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Objective(s): Resveratrol (RSV) is a naturally occurring plant polyphenol with cardioprotective, 
neuroprotective, immunoregulatory, and anticancer properties and is biologically effective against 
various diseases. This study aimed to investigate the chemopreventive effect of different doses of RSV 
against hepatocellular carcinoma (HCC) induced by  diethylnitrosamine (DEN) in rats.
Materials and Methods: The rats were randomly divided into  six groups of seven  rats each  (n=42). 
The control group (group 1) was injected with saline, group 2 with dimethyl sulfoxide (DMSO), group 
3 with DEN, group 4 with DEN and 50 mg/kg of RSV (DEN+RSV 50), group 5 with DEN and 75 mg/kg of 
RSV (DEN+RSV 75), and group 6 with DEN and 100 mg/kg of RSV (DEN+RSV 100). Pro-apoptotic Bax/
anti-apoptotic Bcl-2 and tumor suppressor p53 markers were analyzed by immunostaining.
Results: Superoxide dismutase, glutathione, and malondialdehyde concentrations were not statistically 
significant in DEN+RSV 100 group but were closest to the concentrations in control group. Liver 
function tests showed that enzyme activity (alanine aminotransferase, aspartate aminotransferase, 
alkaline phosphatase, and γ-glutamyl transferase) increased in DEN+RSV 50 and DEN+RSV 100 groups 
compared with control group but decreased in DEN+RSV 50 and DEN+RSV 100 groups compared with 
DEN group. Bax/Bcl-2 and p53 analysis showed a statistically significant increase in apoptotic cells in 
DEN+RSV 100 group.
Conclusion: A 100 mg/kg dose of RSV may be a promising treatment for HCC.
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Introduction
Liver damage caused by various risk factors leads to an 

increase in the cellular cycle, resulting in regeneration. 
Inflammation is the primary result of the presence 
of any risk factor in the liver and leads to fibrosis and 
regeneration, two important indicators of cirrhosis; 
~80% of Hepatocellular carcinoma (HCC) cases have 
their origin in cirrhosis (1).

 HCC is the sixth most common cancer and fourth leading 
cause  of cancer associated mortality in the world (2). Three 
types of factors affect HCC development and progression: 
genetic, epigenetic, and environmental factors (3). 

Diethylnitrosamine (DEN) is one of the most 
important environmental carcinogenic substances. 
It is found in tobacco smoke, cosmetics, petrol, milk, 
processed foods such as meat products, fried fish, and 
alcoholic beverages (4). DEN metabolism produces 
reactive electrophilic intermediates that alter the 
structure of deoxyribonucleic acid (DNA) and act as 
initiating agents in two steps of hepatocarcinogenic 
studies, initiation and development (5). In addition, 
DEN causes an increase in the number of mutated 
liver cells and stimulates postnecrotic hepatocellular 
proliferation; therefore, it is accepted as a model in 
hepatocarcinogenic studies (6).

The application of plants in traditional cancer 
treatment is of great interest to researchers and has led 
to the exploration of phytocompounds from the natural 
biodiversity, predominantly from plant sources.

In addition, bioactive compounds that affect cancer 

pathways and direct cellular equilibrium toward cancer 
cell apoptosis might be a strong therapeutic strategy; 
phytocompacts are major functional food elements, and 
several of them have specific effects on key regulators of 
cancer cell apoptosis (7).

3,5,40-Trihy-droxystilbene (resveratrol [RSV]) occurs 
naturally in more than 70 plant species, such as 
Polygonum cuspidatum, mulberry (Morus sp.), table 
grapes, and red wine, and is a stilbene group compound 
containing phytoalexin. Many studies have reported that 
RSV offers a wide range of alternative protective and 
therapeutic options against different types of cancer (8, 9).

RSV shows chemopreventive and chemotherapeutic 
abilities in three stages of carcinogenesis: (i) formation, 
(ii) initiation, and (iii) progression. These abilities of 
RSV can be predominantly explained through cell cycle 
control and cancer cell apoptosis-inducing activities 
(10). RSV administration activates mitochondrial 
intrinsic apoptotic pathway components by releasing 
cytochrome c and Smac/diablo proteins, resulting in 
death of tumor cells (1).

The study result will be a positive outcome towards 
the further development of the resveratrol towards 
fight against HCC, which is reported to have limited 
therapeutic options.

Materials and Methods
Animal experiments

In this study, we obtained 42 male albino Wistar 
rats weighing 180–200 g each from the laboratory of 
experimental animals (Konya, Turkey) (approval No. 
26.02.2016-2016-006).

http://ijbms.mums.ac.ir
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Experimental protocol, HCC model creation, and 
treatment application

RSV (R5010; Sigma-Aldrich Corporation, St. Louis, 
MO, USA) was dissolved in dimethyl sulfoxide (DMSO) 
(D0516; TCI America, Portland, OR, USA), and a DMSO 
control group was formed to monitor the effects of the 
DMSO dose. Control group received a single dose of 0.9% 
NaCl solution intraperitoneally (IP) for 56 days. 

DMSO was administered IP in a 1:1 ratio for 7 days. 
DEN and DEN+RSV 100 groups received DEN IP at a 
dose of 100 mg/kg once a week for 7 weeks to reduce 
the risk of mortality; DEN administration resulted in 
liver damage.

While the HCC rat model was being formed, we conducted 
a preliminary study by referring to the literature for dose 
adjustment and performed histopathological examinations 
of liver tissues obtained from male albino Wistar rats. 
The experiment was begun after we observed HCC 
development. The end of 7 weeks,  24 hr after receiving the 
latest medication, RSV in DMSO solvent were administered 
via IP for 7 days at a dose of 50, 75, and 100 mg/kg/day in 
DEN treated rats, respectively (12).

Measurement of body weight
The rats were weighed 1 week before treatment 

and once a week during treatment. We can observe 
a decrease in the weight of rats when forming cancer. 
Therefore the weights of rats were noted every week.

Preparation of tissues and blood samples
After 56 days, the rats were anesthesized using 

a ketamine /xylazine 50/10 mg/kg injection. Blood 
samples were drawn from their hearts into heparin tubes. 

Plasma was obtained by centrifugation to measure 
the parameters of superoxide dismutase (SOD), 
glutathione (GSH), malondialdehyde (MDA), aspartate 
aminotransferase (AST), alanine aminotransferase 
(ALT), alkaline phosphatase (ALP) and γ-glutamyl 
transferase (GGT) from blood samples plasma of samples 
were stored in the freezer at-20 °C until measurements 
were made (13).

Biochemistry
At the end of the experiment, blood plasma were 

analyzed in Teknik Kimya Medikal (Konya Turkey).  
Plasma was obtained from the stored blood samples 
by centrifugation, and the concentrations of SOD, GSH,  
MDA, ALT, AST, ALP, and GGT were measured.

Histopathology
The abdominal cavities of the rats were opened, and 

liver tissues were macroscopically examined.  Then 
tissues were stored in a 10% neutral formaldehyde 
solution for 24-48 hr.

For microscopic examination, 5-µm-thick paraffin 
block sections were taken as normal slides for routine 
hematoxylin–eosin (H&E) staining and poly-L-lysine-
coated slides were used for immunohistochemistry 
staining. The sections were examined under a BX-051 
research microscope (Olympus Corporation, Tokyo, 
Japan) and photographed.

Immunohistochemistry
Pro-apoptotic Bax/anti-apoptotic Bcl-2 and tumor 

suppressor p53 expression in cells was determined 
on the basis of the intensity of staining. The staining 
intensity was graded as follows: 0, no staining; +1, 
light staining; +2, moderate staining; and +3, strong 
staining. Then, HE-stained sections and sections 
whose Bax/Bcl-2 and p53 markers were analyzed by 
immunohistochemistry staining were examined and 
the possible protective effects of RSV doses (cancer cell 
apoptosis) in HCC evaluated.

Evaluation of fibrosis
All liver specimens were fixed in 10% neutral 

formaldehyde solution, embedded in paraffin and routinely 
processed for histological analysis. Fibrosis scoring was 
performed according to the Metavir scoring system. “F” 
refers to the extent of fibrosis and may vary from F0 to F4 
(F0=no fibrosis, F1=portal fibrosis without septa, F2=portal 
fibrosis with rare septa, F3=numerous septa without 
cirrhosis, and F4=cirrhosis) (14).

Statistical analysis
The recorded weights of the rats were evaluated using 

the paired sample t-test. One-way anlaysis of variance 
(ANOVA) and Duncan’s test were applied to SOD, GSH, MDA, 
ALT, AST, ALP, and GGT values. The Kruskal-Wallis test was 
used to measure differences in fibrosis between groups.

Results
Body weight findings

Table 1 shows the results of the paired sample t-test 
for evaluating body weight measurements of the rats.

As can be seen from Table 1, at the end of the 
experiment, the body weights of DEN, DEN+RSV 50, 
DEN+RSV 75 groups, and DEN+RSV 100 group were 
significantly low compared with control group and DMSO 
group. The different letters show statistical significance.

Biochemical findings
Tables 2 and 3 show the results of the comparison 

of antioxidant capacities and plasma biochemical 
parameters, respectively, of the six groups. The different 
letters show statistical significance (P<0.05).

The SOD, GSH, and MDA concentrations in DEN+RSV 
100 group were closest to those in control group, although 

Table 1.  Body weight measurements of rats evaluated by the paired 
sample t-test

 
 Start of experiment 

Mean+SD 
End of experiment 

Mean+SD 

 
CONTROL 235.2±20.09 a, b 409±36.07 a 

 
DMSO 239.25±9.03 a, b 439.25±40.77 a 

 
DEN 242.2±12.09 a, b 339.8±24.64 b 

 
DEN+RSV 50 231.6±10.26 a, b 291±42.6 b 

 
DEN+RSV 75 224.8±17.54 a 313.2±47,84 b 

 
DEN+RSV 100 248±5,47 b 325±37.68 b 

 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

DMSO: dimethylsulfoxide; DEN: diethylnitrosamine; RSV:  resveratrol. 
(a, b and c represent similarities and differences in statistics)
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the concentrations were not statistically significant.
Liver function tests showed that enzyme activity (ALT, 

AST, ALP, and GGT) increased in DEN+RSV 50, DEN+RSV 
100 groups compared with control group but decreased 
in DEN+RSV 50, DEN+ RSV 100 groups compared with 
DEN group.

Histopathological findings
Microscopic examination of liver tissues showed 

bile duct proliferation, sinusoidal dilatation and 
degeneration, vascular congestion, lymphocyte 
infiltration in portal areas, fibrosis in liver nodules, 
dysplastic changes in the fibrosis parenchyma, necrosis, 
cellular atypia, and large tumor foci in DEN, DEN+RSV 
100 groups (Figure 1).

In control group, histological sections of the liver 
demonstrated normal organization of liver lobules 
consisting of one-to two-cell-thick liver cords spreading 
from the central vein to the lobular environment. 
DMSO group showed moderate venous and sinusoidal 
occlusion of liver tissues, with no significant difference 
compared with control group.

Kruscal Wallis test (P-value=0.000) showed 
differences in fibrosis between groups. There was no 
significant difference between the DEN+RSV 50 (P-value 
=0.317) and DEN+RSV 75 (P-value = 0.014) groups when 
compared to the DEN group, according to the fibrosis 
score of the experimental groups. However, lymphocyte 
infiltration, fibrosis and nodular structures decreased in 
DEN+RSV 75 group. There was significant difference in 
DEN+RSV 100 group (P-value=0.004) (Table 4). 

Table 2.  Comparison of antioxidant parameters of  liver tissue of rats 
by one-way ANOVA and Duncan’s test

Figure 1. Representative photomicrographs pathological formations of the liver in rats (a): ( Lymphocyte infiltration (arrow)-100X, (b): Atypical 
cell (arrow)-400X, (c): Focal necrotic area (*), atypical cell (arrow), congestion  (+) -100X (H&E Staining)

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 SOD 
Mean±SD 

MDA 
Mean±SD 

GSH 
Mean±SD 

CONTROL 0.4±0.13 a 0.21±0.03 a 0.25±0.02 a 

DMSO 0.35±0.03 a, c 0.22±0.01a, b 0.23±0.009 a, b 

DEN 0.25±0.04 b 0.28±0.009 c 0.18±0.04 c 

DEN+RSV 50 0.28±0.01b, c 0.25±0.03 b, c 0.2±0.03 b, c 

DEN+RSV 75 0.3±0.04 b, c 0.24±0.03 a, b, c 0.19±0.03 b, c 

DEN+RSV 100 0.32±0.03 a, b, c 0.24±0.02 a, b 0.22±0.02 a, b 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

DMSO: dimethyl sulfoxide; DEN: diethylnitrosamine; RSV: resveratrol; 
SOD:  superoxide dismutase; GSH: glutathione; MDA: malondialdehyde. 
(a, b and c represent similarities and differences in statistics)

Table 3.  Comparison of  plasma marker enzymes of  hepatic damage in 
all groups of rats by one-way ANOVA and Duncan’s test

 

 AST 
Mean±SD 

ALT 
Mean±SD 

ALP 
Mean±SD 

GGT 
Mean±SD 

CONTROL 108.6 ± 21,07 
a
 40 ± 3.3 

a
 222.4 ± 33.01 

a
 2.4 ± 0.24 

a
 

DMSO 103.5 ± 11.2 
a
 47.5 ± 5.26 

a
 322 ± 62.96 

a
 2.25 ± 0.25 

a
 

DEN 252.8 ± 35.08 
b
 187 ± 25.81 

b
 721.2 ± 106.26 

b
 16.2 ± 4.5 

b
 

DEN + RSV 50 215.14 ± 35.74 
b
 130.14 ± 13.11

 b
 683.42 ± 112.01 

b
 9.28 ± 2.27 

a, b
 

DEN + RSV 75 289.33 ± 42.71
 b

 183.66 ± 32.21
 b

 678.83 ± 35.02 
b
 10.16 ± 2.28 

a, b
 

DEN + RSV 100 208.83 ± 23.44 
b
 149.5 ± 21.88 

b
 615.5 ± 62.72 

b
 10.16 ± 2.49 

a, b
 

 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

DMSO: dimethyl sulfoxide; DEN: diethylnitrosamine; RSV: resveratrol; 
AST: aspartate aminotransferase; ALT: alanine aminotransferase; 
ALP: alkaline phosphatase; GGT: γ- glutamyl transferase. (a, b and c 
represent similarities and differences in statistics)

Table 4.  Fibrosis scoring of the liver tissue in the all groups of rats by 
the Kruskal–Wallis test

 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Groups  P-value 

DMSO CONTROL 0.371 

DMSO DEN 0.005 

DMSO DEN+RSV 50 0.007 

DMSO DEN+RSV 75 0.007 

DMSO DEN+RSV 100 0.007 

CONTROL DEN 0.004 

CONTROL DEN+RSV 50 0.005 

CONTROL DEN+RSV 75 0.005 

CONTROL DEN+RSV 100 0.015 

DEN DEN+RSV 50 0.317 

DEN DEN+RSV 75 0.014 

DEN DEN+RSV 100 0.004 

DEN + RSV 50 DEN+RSV 75 0.072 

DEN + RSV 50 DEN+RSV 100 0.005 

DEN + RSV 75 DEN+RSV 100 0.005 

DMSO: dimethyl sulfoxide; DEN: diethylnitrosamine; RSV: resveratrol
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Control group liver sections showed sinusoids 
located between the vena centralis and the hepatocyte 
cords, which showed normal radial alignment (Figure 

2a). DMSO group liver sections showed no differences 
compared with control group (Figure 2c). Figure 2d–f 
shows fibrosis that separates or tends to separate 
the liver into nodules and dysplastic changes in the 
parenchyma and atypical cells.

Immunohistochemistry findings 
DEN+RSV 50 and DEN+RSV 75 groups showed a 

decrease in Bcl-2 expression compared with DEN 
group, although the decrease was not statistically 
significant. However, the decrease in Bcl-2 expression 
was significant in DEN+RSV 100. Compared with DEN 
group, Bax and p53 expression levels in DEN+RSV 50 
and DEN+RSV 100 groups increased with increasing 
RSV doses. We observed no significant difference 
in Bcl-2 expression level between DMSO P-value= 
0.655), DEN+RSV 75 (P-value=0.055) and DEN+RSV 
100 groups (P-value=0.866). However, we found 
a statistically significant difference between DEN 
group, (P-value=0.009) and DEN+RSV 50 group 
(P-value=0.027) and between control group and DEN 
(P-value=0.006), DEN+RSV 50, (P-value=0.016), and 
DEN+RSV 75 (P-value=0.031) groups. However, there 
was no significant difference between control group  
and DEN+RSV 100 group  (P-value=0.513): the Bcl- 2 
expression level in DEN+RSV 100 group  was closest to 
that in control group  (Table 5).

Our study showed up-regulation of Bax and down-
regulation of Bcl-2 in HCC rats (Figures 3-5). The Bax 
expression in DEN+RSV 100 group showed a significant 

Figure 2. H&E staining according to groups of liver tissue -100X.  Representative photomicrographs fibrosis formations of the liver in rats (Figure 2 
c-f) (a) Control group (b) DMSO positive control, (c) DEN group, (d) DEN+RSV 50 groups, (e) DEN+RSV 75 groups, (f) DEN+RSV 100 group

  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Table 5.  Changes in Bcl-2, Bax and p53 expression between groups

Groups  P-value 
Bcl-2 

P-value 
Bax 

P-value 
p53 

DMSO CONTROL 0.655 0.655 0.866 

DMSO DEN 0.009 0.18 0.655 

DMSO DEN+RSV 50 0.027 0.107 0.273 

DMSO DEN+RSV 75 0.055 0.023 0.009 

DMSO DEN+RSV 100 0.866 0.023 0.009 

CONTROL DEN 0.006 0.093 0.513 

CONTROL DEN+RSV 50 0.016 0.058   0.189 

CONTROL DEN+RSV 75 0.031 0.014 0.005 

CONTROL DEN+RSV 100 0.513 0.014 0.005 

DEN DEN+RSV 50 0.065 0.513 0.419 

DEN DEN+RSV 75 0.014 0.072 0.006 

DEN DEN+RSV 100 0.005 0.028 0.006 

DEN+RSV 50 DEN+RSV 75 0.339 0.221 0.018 

DEN+RSV 50 DEN+RSV 100 0.018 0.044 0.009 

DEN+RSV 75 DEN+RSV 100 0.095 0.074 0.072 

 
DMSO: dimethyl sulfoxide; DEN: diethylnitrosamine; RSV: resveratrol

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 3. Immunohistochemical image of Bax expression relative to groups of liver tissue (100X) a) Control group (b) DMSO positive control, (c) 
DEN group, (d) DEN+ RSV 50 group, (e) DEN+ RSV 75 group, (f) DEN+ RSV 100 group
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increase (Table 5), whereas the p53 expression level 
showed a significant increase in DEN+RSV 75 and 
DEN+RSV 100 groups (Table 5)

Discussion
Nitrosamines are carcinogenic compounds, and DEN 

is one such nitrosamine that causes HCC (15). DEN is 
metabolized to reactive electrophilic intermediates that 
alter the DNA structure. DEN also increases the number 
of mutated liver cells and stimulates postpartum 
hepatocellular proliferation (6).Most of the metabolic 
events are caused by HCC development due to DEN, and 
the liver is the most affected organ.

The goal of using various natural and/or synthetic 
substances in cancer treatment is two fold: to inhibit 
cancer cell proliferation and to induce cancer cell 
apoptosis (16).

In this study, because of its RSV’s antioxidant and 
anticarcinogenic properties, we used different doses 
of RSV in an HCC model of albino male Wistar rats and 
examined the possible protective effects of those RSV 
doses by analysis of Bax/Bcl-2 and p53 expression and 

biochemical parameters.
Recent studies have reported that RSV might have 

protective effects in different types of cancer (16). 
Several studies have also shown that RSV might 
show cytotoxicity and cancer cell apoptosis-inducing 
properties in different cancer cell lines. In addition, RSV 
might even decrease the rate of proliferation of cancer 
cells (17).

We macroscopically observed nodules in the liver 
in DEN-induced HCC groups. In DEN-induced group, 
sinusoidal dilatation and degeneration, vascular 
congestion, lymphocyte infiltration in portal areas, 
disruption of the lobules, dysplastic changes in the 
fibrosis parenchyma, necrosis, cellular atypia and large 
tumor foci were observed.

This result was consistent with the report by 
Bishayee and Dhir (2009) (12). Kadasa et al. (2015) 
reported that histological sections of rats in the control 
group showed normal hepatic lobe organization, normal 
hepatocytes, and sinusoidal architecture (18). In DEN-
induced HCC rats (a 200 mg/kg single dose of DEN), 
researchers observed focal replacement of portal areas, 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 4. Immunohistochemical image of Bcl-2 expression relative to groups of liver tissue in rats (100X) (a) Control group (b) DMSO positive 
control, (c) DEN group, (d) DEN+ RSV 50 group, (e) DEN+ RSV 75 group, (f) DEN+ RSV 100 group

 

 
 

Figure 5. Immunohistochemical image of p53 expression relative to groups of liver tissue in rats (100X) (a) Control group (b) DMSO positive 
control, (c) DEN group, (d) DEN+ RSV 50 group, (e) DEN+ RSV 75 group, (f) DEN+ RSV 100 group
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mostly collapsed membranes, an inadequate basophilic 
cytoplasm, large vesicular nuclei, a large amount of 
mitosis, and large fibrous structures with colichio 
adenocarcinoma islets (18). Khan et al. (2017) used 
DEN to induce HCC in male albino Wistar rats. They 
dissolved DEN in corn oil and administered it through 
intragastric gavage in two doses (180 mg/kg body 
weight) at 15 day intervals. After DEN administration, 
they found that the liver’s characteristic histological 
features (i.e., a hexagonal lobular structure with 
radially regulated hepatocytes, the central vein, and 
the peripheral portal triad) were scattered or damaged. 
This result demonstrated the chain of events starting 
with oxidative stress and moving on to membrane 
damage, inflammatory cell infiltration, cellular atypia, 
and, consequently, HCC development (19).

Bishayee and Dhir (2009) reported that the number 
of nodules and the density of nodules significantly 
decreased in groups treated with three doses of RSV (50, 
100, and 300 mg/kg) compared with the DEN-induced 
HCC group; however, the result was more prominent 
in groups administered 100 and 300 mg/kg of RSV 
(P<0.001) (12).

In our study, weights of all rats in experimental groups 
were recorded before application and on a weekly basis 
during the application. According to recorded body 
weight results, the body weights of DEN induced rats 
decreased significantly compared to the control group.

DEN-induced HCC rats show decreased appetite; 
therefore, decreased food intake and weight loss might 
be indirect indicators of decreased liver function after 
HCC development. Studies have shown that HCC results 
in rapid and progressive loss of body weight, especially 
skeletal muscle and adipose tissue loss, with relative 
preservation of visceral proteins. This reduction can be 
explained primarily by accelerated protein catabolism 
(20).

Most hepatotoxic chemicals damage liver cells 
by increasing lipid peroxidation and causing other 
oxidative damage. Through its enzymatic and 
nonenzymatic components, the antioxidative defense 
system can clear up reactive oxygen specides, which 
play an important role in lipid peroxidation initiation. 
Glutathione peroxidase (GSH-Px) and SOD are two 
important antioxidant enzymes that eliminate free 
radicals from the body; GSH “cleans” electrophilic parts 
produced by toxic chemicals and conjugates them into 
less toxic products (21).

Oxidative stress, characterized by an increase in 
active oxygen groups caused by nitrosamines, increases 
the MDA concentration, indicating lipid peroxidation, 
changes in the GSH concentration, and antioxidant 
enzyme (GSH-Px and catalase [CAT]) activity. The GSH 
concentration decreases in the blood, liver, and kidneys 
because of nitrosamines, but this decrease is not 
statistically significant (22).

In our study, in terms of SOD, GSH and MDA levels, 
DEN + Res 100 group is the closest dose group to the 
control group among resveratrol-treated groups, 
although not statistically significant.

Granado-Serrano et al. (2009) showed that the 
GSH concentration decreases significantly in the DEN-
induced HCC group compared with the control group 

(23). Other studies have shown a significant decrease in 
SOD, CAT, GSH-Px, and glutathine reductase activity and 
GSH concentration and a significant increase in MDA 
concentration in DEN-induced HCC groups (24, 25).

ALT, AST, ALP, GGT, and total bilirubin activity 
represent liver function, and increased concentrations 
of these enzymes are sensitive indicators of hepatic 
damage (26). AST and ALT are directly related to the 
conversion of amino acids to ketoacids and the increase 
in HCC-conducive conditions (21). Furthermore, a 
significant increase in GGT concentrations in rat plasma 
is because of the passage of GGT from the plasma 
membrane into the blood, resulting in cell membrane 
damage due to carcinogenesis (27).

In our study, there was an increase in liver enzyme 
levels (ALT, AST, ALP, GGT) in the resveratrol groups but 
there was a decrease compared to the DEN group. This 
decrease is not statistically significant. However, the 
tendency of resveratrol to decrease the elevated liver 
enzyme levels caused by DEN suggests that it may have 
a protective effect on liver function. 

Chen et al. (2012) showed that an increase in plasma 
AST, ALT, ALP, GGT, and α-l-fucosidase activity might 
cause hepatic dysfunction (21).

ALP is closely related to the lipid membrane in 
the canalicular region. Elevated ALP concentration 
reflects pathological changes in bile flow; that is, any 
intervention in extrahepatic or intrahepatic bile flow 
leads to increased plasma ALP concentration (28). Al-
Rejaie et al. (2009) reported that compared with the 
control group, DEN administration 8 weeks after their 
experiment resulted in an increase in plasma ALT, GGT, 
and ALP concentrations of of 316%, 152%, and 219%, 
respectively (29). 

The tendency of RSV to decrease elevated liver 
enzyme concentrations due to DEN suggests that RSV 
may have protective effects on liver function. These data 
also indicate that RSV has an inhibitory effect on DEN-
induced HCC development.

Krishnan et al. (2017) used immunohistochemical 
staining to examine the expression of apoptotic and anti-
apoptotic-related proteins (Bcl-2, cyclooxygenase-2, 
and inducible nitric oxide synthase) in the hepatic 
region. Interestingly, studies have also detected the 
immunohistochemical staining of these three proteins 
in the cytoplasm of hepatocytes of all animals treated 
with DEN (30).

Ou et al. (2014) reported that RSV inhibits expression 
of Bcl-2 and increases expression of Bax and p53. 
Therefore, they suggested that RSV induces cancer cell 
apoptotis via a caspase- and p53-dependent pathway. As 
we observed in this study, p53 pathway activation upon 
RSV administration has also been previously reported 
(31).

Rajasekaran et al. (2011) reported an increase in p53 
expression by RSV treatment and activation of the p53-
dependent apoptotic pathway. In addition, a significant 
decrease in p53 expression in HCC rats confirms the 
anti-apoptotic and oncogenic mechanisms associated 
with DEN-induced HCC development in rats (32). Our 
findings of up-regulation of Bax and down- regulation 
of Bcl-2 in HCC rats were compatibile with other studies.
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Conclusion
The results of this study showed inhibition of DEN-

induced HCC and a significant increase in apoptotic 
cancer cells at an RSV dose of 100 mg/kg. Therefore, RSV 
may be a promising treatment for HCC. Furthermore, 
because the number of human studies is still limited, 
further studies should be conducted to determine the 
most appropriate dose and duration of use of RSV.

Acknowledgment
The results described in this paper were part 

of student thesis. This study was supported by 
the Scientific Research Projects Coordination Unit 
Supporting Protocol of University of Necmettin Erbakan. 
We appreciate this support.

Conflicts of Interest
The authors declare that there are no conflicts of 

interest.

Funding
The author(s) disclosed receipt of the following 

financial support for the research, authorship, and/or 
publication of this article: This work was supported by 
the Necmettin Erbakan University Scientific Research 
Unit (grant no:161418003).

References
1. Obuz F. Hepatosellüler Karsinomda Radyolojik Tanı ve 
Evreleme. Trd Sem 2015; 3: 437-460.
2. Mahale P, Aka P, Chen X, Pfeiffer RM, Liu P, Groover S, Mendy 
M, Njie R,Goedert JJ, Kirk GD, Glenn JS, O’Brien TR. Hepatitis D 
virus infection,cirrhosis, and hepatocellular carcinoma in The 
Gambia. J Viral Hepat. 2019; 26:738-749.
3. Jing Y, Sun K, Liu W, Sheng D, Zhao S, Gao L, Wei L. Tumor 
necrosis factor-α promotes hepatocellular carcinogenesis 
through the activation of hepatic progenitor cells. Cancer Lett. 
2018; 434:22-32.
4. Atakişi E, Özcan A. Dietilnitrozamin verilen ratlarda 
omega-3 yağ asitlerinden zengin balık yağının koruyucu 
rolünün araştırılması. Türk Biyokimya Dergisi. 2005; 30; 279-
284.
5. Sreepriya M, Bali G. Effects of administration of 
embelin and curcumin on lipidperoxidation, hepatic 
glutathione antioxidant defense and hematopoietic 
system during N-nitrosodiethylamine/Phenobarbital-
induced hepatocarcinogenesis in Wistar rats. Mol Cell 
Biochem.2006;284:49-55.
6. Kang JS, Wanibuchi H, Morimura K, Gonzalez FJ, 
Fukushima S. Role of CYP2E1 in diethylnitrosamine-induced 
hepatocarcinogenesis in vivo. Cancer Res. 2007; 67: 11141- 
11146.
7. Seyed MA, Jantan I, Bukhari SN, Vijayaraghavan K. A 
Comprehensive review on the chemotherapeutic potential of 
piceatannol for cancer treatment, with mechanistic ınsights. J 
Agric Food Chem. 2016;3;64:725-737.
8. Aluyen JK, Ton QN, Tran T, Yang AE, Gottlieb HB, Bellanger 
RA. Resveratrol: potential as anticancer agent. J Diet Suppl. 
2012;9:45-56.
9. Elbe H, Esrefoglu M, Vardi N, Taslidere E, Ozerol E, Tanbek 
K. Melatonin quercetin and resveratrol attenuates oxidative 
hepatocellular injury in streptozotocin-induced diabetic rats. 
Hum ExpToxicol. 2015;34:859-68.
10. Varoni EM, Lo Faro AF, Sharifi-Rad J, Iriti M. Anticancer 
molecular mechanisms of resveratrol. Front Nutr. 2016;12;3-8.
11. Van Ginkel PR, Sareen D, Subramanian L, Walker Q, 
Darjatmoko SR, Lindstrom MJ, Kulkarni A, Albert DM, Polans AS. 

Resveratrol inhibits tumor growth of humanneuro blastoma 
and mediates apoptosis by directly targeting mitochondria. 
Clin Cancer Res. 2007;1;13:5162-5169.
12. Bishayee A, Dhir N. Resveratrol-mediated chemoprevention 
of diethylnitrosamine- initiated hepatocarcinogenesis: 
inhibition of cell proliferation and induction of apoptosis. 
Chem Biol Interact. 2009;15;179:131-144.
13. Cuce G, Çetinkaya S, Koc T, Esen HH, Limandal C, Balcı 
T, Kalkan S, Akoz M.Chemoprotective effect of vitamin E in 
cyclophosphamide-induced hepatotoxicity in rats. Chem Biol 
Interact. 2015;232:7-11.
14. Costentin CE, Roudot-Thoraval F, Zafrani ES, Medkour 
F, Pawlotsky JM, Mallat A, Hézode C. Association of caffeine 
intake and histological features of chronic hepatitis C. J 
Hepatol. 2011;54 :1123-1129.
15. Yamada K, Yamamiya I, Utsumi H. In vivo detection of free 
radicals induced by diethylnitrosamine in rat liver tissue. Free 
Radic Biol Med. 2006;1;40:2040-2046.
16. Aggarwal BB, Shishodia S. Molecular targets of dietary 
agents for prevention and therapy of cancer. Biochem 
Pharmacol. 2006;14;71:1397-1442.
17. Ayla Ş. Parasetamol ve Resveratrol’ün Mdah-2774 
İnsan Over Kanseri Hücre Kültürlerinde Gemsitabin’le 
Sitotoksisiteleri ve Proliferasyon Üzerine Etkileri. PhD Thesis, 
University of Cerrahpaşa, İstanbul, 2007.
18. Kadasa NM, Abdallah H, Afifi M, Gowayed S. Hepatoprotective 
effects of curcumin against diethylnitrosamine induced 
hepatotoxicity in albino rats. Asian Pac J Cancer Prev. 
2015;16:103-108.
19. Khan F, Khan TJ, Kalamegam G, Pushparaj PN, Chaudhary 
A, Abuzenadah A, Kumosani T, Barbour E, Al-Qahtani M. 
Anti-cancer effects of Ajwa dates (Phoenix dactylifera L.) in 
diethylnitrosamine induced hepatocellular carcinoma in 
Wistar rats. BMC Complement Altern Med. 2017;17:418.
20. Zhao JA, Peng L, Geng CZ, Liu YP, Wang X, Yang HC, Wang SJ. 
Preventive effect of hydrazino curcumin on carcinogenesis of 
diethylnitrosamine-induced hepatocarcinoma in male SD rats. 
AsianPac J Cancer Prev. 2014;1:2115-2121.
21. Chen B, Ning M, Yang G. Effect of paeonol on antioxidant 
and immune regulatory activity in hepatocellular carcinoma 
rats. Molecules. 2012; 20;17:4672-4683.
22. Karahan İ, Yılmaz S. Ratlarda bazı nitrosoaminlerin 
düşük miktarda-uzun süreli verilmesinin kan, karaciğer ve 
böbreklerde oksidatif stres üzerine etkileri. F.Ü. Sağlık Bil. 
Dergisi 2006; 20: 73-78.
23. Granado-Serrano AB, Martín MA, Bravo L, Goya L, Ramos S. 
A diet rich in cocoa attenuates N- nitrosodiethylamine-induced 
liver injury in rats. Food Chem Toxicol. 2009;47: 2499-506.
24. Dewa Y, Nishimura J, Mugurum, M, Jin M, Kawai M, Saegusa 
Y, Okamura T, Umemura T, Mitsumori K. Involvement of 
oxidative stress in hepatocellular tumor- promotingactivity of 
oxfendazole in rats. Arch Toxicol. 2009; 83, 503–511.
25. Farombi, E.O, Shrotriya S, Surh Y-J. Kolaviron inhibits 
dimethyl nitrosamine- induced liver injury by suppressing 
COX-2 and iNOS expression via NF-κB and AP-1. Life Sci. 2009, 
84,149–155.
26. Singh BN, Singh BR, Sarma BK, Singh HB. Potential 
chemoprevention of N- nitrosodiethylamine- induced 
hepatocarcinogenesis by polyphenolics from Acacia nilotica 
bark. Chem Biol Interact. 2009;14;181:20-28.
27. Bulle F, Mavier P, Zafrani ES, Preaux AM, Lescs MC, Siegrist 
S, Dhumeaux D, Guellaën G. Mechanism of gamma-glutamyl 
transpeptidase release in serum during intrahepatic and 
extrahepatic cholestasis in the rat: a histochemical, biochemical 
and molecular approach. Hepatology. 1990;11:545-550.
28. Nair KG, Deepadevi KV, Arun P, Kumar VM, Santhosh A, 
Lekshmi LR, Kurup PA. Toxic effect of systemic administration 
of low doses of the plasticizer di-(2-ethyl hexyl) phthalate 
[DEHP] in rats. Indian J Exp Biol. 1998;36:264-272.
29. Al-Rejaie SS, Aleisa AM, Al-Yahya AA, Bakheet SA, Alsheikh 
A, Fatani AG, Al- Shabanah OA, Sayed-Ahmed MM. Progression 



Iran J Basic Med Sci, Vol. 23, No. 1, Jan 2020

Cetinkaya Karabekir and Özgörgülü Resveratrol benefits in hepatocellular carcinoma

78

of diethylnitrosamine-induced hepatic carcinogenesis 
in carnitine-depleted rats. World J Gastroenterol. 
2009;21;15:1373-1380.
30. Krishnan GS, Rajagopal V, Antony Joseph SR, Sebastian D, 
Savarimuthu I, Selvaraj KRN, Thobias AF. In vitro, in silico and 
in vivo antitumor activity of crude methanolic extract of tetilla 
dactyloidea (Carter, 1869) on DEN induced HCC in a rat model. 
Biomed Pharmacother. 2017;8;95:795-807.

31. Ou X, Chen Y, Cheng X, Zhang X, He Q. Potentiation of 
resveratrol-induced apoptosis by matrine in human hepatoma 
HepG2 cells. Oncol Rep.2014;32:2803-2809.
32. Rajasekaran D, Elavarasan J, Sivalingam M, Ganapathy E, 
Kumar A, Kalpana K, Sakthisekaran D. Resveratrol interferes 
with N-nitrosodiethylamine-induced hepatocellular 
carcinoma at early and advanced stages in maleWistar rats. 
Mol Med Rep. 2011;4:1211-1217.


	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	Acknowledgment
	Conflicts of Interest
	References

