Gastroenterology

Baishideng Publishing Group Inc



/{/ (]‘ World Journal of
Gastroenterology

Contents Weekly Volume 23 Number 21 June 7, 2017

EDITORIAL
3761 Endoscopic shielding technique, a new method in therapeutic endoscopy

Bon I, Bartoli R, Lorenzo-Zuiiiga V

3765 Role of surgery in pancreatic cancer
Buanes TA

REVIEW
3771 Diet in irritable bowel syndrome: What to recommend, not what to forbid to patients!

Cozma-Petrut A, Loghin F, Miere D, Dumitrascu DL

MINIREVIEWS
3784 New endoscopes and add-on devices to improve colonoscopy performance
Gholfakis P, Tziatzios G, Dimitriadis GD, Triantafyllou K

3797 Spontaneous regression of hepatocellular carcinoma: A mini-review
Sakamaki A, Kamimura K, Abe S, Tsuchiya A, Takamura M, Kawai H, Yamagiwa S, Terai S

ORIGINAL ARTICLE
Basic Study
3805 Green tea polyphenols ameliorate non-alcoholic fatty liver disease through upregulating AMPK activation in
high fat fed Zucker fatty rats
Tan Y, Kim J, Cheng J, Ong M, Lao WG, Jin XL, Lin YG, Xiao L, Zhu XQ, Qu XQ

3815 Prevalence of /FNVL3 rs4803217 single nucleotide polymorphism and clinical course of chronic hepatitis C
Swiqtek—Kojcielna B, Katuzna E, Strauss E, Nowak J, Bereszynska I, Gowin E, Wysocki J, Rembowska J, Barcinska D,

Mozer-Lisewska I, Januszkiewicz-Lewandowska D

3825 Corticotropin-releasing factor stimulates colonic motility via muscarinic receptors in the rat
Kim KJ, Kim KB, Yoon SM, Han JH, Chae HB, Park SM, Youn SJ

3832 Clinical significance of changes in the Th17/Treg ratio in autoimmune liver disease
Feng TT, Zou T, Wang X, Zhao WF, Qin AL

3839 Inhibitory effect of oxymatrine on hepatocyte apoptosis via TLR4/PI3K/Akt/GSK-3B signaling pathway
Zhang X, Jiang W, Zhou AL, Zhao M, Jiang DR

Raishidenge ~ WJG | www.wjgnet.com 1 June 7, 2017 | Volume 23 | Issue 21 |



World Journal of Gastroenterology

Contents Volume 23 Number 21 June 7, 2017

3850 Sodium selenite ameliorates dextran sulfate sodium-induced chronic colitis in mice by decreasing Thi,
Th17, and y8T and increasing CD4(+)CD25(+) regulatory T-cell responses
Sang LX, Chang B, Zhu JF, Yang FL, Li Y, Jiang XF, Wang DN, Lu CL, Sun X

Case Control Study

3864 Validation of a serum microRNA panel as biomarkers for early diagnosis of hepatocellular carcinoma post-
hepatitis C infection in Egyptian patients
Elemeery MN, Badr AN, Mohamed MA, Ghareeb DA

Retrospective Study
3876 Relationship between serum adenosine deaminase levels and liver histology in autoimmune hepatitis

Torgutalp M, Efe C, Babaoglu H, Kav T

3883  Clinical significance of the neutrophil-lymphocyte ratio as an early predictive marker for adverse outcomes in
patients with acute pancreatitis
Jeon TJ, Park JY

Prospective Study

3890 Dietary and metabolomic determinants of relapse in ulcerative colitis patients: A pilot prospective cohort
study
Keshteli AH, van den Brand FF, Madsen KL, Mandal R, Valcheva R, Kroeker KI, Han B, Bell RC, Cole J, Hoevers T,

Wishart DS, Fedorak RN, Dieleman LA

3900 Role of three-dimensional endoanal ultrasound in assessing the anal sphincter morphology of female
patients with chronic proctalgia
Xue YH, Ding SQ, Ding YJ, Pan LQ

Randomized Controlled Trial

3907 Pleiotrophin and N-syndecan promote perineural invasion and tumor progression in an orthotopic mouse
model of pancreatic cancer
Yao J, Zhang LL, Huang XM, Li WY, Gao SG

SYSTEMATIC REVIEWS
3915 Epidemiology of functional gastrointestinal disorders in children and adolescents: A systematic review
Boronat AC, Ferreira-Maia AP, Matijasevich A, Wang YP

CASE REPORT

3928 Esophageal carcinoma originating in the surface epithelium with immunohistochemically proven esophageal
gland duct differentiation: A case report
Tamura H, Saiki H, Amano T, Yamamoto M, Hayashi S, Ando H, Doi R, Nishida T, Yamamoto K, Adachi S

Raishidenge ~ WJG | www.wjgnet.com I June 7, 2017 | Volume 23 | Issue 21 |



Content World Journal of Gastroenterology
ontents Volume 23 Number 21 June 7, 2017

3934  Ischemic or toxic injury: A challenging diagnosis and treatment of drug-induced stenosis of the sigmoid

colon
Zhang ZM, Lin XC, Ma L, Jin AQ, Lin FC, Liu Z, Liu LM, Zhang C, Zhang N, Huo LJ, Jiang XL, Kang F, Qin HJ, Li QY, Yu

HW, Deng H, Zhu MW, Liu ZX, Wan BJ, Yang HY, Liao JH, Luo X, Li YW, Wei WP, Song MM, Zhao Y, Shi XY, Lu ZH

Raishidenge ~ WJG | www.wjgnet.com 111 June 7, 2017 | Volume 23 | Issue 21 |



Contents

World Journal of Gastroenterology
Volume 23 Number 21 June 7, 2017

ABOUT COVER

Editorial board member of World Journal of Gastroenterology, Spilios
Manolakopoulos, MD, PhD, Associate Professor, Department of Medicine-
Gastroenterology, Athens Medical School, Athens 15343, Greece

AIMS AND SCOPE

World Journal of Gastroenterology (World | Gastroenterol, WJ]G, print ISSN 1007-9327, online
ISSN 2219-2840, DOI: 10.3748) is a peer-reviewed open access journal. ]G was estab-
lished on October 1, 1995. It is published weekly on the 7" 14th, 21, and 28" each month.
The WJ]G Editorial Board consists of 1375 experts in gastroenterology and hepatology
from 68 countries.

The primary task of WJ]G is to rapidly publish high-quality original articles, reviews,
and commentaries in the fields of gastroenterology, hepatology, gastrointestinal endos-
copy, gastrointestinal surgery, hepatobiliary surgery, gastrointestinal oncology, gastroin-
testinal radiation oncology, gastrointestinal imaging, gastrointestinal interventional ther-
apy, gastrointestinal infectious diseases, gastrointestinal pharmacology, gastrointestinal
pathophysiology, gastrointestinal pathology, evidence-based medicine in gastroenterol-
ogy, pancreatology, gastrointestinal laboratory medicine, gastrointestinal molecular biol-
ogy, gastrointestinal immunology, gastrointestinal microbiology, gastrointestinal genetics,
gastrointestinal translational medicine, gastrointestinal diagnostics, and gastrointestinal
therapeutics. WJG is dedicated to become an influential and prestigious journal in gas-
troenterology and hepatology, to promote the development of above disciplines, and to
improve the diagnostic and therapeutic skill and expertise of clinicians.

INDEXING/ABSTRACTING

Waorld Journal of Gastroenterolagy (WJG) is now indexed in Current Contents®/Clinical Medicine,
Science Citation Index Expanded (also known as SciSearch®), Journal Citation Reports”, Index
Medicus, MEDLINE, PubMed, PubMed Central, Digital Object Identifier, and Directory of
Open Access Journals. The 2015 edition of Journal Citation Reports® released by Thomson
Reuters (ISI) cites the 2015 impact factor for W]G as 2.787 (5-year impact factor: 2.848), rank-
ing IWJG as 38 among 78 journals in gastroenterology and hepatology (quartile in category Q2).

FLYLEAF I-IX

Editorial Board

EDITORS FOR
THIS ISSUE

Responsible Electronic Editor: Fer-Fen Zhang
Proofing Editor-in-Chief: Lian-Sheng Ma

Responsible Assistant Editor: Xiang Li

Responsible Science Editor: Ze-Mao Gong
Proofing Editorial Office Director: Jin-Iei Wang

NAME OF JOURNAL
World Journal of Gastroenterology

ISSN
ISSN 1007-9327 (print)
ISSN 2219-2840 (online)

LAUNCH DATE
October 1, 1995

FREQUENCY
Weekly

EDITORS-IN-CHIEF

Damian Garcia-Olmo, MD, PhD, Doctor, Profes-
sor, Surgeon, Department of Surgery, Universidad
Autonoma de Madrid; Department of General Sur-
gery, Fundacion Jimenez Diaz University Hospital,
Madrid 28040, Spain

Stephen C Strom, PhD, Professor, Department of
Laboratory Medicine, Division of Pathology, Karo-
linska Institutet, Stockholm 141-86, Sweden

Andrzej S Tarnawski, MD, PhD, DSc (Med),
Professor of Medicine, Chief Gastroenterology, VA
Long Beach Health Care System, University of Cali-
fornia, Irvine, CA, 5901 E. Seventh Str., Long Beach,

CA 90822, United States http:/ /www.wjgnet.com

EDITORIAL BOARD MEMBERS
All editorial board members resources online at http://
www.wignet.com/1007-9327/editorialboard.htm

PUBLICATION DATE
June 7, 2017

COPYRIGHT

EDITORIAL OFFICE © 2017 Baishideng Publishing Group Inc. Articles pub-

Jin-Lei Wang, Director

Yuan Qj, Vice Director

Ze-Mao Gong, Vice Director
World Journal of Gastroenterology
Baishideng Publishing Group Inc
7901 Stoneridge Drive, Suite 501,
Pleasanton, CA 94588, USA
Telephone: +1-925-2238242

Fax: +1-925-2238243

E-mail: editorialoffice@wijgnet.com
Help Desk: http://www.f6publishing.com/helpdesk
http:/ /www.wjgnet.com

PUBLISHER

Baishideng Publishing Group Inc

7901 Stoneridge Drive, Suite 501,

Pleasanton, CA 94588, USA

Telephone: +1-925-2238242

Fax: +1-925-2238243

E-mail: bpgoffice@wijgnet.com

Help Desk: http://www.f6publishing.com/helpdesk

lished by this Open-Access journal are distributed under
the terms of the Creative Commons Attribution Non-
commercial License, which permits use, distribution,
and reproduction in any medium, provided the original
work is properly cited, the use is non commercial and is
otherwise in compliance with the license.

SPECIAL STATEMENT

All articles published in journals owned by the Baishideng
Publishing Group (BPG) represent the views and opin-
ions of their authors, and not the views, opinions or
policies of the BPG, except where otherwise explicitly
indicated.

INSTRUCTIONS TO AUTHORS
Full instructions are available online at http://www.
wignet.com/bpg/gerinfo/204

ONLINE SUBMISSION
http:/ /www.f6publishing.com

JRaishideng®

WIJG | www.wjgnet.com

v

June 7, 2017 | Volume 23 | Issue 21 |




W J

World Journal of
Gastroenterology

Submit a Manuscript: http:/ /www.f6publishing.com

DOI: 10.3748 / wjg.v23.i21.3805

World | Gastroenterol 2017 June 7; 23(21): 3805-3814

ISSN 1007-9327 (print) ISSN 2219-2840 (online)

ORIGINAL ARTICLE

Basic Study
Green tea polyphenols ameliorate non-alcoholic fatty liver
disease through upregulating AMPK activation in high fat

fed Zucker fatty rats

Yi Tan, Jane Kim, Jing Cheng, Madeleine Ong, Wei-Guo Lao, Xing-Liang Jin, Yi-Guang Lin, Linda Xiao,

Xue-Qiong Zhu, Xian-Qin Qu

Yi Tan, Jane Kim, Jing Cheng, Madeleine Ong, Wei-
Guo Lao, Xing-Liang Jin, Yi-Guang Lin, Linda Xiao, Xue-
Qiong Zhu, Xian-Qin Qu, School of Medical and Molecular
Biosciences, University of Technology Sydney, NSW 2007,
Australia

Jing Cheng, Xing-Liang Jin, Xue-Qiong Zhu, Xian-Qin Qu,
The Second Affiliated Hospital of Wenzhou Medical University,
Wenzhou 32527, Zhejiang Province, China

Author contributions: Tan Y, Qu XQ and Zhu XQ substantially
contributed to the conception and design of the study; Tan Y,
Kim J, Cheng J, Ong M, Lao WG, Jin XL, Lin YG, Xiao L
contributed to acquisition, analysis and interpretation of data; all
authors drafted the article and made critical revisions related to
the intellectual content of the manuscript, and approved the final
version of the article to be published.

Institutional review board statement: All procedures in
animal study were reviewed and approved by the Animal Care
and Ethics Committee of the University of Technology Sydney.

Institutional animal care and use committee statement: All
procedures involving animals were reviewed and approved by the
University of Technology Sydney Animal Ethics Committee (UTS
ACEC 2009-325A), following guidelines issued by the National
Health and Medical Research Council of Australia.

Conflict-of-interest statement: To the best of our knowledge,
no conflict of interest exists.

Data sharing statement: Technical appendix, statistical code,
and dataset available from the corresponding author at Xiangin.
qu@uts.edu.au. No additional data are available.

Open-Access: This article is an open-access article which was
selected by an in-house editor and fully peer-reviewed by external
reviewers. It is distributed in accordance with the Creative
Commons Attribution Non Commercial (CC BY-NC 4.0) license,
which permits others to distribute, remix, adapt, build upon this

Baishidenge ~ WJG | www.wjgnet.com

work non-commercially, and license their derivative works on
different terms, provided the original work is properly cited and
the use is non-commercial. See: http://creativecommons.org/
licenses/by-nc/4.0/

Manuscript source: Invited manuscript

Correspondence to: Xian-Qin Qu, PhD, MD, School of
Medical and Molecular Biosciences, University of Technology
Sydney, 15 Broadway, NSW 2007,

Australia. xiangin.qu@uts.edu.au

Telephone: +61-2-95147852

Fax: +61-2-95147852

Received: January 23, 2017
Peer-review started: January 27, 2017
First decision: March 3, 2017
Revised: March 13,2017

Accepted: May 4, 2017

Article in press: May 4, 2017
Published online: June 7,2017

Abstract

AIM
To investigate protective effects and molecular
mechanisms of green tea polyphenols (GTP) on non-
alcoholic fatty liver disease (NAFLD) in Zucker fatty (ZF)
rats.

METHODS

Male ZF rats were fed a high-fat diet (HFD) for 2 wk
then treated with GTP (200 mg/kg) or saline (5 mL/kg)
for 8 wk, with Zucker lean rat as their control. At the end
of experiment, serum and liver tissue were collected
for measurement of metabolic parameters, alanine
aminotransferase (ALT) and aspartate aminotransferase
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(AST), inflammatory cytokines and hepatic triglyceride
and liver histology. Immunoblotting was used to detect
phosphorylation of AMP-activated protein kinase (AMPK)
acetyl-CoA carboxylase (ACC), and sterol regulatory
element-binding protein 1c (SREBP1c).

RESULTS

Genetically obese ZF rats on a HFD presented with
metabolic features of hepatic pathological changes
comparable to human with NAFLD. GTP intervention
decreased weight gain (10.1%, P = 0.052) and
significantly lowered visceral fat (31.0%, P < 0.01).
Compared with ZF-controls, GTP treatment significantly
reduced fasting serum insulin, glucose and lipids
levels. Reduction in serum ALT and AST levels (both
P < 0.01) were observed in GTP-treated ZF rats.
GTP treatment also attenuated the elevated TNFa
and IL-6 in the circulation. The increased hepatic
TG accumulation and cytoplasmic lipid droplet were
attenuated by GTP treatment, associated with signifi-
cantly increased expression of AMPK-Thr172 (P <
0.05) and phosphorylated ACC and SREBP1c (both P
< 0.05), indicating diminished hepatic lipogenesis and
triglycerides out flux from liver in GTP treated rats.

CONCLUSION

The protective effects of GTP against HFD-induced
NAFLD in genetically obese ZF rats are positively
correlated to reduction in hepatic lipogenesis through
upregulating the AMPK pathway.

Key words: Non-alcoholic fatty liver disease; Green
tea polyphenols; Hepatic lipogenesis; Inflammatory
cytokines; AMP-activated protein kinase

© The Author(s) 2017. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: The aim of this study was to examine
the protective effects and molecular mechanism
of green tea polyphenols (GTP) on non-alcoholic
fatty liver disease (NAFLD)-induced by high fat diet
(HFD) in genetically obese Zucker fatty (ZF) rats.
The data of the study has demonstrated: (1) HFD-
ZF rats is an optimal rodent model of NAFLD for
testing novel/natural agents for this disease; (2) GTP
treatment ameliorated metabolic and histopathological
abnormalities in HFD-ZF rats with NAFLD; and (3) GTP
exerted a protective effect against hepatic steatosis
and liver injury by attenuating inflammatory cytokines
and inhibiting lipogenesis through upregulating AMPK
activation. Therefore, GTP proves to be an effective
natural agent for preventing NAFLD and reducing the
risk of its severe complications such as nonalcoholic
steatohepatitis, cirrhosis and hepatic cellular carcinoma.

TanY, Kim J, Cheng J, Ong M, Lao WG, Jin XL, Lin YG,
Xiao L, Zhu XQ, Qu XQ. Green tea polyphenols ameliorate
non-alcoholic fatty liver disease through upregulating AMPK
activation in high fat fed Zucker fatty rats. World J Gastroenterol
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INTRODUCTION

Non-alcoholic fatty liver disease (NAFLD), charac-
terised by excess accumulation of fat in the liver,
has a dramatically rising incidence parallel with
the increasing population of metabolic syndrome
worldwide™?. NAFLD is emerging as a potential health
burden in society because hepatic lipid accumulation
can trigger hepatocyte damage, inflammation and
fibrogenesis leading to more serious liver disorders
such as nonalcoholic steatohepatitis (NASH), cirrhosis
and hepatic cellular carcinoma (HCC)™.. In addition,
increased liver lipids [triglyceride (TG), diglyceride,
and ceramides] exacerbate hepatic insulin resistance
subsequently leading to type 2 diabetes and car-
diovascular complications'*®, Therefore, identifying
strategies to reduce excessive fat accumulation in the
liver, especially to decrease hepatic TG, is critical for
treatment of NAFLD and prevention of its potential
consequences such as cardiometabolic disease.

Currently, no pharmacological therapy is approved
for NAFLD. Several drug treatments for the manage-
ment of NAFLD have been proposed, but none have
shown considerable efficacy on the whole spectrum
of liver damage!®. Lifestyle interventions involving
exercise and weight loss are the only accepted
treatments for this disease but are often difficult to
maintain for NAFLD sufferers. Thus, there is an urgent
need to discover agents targeted at elevated hepatic
lipids and safe for long-term administration.

Green tea (Camellia sinensis) contains natural
catechins that is a heterogeneous class of polyphe-
nolic compounds, mainly (-)-epigallocatechin-3-
gallate (EGCG), with beneficial effects related to
their antioxidant and anti-inflammatory properties!’’.
Recently, green tea polyphenols (GTP) has received
considerable attention for its metabolic effects against
metabolic syndrome and type 2 diabetes'®. Several lines
of studies suggest that the anti-diabetic effects of GTP
are probably due to suppressing appetite, modifying
dietary fat emulsification in the gastrointestinal tract,
inhibiting gastrointestinal lipolysis and reducing nutrient
absorption®™!, Our previous studies have demonstrated
that GTP has direct effects on glucose and lipid
metabolism through enhancing glycogen synthesis and
inhibiting lipogenesis in hepatocytes?. Based on the
results of this in vitro study, we hypothesis that GTP can
reduce hepatic lipid accumulation against fatty liver in
vivo.

NAFLD is a complex metabolic disease. Many
epidemiological studies have demonstrated that
overnutrition or inappropriate diet leads to insulin
resistance, dyslipidaemia and chronic inflammation,
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which significantly contribute to the development of
NAFLD™* in particular for those who have tendency
for obesity genetically™ . To evaluate effects of GTP on
a rodent model that mimics most pathophysiological
features of NAFLD in humans, Zucker fatty (ZF) rat, a
genetic model of metabolic syndrome with obesity!'®
was used in the study and fed with a high fat diet
(HFD). There is increasing evidence that increased
liver TG content is highly correlated to increased de
novo lipogenesis™’). AMP-activated protein kinase
(AMPK) activity plays a vital role in mediating hepatic
lipogenesis'®. Recent studies have shown that AMPK
activity is reduced by the factors implicated in the
development of NAFLD, such as inflammation and
obesity™®*”), Therefore, inhibition of hepatic lipogenesis
by AMPK activation is envisaged as a viable therapeutic
strategy to prevent the initiation and progression of
NAFLD™". Whether GTP improves both genetic and
dietary factors implicated in NAFLD through activation
of AMPK pathway, however, has not previously
been addressed. In the current study, we tested
the hypothesis that GTP would confer an effective
therapy against obese- and HFD-induced NAFLD in
rats through upregulating the AMPK pathway. Thus,
protein molecules involved in AMPK-mediated hepatic
lipogenesis were detected followed by a metabolic
study in HFD-ZF rats with or without GTP treatment.

MATERIALS AND METHODS

LC-MS analysis of polyphenols in green tea

The polyphenols extracted from green tea (98% purity)
were analyzed using an Agilent 1200 series liquid
chromatograph/mass selective detector equipped with
QTOF 6510 mass spectrometer (Agilent Technologies).
Mass spectrometry data were acquired and quantified
with an EGCG standard. The concentration of other
polyphenols were calculated using the EGCG standard
(CAS No: 989-51-5, MF: C22H18011, MW: 458.378
and Purity: = 99% (HPLC).

Animal and treatment

Male Zucker fatty (fa/fa) rats (ZF) and their lean
littermates, aged 5-7 wk and approximately 160 g
body weight, were supplied by the Monash Animal
Research Platform (Monash University, Vic, Australia).
The animal protocol designed to minimize pain or
discomfort to the animals was approved by the Animal
Care and Ethics Committee (ACEC # 2009-325A)
of the University of Technology Sydney and was in
accordance with the National Health and Medical
Research Council of Australia Guidelines on Animal
Experimentation. Rats were acclimatised in communal
cages at 22 °C, with a 12 h light-dark cycle (lights
on 0700 h) for 1 wk and had ad libitum access to
a standard chow diet (Gordon’s Specialty Stock
Feed, Sydney, Australia) and water. ZF rats (n = 24)
were fed a high-fat diet (HFD) for 2 wk. The energy
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percentage composition of the HFD was 59% fat, 20%
carbohydrate, and 21% protein, with equal quantities
of fibre, vitamins, and minerals to the standard chow
diet. The HFD was replenished daily. After two weeks
of HFD feeding, ZF rats were divided into two groups.
The control group (ZF-Con; n = 12) was administered
saline (5 mL/kg of body weight) and ZF rats in the
GTP group (ZF-GTP; n = 12) was administered GTP
at 200 mg/kg of body weight daily for 8 wk via oral
gavage. HFD feeding was continued throughout the 8
wk treatment period. Lean Zucker rats (Lean, n = 12)
were fed a standard laboratory chow diet throughout
the treatment period.

Determination of metabolic parameters, liver enzymes
and insulin sensitivity

At the end of treatment, blood samples were collected
from the tail of rats after an overnight fast (12 h).
Fasting serum total cholesterols (TC), high-density
lipoprotein cholesterol (HDL-C), triglycerides (TG)
and non-esterified fatty acids (NEFAs) were analysed
using enzymatic colorimetric kits obtained from Roche
Diagnostic (Mannheim, Germany) and Wako Pure
Chemical Industries (Osaka, Japan) respectively. Low-
density lipoprotein cholesterol (LDL-C) concentrations
were calculated by Friedewald's formula: LDL-C
(mmol/L) = TC - HDL-C - TG/2.2. Fasting serum
insulin concentration was measured using a RIA kit
(Linco Diagnostic Services Inc, St. Charles). Fasting
serum glucose, alanine aminotransferase (ALT) and
aspartate aminotransferase (AST) were determined
by spectrophotometric analysis using commercial kits
(Dialab, Vienna, Austria). All experimental assays were
carried out according to the manufacturer’s instruction.

Tissue collection and measurement of liver triglycerides
At the end of the experiment, animals were anes-
thetized using inhalant aesthetic gas (isoflurane and
nitrous oxide) after 12 h of fasting. Liver and visceral
fat (epididymal and peri-rental adipose tissues) were
quickly excised, washed by ice-cold PBS then stored
at -80 C for subsequent histological and molecular
assays.

Approximately 50 mg of liver tissues was
homogenized at 4 °C in RIPA lysis buffer (Sigma-
Aldrich, St. Luis, MO, United States). Lipids from the
liver homogenate were extracted using chloroform/
methanol method (2:1), evaporated, and dissolved
in 1 mL ethanol (Sigma-Aldrich, St. Luis, MO, United
States). TG concentration was assayed using kits from
Roche Diagnostic (Mannheim, Germany) following the
manufacturers’ instructions.

Liver histological analysis

A small portion of frozen liver tissue was cut and
embedded with pre-cooled optimal cutting compound
(Torrance, CA, United States) for cryostat sectioning
at 6 um. The sections were mounted on microscope
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Table 1 Effects of green tea polyphenols on parameters
associated with obesity and metabolism

Paradigm parameter Lean ZF-Con ZF-GTP
Initial body weight (g) 258.6+9.5 369.8+128° 3704+13.7
3448+84 4496+17.6° 4041+10.8
Body weight (g)
Food intake (g/d/rat) 23.13+0.04 17.01+0.33" 16.52+0.51
Liver weight (g) 11.84+041 13.51+0.82"° 12.73+0.74
Visceral adipose (g) 1.96+057 916+017° 6.32+0.21°
Glucose (mmol/L) 438+054 754+1.70"° 6.60+1.22°
Insulin (WU/L) 055+0.04 77.7+143° 38.64+11.2°
SHBG (nmol/L) 1022+69  82.6+48° 91.2+5.6°
Serum lipids levels
Total cholesterol (mmol/L) 290 +0.07 542+021° 4.04+0.23°
Triglyceride (mmol/L) 011£0.01 0.75+0.02° 0.49 £0.04
HDL (mmol/L) 264+022 137+021° 2.03+0.07°
LDL (mmol/L) 137+02  428+042° 246+0.36°
NEFAs (mmol/L) 076+0.04 129+0.03° 1.02+0.07°

Zucker fatty (ZF) rat were fed high-fat diet for 2 wk then treated with
saline (5 mL/kg of body weight), or green tea polyphenols (GTP, 200
mg/kg of body weight) for 8 wk. Metabolic parameters are represented
as mean + SEM from 12 rats each group. °P < 0.05, °P < 0.01 and °P < 0.001
vs lean rats; P < 0.05 and “P < 0.01 vs ZF-Con rats. NEFA: Non-esterified
fatty acids; SHBG: Sexual hormone binding globulin.

slides then fixed with 10% formaldehyde solution
for 48 h. The samples were then stained with
Haematoxylin and Eosin (H&E) or Oil Red O (ORO,
Sigma-Aldrich, St. Luis, MO, United States) to
investigate architecture of the liver and hepatic lipid
droplets. Stained ORO slides were visualized with the
Olympus microscope and images were captured with
an Olympus digital camera (DP70, Tokyo, Japan) using
Image-Pro6.2 software (Media Cybernetics, Inc. MD,
United States). Lipid droplets were quantified at least
5 different high-power fields in a blinded way. For each
group, liver samples from 6-8 rats were prepared and
stained and six fragments from each liver were further
analysed. All slides were scanned at an absolute
maghnification of 400X using Image-Pro6.2 software
(Media Cybernetics, Inc. MD, United States) under a
light microscopy (Olympus, BX51 microscope, Tokyo,
Japan). Morphometric results are presented as area
fractions-the percentage of specific counts in relation
to total number of counted points.

Measurement of proinflammatory cytokines in
circulation

Serum levels of TNF-q, interleukins (IL-6 and IL-10)
and interferon gamma (IFNy) were measured with
a standard sandwich enzyme immunoassay method
using the Bio-Plex Pro mouse cytokine assay kit (Bio-
rad Laboratories, Hercules, CA, United States) for the
simultaneous quantification of TNF-o, ILs and IFNy
according to the manufacturer’s instructions. Resulting
TNF-o, ILs and IFNy levels were determined using a
Bio-Plex MAGPIX array reader, which identified and
quantified each specific reaction based on bead colour
and fluorescent signal intensity and expressed as
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pictogram per millilitre.

Western blotting

One hundred milligram of frozen liver samples
was homogenized in 1 mL lysis buffer (Roche Diag-
nostics, Indianapolis, IN, United States). Then, the
homogenates were centrifuged at 3000 g for 10
min at 4 'C. The supernatants were collected and
the protein concentration of each supernatant was
determined by the Bradford method. Total protein
(20 pg) was separated to 7.5% SDS-polyacrylamide
gel electrophoresis then transferred to 0.45 umol/L
polyvinyldenedifluoride (PVDF) membrane and
immunoblotted with primary antibodies against
phospho-AMPKa (Thr172), AMPKa, phospho-ACC
(Ser79) and ACC (Cell Signaling Technology Inc, MA),
SREBP-1c and B-actin (Santa Cruz, CA, United States) at
1:1000 dilution and secondary antibodies (Santa Cruz,
CA, United States) at 1:10000 dilution. Blots were then
developed with enhanced chemiluminescence (ECL)
(Pierce, IL, United States) according to manufacturer’
s instructions. The protein bands were visualized by
ChemiDoc XRS systems (Bio-Rad Laboratories, CA,
United States). The density of bands was quantified
with Quality One 4.6.1 software (Bio-Rad, CA, United
States) and the quantified results from 8 rats of each
group were calculated as percentage of control lean
rats for statistical analysis.

Statistical analysis

All values are expressed as mean + SEM. Comparisons
across the three groups were performed using one-
way ANOVA followed by post-hoc analysis of Tukey’s
test to determine significant differences between the
two groups using Prism version 6 (GraphPad Inc, San
Diego, CA, United States). P value < 0.05 was con-
sidered statistically significant.

RESULTS

Effects of GTP on body weight and metabolic
parameters

Average food intake remained consistent and similar
between ZF control rats and GTP treatment at
approximately 17 g/rat per day for the duration of the
study period. The body weight and visceral fat of ZF
rat were significantly higher than their lean control,
associated with hyperglycaemia and hyperlipidaemia
(Table 1). No significant differences in liver weight
were noted between ZF control and GTP-ZF rats. GTP
treatment prevented HFD-induced weight gain by
10.1% (P = 0.052) and significantly decreased visceral
fat by 31.0% (P < 0.01) and lowered fasting serum
glucose and insulin levels (Table 1, ZF-Con vs ZF-GTP
group, both P < 0.05). GTP treatment also significantly
reduced the elevated serum levels of cholesterol, TG
and NEFAs by 25.4% (P < 0.05), 34.6% (P < 0.01),
and 20.9% (P < 0.05), respectively, when compared
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Figure 1 Effect of green tea polyphenols on alanine transaminase (A) and aspartate transaminase (B) in high-fat diet Zucker fatty rats. Serum alanine
transaminase (ALT) and aspartate transaminase (AST) concentrations were measured after 8 wk of daily treatment with saline (5 mL/kg; Lean, ZF-Con) or GTP (200
mg/kg; ZF-GTP). Data are means + SEM, n = 12 rats/group. °P < 0.01 vs Lean rats and °P < 0.01 vs ZF-Con rats.

with the ZF-Con rat. HFD feeding caused a 48.1%
reduction of serum HDL level (ZF-Con vs Lean group, P
< 0.01) while HDL level was significantly higher in GTP
treated ZF rats than ZF-Con rats (Table 1, P < 0.05).

Effects of GTP on hepatic ALT and AST levels in HFD fed
ZF rats

When compared with the lean control, serum hepatic
enzyme (ALT and AST) levels in HFD-fed ZF rats were
increased by 6.2 fold (Figure 1A; 29.20 + 4.01 U/L vs
189.89 + 20.69 U/L, P < 0.001) and 3 fold (Figure 1B;
54.71 £ 17.88 U/L vs 183.14 + 13.91 U/L, P < 0.001),
respectively. GTP treatment significantly attenuated
the elevated ALT and AST values (both P < 0.01) when
compared with control ZF rats (Figure 1).

Effect of GTP on hepatic steatosis and TG content of
HFD ZF rats

The macrovesicular steatosis and fat droplets were
assessed in H&E and ORO-stained sections by light
microscopy and digital image analysis (DAI). More
microvesicular steatosis was observed on H&E stained
sections of ZF control rats than ZF-GTP rats and no
macrovesicular steatosis in the lean control (Figure
2A). Fat filtration and hepatic steatosis were further
confirmed with ORO-stained cryosections because
ORO staining analysis is much higher sensitivity and
specificity for hepatic steatosis. The elevated lipid
accumulation was revealed by many lipid droplets in
ORO-stained cryosections of ZF control rats compared
to the lean control (Figure 2B). DIA results (Figure 2C)
showed significant reduction in lipid droplets with GTP
treated ZF rats, indicating that GTP greatly prevented
lipid infiltrations and hepatic steatosis.

Consistent with ORO-staining results, measurement
of TG content in the liver showed that HFD ZF rats
presented significantly higher hepatic TG by 4-fold
compared to lean rats (13.65 £ 4.51 umol/g vs 3.36 +
0.72 umol/g; P < 0.01). Results in Figure 2D showed
that GTP treatment significantly reduced hepatic TG
content in HFD fed ZF rats (9.05 £ 2.87 umol/g vs
13.65 £ 4.51 ymol/g; P < 0.01).
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Effects of GTP on inflammatory cytokines in circulation
Circulating inflammatory cytokines were assessed by
enzyme immunoassay. Figure 3 shows significantly
increased TNF-a and IL-6 in HFD-ZF control rats
compared with the Lean control (P < 0.01 and P <
0.05 respectively), whereas, GTP treatment markedly
decreased the elevation of TNF-o. and IL-6 (Figure 3A
and B, both P < 0.05). IL-10 and IFNy levels were no
significant difference among three groups (Figure 3C
and D).

Effects of GTP on de novo lipogenesis pathway in the
liver of ZF rats

AMPK and ACC are key enzymes that regulate de novo
lipogenesis in the liver and contribute considerably
to overall metabolism of lipids™*®. Results in Figure
4 show that expression of phospho-AMPKa (Thr172)
was significantly lower in HFD fed ZF rats compared
with the lean control rats (P < 0.05), and GTP ad-
ministration significantly enhanced expression of
phospho-AMPKa (Thr172) (P < 0.05) in HFD ZF rats.
A reduction of ACC (Ser79) phosphorylation was
observed in the liver of HFD ZF rats, and this was
reversed by GTP treatment in a similar manner to that
phospho-AMPKa (Thr172) expression.

SREBP-1c, a key transcription factor regulating
the gene expression of key enzymes implicated
in upregulating de novo lipogenesis in the liver®”
was also detected by immunoblotting. HFD-fed ZF
rats presented an approximate 1.75 fold increase in
SREBP-1c expression in the liver compared to the lean
control (Figure 5B; P < 0.01). GTP treatment abolished
overexpression of SREBP-1c protein compared to ZF
control rats (Figure 5B; P < 0.01).

DISCUSSION

Hepatic steatosis is the first stage of NAFLD, which is
mostly associated with increased de novo lipogenesis
and obesity, however, it can progress to a more
advanced form of the disease, NASH, hepatic necrosis,
fibrosis and cirrhosis and hepatocellular carcinoma.
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Figure 2 Reduction of hepatic steatosis and triglyceride content with green tea polyphenols treatment. A: Images were stained with H&E to visualise
macrovesicular steatosis in liver sections at x 400 magnification. Compared to the livers in lean control rats, a larger unstained area that consisted of fat vacuoles was
seen in ZF control rats; B: Representative ORO staining of liver samples from lean, ZF-Con and ZF-GTP rats. A larger red area that consisted of lipid droplets (B, C:
ORO staining; x 400 magnification) and higher triglyceride contents (D) in the livers of ZF-control rats. GTP treatment significantly reversed these changes in the liver.
Data are expressed as mean + SME from 6-8 rats each group. °P < 0.01, °P < 0.001 vs Lean group; °P < 0.01 vs ZF-Con group. GTP: Green tea polyphenols; ZF:

Zucker fatty.

Therefore, it is important to control NAFLD at the initial
stage. Here, we report for the first time that GTP can
protect against HFD-induced NAFLD in genetically
obese rats. HFD-fed Zucker fatty rats recapitulated
the key metabolic features seen in humans with
NAFLD, including central obesity, hyperlipidemia,
and hyperinsulinemia and elevated fasting glucose
levels. Hepatic manifestations of NAFLD in the rats
were evidenced by the elevated ALT and AST levels,
increased lipids droplets and TG content in the
liver. The parameters associated with obesity and
metabolisms shown in Table 1 indicate that HFD-fed
ZF rat is an optimal model of NAFLD to test preventive
and therapeutic agents against NAFLD.

The key finding of this study is that GTP, as a
natural agent, protected liver damage by HFD feeding
and genetic obese, evidenced by improved hepatic
enzymes (AST and ALT) levels and significantly
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lowered TG content in the liver of HFD-ZF rats. Results
attained from histological analysis showed that GTP
also markedly reduced lipid droplets in the liver of
HFD-ZF rats. Elevated serum ALT and AST levels are
the primary abnormality seen in patients with NAFLD
and other chronic liver disease in human'™. These
finding indicate that GTP can protect hepatocytes
against HFD- and obesity-induced hepatic steatosis.
Traditionally, beneficial effects of GTP on the liver
have been attributed to their antioxidant properties'®.,
Accumulating evidence has revealed that NAFLD is
strongly related to inflammation. For example, IL-6, as
a proinflammatory cytokine, has been demonstrated
as a potential mediator leading to NAFLD. TNFa has
been implicated in liver fibrosis and advanced stages of
NAFLD in human®*#I, In this study, HFD fed obese rats
presented systemic inflammation by markedly raised
circulating TNFa and IL-6 levels. Although no change
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Figure 3 Effects of green tea polyphenols on inflammatory cytokines in circulation. TNF-o (A), IL-6 (B), IL-10 (C) and IFNy (D) levels in serum of lean, ZF-Con
and ZF-GTP rats. Data are mean + SEM from 12 rats each group. °P < 0.05 , °P < 0.01 vs lean group; °P < 0.05 vs ZF-Con group. GTP; Green tea polyphenols; ZF:
Zucker fatty.

A B 120 -
) c
o
S 90F a
p-AMPKa. - 2
=
c
pacin W - S w0l
s
<
o
0
Lean ZF-Con ZF-GTP
C D 120
c
)
S 90 a
©
[0
S 601
OO
§I 30
o
0
Lean ZF-Con ZF-GTP

Figure 4 Effects of green tea polyphenols on de novo lipogenesis pathway in the liver of Zucker fatty rats. Proteins extracted from the livers of lean, Zucker
fatty (ZF)-Con. and ZF-GTP rats were separated by SDS-PAGE and immunoblotted with anti-p-AMPK-q., anti-AMPK-qa., and anti-p-ACC: Anti-ACC. B-Actin was used
to confirm equal protein loading. Upper panels (A and C): Immunoblot bands of detected proteins; lower panels (B and D): Quantitative analysis of corresponding
proteins. Data are expressed as mean + SME (n = 8). °P < 0.05 vs lean, °P < 0.05 vs ZF-Con. GTP: Green tea polyphenols; ACC: Acetyl-CoA carboxylase.

was found in anti-inflammatory cytokine IL-10, raised in GTP, against HFD-induced liver fibrosis associated
TNFa and IL-6 were attenuated by GTP treatment. with inflammation in rats through deregulation of
This funding is consistent with a recent study in which TGF/SMAD, PI3 K/Akt/FoxO1, and NF-«xB pathways.
Xiao et al*® reported EGCG, a major active compound  Taken together, intervention with GTP and EGCG can
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Figure 5 Expression of SREBP-1c in the liver of Zucker fatty rats.
Immunoblots (A) and quantitative analysis of (B) SREBP-1c in liver tissue of
chow fed lean rats and HFD fed Zucker fatty (ZF) rats treated with saline (5 mL/kg
of body weight) or with GTP (200 mg/kg of body weight). B-Actin was used to
confirm equal protein loading. Data are expressed as mean + SME (n = 8). °P <
0.01 vs lean, °P < 0.01 vs ZF-Con. GTP; Green tea polyphenols.

effectively prevent and reverse inflammation-mediated
liver damage and fibrosis in rats, suggesting that GTP
is beneficial in humans with NAFLD-induced by dietary
factors and genetic obesity.

In addition to anti-inflammatory and antioxidant
action, protective effects of GTP on NAFLD may be
related to improved hyperinsulinemia and hyper-
lipidaemia. In NAFLD, there is excess of (free fatty
acids) FFAs/NEFAs delivered to the liver due to
increased adipose lipolysis under insulin resistant
status, which lead to hepatic steatosis by over
conversion of FFAs into TG and cause hepatocytes
injury-induced by lipotoxicity™”. In this study, serum
NEFAs level was significantly higher in HFD-ZF rats
than the lean control, whereas, GTP treatment
significantly attenuated the elevated NEFAs levels,
which in turn, could reduce substrate influx to the
liver for hepatic TG synthesis and also may diminish
unoxidized fatty acids accumulation, therefore,
prevent lipoperoxidative stress-induced hepatic
injury®®’?®, Furthermore, reduction of hepatic lipids in
GTP treated rats may be also attributed for improved
hyperglycemia. Consequently, glucose influx to the
liver was reduced and ultimately decreased de novo
lipogenesis (DNL) in the liver.

Hepatic lipogenesis is the metabolic pathway by
which acetyl-CoA carboxylase (ACC) converts acetyl-
CoA derived from glucose to fats, which involves sub-
processes of fatty acid synthesis and subsequent
triglyceride synthesis utilizing carbohydrate in the
liver™). In healthy individuals, DNL contributes < 5%
to liver TG content, whereas in individuals with NAFLD,
DNL contributes > 26% of liver TG\, The significant
increase (approximately five fold) in DNL suggests
that this pathway may play an important role in the
development of NAFLD. Thus, controlling hepatic DNL
highlights a potential therapeutic utility for alleviating
NAFLD and preventing its potential consequences
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(NASH and HCC). DNL is regulated by complex enzyme
cascades/pathways. Among these, AMPK-mediated
phosphorylation of target substrates plays a critical role
in the regulation of hepatic lipogenesis'*". The activity
of AMPK is stimulated by insulin through promoting
its phosphorylation at Thr172®%, subsequently, AMPK
activation leads to phosphorylation of ACC1 at Ser79
and ACC2 at Ser221, causing a reduction in ACC
activity that lowers malonyl-CoA from acetyl-CoA,
which leads to decreased hepatic TG synthesis™**",

We have previously reported that GTP inhibits
lipogenesis associated with enhanced expression
of phosphorylated AMPKa and ACC proteins in
hepatocytes'”. To elucidate molecular mechanisms
by which GTP improves hepatic steatosis in vivo,
AMPK-ACC pathway was examined by immunoblotting
analysis. We found that obese rats exposed to HFD
expressed less AMPK Thr172 associated with reduced
phosphorated ACC-Ser79 protein in the liver than
the lean control rats. GTP intervention significantly
enhanced protein expression of AMPK Thr172 and
ACC Ser79 compared to saline-treated ZF rats,
indicating that decreased hepatic TG and reversed
liver histopathology are likely through diminishing
hepatic lipogenesis in GTP-ZF rats. In addition to
suppression of de novo lipogenesis, increased AMPK
activity associated with inactivation of ACC by GTP
may prevent hepatic injury by increasing fatty acid
oxidation. Several lines of studies have demonstrated
that reduction in malonyl-CoA secondary to AMPKal-
mediated ACC inactivation enhance carnitine pal-
mitoyltransferase I (CPT I) activity, which in turn,
increases in mitochondrial fatty acid oxidation by
increasing CPT I flux®***?\. Thus, by enhancing AMPK
activation, reduced hepatic TG in GTP treated rats
is due, at least in part, to suppression of hepatic
lipogenesis and fatty acid oxidation in the liver through
upregulating AMPK activation.

SREBP-1c is a key transcription factor regulating the
gene expression of key enzymes implicated in hepatic
lipogenesis and triglyceride-rich lipoprotein secretion™.
In this study, SREBP1c levels were lower in HFD-ZF rats
and GTP enhanced expression SREBP-1c, which is likely
to reduce hepatic triglyceride biosynthesis and out flux.
This finding indicates that GTP inhibited lipogenesis
also through inactivation of SREBP-1c. This finding
explained the molecular mechanism of decreased
serum cholesterol and TG levels in GTP-treated ZF rats.

Significant reduction of serum ALT and AST
levels and hepatic TG content in GTP-treated HFD
ZF rats strongly supports that GTP can protect HFD-
induced liver damage. Mechanisms are likely to
include anti-inflammation and suppression de novo
lipogenesis through enhancing AMPK activation and
promoting fatty-acid oxidation thereby reducing
hepatic lipotoxicity. In summary, we provide the
first evidence that consistent administration of GTP
protect genetically obese rodent against HFD induced
hepatic steatosis. This protection was associated
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with increased activation of AMPK pathway to control
hepatic de novo lipogenesis and hepatic TG secretion.
Our results encourage further study into the effects
and safety for GTP conferring protection against NAFLD
in human.
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COMMENTS

Background

Non-alcoholic fatty liver disease (NAFLD) has a dramatically rising incidence
and is emerging as a potential health burden in society because hepatic lipid
accumulation can trigger hepatocyte damage, inflammation and fibrogenesis
leading to more serious liver disorders. There is an urgent need to discover
agents for NAFLD treatment and prevention. Green tea polyphenols (GTP)
has received considerable attention for its metabolic effects against metabolic
syndrome and type 2 diabetes. The previous studies have demonstrated that
GTP has direct effects on glucose and lipid metabolism in vitro study. Thus, we
hypothesize that GTP can reduce hepatic lipid accumulation against fatty liver
in vivo. The authors tested this hypothesis in high fat diet (HFD) fed genetically
Zucker obese rat.

Research frontiers

Currently, no pharmacological therapy is approved for NAFLD and there is
also a recent surge in interest in naturally derived products for the treatment of
metabolic disorders. There have been no previous studies into GTP on animal
models of NAFLD from both dietary and genetic factors.

Innovations and breakthroughs

The authors provide the first evidence that consistent administration of GTP
protect genetically obese rodent against HFD induced hepatic steatosis.
This protection was associated with increased activation of AMP-activated
protein kinase pathway to control hepatic de novo lipogenesis and hepatic TG
secretion.

Applications
These results encourage further study into the effects and safety for GTP
conferring protection against NAFLD in human.

Peer-review

In this article, the authors showed beneficially effects of GTP on NAFLD,
including improved lipid profiles and drastically reduced visceral fat, improved
liver function and reduced TG accumulation in the liver. The overall study
is solid and well designed. The results are consistent with the proposed
hypothesis.
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