioinformatics analysis was performed to predict putative
binding sites for c-myc in the ENO1 promoter region, which were validated with
chromatin immunoprecipitation (ChIP) and dual-luciferase reporter assays.

Research results

The pY397-FAK level was increased in human fibrotic liver tissue. FRNK knockout
promoted liver fibrosis in mouse models. It also increased the activation, migration,
proliferation and aerobic glycolysis of primary hepatic stellate cells (pHSCs) but
inhibited pHSC apoptosis. Nevertheless, opposite trends for these phenomena were
observed after exogenous FRNK treatment in LX-2 cells. Mechanistically, the FAK/
Ras/c-myc/ENO1 pathway promoted aerobic glycolysis, which was inhibited by
exogenous FRNK.

Research conclusions

FRNK inhibits aerobic glycolysis in HSCs by inhibiting the FAK/Ras/c-myc/ENO1
pathway, thereby improving liver fibrosis. FRNK might be a potential target for liver
fibrosis treatment.

Research perspectives

The molecular mechanism by which FRNK regulates ENO1 and MCT-1 expression
should be confirmed by conducting more complicated investigations in the future, and
our group will be dedicated to studying this pathway.
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