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Abstract. Non‑alcoholic fatty liver disease (NAFLD), which 
affects approximately one‑third of the general population, has 
become a global health problem. Thus, more effective treatments 
for NAFLD are urgently required. In the present study, high 
levels of C‑C motif ligand 19 (CCL19), signaling pathways such 
as Toll‑like receptor 4 (TLR4)/nuclear factor‑κB (NF‑κB), and 
proinflammatory factors including interleukin‑6 (IL‑6) and tumor 
necrosis factor‑α (TNF‑α) were detected in NAFLD patients, 
thereby indicating that there may be an association between 
CCL19 and these factors in NAFLD progression. Using a high‑fat 
diet (HFD), the present study generated a Sprague‑Dawley rat 
model of NAFLD, which displayed dyslipidemia with increased 
levels of plasma aspartate aminotransferase, alanine amino-
transferase, total cholesterol and triglyceride. Dyslipidemia, 
liver histopathology and gene expression analyses indicated 
that the NAFLD model was successfully induced by HFD, and 
metformin and berberine (BBR) were effective treatments for 
NAFLD. HFD‑induced CCL19 levels and associated factors 
were markedly reduced by the two drug treatments. In addi-
tion, metformin or BBR alone significantly promoted adenosine 
monophosphate‑activated protein kinase (AMPK) phosphoryla-
tion, which was inhibited by HFD. These results demonstrated 

that metformin and BBR could improve NAFLD, which may be 
via the activation of AMPK signaling, and the high expression of 
CCL19 in NAFLD was significantly reduced by metformin and 
BBR. It could be inferred that inhibition of CCL19 may be an 
effective treatment for NAFLD.

Introduction

Fatty liver diseases, whose prevalence is continuously rising 
worldwide, especially in developed countries, are character-
ized by excessive hepatic fat accumulation (1). Various causes, 
including a high‑fat/calorie diet, alcoholism and other meta-
bolic disorders, can lead to fatty liver diseases. According to 
different causes, fatty liver can be divided into alcoholic fatty 
liver disease and non‑alcoholic fatty liver disease (NAFLD) (2). 
NAFLD, covering a spectrum of chronic liver diseases, 
including simple fatty liver, fatty hepatitis, fibrosis, cirrhosis, 
and hepatic carcinoma, affects approximately 20‑40% of the 
general population (3). NAFLD is considered to be the hepatic 
manifestation of metabolic dysfunction and is strongly related 
to obesity, insulin resistance (IR), and dyslipidemia (4,5).

Studies have shown that the accumulation of fat in hepatocytes 
mainly comprises triglyceride (TG) deposition (6). Diet, de novo 
synthesis and adipose tissue are three major sources of the acqui-
sition of hepatic TG. Likewise, total cholesterol (TC) is related 
to the severity of NAFLD (7). In addition, it has been reported 
that increased concentrations of alanine aminotransferase (AST) 
and alanine aminotransferase (ALT) in serum commonly lead to 
NAFLD (8). Sterol response element‑binding protein (SREBP)‑1c, 
which is primarily present in the liver, is negatively regulated by 
AMP‑activated protein kinase (AMPK) (9) and usually regulates 
lipogenesis as a transcription factor binding to target lipogenic 
genes, such as fatty acid synthase (FAS) (10,11). Furthermore, 
SPEBP‑1c has been suggested to stimulate the synthesis of TG 
with the synergistic effect of ChREBP (12).

Toll‑like receptor 4 (TLR4), the most characteristic 
member of the TLR family, commonly functions as a 
pattern‑recognition receptor. Studies have closely related 
TLR4 to the pathogenesis of NAFLD, and it has further been 
shown that NAFLD may be prevented by allelic variants of 
TLR4 in humans  (13). Additionally, it is well‑known that 
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the nuclear factor (NF)‑κB pathway, a master proinflam-
matory switch, is of great importance to the entire process 
from simple steatosis to steatohepatitis (14). The binding of 
various homo‑ or heterodimers, such as p65 formed by NF‑κB 
proteins to a consensus sequence of NF‑κB, usually regulates 
the transcription of many factors functioning in NAFLD (15). 
Furthermore, the NF‑κB pathway is reported to be activated 
by a cascade of downstream signals due to the activation of 
TLR4, which further activates the production of tumor necrosis 
factor (TNF)‑α, interleukin (IL)‑6 and other proinflammatory 
molecules (16). Studies have shown that TNF‑α acts as a key 
role in NAFLD progression both in humans and animals (17), 
and anti‑TNF‑α drugs improve HFD‑induced alterations of the 
liver (18). For IL‑6, due to its ability to reduce oxidative stress 
and avoid mitochondrial dysfunction, it was initially thought 
to be a hepatoprotective factor in hepatic steatosis (19,20), 
which was confirmed by further studies in other liver disease 
models (21‑23). Later, it was reported that IL‑6 increased in 
human nonalcoholic steatohepatitis, and deficiency of IL‑6 
inhibited the progression of NAFLD (24,25).

Metformin, first introduced in the 1950s in the clinic, is 
an effective drug for NAFLD treatment, although its efficacy 
is limited and it has considerable side effects (26). In addi-
tion, berberine (BBR) isolated from Rhizoma Coptidis has 
been reported to have anti‑diabetic and anti‑hyperlipidemic 
effects  (27‑29). Furthermore, numerous studies have 
demonstrated that BBR can attenuate hepatic steatosis and 
hyperlipidemia by inhibiting the synthesis and accumulation 
of lipid in hepatocytes, which prevents the development of 
NAFLD (30,31). Therefore, both drugs have effects on the 
treatment of NAFLD (32‑34). However, the specific mecha-
nism remains unclear.

C‑C motif ligand 19 (CCL19), a CC‑type chemokine also 
known as macrophage inflammatory protein‑3β (MIP‑3β), is 
produced by macrophages, dendritic cells and other different 
cells, and it usually binds to CC chemokine receptor 7 (CCR7). 
CCL19 has been implicated in chronic inflammation, lymphoid 
neogenesis, and dendritic extension  (35,36). Studies have 
indicated that lack of CCL19‑CCR7 signaling has a protec-
tive effect on diet‑induced obesity and insulin resistance (37). 
However, further research on the effect of CCL19 on fatty liver 
disease is still lacking.

In this paper, high expression levels of CCL19, TLR4, 
NF‑κB‑p56, IL‑6, and TNF‑α were detected in NAFLD 
patients and increased with the severity of NAFLD. This 
suggested that CCL19 may be implicated in NAFLD progres-
sion. In a rat model of NAFLD, dyslipidemia and the liver 
histopathology of steatosis were improved by metformin and 
BBR. Furthermore, gene expression analysis uncovered that 
high expression of CCL19 and related factors were also signifi-
cantly decreased by metformin and BBR, whereas p‑AMPK 
levels were increased. Therefore, we speculate that metformin 
and BBR improves NAFLD may through AMPK activation, 
and the inhibition of CCL19 is related to NAFLD treatment.

Materials and methods

Samples of peripheral blood and liver tissues of patients with 
fatty liver diseases. Based on specific criteria, the severity of 
NAFLD was classified as absent, mild NAFLD (Liver echogen 

slightly increased, good visualization of intrahepatic vessels 
and diaphragms), moderate NAFLD (Increased liver echo-
genicity, disappearance of intrahepatic vascular echo lines) 
and severe NAFLD (Significant increase in liver echogenicity, 
poor penetration of the right hepatic lobe, and blurred vision of 
the diaphragm) (38,39). After obtaining written and informed 
consent, peripheral blood and liver tissues were collected from 
30 healthy volunteers, 30 mild NAFLD patients and 30 severe 
NAFLD patients. All of the patients enrolled in this study 
were treated in Putuo District People's Hospital of Shanghai 
City (Shanghai, China). After processing the samples, ELISA 
and western blot analyses were carried out to examine relative 
gene or factor expression. All experiments in this study were 
approved by the Ethics Committee of Putuo District People's 
Hospital of Shanghai City.

Experimental group. For follow‑up animal experiments, a rat 
model of fatty liver was induced by feeding a high‑fat diet 
(HFD). Sixty Sprague‑Dawley (SD) rats from the Experimental 
Animal Center (Shanghai, China) were housed in a room with 
a constant temperature of 22‑25˚C, a 12/12 h light/dark cycle 
and a relative humidity of 60±10%. The sixty rats were fed 
randomly with normal chow diet (n=12) or HFD (n=48) for 
4 weeks to induce NAFLD. Then, the 48 HFD‑fed rats were 
further randomized and continually fed with HFD (HFD 
group), with HFD and treatment of 150 mg/kg/d metformin 
(HFD + metformin), with HFD and treatment of 250 mg/kg/d 
BBR (HFD + BBR), or with HFD and treatment of 150 mg/kg/d 
metformin plus 250 mg/kg/d BBR (HFD + metformin + BBR) 
for 4 and 8 weeks. Additionally, rats fed a normal chow diet 
constantly without exposure to HFD were regarded as controls. 
At the end of 4 and 8 weeks of treatment, the serum of these 
rats was collected for biochemical and specific ELISA testing, 
while the liver tissues obtained at 8 weeks were utilized for 
hematoxylin and eosin (H&E) staining, RT‑PCR as well as 
western blot analyses. All of the experimental procedures were 
approved by the Experimental Animal Research Committee of 
Putuo District People's Hospital of Shanghai (Shanghai, China).

Reverse transcription‑quantitative polymerase chain reac‑
tion (RT‑qPCR) assay. TRIzol reagent (Invitrogen; Thermo 
Fisher Scientific, Inc., Waltham, MA, USA) was applied to 
isolate the total RNA from the liver tissues. After quantifica-
tion, the integrity of RNA was confirmed by electrophoresis 
using a 1% agarose gel. Then, using a reverse transcriptase 
kit (Fermentas; Thermo Fisher Scientific, Inc., Pittsburgh, 
PA, USA), cDNA was generated from isolated RNA through 
reverse transcription. Subsequently, using a SYBR Green PCR 
kit (Thermo Fisher Scientific, Inc.) and cDNA as the template, 
a 25 µl volume of RT‑PCR reaction was assessed by a ABI 
Prism 7300 real‑time PCR system (Applied Biosystems; 
Thermo Fisher Scientific, Inc., Waltham, MA, USA). After 
the procedure, using GAPDH as an internal control and using 
the 2‑ΔΔCq method  (40), the mRNA expression of CCL19, 
SREBP‑1c, FAS, TLR4 and NF‑κB‑p65 was determined. The 
sequences of primers used were as follows: GAPDH forward 
(F):  5'‑GGA​GTC​TAC​TGG​CGT​CTT​CAC‑3' and reverse 
(R): 5'‑ATG​AGC​CCT​TCC​ACG​ATG​C‑3'; CCL19 F: 5'‑CCT​
TCC​GCT​ACC​TTC​TTA​TC‑3' and R: 5'‑CTC​TTC​TGG​TCC​
TTG​GTT​TC‑3'; SREBP‑1c F: 5'CGC​TAC​CGT​TCC​TCT​ATC​
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AA​TG3' and R: 5'‑TCT​GGT​TGC​TGT​GCT​GTA​AG‑3'; FAS 
F:  5'‑TGG​TTC​ATT​CCG​TGA​CTG‑3' and R:  5'‑TGT​CCT​
TCG​GTT​CTT​TCC‑3'; TLR4 F: 5'‑ATG​CTA​AGG​TTG​GCA​
CTC​TC‑3' and R: 5'‑CAG​GCA​GGA​AAG​GAA​CAA​TG‑3'; 
NF‑κB‑p65 F: 5'‑AGA​CCT​GGA​GCA​AGC​CAT​TAG‑3' and 
R:  5'‑CGG​ACC​GCA​TTC​AAG​TCA​TAG‑3'. The RT‑PCR 
procedure was as follows: 95˚C for 10 min; followed by 95˚C 
for 15 sec, 60˚C for 45 sec for 40 cycles; 95˚C for 15 sec and 
60˚C for 1 min for one cycle; and 95˚C for 15 sec and 60˚C for 
15 sec for one cycle (41).

Western blot analysis. The collected liver tissues were cut into 
tiny pieces, lysed by RIPA buffer (Beijing Solarbio Science 
& Technology Co., Ltd., Beijing, China) containing protease 
and phosphatase inhibitors, and completely homogenized with 
a homogenizer. Using a prechilled centrifuge, the proteins in 
the supernatant of the solution were acquired after centrifuga-
tion for 15 min at 12,000 x g. Later, following quantification 
with a BCA kit (Thermo Fisher Scientific, Inc.), the proteins 
were separated by electrophoresis using 10 and 15% gels, 
followed by a semi‑dry transfer onto polyvinylidene fluoride 
(PVDF) membranes (EMD Millipore, Billerica, MA, USA). 
Next, the membranes were blocked with 5% skim milk 
(BD Biosciences, Franklin Lakes, NJ, USA) for 1 h at room 
temperature (or overnight at 4˚C). After blocking, several 
specific primary antibodies against the target genes CCL19 
(1:500, cat. no.  bs‑2454R; BIOSS, Beijing, China), TLR4 
(1:500, cat. no. Sc‑293072; Santa Cruz Biotechnology, Inc., 
Dallas, TX, USA), NF‑κB‑p65 (1:1,000, cat. no. 8242; Cell 
Signaling Technology, Inc., Danvers, MA, USA), SREBP‑1c 
(1:1,000, cat. no. Ab28481; Abcam, Cambridge, MA, USA), 
FAS (1:1,000, cat. no.  Ab82419; Abcam), AMPK (1:800, 
Ab110036; Abcam), p‑AMPK (1:1,000, cat. no.  AF3423; 
Affinity Biosciences, Zhenjiang, China), and GAPDH (1:2,000, 
cat. no. 5174; Cell Signaling Technology, Inc.) were incubated 
with the membranes at 4˚C overnight with gentle shaking (or 
2 h at room temperature). Subsequently, after 5‑6 washes, the 
membranes were incubated with corresponding secondary 
antibodies (1:1,000 dilution; Beyotime, Shanghai, China) 
according to the sources of primary antibodies for 1 h at 37˚C. 
Finally, after 5 min of incubation of the chemiluminescence 
detection reagent (cat. no. WBKLS0100; EMD Millipore) in 
the dark, the bands of target proteins were visualized through 
an ECL imaging system (Tanon, Shanghai, China).

Enzyme‑linked immunosorbent assay (ELISA). The peripheral 
blood samples from patients and treated rats were harvested. 
Following centrifugation at 2,000‑3,000 x g for approximately 
20 min, the supernatants of the samples were obtained. Using 
a double antibody sandwich ELISA kit, the concentrations 
of CCL19, IL‑6 and TNF‑α in the supernatant of peripheral 
blood were detected.

H&E staining. As previously described, the liver tissues 
collected from treated rats were embedded in paraffin and 
sliced into 4‑7 µm sections by a paraffin slicer. The liver 
sections were then stained with double dyes of hematoxylin and 
eosin (BASO) (42). After staining, each section was assessed 
and photographed by a 10x200 light microscope. Following 
the criteria, the severity of fatty liver was scored: Grade 0, no 

steatosis; grade 1, less than 10% of hepatic parenchyma is fatty 
hepatocytes; grade 2, occupying 10‑30%; grade 3, occupying 
30‑60%; grade 4, more than 60% is fatty hepatocytes (43).

Biochemical analysis. After 4 and 8 weeks of drug treatment, 
the serum of these rats was collected for biochemical analysis. 
A specific AST kit (C010‑1) was used to analyze the activity of 
AST in serum following the recommended protocol. Likewise, 
the activity of ALT, TG and TC was also respectively detected 
by specific ALT (C009‑1), TG (A110‑2) and TC (A111‑2) testing 
kit which were provided by Nanjing Jiancheng Bioengineering 
Institute (Nanjing, China).

Statistical analysis. GraphPad Prism 7.0 software (GraphPad 
Software, Inc., La Jolla, CA, USA) was used to carry out 
statistical analyses. One way analysis of variance followed by 
Tukey's post hoc test was used to examine multiple compari-
sons. With at least three independent experiments, all results 
were presented as the mean ± standard deviation, and P<0.05 
was considered to indicate a statistically significant difference.

Results

High levels of CCL19, TLR4, NF‑κB‑p65, IL‑6, and TNF‑α 
in NAFLD patients. Studies have correlated signal path-
ways (TLR4/NF‑κB‑p65) and proinflammatory cytokines 
(IL‑6/TNF‑α) to NAFLD progression  (13,14,17,24). Thus, 
peripheral blood samples were collected from 30 healthy 
controls, 30 mild NAFLD patients, and 30 severe NAFLD 
patients. After preprocessing, the concentrations of CCL19, IL‑6 
and TNF‑α in these samples were measured by specific ELISA. 
As shown in Fig. 1A‑C, the levels of CCL19, IL‑6 and TNF‑α 
were much higher in the blood of NAFLD patients than in that 
of healthy controls. Furthermore, the levels of CCL19, IL‑6 and 
TNF‑α progressively increased with the severity of fatty liver. 
Through western blot analysis, we found that the protein levels 
of CCL19, TLR4 and NF‑κB‑p56 in liver tissues collected from 
NAFLD patients were also markedly increased with the severity 
of fatty liver (Fig. 1D). These data indicate that CCL19, TLR4, 
NF‑κB‑p65, IL‑6, and TNF‑α may function in fatty liver.

The levels of plasma AST, ALT, TC and TG in HFD rats and 
drug‑treated HFD rats. To verify the rat model of NAFLD and 
the effect of metformin or BBR on NAFLD, the levels of AST, 
ALT, TC and TG in the sera of HFD and drug‑treated HFD 
rats were measured at 4 and 8 weeks by specific biochemical 
testing. As shown in Fig. 2, HFD rats displayed dyslipidemia 
with elevated levels of plasma AST, ALT, TC and TG, which 
was similar to the human dyslipidemia of NAFLD. In addition, 
metformin or BBR led to an inhibiting effect on HFD‑induced 
dyslipidemia, and the joint effect of the two drugs was better. 
These results suggest that dyslipidemia of NAFLD patients 
can be simulated by HFD feeding and improved by metformin 
and BBR treatment.

Liver histopathology of HFD rats and drug‑treated HFD rats. 
To further study HFD‑induced NAFLD as well as the effects 
of the two drugs on NAFLD, the liver histopathology of the 
treated rats was analyzed by H&E staining at 8 weeks. As 
shown in Fig. 3, we found significantly higher microvesicular 
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and macrovesicular steatosis in liver tissues after HFD feeding 
than in the control, which further evidenced that HFD feeding 
can simulate steatosis to human NAFLD (Fig. 3A and B). In 
Fig. 3C‑E, HFD‑induced steatosis was remarkably eliminated 
by metformin or BBR treatment, and the joint effect of the two 
drugs was better. This further demonstrates that metformin 
and BBR contribute to NAFLD treatment.

The concentrations of CCL19, IL‑6 and TNF‑α in serum of 
HFD rats and drug‑treated HFD rats. Experimental animals 
fed with HFD are considered good models of NAFLD. Here, 
we further explored the effect of CCL19 in these models. After 
4 and 8 weeks of treatment, the concentrations of CCL19, IL‑6 
and TNF‑α in the sera of these treated rats were measured by 
specific ELISA. As shown in Fig. 4, elevated levels of CCL19, 

Figure 2. Levels of plasma AST, ALT, TC and TG in HFD rats and drug‑treated HFD rats. The serum of Control, HFD, HFD + metformin, HFD + BBR and 
HFD + metformin + BBR rats was obtained at 4 and 8 weeks. Then, the levels of plasma (A) AST, (B) ALT, (C) TC and (D) TG in these rats were analyzed by 
specific biochemical testing. The data are presented as the mean ± standard deviation. ****P<0.0001 vs. Control; ###P<0.001 and ####P<0.0001 vs. HFD; $$P<0.01, 
$$$P<0.001 and $$$$P<0.0001 vs. HFD + metformin; &P<0.05, &&P<0.01 and &&&P<0.001 vs. HFD + BBR. AST, aspartate aminotransferase; ALT, alanine 
aminotransferase; TC, total cholesterol; TG, triglyceride; HFD, high‑fat diet; BBR, berberine.

Figure 1. High levels of CCL19, TLR4, NF‑κB‑p65, IL‑6 and TNF‑α in NAFLD patients. Following processing, the concentrations of (A) IL‑6, (B) TNF‑α 
and (C) CCL19 in the blood were detected by ELISA. (D) The protein levels of CCL19, TLR4 and NF‑κB‑p65 in liver tissues were quantified by western 
blot analysis. All data are presented as the mean ± standard deviation. **P<0.01 and ***P<0.001 as indicated. CCL19, C‑C motif ligand 19; TLR4, Toll‑like 
receptor 4; NF‑κB, nuclear factor‑κB; IL, interleukin; TNF‑α, tumor necrosis factor‑α; NAFLD, non‑alcoholic fatty liver disease.
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IL‑6 and TNF‑α, similar to those observed in NAFLD patients, 
were also present in HFD rats. Metformin and BBR markedly 
inhibited the HFD‑induced levels of CCL19, IL‑6 and TNF‑α. 
These results demonstrate that the release of CCL19 and the 
proinflammatory cytokines IL‑6 and TNF‑α may enhance the 
progression of NAFLD and is inhibited by metformin and BBR, 
which may be closely related to the treatment of NAFLD.

The expression of CCL19, TLR4, NF‑κB‑p65, SREBP‑1c, 
FAS, p‑AMPK, and AMPK in the liver tissues of HFD rats 
and drug‑treated HFD rats. For further study, the levels of 
CCL19, signaling pathways (TLR4/NF‑κB‑p65) and lipid 
metabolism factors (SREBP‑1c and FAS) in the liver tissues 
of these treated rats were quantified by RT‑PCR and western 
blot. As shown in Fig.  5, the HFD‑induced expression 

Figure 4. Concentrations of CCL19, IL‑6 and TNF‑α in the sera of HFD‑ and drug‑treated HFD rats. The serum concentrations of (A) CCL19, (B) TNF‑α and 
(C) IL‑6 in Control, HFD, HFD + metformin, HFD + BBR and HFD + metformin + BBR rats were measured by ELISA at 4 and 8 weeks. The data are expressed 
as the mean ± standard deviation. ****P<0.0001 vs. Control; ##P<0.01, ###P<0.001 and ####P<0.0001 vs. HFD; $P<0.05 and $$P<0.01 vs. HFD + metformin; 
&P<0.05, &&P<0.01 and &&&P<0.001 vs. HFD + BBR. CCL19, C‑C motif ligand 19; IL, interleukin; TNF‑α, tumor necrosis factor‑α; HFD, high‑fat diet; BBR, 
berberine.

Figure 3. Liver histopathology of HFD‑ and drug‑treated rats. Following 8 weeks, liver tissues of Control, HFD, HFD + metformin, HFD + BBR and 
HFD + metformin + BBR rats were stained with hematoxylin and eosin and then imaged using a microscope at magnification, x200. (A) Normal liver tissues 
of Control rats. (B) Microvesicular and macrovesicular steatosis were evident, with scattered necroinflammatory foci in HFD rats. (C) Steatosis was inhibited 
by metformin in the HFD + metformin group, and (D) by BBR in the HFD + BBR group. (E) The inhibition of steatosis was more marked when metformin 
treatment was combined with BBR. HFD, high‑fat diet; BBR, berberine.
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of CCL19, TLR4, NF‑κB‑p65, SREBP‑1c, and FAS was 
inhibited by the two drugs at both the transcriptional and 
translational levels, and the joint effect of the two drugs 
was better. In addition, HFD suppression of phosphory-
lated‑AMPK (p‑AMPK) levels was significantly increased 
by treatment with the two drugs, whereas AMPK expres-
sion was unchanged. These results further clarified that the 
expression of CCL19, TLR4, NF‑κB‑p65, SREBP‑1c, FAS, 
and p‑AMPK was related to the NAFLD process. Metformin 
and BBR improved NAFLD may through the activation of 
AMPK and the inhibition of TLR4/NF‑κB‑p65 signaling. 
Meantime, CCL19 expression was inhibited by metformin 
and BBR, indicating that inhibition of CCL19 may be benefit 
NAFLD treatment.

Discussion

Fatty liver disease remains the most common chronic liver 
disease and is a serious threat to human health. Previous 
research has demonstrated that various factors, including 
cytokines and chemokines, are involved in fatty liver 
diseases. For instance, high expression of CCL2 (also known 
as MCP‑1) was noted in the steatotic livers of NAFLD 
patients (44) and could mediate the inflammatory response of 
NAFLD (45). In addition, CCL5 (also known as RANTES) 
was also expressed highly in NAFLD patients (46), and it 
has been reported that CCL20 (also known as MIP‑3α) was 
enriched in the necrotic regions of liver portions from hepa-
titis patients (47).

In our study, the levels of CCL19, TLR4/NF‑κB‑p65 and 
IL‑6/TNF‑α were markedly increased in NAFLD patients, 

Figure 6. Molecular mechanisms of metformin or BBR in reverting dysfunc-
tion in NAFLD. Metformin or BBR induced a series of alterations, including 
proinflammatory cytokine production and lipogenesis in the liver. In 
protecting NAFLD, metformin or BBR is directed toward several pathways. 
(1) Metformin or BBR inhibits TLR4, which further inhibits NF‑κB‑p65 
pathway activation, thereby reducing IL‑6/TNF‑α production. (2) Metformin 
or BBR phosphorylates AMPK, and the activation of AMPK inhibits 
SREBP‑1c expression, which further inhibits lipogenesis by inhibiting FAS 
expression. (3) Metformin or BBR phosphorylates AMPK by regulating 
CCL19. Hepatic lipogenesis and hepatic steatosis are suppressed via these 
pathways. BBR, berberine; NAFLD, non‑alcoholic fatty liver disease; TLR4, 
Toll‑like receptor 4; NF‑κB, nuclear factor‑κB; IL‑6, interleukin 6; TNF‑α, 
tumor necrosis factor‑α; p‑, phosphorylated; AMPK, adenosine monophos-
phate‑activated protein kinase; SREBP‑1c, sterol response element‑binding 
protein‑1c; FAS, fatty acid synthase; TG, triglyceride; CCL19, C‑C motif 
ligand 19.

Figure 5. Expression of CCL19, TLR4, NF‑κB‑p65, SREBP‑1c, FAS, p‑AMPK and AMPK in the liver tissues of HFD‑ and drug‑treated HFD rats Following 
8 weeks of drug treatment, the mRNA levels of (A) CCL19, (B) SREBP‑1c, (C) FAS, (D) TLR4 and (E) NF‑κB‑p65 were quantified by reverse transcrip-
tion‑quantitative polymerase chain reaction, while (F) western blotting was applied to detect the protein levels. (G) In addition, the levels of p‑AMPK and 
AMPK proteins were detected. All data are presented as the mean ± standard deviation. ***P<0.001 and ****P<0.0001 vs. Control; #P<0.05, ##P<0.01 and 
###P<0.001 vs. HFD; $P<0.05, $$P<0.01 and $$$P<0.001 vs. HFD + metformin; &P<0.05, &&P<0.01 and &&&P<0.001 vs. HFD + BBR. CCL19, C‑C motif ligand 19; 
TLR4, Toll‑like receptor 4; NF‑κB, nuclear factor‑κB; TNF‑α, tumor necrosis factor‑α; SREBP‑1c, sterol response element‑binding protein‑1c; FAS, fatty acid 
synthase; p‑, phosphorylated; AMPK, adenosine monophosphate‑activated protein kinase; HFD, high‑fat diet; BBR, berberine.
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indicating that these molecules may be implicated in NAFLD 
progression. Furthermore, high release of CCL19 may offer 
a novel diagnostic blood indicator of NAFLD. In a rat model 
of NAFLD, metformin or BBR could ameliorate NAFLD 
by reducing the dyslipidemia and steatosis, and the effect 
of the two drugs combined was much better. Additionally, 
high levels of CCL19, TLR4/NF‑κB‑p65, SREBP‑1c, FAS 
and IL‑6/TNF‑α were also remarkably decreased, whereas 
HFD‑suppressed p‑AMPK levels were increased by drug 
treatment. Based on these data, we inferred that metformin 
and BBR treatment improved NAFLD may through the acti-
vation of AMPK and the inactivation of TLR4/NF‑κB‑p65 
signaling. Meantime, metformin and BBR could inhibit 
CCL19, which related CCL19 inhibition to the treatment 
of NAFLD. As shown in Fig. 6, the experiments indicated 
that the NF‑κB‑p65 signaling pathway was activated by 
upstream TLR4 via signal transduction, which further 
promoted the secretion of proinflammatory cytokines IL‑6 
and TNF‑α (48). By regulating the chronic inflammatory 
response, IL‑6 and TNF‑α have been demonstrated to 
be essential for fatty liver (49,50). In addition, SREBP‑1c 
was reported to upregulate the expression of several 
prolipogenic genes, such as FAS, and be responsible for the 
modulation of TG synthesis in the liver. AMPK has been 
suggested to regulate cellular metabolism, such as lipid 
metabolism  (51); by downregulating SREBP‑1c, AMPK 
activation inhibits FAS expression, enhancing TG deposi-
tion and further causing hepatic lipogenesis and hepatic 
steatosis  (52). Thus, TLR4/NF‑κB‑p65/IL‑6/TNF‑α and 
p‑AMPK/SREBP‑1c/FAS play important roles in NAFLD 
progression, which is consistent with the results of our study. 
Furthermore, the CCL19 promoter has been reported to have 
two putative NF‑κB binding sites, and CCL19 expression is 
regulated by several transcription factors, including NF‑κB. 
Activity of the CCL19 promoter was induced by ectopic 
expression of TLR3/4 (15). Therefore, combining our results 
that CCL19 expression was inhibited by metformin and BBR, 
it is likely that CCL19 functions in NAFLD, which probably 
involve TLR4/NF‑κB‑p65 pathway, but further studies are 
needed. Thus, targeting CCL19 is potential to provide a novel 
effective therapy for NAFLD.

In conclusion, we found that metformin and BBR could 
improve NAFLD by p‑AMPK activation and TLR4/NF‑κB‑p65 
inactivation. Meantime, CCL19 levels were inhibited by 
metformin and BBR, indicating that CCL19 inhibition may 
contribute to NAFLD treatment. Although the mechanisms 
are still unclear, these data reveal that CCL19 may act as a 
new target for therapy of fatty liver diseases.
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