
World Journal of 
Gastroenterology
World J Gastroenterol  2017 July 7; 23(25): 4473-4660

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

Published by Baishideng Publishing Group Inc



S

EDITORIAL

4473	 Challenges of modern day transition care in inflammatory bowel disease: From inflammatory bowel 

disease to biosimilars

Hakizimana A, Ahmed I, Russell R, Wright M, Afzal NA

REVIEW

4480	 Expression and role of nuclear receptor coregulators in colorectal cancer

Triki M, Lapierre M, Cavailles V, Mokdad-Gargouri R

4491	 Eubiotic properties of rifaximin: Disruption of the traditional concepts in gut microbiota modulation

Ponziani FR, Zocco MA, D’Aversa F, Pompili M, Gasbarrini A

MINIREVIEWS

4500	 Localization and role of metabotropic glutamate receptors subtype 5 in the gastrointestinal tract

Ferrigno A, Berardo C, Di Pasqua LG, Siciliano V, Richelmi P, Vairetti M

ORIGINAL ARTICLE

Basic Study

4508	 Treatment with dimethyl fumarate ameliorates liver ischemia/reperfusion injury

Takasu C, Vaziri ND, Li S, Robles L, Vo K, Takasu M, Pham C, Farzaneh SH, Shimada M, Stamos MJ, Ichii H

4517	 Enhanced electrogastrography: A realistic way to salvage a promise that was never kept?

Poscente MD, Mintchev MP

4529	 Glutamine prevents oxidative stress in a model of portal hypertension

Zabot GP, Carvalhal GF, Marroni NP, Licks F, Hartmann RM, da Silva VD, Fillmann HS

4538	 Hepatitis C virus NS5A region mutation in chronic hepatitis C genotype 1 patients who are non-responders 

to two or more treatments and its relationship with response to a new treatment

Muñoz de Rueda P, Fuentes Rodríguez JM, Quiles Pérez R, Gila Medina A, Martín Álvarez AB, Casado Ruíz J, Ruíz 

Extremera Á, Salmerón J

4548	 Distinct gut microbiota profiles in patients with primary sclerosing cholangitis and ulcerative colitis

Bajer L, Kverka M, Kostovcik M, Macinga P, Dvorak J, Stehlikova Z, Brezina J, Wohl P, Spicak J, Drastich P

Contents Weekly  Volume 23  Number 25  July 7, 2017

� July 7, 2017|Volume 23|Issue 25|WJG|www.wjgnet.com



Contents
World Journal of Gastroenterology

Volume 23  Number 25  July 7, 2017

4559	 Anti-inflammatory and anti-apoptotic effects of rosuvastatin by regulation of oxidative stress in a dextran 

sulfate sodium-induced colitis model

Shin SK, Cho JH, Kim EJ, Kim EK, Park DK, Kwon KA, Chung JW, Kim KO, Kim YJ

4569	 miR-29a promotes hepatitis B virus replication and expression by targeting SMARCE1 in hepatoma 

carcinoma

Wu HJ, Zhuo Y, Zhou YC, Wang XW, Wang YP, Si CY, Wang XH

Retrospective Cohort Study

4579	 Management and outcome of hepatocellular adenoma with massive bleeding at presentation

Klompenhouwer AJ, de Man RA, Thomeer MGJ, Ijzermans JNM

Retrospective Study

4587	 Chronic hepatitis B, nonalcoholic steatohepatitis and physical fitness of military males: CHIEF study

Chen YJ, Chen KW, Shih YL, Su FY, Lin YP, Meng FC, Lin F, Yu YS, Han CL, Wang CH, Lin JW, Hsieh TY, Li YH, Lin GM

4595	 Comparison of short- and long-term outcomes of laparoscopic vs  open resection for gastric gastrointestinal 

stromal tumors

Ye X, Kang WM, Yu JC, Ma ZQ, Xue ZG

Observational Study

4604	 Functional lipidomics in patients on home parenteral nutrition: Effect of lipid emulsions

Pironi L, Guidetti M, Verrastro O, Iacona C, Agostini F, Pazzeschi C, Sasdelli AS, Melchiorre M, Ferreri C

4615	 Cryptogenic multifocal ulcerous stenosing enteritis: Radiologic features and clinical behavior

Hwang J, Kim JS, Kim AY, Lim JS, Kim SH, Kim MJ, Kim MS, Song KD, Woo JY

4624	 Partners of patients with ulcerative colitis exhibit a biologically relevant dysbiosis in fecal microbial 

metacommunities

Chen GL, Zhang Y, Wang WY, Ji XL, Meng F, Xu PS, Yang NM, Bo XC

Randomized Controlled Trial

4632	 Long-term irritable bowel syndrome symptom control with reintroduction of selected FODMAPs

Harvie RM, Chisholm AW, Bisanz JE, Burton JP, Herbison P, Schultz K, Schultz M

EVIDENCE-BASED MEDICINE

4644	 Anti-apoptotic effect of banhasasim-tang on chronic acid reflux esophagitis

Shin MR, An HJ, Seo BI, Roh SS

II July 7, 2017|Volume 23|Issue 25|WJG|www.wjgnet.com



Contents
World Journal of Gastroenterology

Volume 23  Number 25  July 7, 2017

III July 7, 2017|Volume 23|Issue 25|WJG|www.wjgnet.com

SYSTEMATIC REVIEWS

4654	 Nosocomial spontaneous bacterial peritonitis antibiotic treatment in the era of multi-drug resistance 

pathogens: A systematic review

Fiore M, Maraolo AE, Gentile I, Borgia G, Leone S, Sansone P, Passavanti MB, Aurilio C, Pace MC



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

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

EDITORIAL OFFICE
Jin-Lei Wang, Director
Yuan Qi, 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@wjgnet.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@wjgnet.com
Help Desk: http://www.f6publishing.com/helpdesk

Contents

EDITORS FOR 
THIS ISSUE

Responsible Assistant Editor: Xiang Li                      Responsible Science Editor: Ze-Mao Gong
Responsible Electronic Editor: Fen-Fen Zhang	       Proofing Editorial Office Director: Jin-Lei Wang
Proofing Editor-in-Chief: Lian-Sheng Ma

http://www.wjgnet.com

PUBLICATION DATE
July 7, 2017

COPYRIGHT
© 2017 Baishideng Publishing Group Inc. Articles pub-
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.
wjgnet.com/bpg/gerinfo/204

ONLINE SUBMISSION
http://www.f6publishing.com

World Journal of Gastroenterology
Volume 23  Number 25  July 7, 2017

Editorial board member of World Journal of Gastroenterology , Ludovico 
Abenavoli, MD, MSc, PhD, Associate Professor, Health Sciences, University 
Magna Graecia, Campus Germaneto, Viale Europa, 88100 Catanzaro, Italy

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

World Journal of  Gastroenterology (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 and Directory of  Open Access Journals. The 
2017 edition of  Journal Citation Reports® cites the 2016 impact factor for WJG as 3.365 (5-year 
impact factor: 3.176), ranking WJG as 29th among 79 journals in gastroenterology and hepatol-
ogy (quartile in category Q2). 

I-IX	  Editorial Board

ABOUT COVER

INDEXING/ABSTRACTING

AIMS AND SCOPE

FLYLEAF

IV July 7, 2017|Volume 23|Issue 25|WJG|www.wjgnet.com



Chie Takasu, Nosratola D Vaziri, Shiri Li, Lourdes Robles, 
Kelly Vo, Mizuki Takasu, Christine Pham, Seyed H 
Farzaneh, Michael J Stamos, Hirohito Ichii, Department of 
Surgery, Medicine, University of California, Irvine, CA 92868, 
United States

Chie Takasu, Mitsuo Shimada, Departments of Surgery, 
Institute of Health Biosciences, the University of Tokushima, 
Tokushima, Tokushima 770-8503, Japan

Author contributions: Takasu C, Li S, Robles L and Ichii H 
designed the research; Takasu C, Li S, Robles L, Vo K, Takasu M 
and Pham C performed the research; Li S, Takasu C and Farzaneh 
SH analyzed the data; Vaziri ND, Takasu C, Shimada M, Stamos 
MJ and Ichii H wrote the paper.

Institutional review board statement: The protocol for this 
research project has been approved by a suitably constituted 
Ethics Committee of the University of California, Irvine, within 
which the work was undertaken and that it conforms to the 
provisions of the Declaration of Helsinki.

Institutional animal care and use committee statement: All 
procedures involving animals were reviewed and approved by the 
Institutional Animal Care and Use Committee of University of 
California, Irvine.

Conflict-of-interest statement: The authors declare no conflicts 
of interest.

Data sharing statement: Technical appendix, statistical code, 
and dataset available from the corresponding author at hichii@
uci.edu. 

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 
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: Hirohito Ichii, MD, PhD, Department 
of Surgery, Medicine, University of California, Irvine, 333 City 
Boulevard West Suite 1205, Orange, CA 92868, 
United States. hichii@uci.edu
Telephone: +1-714-4568698
Fax: +1-714-4568796

Received: January 24, 2017
Peer-review started: February 1, 2017
First decision: March 3, 2017
Revised: May 18, 2017
Accepted: June 12, 2017  
Article in press: June 12, 2017
Published online: July 7, 2017

Abstract
AIM
To investigate the hypothesis that treatment with 
dimethyl fumarate (DMF) may ameliorate liver 
ischemia/reperfusion injury (I/RI).

METHODS
Rats were divided into 3 groups: sham, control 
(CTL), and DMF. DMF (25 mg/kg, twice/d) was 
orally administered for 2 d before the procedure. 
The CTL and DMF rats were subjected to ischemia 
for 1 h and reperfusion for 2 h. The serum alanine 
aminotransferase (ALT) and malondialdehyde 
(MDA) levels, adenosine triphosphate (ATP), NO × 
metabolites, anti-oxidant enzyme expression level, anti-
inflammatory effect, and anti-apoptotic effect were 
determined.

RESULTS
Histological tissue damage was significantly reduced in 
the DMF group (Suzuki scores: sham: 0 ± 0; CTL: 9.3 
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± 0.5; DMF: 2.5 ± 1.2; sham vs  CTL, P  < 0.0001; CTL 
vs  DMF, P  < 0.0001). This effect was associated with 
significantly lower serum ALT (DMF 5026 ± 2305 U/L vs  
CTL 10592 ± 1152 U/L, P  = 0.04) and MDA (DMF 18.2 
± 1.4 µmol/L vs  CTL 26.0 ± 1.0 µmol/L, P  = 0.0009). 
DMF effectively improved the ATP content (DMF 20.3 
± 0.4 nmol/mg vs  CTL 18.3 ± 0.6 nmol/mg, P  = 0.02), 
myeloperoxidase activity (DMF 7.8 ± 0.4 mU/mL vs  CTL 
6.0 ± 0.5 mU/mL, P  = 0.01) and level of endothelial 
nitric oxide synthase expression (DMF 0.38 ± 0.05-fold 
vs  0.17 ± 0.06-fold, P  = 0.02). The higher expression 
levels of anti-oxidant enzymes (catalase and glutamate-
cysteine ligase modifier subunit and lower levels of key 
inflammatory mediators (nuclear factor-kappa B and 
cyclooxygenase-2 were confirmed in the DMF group.

CONCLUSION
DMF improved the liver function and the anti-oxidant 
and inflammation status following I/RI. Treatment with 
DMF could be a promising strategy in patients with liver 
I/RI.

Key words: Inflammation; Reactive oxidative stress; 
Nrf2; Ischemia; Dimethyl fumarate; Liver

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

Core tip: In this study, we reveal that (1) administration 
of dimethyl fumarate (DMF) significantly reduced 
tissue damage, improved liver function; and (2) DMF 
attenuated oxidative stress and inflammation, and 
raised anti-oxidant status in rats with hepatic ischemia/
reperfusion injury (I/RI). These findings suggest 
that DMF treatment could be a promising strategy to 
improve clinical outcome in patients with liver I/RI.

Takasu C, Vaziri ND, Li S, Robles L, Vo K, Takasu M, Pham C, 
Farzaneh SH, Shimada M, Stamos MJ, Ichii H. Treatment with 
dimethyl fumarate ameliorates liver ischemia/reperfusion injury. 
World J Gastroenterol 2017; 23(25): 4508-4516  Available from: 
URL: http://www.wjgnet.com/1007-9327/full/v23/i25/4508.htm  
DOI: http://dx.doi.org/10.3748/wjg.v23.i25.4508

INTRODUCTION
Liver ischemia/reperfusion injury (I/RI) is a common 
pathologic process caused by many clinical settings, 
such as liver resection, liver transplantation, hypo­
volemic shock, and trauma[1]. Temporary clamping of 
the portal triad, which is a common strategy during 
liver surgery, produces liver I/RI[2] that may result in 
postoperative liver dysfunction[3]. I/R generates reactive 
oxygen species (ROS), which can damage lipids, 
proteins and tissues and lead to local inflammatory 
responses, endothelial and Kupffer cell activation, 
cytokine/chemokine release, and cell apoptosis[4]. The 
I/R-induced oxidative stress and tissue damage involve 

multiple cell signaling pathways that result in liver 
failure[5]. 

BG-12 has been approved by the Food and Drug 
Administration for the treatment of patients with 
multiple sclerosis, in whom it reduces disease activity 
and the progression of relapsing-remitting multiple 
sclerosis[6]. Dimethyl fumarate (DMF), which has a mild 
side effect profile, has been available for medical use 
for over twenty years, despite an unclear mechanism 
of action. Methyl fumarates were first investigated 
for their anti-proliferative and anti-oxidant effects; 
however, they quickly became repurposed for use 
as potent anti-psoriatic drugs in Europe[7]. We have 
investigated the usefulness of DMF and reported its 
effects on acute[8] and chronic pancreatitis[9]. However, 
to our knowledge, the effects of DMF on liver I/RI have 
not been investigated. The aim of the present study 
was to test the hypothesis that treatment with the 
potent anti-oxidant DMF may attenuate the severity 
of liver I/RI in experimental animals by upregulating 
cellular anti-oxidant and anti-inflammatory machinery 
in liver tissue.

MATERIALS AND METHODS
Animals
Sprague-Dawley male rats weighing 230-250 g were 
purchased from Charles River (Wilmington, MA, 
United States). The rats were free of all pathogens 
and housed under standard conditions (room tempera­
ture: 22 ℃: humidity: 50% ± 5%, 12:12 h light/dark 
cycle). The study was approved by the Institutional 
Animal Care and Use Committee of the University of 
California, Irvine.

Experimental design
The rats were randomly divided into 3 experimental 
groups: (1) the sham group (n = 6) was subjected to 
exposure of the hepatic artery, portal vein, and bile 
duct region but no I/RI; (2) the control (CTL) group (n 
= 7) was subjected to 1 hour of ischemia followed by 
2 h of reperfusion. Finally; and (3) the DMF group (n = 
6) received DMF (25 mg/kg, twice/d) by oral gavage 2 
d prior to the operation. 

DMF administration
Stock solutions of DMF (Sigma, St. Louis, MO, 
United States) were prepared in dimethyl sulfoxide 
(DMSO) (Hybri-MAX, St. Louis, MO, United States). 
Experimental rats were given oral DMF (25 mg/kg, 
twice/day) dissolved in methyl cellulose (Sigma, 
St. Louis, MO, United States). Intragastric gavage 
administration was conducted in conscious animals 
using straight gavage needles appropriate for the 
animal size.

Surgical procedure
Under general anesthesia using isoflurane, a midline 
incision was made. The left and median portal triads 
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were occluded by a microvascular clamp to achieve 
70% liver ischemia. After 1 h of clamping, the clamp 
was removed, and restored hepatic blood flow was 
confirmed visually prior to wound closure. During 
the surgery, the body temperature was maintained 
at approximately 37.5 ℃ with a heating blanket. Two 
hours post clamp removal (reperfusion time), blood 
samples and ischemic liver lobes were collected under 
deep general anesthesia for analysis, and the animals 
were sacrificed[10].

Histopathological analysis
Histopathological analysis was performed as previously 
described[11]. The severity of I/RI was blindly graded 
using the modified Suzuki criteria[12].

Assessment of hepatic apoptosis
Apoptosis was quantified by the terminal de­
oxynucleotidyl transferase (TdT)-mediated dUTP nick-
end labeling (TUNEL) technique (Millipore, Bedford, 
MA, United States). For each section, 20 random 
fields were examined by confocal microscopy (20 × 
objective). An apoptotic index (i.e., the number of 
nuclei labeled by the TUNEL method/the total number 
of nuclei) was calculated[13].

Measurement of serum alanine aminotransferase and 
malondialdehyde 
Serum alanine aminotransferase (ALT) levels were 
determined to assess the liver function using commer­
cial kits (BioVision, Milpitas, CA, United States) 
according to the manufacturer’s instructions. The 
serum malondialdehyde (MDA) formation assay 
was performed using a thiobarbituric acid reactive 
substances (TBARS) assay kit (Cayman, Ann Arbor, 
MI, United States) according to the manufacturer’s 
instructions.

Adenosine triphosphate determination
The adenosine triphosphate (ATP) levels of liver tissue 
were determined using a colorimetric/fluorometric 
assay kit (Bio Vision, Milpitas, CA, United States) 
according to the manufacturer’s instructions. We used 
20 mg of liver tissue for the assay and calculated the 
ATP content. Protein concentration was performed with 
a BioRad assay kit (Bio-Rad, Richmond, CA, United 
States) based on the Lowry method[14].

Myeloperoxidase assay
The presence of myeloperoxidase (MPO) was used as 
an index of neutrophil accumulation in the liver[15] and 
was determined using an MPO colorimetric assay kit 
(BioVision, Milpitas, CA, United States) according to 
the manufacturer’s instructions.

Protein extraction and Western blots
Western blots were performed as previously des­
cribed[11]. The following reagents were used: rabbit 

polyclonal antibody to cyclooxygenase-2 (COX-2) 
(AbcamInc, Cambridge, MA, United States), glutamate-
cysteine ligase modifier subunit (GCLM) (AbcamInc, 
Cambridge, MA, United States), inducible nitric oxide 
(NO) synthase (iNOS) (Santa Cruz Biotechnology, 
Santa Cruz, CA, United States), endothelial NO 
synthase (eNOS) (Santa Cruz Biotechnology, Santa 
Cruz, CA, United States), glutamate-cysteine ligase 
catalytic subunit (GCLC) (AbcamInc, Cambridge, 
MA), glutathione (GSH) peroxidase (GPx) (AbcamInc, 
Cambridge, MA, United States), heme oxygenase-1 
(HO-1) (AbcamInc, Cambridge, MA, United States), 
superoxide dismutase (SOD) (Santa Cruz Biotechnology, 
Santa Cruz, CA, United States), glyceraldehyde-3-
phosphate dehydrogenase (GADPH) (Cell Signaling, 
Danvers, MA, United States), rabbit monoclonal antibody 
to NF-κB (Cell Signaling, Danvers, MA, United States), 
catalase (CAT) (Rockland Immunochemicals, Limerick, 
PA, United States), and mouse monoclonal antibody to 
nicotinamide adenine dinucleotide phosphate (NAD(P)H) 
quinone oxidoreductase-1 (NQO-1) (AbcamInc, 
Cambridge, MA, United States) followed by secondary 
anti-rabbit or mouse immunoglobulin G (Cell Signaling, 
Danvers, MA, United States).

Measurement of serum inflammatory mediators
The levels of serum inflammatory mediators were 
determined using a standard rat cytokine kit (Ray 
Biotech, Norcross, GA, United States) according to 
the manufacturer’s instructions. Fifteen rat cytokines/
chemokines were analyzed.

Statistical analyses
All the results are presented as the mean ± SD. 
Comparisons between two groups were performed 
with Student’s t-test or Mann-Whitney’s U test, as 
appropriate, using Stat View-J 5.0 software (SAS, 
Cary, NC, United States). Statistical significance was 
defined as a P value less than 0.05.

RESULTS
Histopathological changes
The histopathological findings are given in Figure 1A 
and B. The liver tissue was histologically normal in 
the sham group (Figure 1A). In contrast, substantial 
intracellular vacuolization, sinusoidal dilatation, 
congestion, and focal necrosis of the liver parenchyma 
were observed in the CTL group (Figure 1A). These 
changes were notably reduced in the DMF treatment 
group (Figure 1A). The Suzuki scores of the groups 
differed significantly (CTL 9.3 ± 0.5 vs DMF 2.5 ± 1.2, 
P < 0.0001; Figure 1B), indicating that pretreatment 
with DMF ameliorated the I/RI-induced histological 
changes.

Effect of DMF on hepatocellular apoptosis
Representative confocal microscopy images of 
hepatocyte-labeling TUNEL (green fluorescence) are 
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cellular ATP levels. DMF-treated livers demonstrated 
significantly higher ATP contents than those in the CTL 
group (20.3 ± 0.4 nmol/mg vs 18.3 ± 0.6 nmol/mg, 
respectively, P = 0.02; Figure 2C).

Neutrophil infiltration in the DMF-treated group, as 
analyzed by MPO activity, was significantly lower (7.8 
± 0.4 mU/mL) than that in the CTL group (6.0 ± 0.5 
mU/mL) (Figure 2D, P = 0.01), indicating that DMF 
treatment decreased neutrophil migration into the 
hepatocytes.

Effect of DMF on the activities of anti-oxidant enzymes 
in liver tissue
Figure 3B-D shows the protein expression of 
nuclear factor erythroid 2-related factor 1 (Nrf2) 
pathway target anti-oxidant enzymes. CAT and 
GCLM expression levels in the liver were significantly 
enhanced by DMF treatment compared with those 
in the CTL group (CAT: 1.50 ± 0.18-fold vs 0.93 ± 
0.13-fold, respectively, P = 0.03, Figure 3B; GCLM: 
0.42 ± 0.07-fold vs 0.22 ± 0.05-fold, respectively, P = 
0.04, Figure 3C). Additionally, GCLC protein expression 
was higher in the DMF group than in the CTL group 
(CTL: 0.48 ± 0.08-fold vs DMF 0.77 ± 0.13-fold, P 
= 0.10; Figure 3D). The protein expression levels of 
GPx, HO-1, SOD and NQO-1 did not differ significantly 
between the two groups (GPx: P = 0.22, HO-1: P = 

shown in Figure 1C and D. No TUNEL-positive apoptotic 
cells were found in the sham group. Although the 
number of TUNEL-positive apoptotic cells increased 
dramatically in the CTL group, only a few positive cells 
were detected in the DMF group. The apoptotic index 
in the DMF group (1.3 ± 0.9) was significantly lower 
than that of the CTL group (17.2 ± 3.6) (Figure 1D; P 
= 0.002). These results suggest that DMF protected 
the liver from hepatocellular apoptosis.

Effect of DMF on serum ALT and MDA
To further confirm the protective effect of DMF on 
hepatic I/R injury, the level of ALT, a hepatocyte 
damage marker, was measured. The ALT levels were 
significantly lower in the DMF group than in the CTL 
group (5026 ± 2305 U/L vs 10592 ± 1152 U/L, 
respectively, P = 0.04; Figure 2A). To determine the 
cellular damage under oxidative stress after I/RI, the 
serum MDA level, which is a valid biochemical marker 
of lipid peroxidation, was measured. The serum MDA 
levels were significantly lower in the DMF group (DMF 
18.2 ± 1.4 µmol/L vs CTL 26.0 ± 1.0 µmol/L, P = 
0.0009; Figure 2B). 

Effect of DMF on ATP content and MPO activity in 
hepatocytes
To assess the ability of hepatocytes, we studied the 
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Figure 1  Liver ischemia/reperfusion injury in a rat model. A: Hematoxylin and eosin (H&E)-stained histology of rat liver subjected to 60 min of ischemia and 2 h of 
reperfusion. The levels of substantial intracellular vacuolization, sinusoidal dilatation, congestion, and focal necrosis of the liver parenchyma in the dimethyl fumarate 
(DMF) group were significantly improved compared to those of the CTL group; B: Liver histology damage scoring (Suzuki score). Data represent the mean ± SD. 
Pretreatment with DMF ameliorated ischemia/reperfusion injury (I/RI)-induced histological changes; C: TUNEL staining of rat liver subjected to 60 min of ischemia and 
2 h of reperfusion. The DMF-treated group had significantly fewer TUNEL-positive cells (green fluorescence) than the CTL group; D: Apoptotic index indicating that 
pretreatment with DMF improved I/RI-induced apoptosis (P ≤ 0.01). Data represent the mean ± SD. DMF: Dimethyl fumarate; CTL: Control.
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0.39, SOD: P = 0.32 and NQO-1: P = 0.95).

Effect of DMF on iNOS and eNOS expression
To determine whether DMF exerts its protective 
role through NO-mediated production, we detected 
the levels of NO synthases (eNOS and iNOS). The 
protein expression of eNOS was enhanced by DMF 
administration relative to that in the CTL group (0.38 

± 0.05-fold vs 0.17 ± 0.06-fold, respectively, P = 0.02; 
Figure 3F). However, no significant difference in iNOS 
expression was found between the two groups (CTL: 
0.027 ± 0.12-fold vs DMF 0.027 ± 0.009-fold, P = 
0.97).

Effect of DMF on NF-κB and COX-2 expression
To elucidate the effect of DMF on inflammation, 
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Figure 2  Effect of dimethyl fumarate on serum alanine aminotransferase and malondialdehyde and liver adenosine triphosphate and myeloperoxidase. 
The levels of serum alanine aminotransferase (ALT) (A) and malondialdehyde (MDA) (B) and liver adenosine triphosphate (ATP) (C) and myeloperoxidase (MPO) 
(C) in the liver tissue were determined. Serum ALT and MDA in the DMF group were significantly lower than in the CTL group (ALT: P < 0.05, MDA: P < 0.001; data 
represent the mean ± SD). Liver ATP in the DMF group was significantly higher than in the CTL group (P < 0.05; data represent the mean ± SD). Liver MPO in the 
DMF group was significantly lower than in the CTL group (P < 0.05; data represent the mean ± SD). DMF: Dimethyl fumarate; CTL: Control.
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Figure 3  Effects of dimethyl fumarate on the expression levels of anti-oxidant enzymes, endothelial nitric oxide synthase, NF-κB and cyclooxygenase-2 
in the liver. A: Representative western blots of CAT, GCLM, GCLC, GPx, eNOS, NF-κB and COX-2 in the CTL and dimethyl fumarate (DMF) groups. The bar graph 
summarizing the western blot data of (B) CAT, (C) GCLM, (D) GCLC, (E) GPx, (F) eNOS, (G) NF-κB, and (H) COX-2. Data represent the mean ± SD. Significant 
increases in liver CAT and GCLM expression levels were observed in the DMF group compared to those in the CTL group (CAT: P = 0.03, Figure 3B; GCLM: P = 
0.04, Figure 3C). The protein expression of eNOS was also enhanced by DMF administration compared to that of the CTL group (P = 0.02, Figure 3F). Furthermore, 
DMF decreased the levels of NF-κB and COX-2 expression in the liver (NF-κB, P = 0.01, Figure 3G; COX-2, P = 0.007, Figure 3H). The protein expression levels of 
GPx, HO-1, SOD and NQO-1 were not significantly different between the two groups (GPx: P = 0.22, HO-1: P = 0.39, SOD: P = 0.32 and NQO-1: P = 0.95). GCLM: 
Glutamate-cysteine ligase modifier subunit; COX-2: Cyclooxygenase-2; GCLC: Glutamate-cysteine ligase catalytic subunit; eNOS: Endothelial nitric oxide synthase; 
GPx: Glutathione peroxidase; DMF: Dimethyl fumarate; CTL: Control.
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western blot analysis of NF-κB and COX-2 proteins 
were performed. Both the expression levels of both NF-
κB and COX-2 decreased significantly in DMF-treated 
animals’ liver tissues (NF-κB: CTL: 0.75 ± 0.08-fold vs 
DMF 0.44 ± 0.04-fold, P = 0.01, Figure 3G; COX-2: 
CTL: 1.64 ± 0.26-fold vs DMF 0.48 ± 0.19-fold, P = 
0.007; Figure 3H) compared to those of the CTL group. 

Effect of DMF on the production of cytokines and 
chemokines
We analyzed direct changes in serum cytokine and 
chemokine production in response to I/RI. DMF 
administration significantly decreased the serum levels 
of many inflammatory mediators relative to those 
in the CTL group (Figure 4). Significant reductions 
of the following were observed in the DMF-treated 
group: cluster of differentiation 86 (CD86), cytokine-
induced neutrophil chemoattractant-2α (CINC-2α), 
CINC-3, ciliary neurotrophic factor (CNTF), Fas ligand, 
interleukin-6 (IL-6), IL-10, macrophage inflammatory 
protein-3α (MIP-3α), platelet-derived growth factor-
AA (PDGF-AA), tissue inhibitor of metalloproteinase 1 
(TIMP-1), tumor necrosis factor α (TNF-α) and vascular 
endothelial growth factor (VEGF).

DISCUSSION
In this study, we evaluated the effects of DMF, a 
potent anti-oxidant, on a rodent hepatic I/RI model. 
Our data demonstrated that the pharmacological 
supplementation of DMF resulted in a significant 
increase of anti-oxidant enzymes and a substantial 
reduction of inflammatory mediators, leading to 
significant amelioration of the liver damage caused by 
I/R. Many studies have shown that oxidative stress 

plays a crucial role in the pathogenesis of I/RI[16]. MDA 
is an indicator of lipid peroxidation and cellular damage 
under oxidative stress, and the elevation of MDA is 
associated with liver I/RI[17]. We observed that the 
MDA levels were significantly decreased in the DMF-
treated rats, suggesting lower I/RI-induced oxidative 
stress in the DMF-treated liver. ROS can be contained 
by endogenous anti-oxidant enzymes, such as SOD, 
CAT and GPx[1]. ROS-induced lipid peroxidation can 
be blocked by these anti-oxidative enzymes. CAT is 
an anti-oxidant enzyme that converts H2O2 to water 
and thereby prevents the transformation of H2O2 
into highly toxic hydroxyl radicals. Previous reports 
showed that CAT has beneficial effects toward the 
end of the ischemic period and that its activities 
are decreased after I/RI[18]. GSH protects cells from 
oxidative injury by scavenging radicals and reducing 
lipid peroxidation products. GSH is synthesized by 
GSH synthetase and glutamate-cysteine ligase (GCL), 
which is a heterodimer composed of GCLM and GCLC 
subunits. Both GCLM and GCLC are upregulated for 
GSH synthesis by oxidants, providing a protective 
mechanism against oxidative stress[19]. We observed 
that DMF increased CAT, GCLM and GCLC expression, 
which may explain the observed decrease in ROS-
related liver damage.

The accumulation of neutrophils, as confirmed 
by measuring the MPO activity, was significantly 
reduced by the administration of DMF. Neutrophils 
are believed to mediate hepatic damage caused by 
the production of ROS and reactive halogen species. 
These toxic products can directly damage hepatocytes 
and endothelial cells and induce other inflammatory 
mediators[20]. The initial phase of injury, which occurs 
within 2 h after reperfusion, is characterized by Kupffer 
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Figure 4  Inflammatory mediator production in rat serum. Dimethyl fumarate (DMF) significantly reduced the production of inflammatory mediators in the serum 
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cell-induced oxidant stress. Activated Kupffer cells 
produce and secrete pro-inflammatory cytokines, 
including TNF-α, IL-6, COX-2, and iNOS[3]. In this 
study, we observed significantly decreased TNF-α, IL-6 
and COX-2 protein expression, indicating that DMF 
may inhibit the activation of Kupffer cells by enhancing 
anti-oxidant effects. We also found a significant 
decrease in the expression level of NF-κB 2 h after 
reperfusion in the DMF-pretreated rats. A previous 
report showed that DMF inhibited pro-inflammatory 
cytokine production and NF-κB signaling by inhibiting 
nuclear translocation[21]. Previous reports also 
demonstrated that DMF has a cardioprotective effect 
during I/RI through the Nrf-2 and NF-κB pathway[22], 
strongly supporting our results. Moreover, recent 
studies have demonstrated that NF-κB is involved in 
the regulation of COX-2 and iNOS expression[3]. Our 
data showed that DMF can inhibit NF-κB expression 
and suppress COX-2 expression but does not affect 
iNOS expression.

We found that twelve plasma cytokines and 
chemokines were decreased by DMF administration. 
CINC and MIP are members of the CXC chemokine 
family, are potent chemotactic factors for neutrophils, 
and contribute to neutrophil recruitment in in­
flammation[23]. MIP-3α is expressed mainly in the liver 
and is produced by dendritic cells and macrophages 
after an inflammatory response, resulting in the 
recruitment of activated T cells into the liver[24]. CD86 
was also reported to be involved as the costimulatory 
signaling molecule for antigen-presenting cells (APCs) 
in T-cell activation[25]. The up-regulation of CD86 
in sinusoidal endothelial cells contributes to liver 
injury after warm I/R[26]. VEGF is a well-established 
angiogenesis factor and has been recently found to 
have potent pro-inflammatory properties in the early 
period after transplant[27]. PDGF-AA is an important 
mediator of connective tissue expansion during liver 
fibrosis[28]. TIMP-1 is significantly increased in patients 
with fulminant hepatitis, reflecting severe hepatic 
inflammation[29]. Fas ligand is expressed on infiltrating 
immune cells and induces apoptosis of hepatocytes, 
leading to hepatocyte injury[30]. CNTF, a member of 
the IL-6 superfamily, is involved in fever induction 
and a hepatic acute-phase protein response[31]. Taken 
together, DMF suppressed plasma cytokines and 
chemokines related to apoptosis, inflammation and 
fibrosis. Further studies will be conducted to explore 
this Nrf2 anti-inflammatory effect.

The histological investigation suggested that I/RI 
caused severe pathological alterations in the liver. 
Pretreatment with DMF ameliorated I/RI-induced 
histological changes, and this effect was attributed 
to its anti-oxidant efficacy. The observed endothelial 
dysfunction could be a consequence of decreased 
synthesis or bioavailability of NO[32]. A previous report 
showed that the observed endothelial dysfunction is 
characterized by a marked reduction in NO availability 

and decreased expression and phosphorylation of 
eNOS[17]. Our results showed that DMF enhanced 
eNOS protein expression, suggesting that DMF 
pretreatment may protect endothelial function from 
I/RI. Furthermore, cellular apoptosis consumes large 
amounts of nicotinamide adenine dinucleotide (NAD+), 
and the process to resynthesize NAD+ decreases the 
level of cellular ATP[33]. Our data showed that the ATP 
content was increased in the DMF group compared 
to that in the CTL group, suggesting that DMF has an 
anti-apoptotic effect. In fact, the apoptotic index in the 
DMF group was significantly lower than that in the CTL 
group. A previous report showed that liver I/RI mainly 
occurred in the form of apoptosis[13]. Excessive oxygen 
free radicals could directly react with unsaturated fatty 
acids on the surfaces of mitochondrial membranes, 
leading to the destruction of their structure and 
function. Large amounts of cytochrome C and other 
apoptosis-promoting substances were released, 
triggering cell apoptosis. In this study, we showed 
that DMF may have inhibited the apoptotic pathway 
mediated by mitochondria.

In conclusion, our biochemical and histological 
findings indicated that DMF pretreatment was very 
effective in preventing tissue damage in liver I/RI. 
First, the burden of oxidative stress, which increases 
during I/RI, was alleviated by DMF, which increased 
the expression of anti-oxidant enzymes and decreased 
the level of NF-κB. Second, DMF improved the 
recovery of endothelial dysfunction and the production 
of ATP in hepatocytes. Other protective effects against 
I/RI on hepatocytes were clearly demonstrated by 
DMF administration, including improvements in the 
ALT level and the histopathological features. Future 
studies are needed to explore the efficacy of DMF in 
the management of patients with liver interventions.

COMMENTS
Background
Liver ischemia/reperfusion injury (I/RI). generates reactive oxygen species, 
which can damage lipids, proteins and tissues and lead to local inflammatory 
responses, endothelial and Kupffer cell activation, cytokine/chemokine release, 
and cell apoptosis. The I/R-induced oxidative stress and tissue damage involve 
multiple cell signaling pathways that result in liver failure. 

Research frontiers
To knowledge, the effects of dimethyl fumarate (DMF) on liver I/RI have not 
been investigated.

Innovations and breakthroughs
DMF treatment could be a promising strategy to improve clinical outcome in 
patients with liver I/RI.

Applications
First, the burden of oxidative stress, which increases during I/RI, was 
alleviated by DMF, which increased the expression of anti-oxidant enzymes 
and decreased the level of NF-κB. Second, DMF improved the recovery 
of endothelial dysfunction and the production of adenosine triphosphate in 
hepatocytes.

Takasu C et al . Effect of DMF on liver I/R

 COMMENTS



4515 July 7, 2017|Volume 23|Issue 25|WJG|www.wjgnet.com

Peer-review
The manuscript by Takasu et al describes effects of DMF on the I/RI. The 
authors found that treatment of rats with DMF significantly reduces tissue 
damage mediated by I/RI. This reduction of liver damage correlated with 
corrections of many blood parameters and correction of liver functions. 
The authors’ conclusion that DMF improves liver functions is supported by 
convincing results.
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