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Hepatocellular carcinoma (HCC), one of the most frequent and deadliest cancers, has been increasing
considerably in the United States. In the absence of a proven effective therapy for HCC, novel chemopre-
ventive strategies are urgently needed to lower the current morbidity and mortality of HCC. Recently, we
have reported that resveratrol, a compound present in grapes and red wine, significantly prevents diethyl-
nitrosamine (DENA)–induced liver tumorigenesis in rats, although the mechanism of action is not com-
pletely understood. In the present study, we have examined the underlying mechanisms of resveratrol
chemoprevention of hepatocarcinogenesis by investigating the effects of resveratrol on oxidative damage
and inflammatory markers during DENA-initiated rat liver carcinogenesis. There was a significant increase
in hepatic lipid peroxidation and protein oxidation in carcinogen control animals compared with their
normal counterparts at the end of the study (20 weeks). Elevated expressions of inducible nitric oxide
synthase and 3-nitrotyrosine were noticed in the livers of the same animals. Dietary resveratrol (50-300
mg/kg) administered throughout the study reversed all the aforementioned markers in a dose-responsive
fashion in rats challenged with DENA. Resveratrol also elevated the protein and mRNA expression of
hepatic nuclear factor E2–related factor 2 (Nrf2). Results of the present investigation provide evidence that
attenuation of oxidative stress and suppression of inflammatory response mediated by Nrf2 could be im-
plicated, at least in part, in the chemopreventive effects of this dietary agent against chemically induced
hepatic tumorigenesis in rats. The outcome of this study may benefit the development of resveratrol in
the prevention and intervention of human HCC. Cancer Prev Res; 3(6); 753–63. ©2010 AACR.
Introduction

Hepatocellular carcinoma (HCC) is the sixth most com-
mon cancer and the third leading cause of cancer mortality
worldwide (1). The incidence of HCC in the United States
has dramatically increased by more than 70% in the past
25 years (2). The American Cancer Society has estimated
that more than 22,000 new cases and ∼18,000 deaths will
occur in the United States in 2009 due to liver cancer (3).
The majority of HCC cases are attributable to underlying
infections caused by hepatitis B and C viruses (4). How-
ever, several other risk factors, including alcohol consump-
tion, obesity, iron overload, environmental pollutants, as
well as several dietary carcinogens, such as aflatoxins and
nitrosamines, have been shown to be involved in its etiol-
ogy (5–7). Currently, there is no proven effective systemic
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chemotherapy for HCC. Considering the limited treatment
and grave prognosis of liver cancer, chemoprevention has
been considered to be the best strategy in lowering the
current morbidity and mortality associated with this dis-
ease (8).
Resveratrol (3,4′,5-trihydroxy-trans-stilbene) is a phyto-

chemical found in several dietary sources, such as grapes,
berries, peanuts, and red wine. It is best known as the
compound widely considered to be the dietary agent re-
sponsible for the “French paradox,” a phenomenon in
which consumption of red wine is thought to reduce the
incidence of heart disease (9). Subsequent studies have
shown that resveratrol can prevent or slow the progression
of a wide variety of illnesses, including cancer, neurode-
generative diseases, cardiovascular ailments, ischemic inju-
ry, and viral infections, as well as enhance stress resistance
and extend the life span of various organisms (10, 11). An
impressive body of experimental findings reveals multiple
cellular targets of resveratrol affecting cellular proliferation
and growth, apoptosis, inflammation, invasion, angiogene-
sis, and metastasis (12). Resveratrol has been shown to sup-
press proliferation of a wide variety of human tumor cells
in vitro (13), which have led to numerous preclinical animal
studies to evaluate the cancer chemopreventive and chemo-
therapeutic potential of this compound (reviewed in
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ref. 14). However, the chemopreventive effect of resveratrol
has not been investigated against carcinogen-initiated he-
patic neoplasia in vivo until very recently (15). We reported
for the first time that resveratrol significantly prevents
diethylnitrosamine (DENA)–initiated and phenobarbital–
promoted hepatic tumorigenesis in rats (16). In this study,
dietary resveratrol dose-dependently reduced the incidence,
total number, and multiplicity of visible hepatocyte no-
dules, the precursors of HCC. Nevertheless, themechanisms
of the inhibitory effects of this dietary polyphenol against
rat liver carcinogenesis are not clearly understood.
Oxidative stress, through generation of reactive oxygen

species (ROS) and reactive nitrogen species, acts as an im-
portant predisposing factor to hepatocarcinogenesis and is
a common and major driving force of HCC in chronic liver
diseases (17). It is well known that inflammation is one of
the biological responses driven by oxidative stress. Modu-
lation of oxidative damage as well as inflammation is be-
lieved to be an important means of protecting against
hepatocarcinogenesis and considered to be of advantage
for cancer prevention. It has been shown that resveratrol
has potent antioxidant (18) and anti-inflammatory (19)
properties, which might play an important role in protect-
ing the liver against carcinogen-induced neoplasia. How-
ever, an experimental validation of this premise has not
been presented to date according to the best of our knowl-
edge and belief. Accordingly, in the present study, we have
extended our previous work to examine the underlying
mechanisms of resveratrol chemoprevention of hepatocar-
cinogenesis by investigating the effects of resveratrol on
oxidative damage and inflammatory insult during DENA-
initiated rat liver carcinogenesis. As the nuclear factor
E2-related factor 2 (Nrf2), a redox-sensitive member of
the cap ‘n’ collar basic leucine-zipper family, is known
to play vital role in the reduction of oxidative and elec-
trophilic stress as well as suppression of inflammation
(20, 21), we have investigated Nrf2 signaling as a possi-
ble target of resveratrol-mediated inhibition of hepatocel-
lular carcinogenesis.
Materials and Methods

Materials
Trans-resveratrol (∼98% purity) was obtained from

Organic Herb, Inc. DENA, phenobarbital, 2-thiobarbituric
acid (TBA), and trichloroacetic acid were purchased from
Sigma-Aldrich. Rabbit polyclonal inducible nitric
oxide synthase (iNOS, also known as NOS2) antibody, rab-
bit polyclonal Nrf2 antibody, mouse β-actin monoclonal
antibody, and ABC staining systems were procured from
Santa Cruz Biotechnology. Rabbit polyclonal antibody
for 3-nitrotyrosine (3-NT) was a product of Millipore.
Horseradish peroxidase (HRP)–conjugated anti-rabbit and
anti-mouse secondary antibodies were purchased from
Invitrogen.OxyBlot ProteinOxidationDetection kit was ob-
tained from Chemicon. Protein assay kits were purchased
from Bio-Rad Laboratories and Thermo Scientific. Amer-
Cancer Prev Res; 3(6) June 2010
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sham blocking solution and enhanced chemiluminescence
(ECL) substrate were obtained from GE Healthcare.

Animals and treatment
Hepatic samples for the present investigation were har-

vested from our previous chemopreventive study (16) fol-
lowing animal protocol approved by the Institutional
Animal Care and Use Committee. Briefly, 48 female Spra-
gue-Dawley rats (Charles River Laboratory), weighing 65
to 85 g at the beginning of the study, were randomized
into five different groups of 6 to 13 animals each. Al-
though one normal group served as the vehicle control,
initiation of hepatocarcinogenesis in all other four groups
was done by a single i.p. injection of DENA (200 mg/kg),
followed by promotion with phenobarbital (0.05% w/v)
in drinking water, which was started 2 weeks following
DENA injection. The rats had free access either to a pulver-
ized standard food (for normal and DENA control) or
food supplemented with resveratrol equivalent to 50,
100, or 300 mg/kg body weight/d (for three resveratrol
groups). The doses of resveratrol have been calculated
based on dietary concentrations of resveratrol, food in-
takes, and body weights of animals at various time points
of the study as previously reported (16). Resveratrol treat-
ment was started 4 weeks before the initiation and contin-
ued for 20 weeks. At the end of the study (20 weeks), the
livers from all animals were perfused and subsequently
excised under anesthesia. The livers were subjected to mor-
phologic analysis of visible hepatocyte nodules. Data on
incidence and size distribution of nodules have been
published, which showed 22% to 60% inhibition of
hepatic nodules in rats exposed to dietary resveratrol
(50-300 mg/kg; ref. 16). A portion of non-nodular liver
tissue from different groups was collected and frozen im-
mediately in liquid nitrogen and subsequently transferred
to and stored in a −80°C freezer. Serial sections (∼10 μm)
of liver tissue were prepared from different groups and
stored at −80°C freezer. Due to the lack of sufficient num-
ber of nodules in 300 mg/kg resveratrol-treated animals,
non-nodular liver areas across the groups were used
in the present study to have a uniform comparison of
various end-point biomarkers. Histopathologic examina-
tion revealed the presence of hepatic foci in some liver
sections. Four to six livers per group were analyzed for var-
ious parameters.

Lipid peroxidation
Hepatic lipid peroxidation was determined by the modi-

fied method of Ohkawa et al. (22) based on the reaction
between TBA and malondialdehyde formed from peroxida-
tion of lipids. In short, the liver was homogenized in lysis
buffer and then centrifuged at 2,000 × g for 5 minutes to re-
move debris. Two hundred microliters of 0.38% TBA–15%
trichloroacetic acid–0.25 N HCl were added to 100 μL su-
pernatant, and the mixture was heated in a boiling water
bath for 15 minutes. After cooling at room temperature,
the sample was centrifuged at 1,000 × g for 10 minutes.
The aliquot of the supernatant was collected, and the
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absorbance at 532 nm was measured. The extent of lipid
peroxidation was expressed as micromole of thiobarbituric
acid reactive substances (TBARS) per milligram of protein
using the molar extinction coefficient, E = 1.56 × 105

(mol/L)−1 cm−1. Protein concentration was estimated using
the Bio-Rad bovine serum albumin protein assay kit, follow-
ing the manufacturer's protocol.

Slot-immunoblot measurement of protein carbonyls
Liver samples were homogenized in 5% SDS in TBS on

ice. The liver homogenate was centrifuged at 800 × g for
5 minutes. Protein concentration in the supernatant solu-
tion was quantified using the Pierce BCA protein assay kit,
following the instructions provided by the manufacturer.
Samples were processed using the OxyBlot kit. Protein
(5 μg) was transferred onto a 0.45 μm nitrocellulose mem-
brane using a vacuum slot-blot apparatus (Schleicher &
Schuell). Each slot was washed with 200 μL TBS, and
the membrane was dried. The membrane was treated with
2% blocking solution for 1 hour. Transferred protein was
incubated with the rabbit polyclonal anti-dinitrophenyl
hydrazine antibody (present in OxyBlot kit) overnight at
4°C for the detection of protein carbonyl levels. This
step was followed by 1 hour application of the secondary
antibody obtained from the OxyBlot kit. Each blot was
exposed to the ECL substrate and read on a Kodak Digital
Science Image Station 440CF analyzer (NEN Life Science
Products, Inc.).

Immunohistochemistry
Immunohistochemical detection of iNOS, 3-NT, and

Nrf2 in ∼10-μm-thick liver sections was done by standard
immunohistochemical techniques. Briefly, the sections
were incubated for 10 minutes at 80°C in 10 mmol/L
sodium citrate buffer (pH 6.0) for antigen retrieval. Fol-
lowing a 5-minute wash with PBS, the endogenous perox-
idases were blocked by 1% H2O2 in PBS for 5 minutes.
The sections were washed as before and blocked for 1 hour
in PBS containing 5% normal goat serum. The slides were
washed and then incubated overnight with primary anti-
bodies (1:100 for iNOS and Nrf2 and 1:50 for 3-NT) at
4°C in a humidified chamber. After washing with PBS,
the sections were incubated with HRP-conjugated second-
ary antibody (goat anti-rabbit, 1:200 dilution) for 30 min-
utes at 37°C. The chromogenic reaction was developed
with 3,3′-diaminobenzidine tetrahydrochloride solution.
Negative control sections were processed similarly with
the omission of the primary antibodies. All sections were
viewed under a light microscope; 1,000 hepatocytes were
analyzed per animal; and results were expressed as per-
centage of positive cells.

Western blot analysis
Liver tissue samples were homogenized in ice-cold lysis

buffer, and the homogenized liver tissue (10% w/v) was
centrifuged at 14,000 × g for 15 minutes at 4°C. Protein
in the supernatant was quantified using the Pierce BCA
protein assay kit. Approximately 100 μg protein sample
www.aacrjournals.org
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per lane were run on a 4% to 12% NuPage Bis-Tris gel
(Invitrogen), and the transferred protein was subjected
to 1 hour incubation in 2% blocking solution. A rabbit
polyclonal anti-iNOS antibody (1:50) or a rabbit
polyclonal anti–3-NT antibody (1:500) was then applied
overnight at 4°C and followed by 1 hour application
of HRP-conjugated anti-rabbit secondary antibody
(1:1,000). Each blot was then exposed to the ECL substrate
and read on a Kodak Digital Science Image Station 440CF
analyzer. The nitrocellulose membrane was then soaked in
TBSwith 1% Tween 20 overnight at 4°C followed by 1 hour
incubation in 2% blocking solution. A mouse monoclonal
anti–β-actin antibody (1:1,000) was applied overnight at
4°C. This step was followed by 1 hour application of HRP-
conjugated anti-mouse secondary antibody (1:1,000). Each
blot was then developed and read on the Kodak analyzer.

RNA extraction and quantification of mRNA by reverse
transcriptase-PCR
Total RNA was extracted from 20 mg of liver tissue using

Qiagen RNeasy plus mini kit according to the instructions
provided with the kit. cDNA was synthesized from 100 ng
of total RNA using Superscript II cDNA synthesis kit
(Invitrogen). PCR was done using specific primers for rat
Nrf2 and glyceraldehyde 3-phosphate dehydrogenase
(GAPDH) as follows: Nrf-2 sense 5′-CCTAAAGCACAGC-
CAACACA-3′, antisense 5′-ACAGTTCTGAGCGGCAACTT-
3′; GAPDH sense 5′-AGACAGCCGCATCTTCTTGT-3′,
antisense 5′-TACTCAGCACCAGCATCACC-3′. PCR pro-
ducts were analyzed by agarose gel electrophoresis and
visualized by ethidium bromide staining.

Statistical analysis
Data are expressed as mean ± SD. One-way ANOVA was

used to the estimate overall significance followed by post
hoc analysis using the Student-Neuman-Keuls test. A prob-
ability level of 5% (P < 0.05) was considered significant. A
commercial software program (SigmaStat 3.1, Systat Soft-
ware, Inc.) was used for all statistical analyses.

Results

Resveratrol exerts antioxidant effects during
hepatocarcinogenesis
The extent of lipid peroxidation in hepatic tissue was de-

termined by measuring TBARS. DENA treatment exhibited
an 11-fold increase (P < 0.05) in the generation of TBARS
in rat liver (Fig. 1A). Resveratrol dose-dependently inhibi-
ted oxidative damage during DENA hepatocarcinogenesis
as evidenced from its ability to prevent DENA-induced he-
patic lipid peroxidation in rats. A statistically significant
(P < 0.05) result was achieved with resveratrol at a dose
of 100 or 300 mg/kg. At 300 mg/kg, resveratrol not only
suppressed DENA-induced lipid peroxidation but also
brought the levels back to normal. To explore the effects
of resveratrol feeding on the oxidative modifications of
hepatic proteins during DENA hepatocarcinogenesis, we
measured the carbonyl contents of proteins in several
Cancer Prev Res; 3(6) June 2010 755
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experimental groups. As shown in Fig. 1B, DENA admi-
nistration produced a significant (P < 0.01) increase in
protein carbonyls as measured by the immunoblotting
technique, compared with normal animals. Treatment
with resveratrol elicited a reduction in DENA-induced in-
crement in protein carbonyl content in a dose-responsive
fashion. Resveratrol at a dose of 100 or 300 mg/kg pro-
duced a statistically significant (P < 0.01) result. Interest-
ingly, the level of protein carbonyl in the 300 mg/kg
resveratrol group was found to be slightly less than that
of the normal group.

Resveratrol abrogates DENA-mediated hepatic iNOS
induction during hepatocarcinogenesis
As chronic inflammation plays a crucial role in hepato-

carcinogenesis (23, 24), the ability of resveratrol to sup-
press the induction of inflammatory marker iNOS
expression has been investigated. Although a minimal he-
patic iNOS expression was observed in normal animals
(Fig. 2A-a), a significant increase in iNOS-positive
brown-stained hepatic foci and proliferating oval cells
was noticed in the liver sections of DENA-initiated ani-
mals (Fig. 2A-b). Although resveratrol at 50 mg/kg did
not change iNOS expression (figure not shown), a moder-
ate improvement by 100 mg/kg (Fig. 2A-c) and a maxi-
mum reduction by 300 mg/kg resveratrol (Fig. 2A-d)
were observed. Figure 2B shows the percentage of hepatic
iNOS-positive cells in various groups of animals. There
was a significant (P < 0.01) increment in iNOS-positive cells
Cancer Prev Res; 3(6) June 2010

Cancer Rese
cancerpreventionresearch.aacrjournals.orDownloaded from 
in the DENA control group. Resveratrol treatment reduced
the hepatic iNOS protein expression in animals challenged
with DENA; however, results reached statistical significance
at a dose of 100 mg/kg (P < 0.05) or 300 mg/kg (P < 0.01).
To confirm the immunohistochemical data on iNOS, livers
from various groups were subjected to Western blot analy-
sis. As shown in Fig. 2C, there was a significant (P < 0.05)
upregulation of this protein in DENA control animals com-
pared with the normal group. Further, DENA-induced over-
expression of iNOS was suppressed from 2.4-fold in rats
fed normal diet to 2.2- to 1.1-fold (P < 0.05) in rats fed
resveratrol-supplemented diet (100 and 300 mg/kg, respec-
tively). Taken together, all these results indicate that resver-
atrol was able to reverse the high levels of iNOS during
DENA-initiated rat liver carcinogenesis.

Resveratrol suppresses 3-NT expression during
DENA hepatocarcinogenesis
As NO produced by iNOS is an important free radical

involved in inflammation-driven hepatocarcinogenesis
(25), the aforementioned data undermine the importance
of studying related and additional markers of inflamma-
tion as potential targets of resveratrol chemoprevention.
Accordingly, we have investigated the immunohistochem-
ical localization of 3-NT in the livers of rats treated with
DENA and fed with normal or resveratrol-supplemented
diet. As Fig. 3A-a reveals, 3-NT was rarely detected in nor-
mal rat liver. On the other hand, 3-NT–containing protein
was frequently localized in the foci of altered hepatocyte
Fig. 1. Antioxidant effects of resveratrol during DENA-initiated hepatocarcinogenesis in female Sprague-Dawley rats. A, extent of lipid peroxidation as
measured by estimating TBARS in the livers of various groups of rats. Rats were sacrificed 20 wk following the commencement of the study,
and estimations were done to measure TBARS. Each column represents mean ± SD (n = 4-6 livers). a, P < 0.05 compared with normal group. b, P < 0.05
compared with DENA control. B, effects of resveratrol on hepatic protein carbonyl formation in rats subjected to DENA hepatocarcinogenesis. Rats
were sacrificed 20 wk following the commencement of the study, and estimations were done by the slot-blotting technique. Each column represents mean ±
SEM (n = 4-6 livers). a, P < 0.01 compared with normal group. b, P < 0.01 compared with DENA control.
Cancer Prevention Research
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belonging to DENA control (Fig. 3A-b). Resveratrol at
50 mg/kg did not alter the extent of 3-NT immunopositiv-
ity compared with DENA alone (data not shown). In
contrast, a moderate and drastic suppression of 3-NT ex-
pression was noticed following resveratrol treatment at a
dose of 100 mg/kg (Fig. 3A-c) or 300 mg/kg (Fig. 3A-d),
respectively. Figure 3B depicts percentage of 3-NT–positive
cells in the livers from all experimental groups. A dramatic
increase (P < 0.001) in the percentage of 3-NT–positive
cells in DENA-exposed rats compared with their normal
counterparts was noticed. There was a significant
(P < 0.001) inhibition in the percentage of 3-NT–positive
cells in rats fed with either 100 or 300 mg/kg resveratrol
compared with the DENA alone group. The aforemen-
tioned effects of resveratrol on DENA-induced 3-NT
www.aacrjournals.org
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expression were also confirmed by Western blot analysis.
As shown in Fig. 3C, DENA markedly increased 3-NT ex-
pression in the liver samples. This effect was reversed by
resveratrol (100 or 300 mg/kg) treatment.

Resveratrol induces Nrf2 expression during DENA
hepatocarcinogenesis
Because Nrf2 signaling has been postulated to play an

important role in the reduction of oxidative stress and sup-
pression of inflammation (20, 21), we next sought to de-
termine the role of Nrf2 in the observed antioxidant and
anti-inflammatory responses of resveratrol during DENA
hepatocarcinogenesis. Our immunohistochemical data re-
vealed very limited expression of Nrf2 in the liver sections of
normal as well as DENA-challenged animals (Fig. 4A-a,b).
Fig. 2. Effects of resveratrol on hepatic iNOS expression during DENA-initiated hepatocarcinogenesis in female Sprague-Dawley rats. A, representative
immunohistochemical localization of iNOS (magnification, 100×). Rats were sacrificed 20 wk following the commencement of the study, and
immunohistochemistry was done to detect iNOS. Arrows indicate immunohistochemical staining of iNOS. Absence of immunostaining in normal liver (a),
intense immunoreactivity in DENA control liver (b), decreased iNOS expression in the 100 mg/kg resveratrol group (c), and almost normal–appearing liver
of the 300 mg/kg resveratrol group (d) were noticed. B, quantification of iNOS-positive cells in rat livers of several experimental groups. One thousand
hepatocytes were counted per animal, and the results were based on four animals per group. Each column represents mean ± SD (n = 4 livers). a, P < 0.01
compared with the normal group; b, P < 0.05 and c, P < 0.01 compared with DENA control. C, representative Western blot and densitometric analysis
of hepatic iNOS expression in various groups of rats. Rats were sacrificed 20 wk following the commencement of the study. Total cellular protein
was separated and blotted with anti-iNOS antibody. Each column represents mean ± SEM (n = 4-6 livers). a, P < 0.05 compared with normal group;
b, P < 0.05 compared with DENA control.
Cancer Prev Res; 3(6) June 2010 757
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There was a slight increase in the expression of Nrf2 in he-
patic cells of resveratrol (50 mg/kg) plus DENA group (data
not shown). In contrast, a large quantity of Nrf2-positive
cells was identified in the other two resveratrol-treated
groups; that is, 100 and 300 mg/kg (Fig. 4A-c,d). Most of
the immunoreactivity for Nrf2 in these two resveratrol-
treated groups was observed in the nucleus, which indicates
the activation of Nrf2 and subsequent nuclear translocation.
The quantitative evaluation of hepatic Nrf2-positive cells
showed only a limited presence of such cells in normal as
well as DENA control group (Fig. 4B). There was a significant
increase (P < 0.001) in Nrf2 positivity in resveratrol-
supplemented groups at 100 and 300 mg/kg compared with
DENA control. We have also studied Nrf2 gene expression by
measuring mRNA levels of Nrf2 in hepatic tissues of various
Cancer Prev Res; 3(6) June 2010
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experimental animals. It has been observed that dietary re-
sveratrol at a dose of 100 or 300 mg/kg elicited a substantial
increase in Nrf2 mRNA expression in the liver of DENA-
challenged animals comparedwith carcinogen control. These
data provide valuable information about the involvement of
Nrf2 in the chemopreventive action of resveratrol.

Discussion

In our previous study (16) using a two-stage model of rat
liver carcinogenesis initiated with DENA and promoted by
phenobarbital, resveratrol dose-dependently suppressed
hepatic tumor multiplicity, the principal end point for
evaluating the chemopreventive potential of a candidate
agent. Nevertheless, the precise mechanism(s) by which
Fig. 3. Effects of resveratrol on hepatic 3-NT expression during DENA-induced hepatocarcinogenesis in female Sprague-Dawley rats.
A, immunohistochemical localization of 3-NT (magnification, 100×). Rats were sacrificed, and immunohistochemistry was done 20 wk following the
commencement of the study to detect 3-NT. Arrows indicate immunohistochemical staining of 3-NT. Absence of 3-NT–containing proteins in normal
liver (a), intense 3-NT immunoreactivity in DENA control liver (b), decreased 3-NT expression in 100 mg/kg resveratrol group (c), and very limited expression
of 3-NT in 300 mg/kg resveratrol group (d) were observed. B, quantification of 3-NT–positive cells in rat livers from several experimental groups. One
thousand hepatocytes were counted per animal, and the results were based on four animals per group. Each column represents mean ± SD (n = 4 livers).
a, P < 0.001 compared with normal group; b, P < 0.001 compared with DENA control. C, representative Western blot analysis of hepatic 3-NT expression
in various groups of rats. Rats were sacrificed 20 wk following the commencement of the study. Total cellular protein was separated and blotted
with anti–3-NT antibody.
Cancer Prevention Research
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resveratrol exerts a chemopreventive action against liver
tumor development in rats subjected to potent hepatocar-
cinogenic insult has not been completely elucidated. The
present study, having capitalized on the availability of liver
tissues collected from our previous experiments, probed in-
to the possible mechanisms underlying the chemopreven-
tive action of resveratrol against hepatic neoplasia.
ROS, capable of producing lipid peroxidation and oxi-

dation of DNA and other cellular macromolecules, has a
role in the initiation, promotion, and progression of liver
cancer. DENA confers its hepatocarcinogenicity through
the metabolic activation in the hepatic microsomes, result-
ing in the release of ethylcarbonium ions that bind to
the DNA, producing adducts and generating superoxide
radicals through lipid peroxidation of phospholipid
membrane fatty acids (26). Malondialdehyde, a product
www.aacrjournals.org
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of lipid peroxidation of polyunsaturated fatty acid meta-
bolism and degradation, has been established as a muta-
genic and carcinogenic entity (27). Together with DENA,
the tumor-promoting agent phenobarbital is known to
cause oxidative damage to rat liver (28). Continuous ad-
ministration of phenobarbital has been reported to elevate
the formation of ROS in DENA-induced neoplastic hepatic
nodules in rats (29). Our present data show that a single
injection of DENA (200 mg/kg) followed by phenobarbi-
tal (0.05%) administration through drinking water for
14 successive weeks elicited a dramatic induction of
hepatic lipid peroxidation in rats, as evidenced from
11-fold increase in malondialdehyde levels, indicating
severe oxidative stress due to excessive generation of free
radicals. Our previous studies (30) as well as those re-
ported from other laboratories (31–33) have also shown
Fig. 4. Effects of resveratrol on hepatic Nrf2 expression during DENA-initiated hepatocellular carcinogenesis in female Sprague-Dawley rats.
A, immunohistochemical staining of Nrf2 (magnification, 100×). Rats were sacrificed, and immunohistochemistry was done 20 wk following the
commencement of the study to detect Nrf2. Arrowheads indicate immunohistochemical staining of Nrf2. Representative observation of Nrf2
immunoreactivity in different groups: very limited expression in normal (a) and DENA liver (b), and resveratrol-mediated induction in the 100 mg/kg (c) and
300 mg/kg group (d). B, immunochemical quantification of Nrf2 in livers of various groups. One thousand hepatocytes were counted per animal,
and the results were based on four animals per group. Each column represents mean ± SD (n = 4 livers). a, P < 0.001 compared with DENA control.
C, effects of resveratrol on hepatic gene expression of Nrf2. Total RNA was isolated from liver and subjected to reverse transcription. The resulting cDNA
was subjected to PCR using specific primer sequences for Nrf2. Representative reverse transcription-PCR gel pictures are shown with GAPDH as the
housekeeping gene.
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a similar induction of hepatic lipid peroxidation following
DENA-phenobarbital treatment in rats. Our data also
show that resveratrol reverses the DENA-phenobarbital–
induced lipid peroxidation in a dose-responsive fashion,
suggesting the ability of resveratrol in scavenging free radi-
cals produced by these xenobiotics. In conjunction with
our previous study (16), the present findings indicate that
inhibition of lipid peroxidation is involved in the ob-
served chemopreventive action of resveratrol. Resveratrol
has potent antioxidant properties and scavenges lipid per-
oxyl radicals (reviewed in ref. 34). Recent studies have
shown that resveratrol pretreatment enhances the antioxi-
dant status of primary hepatocytes isolated from Sprague-
Dawley rats (35) and effectively protects these cells from
oxidative damage (18). In recent years, an overwhelming
number of studies provide convincing evidence that inhi-
bition of lipid peroxidation and oxidative damage plays a
substantial role in the hepatoprotective effects of resvera-
trol against chemically induced liver damage in rodents
(36–38). However, our present results provide the first ex-
perimental evidence that the antioxidant potential of this
polyphenol plays a valuable role in the inhibition of hepa-
tocellular carcinogenesis in rats.
It has been established that ROS could modify the

chemical structure of proteins with formation of protein
carbonyls due to oxidative cleavage of the main peptide
backbone or by oxidation of amino acids, including argi-
nine, lysine, proline, and threonine (39). Protein carbonyl
content has been the most commonly used marker of
protein oxidation. Recent study shows that oxidative stress
elevates the protein carbonyl content in plasma of HCC pa-
tients (40). As a hallmark of protein oxidation, total protein
carbonyl content was measured in our present study in the
livers of DENA-exposed animals. In line with previous ob-
servations (31, 41), we have observed an elevated hepatic
level of protein carbonyl formation in DENA-treated ani-
mals, indicating oxidative protein damage.We have also no-
ticed that dietary resveratrol (100 or 300mg/kg) completely
abrogated DENA-induced enhanced protein carbonyl for-
mation, which implicates the ability of this dietary agent
in attenuating oxidative stress in the liver. Our results are
reminiscent of a recent clinical study that shows a distinct
decrease of oxidative stress–induced carbonyl group forma-
tion in human plasma proteins by resveratrol (42).
During recent years, compelling evidence strongly im-

plicates the role of inflammation in initiation, promotion,
and progression of HCC (43). One of the major contribu-
tors of chronic inflammatory reactions is NO, produced by
hepatic parenchymal as well as nonparenchymal cells
from L-arginine by iNOS. Oxidative stress is known to
increase iNOS gene transcription and promoter activity
in hepatocytes (44). Mounting evidence underlines the
important role that iNOS plays in the development and
progression of HCC as this enzyme has been found to
be overexpressed in rodent as well as human HCC
(45, 46). Recent studies by Calvisi et al. (46) have shown
that suppression of iNOS by aminoguanidine, a selective
iNOS inhibitor, leads to suppression of HCC growth, sug-
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gesting that iNOS signaling could be an important target
for prevention and treatment of human HCC. In the pres-
ent study, we have observed an elevated level of hepatic
iNOS expression in DENA-treated animals, confirming
the results of prior studies (45, 47). Additionally, we have
shown that resveratrol is able to reverse the elevated iNOS
expression and thereby the subsequent NO production in
the livers of experimental animals during DENA-induced
hepatocarcinogenesis. As the generation of NO is a conse-
quence of iNOS induction in inflammatory processes, our
results substantiate a clear anti-inflammatory effect of re-
sveratrol through iNOS downregulation in our experimen-
tal conditions. Another important aspect of the present
finding is that iNOS could represent a potential target of
resveratrol-mediated chemoprevention of hepatocellular
carcinogenesis in rats. This is in line with a recent observa-
tion that the iNOS inhibitory effects of resveratrol are re-
lated to its antitumor responses against human neoplastic
cells (48).
Uncontrolled and chronic iNOS-induced endogenous

NO production triggers liver damage, inflammation, and
subsequently development of tumors (49). Deleterious ef-
fects of NO may be ascribed to its nonenzymatic reaction
with superoxide anion (O2

−), which yields peroxynitrite
(ONOO−), often referred to as a reactive nitrogen species.
ONOO− can react with susceptible amino acids, including
arginine, cysteine, histidine, and lysine, and cause protein
oxidation (carbonylation). Additionally, ONOO− is able
to oxidize nuclear DNA and cause nitration of tyrosine
and other aromatic amino acids to generate 3-NT. Because
3-NT is stable under physiologic conditions, its presence
has been considered to be an important footprint and bio-
marker of oxidative damage and inflammation inflicted by
NO-derived ONOO− (50). A large increase in protein ni-
tration as detected by a 15-fold increase in 3-NT immuno-
reactivity in the livers of DENA control animals suggests
an increase in the nitration of tyrosine moieties. This also
indicates that a major portion of oxidative damage was in-
duced by ONOO− during rat liver carcinogenesis. Our
present data are in line with a previous study that reported
the presence of 3-NT–containing proteins in DENA-
induced preneoplastic as well as neoplastic rat liver tissues
(45). It is possible that resveratrol-mediated suppression
of iNOS as observed in this study could reduce ONOO−

generation by limiting NO production. Although no other
study describing the effects of resveratrol on 3-NT during
carcinogenesis is available in the literature, several lines of
experimental evidence have shown that resveratrol attenu-
ates elevated 3-NT in various physiologic conditions of
oxidative stress and inflammation (42, 51).
Oxidative and inflammatory insults are intimately

connected with each other in multistage carcinogenesis.
Hence, it is expected that an agent with anti-inflammatory
property will inhibit oxidative stress and vice versa (52).
The transcription factor Nrf2, a member of the basic leu-
cine-zipper family, plays an essential role in the antioxi-
dant response element–mediated expression of many
antioxidant and phase 2 detoxifying enzymes (53, 54).
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Accumulating evidence has shown that Nrf2 signaling
pathway plays an essential role in the protection of the
host against inflammation and inflammatory damage
(55). Nrf2 is normally sequestered in the cytosol by
Kelch-like ECH-associated protein 1 (Keap1). Upon oxida-
tive or electrophilic stress or stimulation by compounds
that possess the ability to oxidize or covalently modify thi-
ol groups of Keap1 (56), Nrf2 dissociates from Keap1 and
translocates to the nucleus, where it heterodimerizes with
small Maf protein and binds to the antioxidant response
element or electrophilic response element (57). This leads
to the synthesis of a number of antioxidant and detoxify-
ing enzymes, which efficiently protects mammalian cells
from various forms of stress and consequently reduce
the propensity of tissues to develop malignancy (58). Re-
cent studies with Nrf2-deficient mice show that Nrf2 plays
a role in protecting the liver from xenobiotic-initiated
hepatocarcinogenesis (59). All these studies indicate that
Nrf2 is a key target of chemoprevention of HCC. In the
present study, we have observed for the first time an in-
creased hepatic Nrf2 protein with enhanced nuclear translo-
cation in rats pretreated with chemopreventive doses of
resveratrol and subsequently exposed to the potent hepato-
carcinogenDENA. This has been further supported by a par-
allel increase in the transcription of Nrf2 gene by resveratrol
during rat liver carcinogenesis. Recent studies from other
laboratories have shown that resveratrol activates Nrf2 with
the consequent induction of antioxidant and phase 2
enzymes in various mammalian cells, including primary
hepatocytes (18, 60–62). In view of these observations,
the inhibitory effects of resveratrol against DENA-induced
lipid peroxidation and protein oxidation as seen here could
be achieved by the induction of antioxidant and phase 2
conjugating enzymes through modulation of Nrf2.
It is possible that both anti-initiation and antipromo-

tion response of resveratrol could be linked to the antihe-
patocarcinogenic effects of this dietary agent. Resveratrol
may act by an Nrf2-regulated induction of cytoprotective
enzymes, which may result in enhanced excretion of an
electrophilic carcinogen, leading to reduced formation of
free radicals and consequently initiation of hepatocarcino-
genesis. On the other hand, the anti-inflammatory
response by inhibition of iNOS induction as observed in
the current study, coupled with antiproliferative and proa-
poptotic effects of resveratrol reported in our previous
communication (16), may suggest a possible involvement
of antipromotional effects. The effects of resveratrol on
mediators of oxidative stress and inflammatory response
as presented here need to be explained by further investi-
www.aacrjournals.org
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gation of detailed mechanisms at early preneoplastic
stages of DENA-initiated hepatocarcinogenesis. As iNOS
overexpression during hepatocarcinogenesis could be a
consequence of NF-κB activation (46), the inhibitory ef-
fects of resveratrol on iNOS expression could be related
to its ability to modulate NF-κB signaling. However, this
does not exclude the possibility that resveratrol could reg-
ulate iNOS expression by other mechanisms, including
proinflammatory cytokines. Active research is under way
in our laboratory to explore these and other possibilities
to understand the full spectrum of resveratrol action in
the chemoprevention of hepatocellular carcinogenesis.
In conclusion, the results presented in this study clearly

show that resveratrol combats oxidative stress and sup-
presses inflammatory cascade in a dose-responsive fashion
during DENA-induced rat liver carcinogenesis. The present
study also indicates that attenuation of oxidative and ni-
trosative stress as well as alleviation of the inflammatory
response could be mediated through transcriptional and
translational regulation of Nrf2 signaling. All these could
be implicated, at least in part, in the previously reported
chemopreventive effects of resveratrol against chemically
induced hepatic tumorigenesis in rats. Because both oxida-
tive stress and inflammation play crucial roles in the
development and progression of human liver cancer, the
present findings underscore the potential of targeting these
processes as a strategy for achieving liver cancer chemopre-
vention and intervention by the dietary agent resveratrol.
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