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ABSTRACT

An indiscriminate application of organophosphate (OP) pesticides has led to environmental pollution and severe health problems.
The aim of the present study was to evaluate the protective effect of an aqueous extract of Zingiber officinale (AGE) against
hepatotoxicity and oxidative damage induced by dichlorovos in male rats. Rats were divided into four groups containing six rats in
each group. Group | served as control. Group II, Il and IV were treated with aqueous extract of Zingiber officinale (200 mg /kg bwt);
dichlorovos 20 mg/kg bwt (1/20 LDs,); dichlorovos (20 mg/kg bwt) plus Zingiber officinale (200 mg/kg bwt) respectively. Rats were
orally administered with their respective doses daily for 45 days. Dichlorovos administration to rats resulted in significant reduction
in body weight and elevation in liver weight compared to control. Dichlorovos caused significant elevation of serum transaminases
(AST & ALT), alkaline phosphatase (ALP), total protein, total bilirubin and decrease of serum albumin. Furthermore, significant
depletion of hepatic superoxide dismutase (SOD), catalase (CAT), glutathione reduced (GSH) and elevation of lipid peroxidation
(LPO) expressed as malondialdehyde (MDA) content were noticed in dichlorovos treated rats. Oral administration of dichlorovos
induced various histological changes in the liver. These changes include congestion of blood vessels, leucocytic infiltration,
cytoplasmic vacuolization of the hepatocytes and fatty infiltration. Histopathological studies of liver revealed that supplementation
of AGE resulted in mild degeneration and necrosis of the hepatocytes. Treated animals with aqueous extract of ginger and
dichlorovos led to an improvement in the histological changes induced by dichlorovos together with significant decrease in AST, ALT,
ALP, total protein and total bilirubin level. Furthermore, AGE had normalized CAT, SOD and GSH content, whereas attenuated
albumin and LPO. The results of the present work indicated that Zingiber officinale (ginger) possess protective effect against liver
damage induced by dichlorovos possibly due to its antioxidant activities.
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INTRODUCTION for organophosphorus (OPs) both in acute and chronic

ichlorvos (2, 2-dichlorovinyl dimethyl phosphate;

DDVP), is a member of the most commonly used

organophosphorus insecticide.'Dichlorvos s
rapidly absorbed through the gastrointestinal and
respiratory tracts and skin, it enters human system via
inhalation, dermal, and oral routes, and it is metabolized
by the liver and excreted by the kidney.” Like other
organophosphate (OP) compounds, dichlorovos is known
to produce toxic effects through the inhibition of acetyl
cholinesterase (AChE) activity.> DDVP is a nervous
system poison, and its toxicity involves its ability to act as
potent acetyl cholinesterase inhibitor, inhibition of this
enzyme leads to the accumulation of acetylcholine in
synapses and disruption of the nerve function, and finally
death by poisoning.’

enzymatic and non-enzymatic systems. The enzymatic
system includes superoxide dismutase (SOD), glutathione
(GSH), and catalase (CAT) which scavenge free radicals
and ROS."' The non-enzymatic mechanism involves
endogenous and exogenous compounds are administered
into the body, such as flavonoids, vitamins E and C, urate,
and melatonin. These substances may prevent ROS

studies were conducted on the toxicity of dichlorovos on
different organisms and indicated that it is a potent
hepatotoxic, neurotoxic, mutagenic, carcinogenic, and
cytotoxic compound.'’Hepatic metabolism converts drugs
into products that are more easily excreted.>The central
role of liver in drug metabolism predisposes them to toxic
injury.

Studies support a role for reactive oxygen species (ROS) in
the mechanism of dichlorvos toxicity.6 Oxidative stress
occurs when the production of ROS is beyond the
antioxidant capability of the tar-get cell, resulting in
oxidative damage because of ROS interaction with critical
macromolecules. Oxidative stress is an imbalance of
oxidation and antioxidation and results in damages to
membrane lipids, protein, DNA, and tissues in the body.7'
®Besides inhibiting cholinesterase (ChE), oxidative stress
has been recently proposed as a main toxicity mechanism
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Herbal medicines have been widely used all over the
world since ancient times and have been recognized by
physicians and patients for their better therapeutic value
as they have fewer adverse effects as compared with
modern medicines." Zingiber officinale (Ginger) is known
for anti-oxidant,™ anti-inﬂammatory16 and curing effects
for different diseases," is among mostly used herb for
treatment of reproductive toxicity since antiquity.'® It
considered safe with little or no side effects compared to

poisoning cases.” Antioxidant systems are composed of

formation and exhibit pro-oxidative effects. A number of
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synthetic drugs.19 The aqueous extracts of Zingiber
officinale (ginger) has been shown to be effective in
treating hepatotoxic issues.”

The liver was chosen to focus in the present study of the
toxic effect of dichlorovos. To the best our knowledge,
the possible modulating structure effect of Zingiber
officinale extract in the presence of dichlorovos has not
been yet investigated. Hence, the present study aimed to
show the biochemical, histopathological and antioxidant
changes occurred post-application of dichlorovos on the
rat liver and to evaluate the possible protection of
Zingiber  officinale  against  dichlorovos induced
biochemical and hepatic injury.

MATERIALS AND METHODS
Animals

Twenty four male albino rats (150-200 gm) of the Wistar
strain were obtained from the animal house of the
University of Rajasthan, Jaipur, India for the
experimentation. The rats were housed in polypropylene
cages at room temperature (25 * 3°C) with 12/12 hours
light and dark cycle. Animals were fed with a balanced
diet and tap water ad libitum. The rats were allowed to
acclimatize for a period of three weeks before the
commencement of the experiment. The guidelines for
care and use of animals for scientific research® were
strictly followed throughout the course of investigation.
The experimental protocol has approval of the
Institutional Animal Ethics Committee (IAEC). (UDZ-
13/18.12.13)

Chemical and plant material

Technical grade dichlorvos (2, 2-dichlorovinyl dimethyl
phosphate) obtained from Sudarshan Crop, Ltd., Jaipur
(Raj.) (India) was used for experimentation. The
insecticide was dissolved in olive oil and administered to
animals through oral intubations. All other chemicals used
in the study were of analytical grade.

Fresh Zingiber officinale (ginger) rhizome were collected
from the local market of Jaipur, Rajasthan, India and
authenticated at the Herbarium, Department of Botany,
University of Rajasthan, Jaipur in comparison with the pre
existing voucher specimen (RUBL 211509). Rhizome
(underground stem) of Zingiber officinale (ginger) were
washed thoroughly, shed dried and powdered. Shed dried
rhizome of ginger was extracted with distil water for 36-
48 hours by Soxhlet extraction method. The extract was
filtered and then water was separated under reduced
pressure to obtain a solid mass. Olive oil was used as a
vehicle for the dichlorovos pesticide and distilled water
for aqueous extract of ginger (AGE).

Experimental design

The rats were randomly divided into four groups
comprising 6 rats each and were subjected to the
following treatments:

Group-1 (control rats) received olive oil only as a vehicle.
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Group-2 Aqueous extract of Zingiber officinale(AGE) was
given at the dose of 200 mg per kg body weight/day.

Group-3Dichlorovos was given at the dose of 20 mg per
kg body weight/day.

Group-4 (AGE supplemented, dichlorovos-treated rats)
received in addition to exposure of 20 mg per kg body
weight/day dichlorovos, dose of aqueous extract of
Zingiber officinale (AGE) at 200 mg/kg bodyweight/day.

The drug and extract administration were given by oral
intubation and lasted for a period of 45 days. On 46" day
of drug administration, the animals were anaesthetized
under light ether anesthesia and the blood samples were
collected for estimation of biochemical and hematological
parameters. At the end of the study, liver and other vital
organs were dissected out and washed with 0.9% NaCl
and stored at -4°C for further processing.

Body and liver weight measurements

The body weight has been recorded on the initial day of
experiment and also on the day of sacrifice (46" day),
both the control and experimental groups, by using
automatic balance. Blood was collected in sterile tubes by
cardiac puncture for hematological studies and serum
was separated for serological studies. Similarly the weight
of different vital organs (liver, kidney heart and pancreas)
was also recorded.

Biochemical Analysis

Serum alanine aminotransferase (ALT) and aspartate
aminotransferase (AST),** alkaline phosphatase (ALP),*
total bilirubin,®* total protein® and albumin®®were
determined in serum by using standard methods.

Oxidative stress and antioxidant parameters in liver

Lipid peroxidation (LPO),”’ Catalase,”® Glutathione,” and
Superoxide dismutase (SOD)*® were assessed by standard
methods.

Histopathological Examination

Specimens of the liver tissues were fixed immediately in
Bouins solution for histological studies. Then the tissues
were treated with conventional grades of alcohol and
xylol, embedded in paraffin and sectioned at 4 to 6 um
thickness. The sections were stained with hematoxylin
and eosin (H and E) stain for studying the
histopathological changes.™*

Statistical Analysis

The results are expressed as meant SEM. Statistical
analysis was performed using one way analysis of
variance (ANOVA) and the significance of differences was
set at P<0.05 (significant) and P<0.01 (highly significant)
levels.

RESULTS AND DISCUSSION

In the vertebrate body, liver is the largest organ and it is
the major site of excretion and xenobiotic metabolism.
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Liver damage is a general pathological feature which
exists in many hepatic diseases. Since cirrhosis, liver
fibrosis and even liver cancer could result from the long
existence of hepatic injury. Therefore, treatment and
prevention of liver damage is a key to treat hepatic
diseases clinically.***

Dichlorovos is one of the most toxic pesticide that is
widely used to control the internal and external parasites
of farm animals, and to eliminate insects threatening the
household, public health, and stored products34 but it is
associated with toxic side effects on different body
organs. The oxidative stress through formation of free
radicals is one of the mechanisms of dichlorovos-induced
toxicity.” The free radical scavengers, that prevent the
formation and/or scavenge the reactive hydroxyl free
radicals, can provide protection against dichlorovos-
induced toxicity.36 Different natural products and dietary
compounds have been recently investigated and
evaluated as potential protective antioxidant agents
against dichlorovos-induced hepatotoxicity.37 Zingiber
officinale (ginger) reveals a number of analeptic
properties as an antioxidant, anti-lipidemic,
antihyperglycemic, anti-inflammatory and anti-cancer
agent.e’g'39 This medicinal herb is excellent for oral therapy
as it is effective, non-toxic and without serious side
effects.”” The present study aimed to investigate the
possible protective effect of AGE against dichlorovos-
induced toxicity in hematological, biochemical, oxidative
stress and histopathological changes in rat liver.
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General observations

During the experiment, no death was observed in any of
the experimental groups. Rats in the control group and in
AGE treated group did not show any sign of toxicity.
However, dichlorovos and dichlorovos + AGE treated rats
showed varying degrees of clinical signs few minutes after
dosing. The signs included huddling, mild tremor and
diarrhea. The observed signs were related to the
cholinergic crisis; a consistent sign in organophosphate
poisoning. Except for the huddling, no other significant
clinical manifestation was observed following AGE
supplementation.

Body and Liver Weights

Data of final body weights and liver weights of male rats
subjected to different treatments are shown in (Table 1).
At the end of the experimental course, there was no
significant difference in body and liver weights between
AGE and control rats. However a significant (P<0.05) loss
of body weight accompanied by a significant increase in
the liver weights were recorded in rats treated with
dichlorovos compared to the control. The administration
of AGE (Aqueous extract of Zingiberofficnale) to pesticide
treated groups has an ameliorated effect either in the loss
of body weight or in the increase of liver weights (Table
1).

Tablel: Effect of dichlorovos and Zingiber officinale on body weight and liver weight

Group
Initial
181.37
Control G1
+1.05
Zingiber officinale G2 182.68
(200 mg/kg bwt/ day) +1.24
Dichlorovos - 178.25
(20 mg/kg bwt/ day) +0.82
Dichlorovos
20 mg/kg bwt/ da
(20 mg/kg bwt/ day) 66
+ G4
. - +1.43
Zingiberofficinale

(200 mg/kg bwt/ day)

Body weight (gm)
. liver weight (mg/gm)

Final

181.37 3322.46
+1.05 +33.31
182.68 3208.34™
+1.24 +26.94
178.25 3920.02*
+0.82 +26.40
180.68 3598.48*
+1.43 +23.14

(MeantSEM of 6 animals); Group Il & lll compared with Group I; Group IV compared with Group Ill)
ns = non significant; * = Significant (P<0.05); ** = Highly significant (P<0.01)

In toxicological studies, body and organ weights are
important criteria for evaluation of organ toxicity.41
Changes in body and liver-weight could be due to the
toxic effects of xenobiotics, which results in hepatic
injury.”” In the present study, oral administration of
dichlorovos resulted in a significant reduction and
elevation in body and liver weights of rats, respectively.
The reduction in body weight may be due to the

combined action of cholinergic and oxidative stress™
and/or due to the overall increased degradation of lipids
and proteins as a result of the direct effects of
dichlorovos as an organophosphate compound.44
Moreover, the increase in liver weight could be attributed
to the relationship between liver weight increase and
various toxicological effects or to the reduction in body
weight gain of experimental animals.”® These results are
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. . . . . 46-47
consistent with many previous investigators.

However, co-administration of ginger attenuated body
and liver weights of intoxicated rats.**

Biochemical Analysis

ALT, AST, ALP, total bilirubin, total protein and albumin
are indicators of hepatic function. The oral administration
of AGE to normal rats produced significant (P<0.05)
changes in ALT, AST and ALP and non significant changes
in bilirubin, albumin and total protein compared to the
normal control rats (Tables 2). Exposure to dichlorovos
caused a significant elevation in the activities of ALT, AST
and ALP serum enzymes, compared to the normal control
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rats. However, the co-administration of AGE attenuated
the increment in serum enzymes ALT, AST and ALP levels
(Table 2). Treatments with dichlorovos induced a
significant increase (p < 0.05) in the total protein levels
and highly significant decrease (p < 0.01) in albumin levels
compared to the control rats. However, co-administration
of AGE to the treated rats resulted in a partial recovery in
the above mentioned parameters (Table 2). The
estimated bilirubin  concentrations in serum of
dichlorovos treated rat were recorded in Table 2. Bilirubin
concentration was increased in intoxicated rats; however
mitigation was recorded following administration of AGE
(Table 2).

Table 2: Effect of dichlorovos and Zingiber officinale on liver enzymes, bilirubin, albumin and total protein.

Alanine Aspartate
amino amino
Group transfrase transferase
(ALT) (AST)
(u/n
127.30 70.75
Control G1
+3.79 +2.00
Zingiberofficinale = 115.20* 61.14*
(200 mg/kg bwt/ day) +4.52 +4.26
Dichlorovos - 155.63* 88.65*
(20 mg/kg bwt/ day) +5.15 +4.34
Dichlorovos
20 mg/kg bwt/ da
( e/ke / day) 134.27%* 75.28*
+ G4
L . +3.95 +2.81
Zingiberofficinale
(200 mg/kg bwt/ day)

Alkaline
phophatase L Albumin Total Protein

ALP Bilirubin (me/d) (me/d)
63.42 0.29 4.10 18085.20
+2.21 +0.19 +0.26 +564.34

66.43* 0.23™ 4.56™ 17875.25™
+4.69 +0.24 +0.41 +561.34

80.51* 2.76* 2.76** 24143.62*
+2.30 +0.51 +0.32 +1122.93

70.85%* 1.23* 3.71%* 20819.15*
+1.15 +0.34 +0.30 +469.60

(MeantSEM of 6 animals); Group Il & lll compared with Group |; Group IV compared with Group IlI
ns = non significant; * = Significant (P<0.05); ** = Highly significant (P<0.01)

Enzymes, such as ALT, AST and ALP are mainly monitored
for the evaluation of liver damage and toxicity.“g'49 AST
and ALT are the most sensitive biomarker enzymes used
in evaluation of the function and integrity of liver cells.
Both enzymes are present mainly in the cytoplasm of
hepatic cells.”® Previous studies have shown that OP
pesticides may cause the release of hepatic enzymes into
blood circulation. In this study, enzymatic activities of
ALT, AST and ALP were increased in dichlorovos group as
compared to control group. These results indicate the
increased enzyme activities are associated with ecrotic
lesions in the liver cells or hepatocyte degeneration. This
elevation could potentially be attributed to the release of
these enzymes from the cytoplasm into the blood
circulation, indicating a necrosis and inflammatory
reactions.’'In this study, supplementation of ginger
extract could prevent the liver damage caused by
dichlorovos as revealed by the remarkable decrease in
the activities of ALT, AST and ALP. The reduction of the
liver enzymes in AGE pre-treated rats may be due to its
antioxidant effect that reduces the free radical-induced
oxidative damage in the liver, thereby stabilizing the

membrane permeability and reducing the leakage of
. 52
enzymes into the blood.

Administration of dichlorovos caused a significant rise in
serum total protein and total bilirubin levels. Total
protein is done as a routine test to evaluate the
toxicological nature of various chemicals. An increase of
total protein was observed in the present study following
dichlorovos treatment. The increase of total protein in
treated groups may be due to production of enzymes lost
as a result of tissue necrosis or to increased demand of
detoxifying the pesticide might necessitate enhanced
synthesis of enzyme proteins.” Bilirubin which is a
product of haemoglobin degradation is a marker of
hepatobiliary injury.” The increase of total bilirubin in
serum is attributable to the impairment of hepatocellular
function in acute or subacute hepatic necrosis.”® AGE
could reduce the total bilirubin and total protein level in
AGE+dichlorovos treated group. In the initial stage of
tissue reaction following OP pesticide exposure, growth
protein may be stimulated and acute phase protein will
be generated causing an increase in total protein level.>
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Previous studies also reported that high-protein level is
reflected by the increase in globulin level.>® In this study,
there was remarkable decrease in total protein level in
dichlorovos rats supplemented with AGE.

Antioxidant parameters in liver
Liver lipid peroxidation (LPO)

Administration of dichlorovos led to a significant (P<0.05)
increment in lipid peroxidation as evidenced by the
increase in serum MDA levels by as compared to the
control group. However, co-administration of AGE to
treated rats significantly (P<0.05) reduced the
augmentation in serum MDA levels for dichlorovos
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treated rats (Table 3). No significant changes were
observed between control and AGE treated groups.

Liver glutathione (GSH)

Glutathione, in the reduced form (GSH), acts as one of the
major detoxifiers in the body. A highly significant (P<0.01)
decrease of glutathione (GSH) level in liver was evident in
dichlorovos treated groups when compared to control.
However, co-administration of AGE to treated rats
significantly (P<0.05) ameliorated the decrease in liver
GSH levels for dichlorovos treated rats. No significant
changes were observed between control and AGE treated
groups (Table 3).

Table 3: Effect of dichlorovos and Zingiber officinale administration on the level of antioxidant enzymes in the liver of

male rats.

Catalase (n mole of

SOD (Units/mg GSH(n LPO (n mole

Group h,0, consumed/min/mg . .
S protein) mole/gm)  MDA/mg protein)
85.26 27.31 36.87 1.59
Control G1
$3.16 +2.48 +3.57 +0.04
Zingiberofficinale - 87.25™ 28.97"™ 38.12"™ 142"
(200 mg/kg bwt/ day) +2.54 +2.06 +3.11 +0.07
Dichlorovos c3 68.39* 17.46** 16.59** 2.34%
(20 mg/kg bwt/ day) +2.84 +2.37 +2.43 +0.09
Dichlorovos
20 mg/kg bwt/ da
(20 me/kg bwt/ day) o 81.53* 24.58* 31.26* 1.81*
+
o . +3.22 +3.14 +2.73 +0.05
Zingiberofficinale

(200 mg/kg bwt/ day)

(MeanzSEM of 6 animals); Group Il & Ill compared with Group I; Group IV compared with Group IlI

ns = non significant; * = Significant (P<0.05); ** = Highly significant (P<0.01)

Super oxide dismutase (SOD) and Catalase (CAT) levels in
liver

Table 3 also shows the effect of chronic treatment of
dichlorovos and dichlorovos + AGE on SOD and catalase.
Subacute levels of the tested pesticides resulted in a state
of liver injury and extensive oxidative damage in rats as
manifested by the significant alteration in these enzymes.
In fact, in dichlorovos treated rats, a significant (P<0.05)
decrease was noted in the activities of CAT and SOD when
compared to the control animals. However, the co-
administration of AGE mitigated the significant (P<0.05)
alteration in the activities of SOD and CAT.

In this study, we demonstrated that dichlorovos
intoxication induces oxidative stress in rat liver in vivo
through the generation of free radicals and alterations in
the cellular antioxidant defense system as well as the
protection of the ginger in alleviating such oxidative stress
in rats. The toxicity of dichlorovos may be due to
dichlorovos -induced alterations in membrane integrity
via the formation of reactive oxygen species and the
perturbation of antioxidant defense mechanisms.

Antioxidant enzymes include LPO, SOD, Catalase, and
glutathione (GSH).

MDA is one of the major oxidation products of
peroxidized polyunsaturated fatty acids, and increased
MDA content is an important indicator of LPO.>"™®
Previous studies found that chlorpyrifos increased MDA
levels in various rat tissues.” In this study, MDA levels in
liver were also increased in the dichlorovos-only group,
suggesting that MDA level could be used as a marker for
dichlorovos-injury. This increase also suggested that
dichlorovos can accelerate the increase in free oxygen
groups when adminis- trated at the indicated dose. The
treatment of cells with ginger attenuated the increase
MDA level. Therefore, the ginger extract may have a
beneficial effect in reducing dichlorovos-based toxicity.

Glutathione is a small tripeptide protein synthesized in
the liver. It is a potent antioxidant with high redox
potential and it also serves as a co-factor for several
oxidative stress detoxifying enzymes (glutathione
peroxidase and glutathione transferase) It can be
assumed that the reduction in tissue glutathione levels
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was as a result of increased oxidative stress and lipid
peroxidation occasioned by the effect of dichlorovos.®! In
the present study, after oral administration of ginger
extract, dichlorovos treated animals showed a
significantly elevated level of GSH. It is possible that
extract might have reduced the extent of oxidative stress,
leading to lesser GSH degradation or increase in the
biosynthesis of GSH.®

Oxygen is a highly reactive molecule that damages living
organisms by producing reactive oxygen species;63
organisms contain intracellular antioxidant enzymes such
as SOD and CAT, that work together to prevent oxidative
damage to the cell.”* SOD catalyzes the conversion of
superoxide radicals to hydrogen peroxide, while CAT
converts hydrogen peroxide into water. These antioxidant
enzymes can, therefore, alleviate the toxic effects of
ROS.”® In this study, liver SOD and CAT activities were
decreased in the dichlorovos -treated groups. The
decrease in the activity of SOD in OP-treated groups may
be attributed to the saturation of SOD during the process
of converting 02- to H,0,. The CAT decrease may involve
CAT saturation during the breakdown of free radicals and
hydrogen peroxide (H,0,), or the inhibition of CAT by
these radicals.®® In this study, SOD and CAT activities
significantly decreased in the dichlorovos-treated groups.
The currently noted elevated levels of both SOD and CAT
levels could be due the influence of ginger extract.®’

Hepatoprotective potentials of medicinal plants against
pesticides induced hepatotoxicity remain an area that
needs extensive scientific research. Results of the current
study revealed that ginger extract reversed the elevation
of lipid peroxidation. Hence, it is possible that the
mechanism of hepatoprotection of ginger extract may be
attributed to phenolic compounds (e.g. gingerol) that
scavenge a wide range of free radicals including the most
active hydroxyl radical, which initiate lipid peroxidation.®®
Therefore, it may decrease the concentration of lipid free
radicals.”® It was reported previously that phenolic
compounds chelate metal ions, especially iron and
copper, which, in turn inhibit generation of hydroxyl
radicals and degradation of lipid hydroperoxides.m'71

Histopathological Examination

The representative figures of histopathological
examination in the liver tissue are shown in Figure 1 (A-
D). In control rats (Group 1) the histopathological
examination of liver showed no pathological alterations.
Liver tissues of rats showing normal structure of
hepatocytes with normal nuclei and normal blood
sinusoids appeared between the liver cords. They formed
of hepatocytes radiating from central vein to the
periphery of the lobules (Fig. 1A). Histopathological
examination of liver of AGE treated rats (Group II)
hepatocytes was more or less similar to control group
(Fig. 1 B). However, liver tissues of animals intoxicated
with (20 mg/kg b.w) dichlorovos (Group llI), showed
vacuolization of hepatocytes, congested blood sinusoids
in between the liver cords with intense mononuclear
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inflammatory cellular infiltration. Liver cells appeared
swollen and areas of hemorrhage were noticed between
the cells. Nuclei of the cells become flattened-shaped and
Liver lobules of dichlorovos treated rats showed
degeneration and coagulative necrosis in hepatocytes
(Fig. 1C). These histopathological changes were mitigated
by rats treated with aqueous extract of Zingiberofficinale.
The number of rats displaying histopathological changes
in liver was decreased in (Group IV) which had received
dichlorovos plus Zingiberofficinale as the rats of this
group revealed only mild necrotic changes in the liver
tissues (Figure 1D).

[T % - Lt AT AR s O ; 2|

B SRR,

e SR RS S E SR
- .z-t

eosin (H&E, X 400) for histopathological examination of
hepatocytes: (A) Liver tissue of control showing normal
structure, central vein, normal arrangement of hepatic
cords, normal blood sinusoids and hepatocytes; (B) Liver
tissue of aqueous extract of Zingiber officinale treated
rats showing normal histology was more or less similar to
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control group; (C) Liver tissue of dichlorovos treated rats
showing hemorrhage in the central vein, necrosis and
showing dilation of blood sinusoids; (D) Liver of
dichlorovos with Zingiber officinale treated rat showing
mild necrotic and degenerative changes.

In the present study, dichlorovos caused histopathological
alterations in hepatic tissue. Free radicals produced from
LPO in the liver, were probably responsible for sever
tissue damage, leading to necrosis of hepatocytes,
marked damage of the liver tissues in the form of dilated
veins, hemorrhagic spots and some degenerative signs of
the hepatocytes. These changes are entirely consistent
with the changes in various biochemical parameters that
were also observed. In the same respect, Gokcimenet al.
(2007)72 mentioned that, such liver damage may arise
from the toxic effect of dichlorovos, which disturbs the
detoxification mechanisms of the liver. In addition, it is
possible that dichlorovos, like several other insecticides,
adversely affects the cytochrome P450 system or the
mitochondrial membrane  transport  system  of
hepatocytes. These results are coincide with El-Halwgyet
al. (2008)73 who found that administration of fenitrothion
OP to the rats showed pathological signs in liver tissues
varying from dilated veins, hemorrhagic spots and
distorted nuclear membrane. In this study all of
biochemical and histological changes that were induced
by dichlorovos exposure were almost normalized when
Zingiber officinale (ginger) was given together with
dichlorovos. Moreover, our light microscopic analysis
revealed that the Zingiber officinale treated dichlorovos
exposed animals did not exhibit the hepatic calcification,
vacuolar degeneration and necrosis seen in the liver of
the dichlorovos treated group. Thus, Zingiber officinale
could ameliorate the liver damage induced by dichlorovos
exposure.

The biochemical  alterations  accompanied by
histopathological changes resulted from dichlorovos
exposures were alleviated following ginger extract
administration. This could be attributed to the
antioxidant capacity of ginger that attenuates the lipid
peroxidation and liver antioxidant enzymes capacity
which in turn restore the integrity of the cell membrane
and improve the disturbance in permeability.

CONCLUSION

In conclusion, the results of the present study showed
that dichlorovos induced oxidative damage and
hepatotoxicity in male albino rats. In contrast, AGE
reduces oxidative stress by virtue of its antioxidant
properties thus improving the structural integrity of cell
membrane and eventually alleviates the histopathological
changes as well as the biochemical perturbations. These
beneficial effects of AGE were able to ameliorate
dichlorovos induced hepatotoxicity and oxidative
damage. Based on our present observations, we propose
that AGE may provide a cushion for prolonged
therapeutic  option  against  pesticide  induced
hepatotoxicity without harmful side effects.

ISSN 0976 — 044X

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Dere E, Ari F, Ugur S, The effect of dichlorvos on
acetylcholinesterase activity in sometissues in rats, Actaveterinaria,
60, 2010, 123-131.

Durkin PR, Follansbee MH, Control/eradication agents for the gypsy
moth human, health and ecological risk assessment for DDVP
(Dichlorvos), Syracuse Research Corporation, New York, Requisition
No.: 43-3187-1-0269, 2004.

Bird SB, Gaspari RJ, Dickson EW, Early death due to severe
organophosphate poisoning is a centrally mediated process,
Academic Emergency Medicine, 3, 2003, 295-298.

Owoeye O, Edem FV, Akinyoola BS, Rahaman S, Akang EE, Arinola
GO, Histological changes in liver and lungs of rats exposed to
dichlorovos before and after vitamin supplementation, European
Journal of anatomy, 16(3), 2012, 190-198.

Varo |, Navarro JC, Amat F, Guilhermino L, Effect of dichlorovos on
cholinesteraseactivity of the European sea bass
(Dicentrarchuslabrax), Pesticide Biochemistry and Physiology, 75,
2003, 61-72.

Sharma P, Singh R, Dichlorovos and lindane induced oxidative stress
in rat brain: protective effects of ginger, Pharmacognosy Research,
4,2012, 27-32.

Eraslan G, Kanbur M, Silici S, Karabacak M, Beneficial effect of pine
honey ontrichlorfon induced some biochemical alterations in mice,
Ecotoxicology and Environmental Safety, 73, 2010, 1084-1091.

Eroglu S, Pandir D, Uzun FG, Bas H, Protective role of vitamins C and
E in diclorovos induced oxidative stress in human erythrocytes in
vitro. Biological Research, 46, 2013, 33-38.

Mostafalou S, Abdollahi M, Eghbal MA, Kouzehkonani NS, Protective
effect of NAC against malathion-induced oxidative stress in freshly
isolated rat hepatocytes, Advanced Pharmaceutical Bulletin, 2,
2012, 79-88.

Padma VV, Baskaran R, Roopesh RS, Poornima P, Quercetin
attenuates lindane induced oxidative stress in Wistar rats,
Molecular Biology Reports, 39, 2012, 6895-6905.

Uzun FG, Demir F, Kalender S, Bas H, Kalender Y, Protective effect of
catechin and quercetin on chlorpyrifos-induced lung toxicity in male
rats, Food and Chemical Toxicology, 48, 2010, 1714-1720.

Alavanja MC, Hoppin JA, Kamel F, Health effects of chronic pesticide
exposure: cancer and neurotoxicity, Annual Reviews of Public
Health, 25, 2004, 155-197.

Tolman KG, Hepatotoxicity of non-narcotic analgesics, American
Journal of Medicine, 105(1), 1998, 13-19.

Goldman P, Herbal medicines today and the roots of modern
pharmacology, Annals of Internal Medicine Logo Med, 135, 2001,
594-600.

Fathiazad F, khaki A, Nouri M, Khaki AA, Effect of Cinnamon
Zeylanicum on serum testosterone and anti-oxidants levels in Rats,
international Journal of Women's Health and Reproduction
Sciences, 1(1), 2013, 29-35.

Saenghong N, Wattanathorn J, Muchimapura S, Tongun T,
Piyavhatkul N, Banchonglikitkul C, Kajsongkram T, Zingiberofficinale
improves cognitive function of the middle-aged healthy women,
Evidence-Based Complementary and Alternative Medicine, 2012,
383062, 1-9.

Alinkina ES, Misharina TA, Fatkullina LD, Burlakova EB, Comparison
of the antiradical activity of ionol, components of fresh ginger, and
its extracts, Applied Biochemistry and Microbiology, 48(5), 2012,
513-518.

Khan A, Sfdar M, Ali Khan MM, Khattak KN, Anderson RA, Cinnamon
improves glucose and lipids of people with type 2 diabetes,
Diabetes Care, 26, 2003, 3215-3218.

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

179



Int. J. Pharm. Sci. Rev. Res., 45(2), July - August 2017; Article No. 33, Pages: 173-181

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

35.

36.

37.

Yiming L, Tran VH, Duke CC, Roufogalis BD, Preventive and
protective properties of Zingiberofficinale (Ginger) in diabetes
mellitus, diabetic complications, and associated lipid and other
metabolic disorders: abrief review, Evidence-Based Complementary
and Alternative Medicine, 2012, 516870, 1-10.

Shalaby MA, Samar MM, Effect of Zingiberofficinaleroots and
Cinnamon zeylanicumbark on fertility of male diabetic rats, Global
Veterinaria, 5(6), 2010, 341-347.

Indian National Science Academy (INSA), Guidelines for care and use
of animals in scientific research reported by Indian National Science
Academy, New Delhi, 2000.

Reitman A, Frankel S, A colorimetric method for the determination
of serum glutamic oxaloacetic and glutamic pyruvic transaminases,
American Journal of Clinical Pathology, 28, 1957, 56-63.

Belfield A, Goldberg DM, Colorimetric determination of alkaline
phosphatase activity, Enzyme, 12(5), 1971, 561-568.

Walter M, Gerade H, A colorimetric method for determination
bilirubin in serum and plasma, Micro Chemical Journal, 15, 1970,
231-236.

Gornal AC, Bardawill CJ, David MM, Determination of serum
proteins by means of the biuret reaction, Journal of Biological
Chemistry, 177, 1949, 751-766.

Doumas BT, Watson WA, Biggs HG, Albumin standards and the
measurements of serum albumin with bromocresol green, Clinica
ChimicaActa., 31(1), 1971, 87-96.

Ohokawa H, Oshishi N, Yagi K, Assay for lipid peroxidation in animal
tissues by thiobarbituratic acid reaction, Analytical Biochemistry, 75,
1979, 351-58.

Clairborne A, Catalase activity, In: Greenwald R.A., ed. CRC
Handbook of methods for oxygen radical research, Boca Raton FL,
USA: CRC Press 1985, 283-84.

Carlberg 1, Mannervik B, Purification and characterization of the
flavoenzyme glutathione reductase from rat liver, Journal of
Biological Chemistry, 250, 1975, 5475-80.

Das K, Samanta L, Chainy GBN, A modified spectrophotometric
assay of superoxide dismutase using nitrite formation by superoxide
radicals, Indian Journal of Biochemistry and Biophysics, 34, 2000,
201-204.

Drury RAB, Wallington EA, Carleton’s Histological Technique, 5th ed.
Oxford University Press, Oxford, New York, Toronto, 1980.

El-Beshbishy HA, Hepatoprotective effect of green tea (Camellia
sinensis) extract against tamoxifen-induced liver injury in rats,
Journal of Biochemistry and Molecular Biology, 38,2005,563-570.

Yuan HD, Jin GZ Piao GC,Hepatoprotective effects of an active part
from Artemisia sacrorumlLedeb. against acetaminophen-induced
toxicity in mice, Journal of Ethnopharmacology,127, 2010, 528-533.

Cetin E, Kanbur M, Silici S, Eraslan G. Propetamphos induced
changes in haematological and biochemical parameters of female
rats: protective role of propolis, Food and Chemical Toxicology,48,
2010, 1806-1810.

Ozdikicioglu F, Dere E, Tosunoglu H, The effect of dichlorvos on
glutathione-S-transferase activity in some tissues of rats, Journal of
Applied Biological Sciences, 2, 2008, 35-38.

Desai SN, Desai PV, Changes in renal clearance and renal tubular
function in albino mice under the influence of Dichlorvos, Pesticide
Biochemistry and Physiology, 91, 2008, 160-169.

Abdelmeguid NE, Chmaisse HN, AbouZeinab NS, Silymarin
ameliorates cisplatin-induced hepatotoxicity in rats:
histopathologicalandultrastructural studies, Pakistan Journal of
Biological Sciiences, 13, 2010, 463-479.

38.

39.

40.

41.

42.

43,

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

ISSN 0976 — 044X

Chrubasik S, Pittler M, Roufogalis B,Zingiberisrhizoma: a
comprehensive review on the ginger effect and efficacy profiles,
Phytomedicine, 12, 2005, 684-701.

Ali BH, Blunden G, Tanira MO, Nemmar A, Some phytochemical,
pharmacological and toxicological properties of ginger
(Zingiberofficinale Roscoe): a review of recent research, Food and
Chemical Toxicology, 46, 2008, 409-420.

Habib SH, Makpol S, Abdul Hamid N, Das S, Wan Ngah W, Yusof YA,
Ginger extract (ZingiberOfficinale) has anti-cancer and anti-
inflammatory effects on ethionine-induced hepatoma rats, Clinics,
63(6), 2008, 807-813.

Crissman JW, Goodman DG, Hildebrandt PK, Maronpot RR, Prater
DA, Riley  JH, Best  practice  guideline:  toxicologic
histopathology, Toxicologic Pathology, 32, 2004, 126-131.

Wang J, Zhou G, Chen C, Yu H, Wang T, Ma Y, Jia G, Gao Y, Li B, Sun
J, Acute toxicity and biodistribution of different sized titanium
dioxide particles in mice after oral administration, Toxicology
Letters, 168(2),2007, 176-185.

Grance SR, Teixeira MA, Leite RS, Guimaraes EB, De Siqueira JM, De
Oliveira Filiu WF,Baccharistrimera: effect on hematological and
biochemical parameters and hepatorenal evaluation in pregnant
rats, Journal of Ethnopharmacology, 117, 2008, 28-33.

Saafi EB, Louedi M, Elfeki A, Zakhama A, Najjar MF, Hammamia M,
Protective effect of date palm fruit extract (Phoenix dactylifera L.)
on dimethoate induced-oxidative stress in rat liver. Experimental
and Toxicological Pathology, 43, 2011, 433-441.

Mansour SA, Heikal TM, Refaie AA, Mossa AH,Antihepatotoxic
activity of fennel (Foeniculumvulgare Mill.) essential oil against
chlorpyrifos induced liver injury in rats, Global, Journal of
Environmental Science and Technology, 1, 2011, 1-10.

Sharma'Y, Bashir S, Irshad M, Nag TC, Dogra TD,Dimethoate-induced
effects on antioxidant status of liver and brain of rats following
subchronic exposure, Toxicology,215, 2005, 173-181.

Heikal TM, Soliman MS, Effect of fish oil supplementation on brain
DNA damage and hepatic oxidant/antioxidant status in dimethoate-
treated rats, Journal of Egyptian Social Toxicology, 42, 2010, 1-9.

Ozer J, Ratner M, Shaw M and Bailey W Schomaker S, The current
state of serum biomarkers of hepatotoxicity. Toxicology, 245, 2008,
194-205.

El-Demerdash FM Antioxidant effect of vitamin E and selenium on
lipid peroxidation, enzyme activities and biochemical parameters in
rats exposed to aluminium. Journal of Trace Elements in Medicine
and Biology, 2004; 18: 113-121.

Adaramoye OA, Osaimoje DO, Akinsanya AM, Nneji CM,Fafunso
MA, Ademowo OG, Changes in antioxidant status andbiochemical
indices after acute administration of artemether,artemether-
lumefantrine and halofantrine in rats, Basic and Clinical
Pharmacology and Toxicology, 102, 2008, 412-418.

Ogutcu A, Suludere Z, Kalender Y,Dichlorvos-induced hepatotoxicity
in rats and the protective effects of vitamins C and E, Environmental
Toxicology and Pharmacologys, 26, 2008, 355-361.

Pradeep K, Mohan CVR, Gobianand K, Karthikeyan S,
Silymarinmodulates the oxidant-antioxidant imbalance during
diethylni-trosamine induced oxidative stress in rats, European
Journal of Pharmacology, 560, 2007, 110-116.

Nuhu AA Aliyu R, Effect of Cassia occidentalis aqueous leaf extract
on biochemical markers of tissue damage in rats, Tropical Journal of
Pharmaceutical Research, 7(4), 2008, 1137-1142.

Palliwal A, Gurjar RK, Sharma HM, Analysis of liver enzyme in albino
rat under stress of A -cyhalothrinnuvan toxicity, Biology and
Medicine, 1(2), 2009, 70-73.

Tizzard IR, Veterinary Immunology-An Introduction, 5th ed., WB
Saunders Co., Philadelphia, 1996.

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

180



Int. J. Pharm. Sci. Rev. Res., 45(2), July - August 2017; Article No. 33, Pages: 173-181

56.

57.

58.

59.

60.

61.

62.

63.

64.

Mansour SA, Mossa ATH, Oxidative damage, biochemical and
histopathological alterations in rats exposed to chlorpyrifos and the
antioxidant role of zinc, Pesticide Biochemistry and Physiology, 96,
2010, 14-23.

Celik 1, Suzek H, Effects of subacute exposure of dichlorvos at
sublethal dosages on erythrocyte and tissue antioxidant defense
systems and lipid peroxidation in rats, Ecotoxicology and
Environmental Safety, 72, 2009, 905-908.

D. Durak, S. Kalender, F.G. Uzun, F. Demir, Y. Kalender, Mercury
chloride induced oxidative stress and the protective effect of
vitamins C and E in human erythrocytes in vitro , African Journal of
Biotechnology, 9, 2010, 488-495.

Gultekin F, Delibas N, Yasar S, Kilinc |, In vivo changes in antioxidant
systems and protective role of melatonin and a combination of
vitamin C and vitamin E on oxidative damage in erythrocytes
induced by chlorpyrifosethyl in rats, Arch. Toxicol. 75, 2001, 88-96.

Valko M, Leibfritz D, Moncol J, Cronin MTD, Mazur M, Telser G, Free
radicals and antioxidants in normal physiological functions and
human disease, The International Journal of Biochemistry & Cell
Biology, 39(1), 2007, 44-84.

Mahaboob KS, Kour G, Subacute oral toxicity of chlorpyriphos and
protective effect of green tea extract, Pesticide Biochemistry and
Physiology, 89, 2007, 118-123.

Prasanna GS,Purnima A, Protective effect of leaf extract of
Trichiliaconnaroides on hypercholesterolemia induced oxidative
stress,International Journal of Pharmacology, 7, 2011, 106-112.

Garg S, Sharma K, Ranjan R, Attri P, Mishra P, In vivo antioxidant
activity and hepatoprotective effects of methanolic extract of
Mesuaferrealinn, International Journal of PharmTech Research,
1(4), 2009, 1692-1696.

Bukowska B, 2,4,5-T and 2,4,5-TCP induce oxidative damage in
human erythrocytes: the role of glutathione, Cell Biology
International, 28, 2004, 557-563.

65.

66.

67.

68.

69.

70.

71.

72.

73.

ISSN 0976 — 044X

Mansour SA, Mossa AH, Lipid peroxidation and oxidative stress in
rat erythrocytes induced by chlorpyrifos and the protective effect of
zinc, Pesticide Biochemistry and Physiology, 93, 2009, 34-39.

Eraslan G, Saygi S, Essiz D, Aksoy A, Gul H, Macit E, Evaluation of
aspect of some oxidative stress parameters using vitamin E,
proanthocyanidin  and N-acetylcysteine against exposure to
cyfluthrin in mice, Pesticide Biochemistry Physiology 88, 2007, 43-
49.

Chhetri S, Khan A, Rathore NS, Ishaq F, Chandel AB, Malhotra D,
Effect of Lovastatin on Lipoprotein Lipid Peroxidation and
Antioxidant Status in Inflammation Induced Hyperlipidemic Rats,
Journal of Chemical and Pharmceutical Research, 3(3), 2011, 52-63.

Valcic S, Burr JA, Timmermann BN, Liebler DC Antioxidant chemistry
of green tea catechins. New oxidation products of (-)-
epigallocatechingallate and (-)-epigallocatechin from their reactions
with peroxyl radicals, Chemical Research in Toxicology 13, 2000,
801-810.

Skryzdlewska E, Ostrowska J, Stankiewicz A Fabisszewski R Green
tea as a potent antioxidant in alcohol intoxication, Addiction
Biology,7, 2002, 307-314.

YangCs, Joshua DL, Shengmin S,Antioxidative and anti-carcinogenic
activities of tea polyphenols, Archives of Toxicology, 83,2009, 11-21.

Azram S, Hadi N, Khan N, Hadi S,Prooxidant property of green tea
polyphenols, epicatechin and epicatechin- 3-gallate: implications of
anticancer properties, Toxicology/n Vitro,18, 2004, 555-61.

Gokcimen A, Gulle K, Demirin H, Bayram D, Kocak A, Altuntas I,
Effects of diazinon at different doses on rat liver and pancreas
tissues, Pesticide Biochemistry and Physsiology, 87, 2007, 103-108.

Elhalwagy MEA, Darwish NS, Zaher EM, Prophylactic effect of green
tea polyphenols against liver and kidney injury induced by
fenitrothion insecticide. Pesticide Biochemistry and Physsiology, 91,
2008, 81-89.

Source of Support: Nil, Conflict of Interest: None.

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

181



