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ABSTRACT. Royal jelly is a bee product frequently used in pharmaceutical, food and cosmetic industries due to 
its biological activities. The present study aimed to determine the effects of royal jelly on malathion-induced toxicity 
and biochemical changes. The rats that were used as experimental animals in the study were divided into 6 groups. 
Control group rats were administered nothing, while carrier chemicals (1% DMSO) were administered to sham group 
rats. Malathion group (MAL) rats were injected with 0.8 g/kg malathion in DMSO subcutaneously. Saline solution 
that included 100 mg/kg royal jelly was administered with gavage to the rats in the royal jelly group (RJ). 100 mg/kg 
royal jelly was administered to RJ+MAL group rats via gavage 1 hour before the injection of 0.8 g/kg malathion. 100 
mg/kg royal jelly was administered to MAL+RJ group rats via gavage 1 hour after the injection of 0.8 g/kg malathion. 
After the experimental process (24 hours), blood samples were taken from the rats in each group under anesthesia (ket-
amine+xylazine). MDA, NO, GSH, GPx (glutathione peroxidase), CAT, SOD and AChE activities were determined in 
blood, liver, kidney and brain tissues. It was found that erythrocyte, liver, kidney and brain MDA (malondialdehyde) 
concentrations in MAL groups were statistically significantly higher when compared to the other groups (p<0.05). It 
was observed that GSH (glutathione) concentrations increased in the brain, while they decreased in erythrocyte, liver 
and kidney in the MAL group when compared to the control and sham groups. CAT (catalase) concentration signifi-
cantly decreased in erythrocyte, liver, kidney and brain tissues  in the MAL group when compared to the control and 
sham groups (p<0.05). SOD (superoxide dismutase) concentration in the MAL group decreased significantly (p<0.05) 
when compared to other groups, while SOD concentration   increased significantly in the therapy and prevention groups 
(p<0.05) when compared to the others. It was found that serum acetylcholinesterase (AChE) concentration was signifi-
cantly lower in the MAL group when compared to sham and control groups (p<0.05). Thus, it was concluded that mala-
thion led to lipid peroxidation and oxidative stress in MDA and NO (nitric oxide) levels and toxicity in AChE activities. 
It was also determined that royal jelly could be effective against oxidative damage and toxicity. The findings suggested 
that the antioxidant effect of royal jelly could support the treatment of malathion, which is one of the insecticides that 
contain organophosphate and could lead to oxidative stress. It is considered that the prophylactic characteristics of 
royal jelly was more effective on malathion toxicity when compared to therapatic properties.
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INTRODUCTION

Royal jelly is a product secreted by the mandible 
and the pharyngeal gland of 5-15 days old work-

er bees to feed the young larvae (Khazaei et al., 2018). 
As soon as it is secreted, royal jelly is used directly to 
feed the larvae or the queen bee. The royal jelly is the 
primary nutrient for the queen bee, and it alters the 
morphology, longevity, and behavior of the queen bee 
during growth and development periods (Bucekova 
et al., 2017). Dry weight of the royal jelly includes 
sugar, protein, fat and amino acids. It also includes 
trace quantities of vitamins and minerals. Royal jelly 
contains all amino acids that are essential to humans. 
The most important amino acids among these are as-
partic acid and glutamic acid. Among the enzymes 
found in the composition of royal jelly, glucose ox-
idase, phosphatase and cholinesterase are the most 
important. The most important fatty acid is 10-hy-
droxy-delta- (2) -decanoic acid (10-HDA), while the 
most important amino acids are glutamic acid and as-
partic acid. It was suggested that the biological effects 
of the royal jelly were due to its royalactin, apicin and   
10-hydroxy-delta-(2)-decanoic acid (10-HDA) con-
tent (Kim et al. 2010; Bincoletto et al., 2005). Sever-
al studies reported anti-tumor (Tamura et al., 1987), 
anti-diabetic and immune system stimulator (Heid-
rick et al. 1984), antiallergic (Okamoto et al., 2003), 
antibacterial and antiviral (Fontana et al., 2004), and 
anti-inflammatory (Majtan et al., 2010) properties of 
royal jelly.

Insecticides are the largest group of pesticides that 
are used to control insects which damage the agri-
cultural crops. They affect the nervous system or de-
stroy the biomolecules via reactive oxygen species. 
Since the nervous systems of the insects are highly 
developed and resemble those of mammals, the tox-
ic effects of the insecticides and the organs they tar-
get are similar across the species (Costa et al., 2008). 
The insecticide dose, the intake method, the rate of 
metabolization, and the rate of exposure are signifi-
cant. Globally, a large number of individuals die due 
to pesticide poisoning every year, and the majority of 
these cases are induced by insecticides (Jeyaratnam, 
1990). Organophosphate compounds are not well sol-
uble in water, however they are well soluble in oils 
and organic solvents. These insecticides are hydro-
lyzed in 2-4 weeks at the sites of administration or 
in solution form. Malathion [O,O-dimethyl-S-(1,2-di-
carbethoxy-ethyl) phosphonodithioate], also known 
as Carbophos, Maldison and Mercaptothion, is an 
organophosphate insecticide with low toxicity in 

mammals and used for insect control worldwide (Tós-
Luty et al., 2003; Choudhary et al., 2008). Malathion 
is converted to more toxic malaoxon by cytochrome 
P450 enzymes in liver. Malaoxon is an inhibitor of 
the acetylcholinesterase enzyme (Aker et al., 2008). 
Carboxylesterase enzyme works faster in mammals 
when compared to insects, thus both malathion and 
malaoxon breaks down faster in mammals. Due to its 
high activity in humans, its toxic effects are scarcely 
observed. In insects, since this enzyme works slower, 
malaoxon accumulation leads to neural contractions 
and death (Timur et al., 2003).

Free oxygen radicals are molecules that can eas-
ily exchange electrons with other molecules due to 
the absence of electrons. Aerobic organisms are ex-
posed to reactive oxygen species induced by molec-
ular oxygen during their lifespan. The degradation of 
oxidant-antioxidant balance favoring the free radicals 
leads to various metabolic problems (Gutteridge and 
Mitchell, 1999). Certain studies demonstrated that 
antioxidant administration could reduce malathion in-
duced oxidative stress (Kalender et al., 2010; Sodhi et 
al., 2008; John et al., 2001).

The present study was conducted to investigate 
oxidative stress that occurs due to organophosphate 
insecticides and malathion induced toxicity and the 
protective and therapeutic effects of royal jelly known 
to be effective against oxidative stress in rats. For this 
purpose, blood, liver, kidney and brain tissue MDA 
and NO concentrations, antioxidant levels (GSH, 
CAT, GPx, SOD) and AchE activities were investi-
gated.

MATERIAL AND METHOD

Animals and Experimental Protocol
Ethics committee approval was obtained from 

Afyon Kocatepe University Animal Ethics Board 
Committee (AKÜHADYEK-156-12). Forty-two 180-
220 g Wistar-Albino rats were procured from Afyon 
Kocatepe University Experimental Animal Research 
and Application Center. The rats were kept in an en-
vironment with ideal light and temperature conditions 
(12 hours light/12 hours darkness) in polypropylene 
cages. The rats were fed ad libitum with standard 
mice food and water. The number of animals (n=7) 
was determined based on the requirements for a se-
cure statistical analysis (Aksoy and Aslan, 2017). The 
rats were divided into 6 groups. No substances were 
administered/injeced to the control group rats during 
the experiments. Injections were administered to the 
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sham group using DMSO (1%) solution subcutaneo-
usly on the loose skin behind the neck. MAL group 
rats were injected with 0.8 g/kg malathion in 1% 
DMSO subcutaneously (Moore et al. 2011; Aksoy et 
al., 2017). Royal jelly (RJ) group rats were admin-
istered 100 mg/kg/day royal jelly (Aksoy and Aslan, 
2017). Royal jelly was dissolved in equal volumes of 
saline solution. MAL+ RJ group rats were first admin-
istered 100 mg/kg royal jelly in saline solution orally. 
After 1 hour, 0.8 g/kg malathion in 1% DMSO was 
injected subcutaneously. RJ+ MAL group was ini-
tially injected with 0.8 g/kg malathion in 1% DMSO 
subcutaneously. After 1 hour, 100 mg/kg royal jelly 
dissolved in saline solution was administered orally. 
All groups were fed on a regular basis. All rats were 
sacrificed, and blood samples were collected on the 
24th hour of the study. Anesthesia was performed 
by intramuscular injection with ketamine+xylazine. 
Blood was collected and allowed to clot. Serum was 
separated at 3500 rpm for 15 minutes at 4°C, then 
used for the determination of serum AchE concentra-
tions. Tissues were homogenized (1.40; w/v) in 0.1 
M of phosphate buffer (pH 7.4) that contained 1mM 
ethylenediaminetetraacetic acid (EDTA). The homog-
enates were centrifuged at 18000×g for 15 min at 4°C 
to yield a clear supernatant fraction that was used for 
MDA, NO, GSH and CAT analyses. The erythrocytes 
were prepared with 5 min centrifuge at 3000 rpm and 
with 0.9% NaCl for 4000 rpm, after which the super-
natants were discarded. Erythrocytes were hemolyzed 
with cold distilled water, and SOD and GPx values 
were measured.

Biochemical Analysis
MDA concentration was determined by the Jain 

and Ohkawa method (Jain et al., 1989; Ohkawa et 
al., 1979), which is based on the measurement of the 
absorbance of the colored complex induced by TCA-
TBA reaction at high temperatures at 535 nm. GSH 
concentration was determined by the method based 
on DTNB reduction (Beutler et al., 1963). CAT en-
zyme activity was measured by Aebi method (Aebi, 
1974), based on the measurement of the reduction 
of the absorbance of H2O2, broken down by the en-
zyme at 240 nm. NOx levels were determined with 
the Griess method, where the absorbance of VCl3 
(Vanadium(III) chloride) and NEDD (N-1-napthylet-
hylenediamine dihydrochloride) formation with the 
addition of Somogyi reactive in the deproteinized tis-
sues at 546 nm (Miranda et al., 2001). Serum AChE 
activity was measured with quantitative sandwich 

EIA kits. In the measurement of SOD enzyme activ-
ity, the reaction catalyzed by xanthine oxidase from 
xanthine produces uric acid and superoxide radicals. 
The produced superoxide radical reacts with 2-(4-io-
dophenyl)-3-(4-nitro-phenyl-5-phenyltetrazolium 
chloride to form a red colored formazan compound. 
An assay kit was used to determine the SOD activi-
ty by the inhibition degree of this reaction. GSH was 
reduced by glutathione reductase in the presence of 
NADPH, during which NADPH (Nicotinamide ade-
nine dinucleotide phosphate) is to NADP+ (Oxidi-
zed nicotinamide adenine dinucleotide phosphate). 
The change in absorbance due to the decrease in re-
duced NADPH was measured spectrophotometrically 
at 340 nm and GPx enzyme activity was determined 
using the assay kit.

Statistical Analysis
The data were expressed as the mean±standard 

deviation (SD) values. Statistical comparisons were 
conducted using ANOVA with Duncan post-hoc tests. 
Differences within p<0.05 were considered signifi-
cant. The SPSS (12.0 Chicago, IL) for Windows soft-
ware was used for statistical analyses.

RESULTS AND DISCUSSION
Since OP (organophosphate) compounds are wide-

ly used, they lead to serious toxic events. The toxic 
effects of OP compounds occur by inhibition of the 
acetylcholinesterase enzyme. Another toxic effect of 
OP insecticide is through the production of reactive 
oxygen species (ROS) and facilitation of their adverse 
effects on biomolecules that are important for the or-
ganisms. It was emphasized that OPs are one of the 
causes of oxidative stress. It was demonstrated that 
OP compounds lead to intensive ROS production and 
oxidative destruction in biomolecules that are signif-
icant for the metabolism (Altuntas et al., 2003). In a 
previous study, it was demonstrated that malathion 
administration resulted in cytotoxic and genotoxic 
effects in bone marrow and liver cells. In the same 
study, it was stated that RJ was a potent antioxidant 
against cytotoxic and genotoxic effects on bone mar-
row and liver cells (Abd El-Monem, 2011). The pres-
ent study was designed to determine the antioxidative 
effects of royal jelly on malathion induced toxicity/
oxidative stress in various tissues.

Lipids are among the biomolecule groups that are 
destroyed by reactive oxygen species. Lipid peroxi-
dation is among the most harmful reactions to me-
tabolism since it proceeds as a self-sustaining chain 
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reaction and is irreversible. The most important prod-
uct formed during the last stage of lipid peroxidation 
is MDA. It directly damages other cell components 
directly by destroying the membrane structure and 
indirectly by producing reactive aldehydes. These re-
actions lead to oxidative degradation in cellular mem-
brane and severe tissue damage. MDA is frequently 
used to determine oxidative damage (Gaweł et., al 
2004). The erythrocyte and liver, kidney and brain 
tissue MDA concentrations are presented in Table 1 
for all groups. It was observed that there was a sta-
tistically significant difference between MDA levels 
of all MAL administered tissues and that of the other 
groups (p <0.05). The MAL group erythrocyte MDA 
concentration was statistically different when com-
pared to the control and sham groups. This demon-

strated that OPs led to lipid peroxidation and played a 
role in oxidative stress. The high MDA in malathion 
administered group indicated lipid peroxidation. Pos-
samai et al. (2007) analyzed oxidative damages in dif-
ferent tissues induced by acute and sub-chronic mala-
thion exposure. It was observed that the present study 
provided a better biomarker of acute and sub-chronic 
malathion oxidative stress, and in particular demon-
strated that lipoperoxidation was involved in OPs 
toxicity. The fact that MDA concentration was lower 
in royal jelly administered groups when compared to 
MAL groups (p <0.05) demonstrated that royal jel-
ly reduced the damage induced by free radicals. It is 
suggested that it could be effective against oxidative 
stress by lowering the MDA when used as a preven-
tive or therapeutic agent.

Table 1. Erythrocyte, liver, kidney and brain tissue MDA levels in malathion toxicity.

Group Erytrocyte MDA
(nmol/gHb)

   Liver MDA
(nmol/g protein)

 Kidney MDA
(nmol/g protein)

Brain MDA
(nmol/g protein)

Control 30.59±1.87a        56.40±3.80a      40.17±4.73b 37.26±2.98a

Sham 34.23±4.53abc        68.74±2.64b      46.70±4.14c 90.38±19.78c

MAL 39.43±2.08d        72.71±2.59c      60.50±5.06d 122.10±7.89d

RJ 32.65±4.55ab        58.57±1.49a      34.55±3.55a 37.20±4.09a

RJ + MAL 37.10±2.80bcd             68.31±3.47b      33.99±2.66a 57.14±3.47b

MAL + RJ 37.43±2.75cd             67.15±3.14b     32.35±4.18a 51.57±9.71b

Values are mean ± standard deviations (SD); n=7. a,b,c,d Different letters in the same column represent statistically significant 
differences  (P<0.05). MAL, Malathion; RJ, Royal Jelly; MDA,  Malondialdehyde; Hb, Hemoglobin.

NO, a free radical species produced by certain 
mammal cell types due to unpaired electrons, is syn-
thesized mainly by Nitric Oxide Synthase (NOS) 
activity. NOS produces citrulline and NO from the 
L-arginine amino acid using the oxygen (Stuehr, 
2004). As seen in Table 2, erythrocyte NO concentra-
tions statistically significantly increased in malathion 
group when compared to the control (p<0.05). This 
suggested that malathion led to oxidative damage in 
erythrocytes. There was a statistically significant dif-
ference between liver NO concentration in the mala-
thion group and control and sham groups (p <0.05). 
This finding demonstrated that malathion led to ox-
idative damage in liver. When kidney and brain NO 
concentrations were examined, it was determined that 
there was no statistical difference between control, 

sham, and malathion groups. Although there was no 
statistically significant difference between liver NO 
concentrations in RJ + MAL and MAL + RJ groups, 
NO concentrations were lower in other groups when 
compared to the malathion group. No statistically sig-
nificant differences were observed between kidney 
and brain NO concentrations in sham, control, mala-
thion, RJ, RJ+MAL and MAL+RJ groups. A previous 
study investigated the effects of caffeic acid phenethyl 
ester (CAPE) and ellagic acid (EA) on nitric oxide 
(NO) activities in lung, liver and kidney tissues of 
rats exposed to acute malathion toxicity. NO levels 
significantly increased, however CAPE and EA de-
creased (p <0.05) NO levels due to severe tissue dam-
age induced by MAL (Alp et al., 2011).
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GSH is a tripeptide synthesized in liver. It is found 
at high levels in several tissues, especially in liver tis-
sues. GSH is among the significant antioxidant cellu-
lar molecules. It reacts with free radicals and perox-
ides to protect the cell against oxidative damage. The 
cellular GSH concentration has a great impact on the 
antioxidant system. GSH can react with superoxide 
and hydroxyl radicals, thus directly exhibiting free 
radical scavenging properties. In particular, brain tis-
sue is highly susceptible to lipid peroxidation due to 
its low GSH content, antioxidant defenses, and high 
polyunsaturated fatty acid content. (Barón and Mu-
riel; 1999). As seen in Table 3, there was a statisti-
cally significant difference between the erythrocyte, 
liver, kidney and brain GSH levels in malathion group 
when compared to sham and control groups (p <0.05). 
The erythrocyte, liver and kidney GSH levels were 
lower in MAL group when compared to control and 
sham groups. When brain GSH levels were examined, 
it was determined that there was a statistically signifi-

cant increase (p <0.05) in the MAL group when com-
pared to the control. Thus, it can be suggested that 
malathion administration increased toxicity in eryth-
rocyte, liver and kidney tissues and GSH was utilized 
as an antioxidant defense agent. Salem et al. (2015) 
examined the biochemical changes that were induced 
by the administration of curcumin, royal jelly, and 
both against the oxidative stress induced by carbon 
tetrachloride (CCl4) in liver. It was demonstrated that 
curcumin, royal jelly and curcumin + royal jelly ad-
ministration had significant hepatoprotective effects, 
preventing ROS scavenging activity and oxidative 
stress. The statistically significant differences (p 
<0.05) between erythrocyte and tissue GSH concen-
trations in both RJ+MAL and MAL+RJ groups when 
compared to MAL group suggested that royal jelly 
might act as protective and therapeutic agent through 
GSH, a significant part of the antioxidant system in 
malathion toxicity.

Table 2. Erythrocyte, liver, kidney and brain tissue NO levels in malathion toxicity.

Group Erytrocyte NO
µmol (NOx)/g Hb

Liver NO
µmol(NOx)/g protein

 Kidney NO
µmol(NOx)/g protein

Brain NO
µmol(NOx)/g protein

Control 102.87±6.48a     95.43±7.31a     75.54±5.68ab 326.17±13.50ab

Sham 114.52±12.05ab     105.44±2.88b     59.18±4.22a 335.19±19.33a

MAL 126.56±13.22b     124.58±4.45d     68.96±7.76ab 330.30±30.80ab

RJ 115.86±11.59ab     115.28±8.59c     87.90±28.60b 322.74±33.67b

RJ + MAL 110.92±8.29a          98.67±5.91ab     79.73±4.70ab 343.18±26.55a

MAL + RJ 108.55±11.53a          95.53±2.12a     86.39±20.23b 330.03±20.13ab

Values are mean ± standard deviations (SD); n=7. a,b Different letters in the same column represent statistically significant 
differences  (P<0.05). MAL, Malathion; RJ, Royal Jelly; NO, Nitric Oxide; Hb, Hemoglobin.

Table 3. Erythrocyte, liver, kidney and brain tissue GSH levels in malathion toxicity.

Group Erytrocyte GSH
(nmol/gHb)

   Liver GSH
(µmol/g protein)

 Kidney GSH
(µmol/g protein)

Brain GSH
(µmol/g protein)

Control 7.27±0.23c  406.41±6.16d   465.33±71.01c 728.24±20.64d

Sham 6.77±0.44b  384.75±6.75b   346.00±45.70ab 623.70±62.35ab

MAL 5.86±0.35a  341.35±6.75a   283.31±66.38a 737.28±33.43d

RJ 7.37±0.23c  340.42±6.53a   361.46±40.30b 693.11±10.63cd

RJ + MAL 7.16±0.23c   392.87±2.99c   370.00±16.47b 597.38±42.62a

MAL + RJ 6.55±0.25b   392.75±3.25c   474.10±34.60c 668.30±43.16bc

Values are mean ± standard deviations (SD); n=7. a,b,c,d Different letters in the same column represent statistically significant 
differences  (P<0.05). MAL, Malathion; RJ, Royal Jelly; GSH, Glutathione; Hb, Hemoglobin.
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CAT is a hemoprotein that converts hydrogen per-
oxide into water and oxygen molecules. The amount 
of hydrogen peroxide in the medium is more active 
than catalase enzyme. When the hydrogen peroxide 
content is low, GPx steps in and removes H2O2 from 
the medium (Gechev et al., 2002). Table 4 demon-
strated that erythrocyte and liver, kidney and brain 
tissue CAT concentrations in the MAL group were 
statistically significantly lower when compared to the 
control group (p <0.05). It was suggested that CAT 
concentration decreased due to participation of cat-
alase enzyme in antioxidative defense against oxi-
dative damage induced by malathion administration 
to erythrocyte and the tissues. It was found that RJ + 

MAL group erythrocyte and kidney and brain tissue 
CAT levels  were statistically higher when compared 
to those of the MAL group. This suggested that royal 
jelly may be protective and supportive in MAL in-
duced nephropathy and neuropathy, especially in kid-
ney and brain tissues. In a study conducted with royal 
jelly, cytoprotective effects of nicotine on human um-
bilical vainn endothelial cell (HUVECs) toxicity and 
catalase peroxidative functions were investigated. As 
a result of that study, it was concluded that hydrogen 
peroxide production during nicotine toxicity and va-
cuole-like structure formation would counteract the 
effect of nicotine through the RJ catalase activity (Su-
pabphol and Supabphol, 2013).

Table 4. Erythrocyte, liver, kidney and brain tissue CAT levels in malathion toxicity.

Group Erytrocyte CAT
(k/gHb)

   Liver CAT
(k/g protein)

 Kidney CAT
(k/g protein)

Brain CAT
(k/g protein)

Control 3.36±0.97cd     26.75±4.30b     1.76±0.62b 3.64±0.35d

Sham 2.06±0.29ab     21.10±1.56a     1.53±0.30c 2.27±0.27b

MAL 1.88±0.41a     16.90±3.77a     1.27±0.32a 1.70±0.45a

RJ 3.87±0.55d     20.37±3.57a     1.89±0.35b 3.20±0.17c

RJ + MAL 2.92±0.68bc        17.05±2.95a     1.67±0.32c 2.89±0.21c

MAL + RJ 2.74±0.68abc        19.27±3.43a     1.42±0.28c 2.13±0.20b

Values are mean ± standard deviations (SD); n=7. a,b,c,d Different letters in the same column represent statistically significant 
differences  (P<0.05). MAL, Malathion; RJ, Royal Jelly; CAT, Catalase; Hb, Hemoglobin.

AchE activity is used as biomarker in determina-
tion of organophosphate insecticide contamination. 
OP compounds lead to toxic effects in humans and an-
imals by inhibiting the acetylcholinesterase enzyme. 
To exhibit toxic action, OP should be oxidized to “P = 
O” or oxon metabolites. If it contains sulfur atoms (P = 
S), it does not exhibit inhibitory properties. The oxon 
intra-metabolites that are formed as a result of activa-
tion are hydrolyzed by the enzymes. These enzymes 
are present in mammal cells, however most insects 
lack these enzymes. Thus, insects are more suscep-
tible to OP insecticides. Studies on organophosphate 
pesticides demonstrated that AChE inhibition varies 
based on the dose and duration of the administration, 
while inhibition rate varies based on the species and 
tissue. A 20% inhibition in acetylcholinesterase activ-
ity is an indication of the impact of organophosphorus 
pesticides. An inhibition of 50% or higher indicates a 
life-threatening condition (Worek et al., 1997). In an 

experimental study conducted to investigate the effect 
of malathion toxicity on acetylcholinesterase activity 
in mice, mature mice were exposed to malathion at 
different doses at different times. It was found that 
malathion inhibited acetylcholinesterase activity in 
liver (Wankhade et al., 2009). It was observed that 
the acetylcholineesterase activity in the MAL group 
was statistically significantly lower when compared 
to all other groups (p <0.05) as demonstrated in Table 
5. This suggested that malathion administration in-
hibited the enzyme. Furthermore, it is noteworthythat 
there was no statistically significant difference be-
tween the enzyme activities in control group and the 
therapeutic group.

SOD- is a metalloenzyme that protects the organ-
ism against toxic reactive oxygen derivatives by cat-
alyzing the conversion of the superoxide radical to 
hydrogen peroxide and molecular oxygen. The physi-
ological function of SOD is to protect oxygen-metab-
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olizing cells against the adverse effects of superoxide 
free radicals such as lipid peroxidation (Culotta et al., 
2006). As seen in Table 5, it was found that erythro-
cyte SOD activity in malathion group was statistically 
significantly lower when compared to all groups (p 
<0.05). It was also found that SOD enzyme activities 
in protective and therapeutic groups were statistical-
ly significantly higher when compared to the control 
group. The SOD activity findings reflected the pres-
ence of malathion induced toxicity and the defense 
by royal jelly due to its SOD content. Cihan et al. 
(2013) conducted a study to investigate the effects of 
bee spring on oxidative damage due to gamma-radia-
tion in liver and lung tissues. In all exposed rats, lung 
and liver MDA concentrations were higher and GSH-
Px, CAT and SOD were lower when compared to the 
control(p<0.001). It was observed that the application 
of royal jelly led to a significant decrease in oxidative 
stress parameters and an increase in antioxidant con-
centrations. 

GPx- is a selenoenzyme that is responsible for 
the removal of cellular hydroperoxides and prevents 
cellular damage. The tissues with the highest enzyme 
activity are erythrocytes and liver tissues. GPx is the 
most important enzyme that protects lipids against 
peroxidation at the intracellular level. Therefore, this 
enzyme, located in the cellular cytosolic compart-
ment, protects the cellular structure and functions 
(Cheeseman and Slater, 1993). As seen in Table 5, it 
was observed that the erythrocyte GPx activity in the 
malathion group was statistically significantly lower 
when compared to the control group (p <0.05). The 
decrease observed in the MAL group indicated that 
the GPx enzyme was responsible for preventing/in-
hibiting lipid peroxidation and hydroperoxides. The 
GPx activities in therapeutic and RJ groups were not 
statistically significantly different when compared to 
the control group (p˃0.05). It was observed that roy-
al jelly supported GPx activity in malathion induced 
toxicity.

Table 5. Serum acetylcholinesterase, erytrocyte superoxide dismutase and glutathione peroxidase enzyme activities.

Group Serum AChE
(U/L)

Erytrocyte SOD
(U/g Hb)

Erytrocyte GPx
(U/g Hb)

Control 165.59±17.31c 1029.17±106.48c 60.96±8.86c

Sham 145.48±23.44bc 904.82±159.66b 55.67±7.51abc

MAL 94.54±7.38a 722.03±51.24a 45.77±8.01ab

RJ 135.01±21.90b 1144.44±70.15c 65.30±10.95c

RJ + MAL 127.72±11.14b 1974.74±67.98d 43.60±4.78a

MAL + RJ 168.76±19.00c 2010.83±42.87d 57.15±11.46bc

Values are mean ± standard deviations (SD); n=7. a,b,c,d Different letters in the same column represent statistically significant 
differences  (P<0.05). MAL, Malathion; RJ, Royal Jelly; AChE, acetylcholine esterase; SOD, superoxide dismutase; GPx, glutathione 
peroxidase; Hb, Hemoglobin.

CONCLUSION 
In conclusion, organophosphate toxicity affects 

several individuals, especially as a result of the con-
tamination of nutrients. In the present study, it was 
observed via acetylcholinesterase concentration that 
malathion led to toxicity. Blood and tissue MDA lev-
els demonstrated that malathion administration in-
duced lipid peroxidation and NO levels demonstrated 
free radical formation in blood and liver tissues. The 
protective/preventive effects of royal jelly against lip-
id peroxidation were also observed. GSH concentra-
tions in liver and kidney tissue, CAT concentrations 
in brain and kidney tissues and erythrocyte SOD and 

GPx concentrations demonstrated that royal jelly sup-
ported the antioxidant defense against oxidative dam-
age in these tissues. It can be suggested that royal jelly 
has particularly preventative effects against toxicity. 

ACKNOWLEDGMENT
This work is supported by the Scientific Research 

Project Fund of Afyon Kocatepe University under the 
Project number 12.FEN.BİL.09

CONFLICT OF INTEREST
The authors declare no conflict of interes



J HELLENIC VET MED SOC 2019, 70(2)
ΠΕΚΕ 2019, 70(2)

1524 L. AKSOY, Y. ALPER

REFERENCES

Abd El-Monem DD (2011) The Ameliorative Effect of Royal Jelly against 
Malathion Genotoxicity in Bone Marrow and Liver of Rat. J Am Sci 
7(12): 1251-1256.

Aebi H (1974) Catalase. In: Methods of Enzymatic Analysis. 2nd ed, Aca-
demic Press, New York:  pp. 673-677.

Aker WG, Hu X, Wang P, Hwang HM (2008) Comparing the relative 
toxicity of malathion and malaoxon in blue catfish Ictalurus furcatus. 
Environ Toxicol 23(4):548-554.

Aksoy L, Aslan Z (2017) Nephroprotective and antioxidative effects of ro-
yal jelly on ethylene glycol induced nephropathy in rats. Vet J Ankara 
Univ 64 (4): 241-248. 

Aksoy L, Hazman O, Buyukben A (2017) Protective characterıstıcs of 
caffeic acid phenethyl ester (CAPE) on neurodegenerative effects 
of organophosphate insecticide in rats. Fresen Environ Bull 26 (12): 
7893-7899. 

Alp H, Aytekin İ, Atakişi O, Ogün M (2011) The Effects of Caffeic Acid 
Phenethyl Ester and Ellagic Acid on Oxidative Stress Created by 
Acute Malathion Toxicity in Rat. Atatürk Uni Vet Sci J 6(2): 117-124

Altuntas I, Delibas N, Doguc DK, Ozmen S, Gultekin F (2003) Role of 
reactive oxygen species in organophosphate insecticide phosalone 
toxicity in erythrocytes in vitro. Toxicol In Vitro 17(2):153-157.

Barón V, Muriel P (1999) Role of glutathione, lipid peroxidation and an-
tioxidants on acute bile-duct obstruction in the rat. Biochim Biophys 
Acta 18: 173-180.

Beutler E, Dubon O, Kelly BM (1963) Improved method for the determi-
nation of blood glutathione. J Lab Clin Med 61: 882-888. 

Bincoletto C, Eberlin S, Figueiredo CAV, Luengo MB, Queiroz MLS 
(2005) Effects produced by Royal Jelly on haematopoiesis: relation 
with host resistance against Ehrlich ascites tumour challenge. Int Im-
munopharmacol 5: 679-688.

Bucekova M, Sojka M, Valachova I, Martinotti S, Ranzato E, Szep Z, Ma-
jtan V, Klaudiny, Majtan Juraj (2017) Bee-derived antibacterial pep-
tide, defensin-1, promotes wound re-epithelialisation in vitro and in 
vivo. Scientific Reports 7 (7340) :  1-13.

Cheeseman KH, Slater TF (1993) An introduction to free radical biochem-
istry. Br Med Bull 49 (3): 481-493.  

Choudhary N, Goyal R, Joshi SC (2008) Effect of malathion on repro-
ductive system of male rats, Journal of Environmental Biology 29(2) 
259-262. 

Cıhan YB, Ozturk A, Gokalp SS (2013) Protective Role of Royal Jelly 
Against RadiationInduced Oxidative Stress in Rats. Int J Hematol 
Oncol 23: 79-87.

Costa LG, Giordano G, Guizzetti M, Vitalone A (2008) Neurotoxicity of 
pesticides: a brief review. Front Biosci 13: 1240-1249.

Culotta VC, Yang M, O’Halloran TV (2006) Activation of superoxide 
dismutases: Putting the metal to the pedal. Biochim Biophys Acta 
1763(7): 747-758.

Fontana R, Mendes MA, De Souza BM, Konno K, Cesar LMM, Malaspı-
na O, Palma MS. Jelleines (2004) A family of antimicrobial peptides 
from the royal jelly of honeybees (Apis Mellifera). Peptides 25(6): 
919-928.

Gaweł S, Wardas M, Niedworok E, Wardas P (2004) Malondialdehyde 
(MDA) as a lipid peroxidation marker. Wiad Lek 57: 453-455.

Gechev T, Gadjev I, Van Breusegem F, Inzé D, Dukiandjiev S, Toneva 
V, Minkov I (2002) Hydrogen peroxide protects tobacco from oxi-
dative stress by inducing a set of antioxidant enzymes. Cell Mol Life 
Sci 59(4):708-714.

Gutteridge JM, Mitchell J (1999) Redox imbalance in the critically ill. Br 
Med Bull 55( 1): 49-75.

Heidrick ML, Hendricks LC, Cook DE (1984) Effect of dietary 2-mercap-
toethanol on the life span, immune system, tumor incidence and lipid 
peroxidation damage in spleen lymphocytes of aging BC3F1 mice. 
Mech Ageing Dev 27: 341-358.

Jain SK, McVie R, Duett J, Herbst JJ. (1989) Erythrocyte membrane lipid 
peroxidation and glycosylated hemoglobin in diabetes. Diabetes 38: 
1539-1543.

Jeyaratnam J (1990) Acute pesticide poisoning: a major global health 
problem. World Health Stat Q  43(3): 139-144.John S, Kale M, Rat-
hore N, Bhatnagar D (2001) Protective effect of vitamin E in dimet-
hoate and malathion induced oxidative stress in rat erythrocytes. J 
Nutr Biochem 12: 500-504.

Kalender S, Uzun FG, Durak D, Demir F, Kalender Y (2010) Malathi-
on-induced hepatotoxicity in rats: The effects of vitamins C and E. 
Food Chem Toxicol  48: 633-638.

Khazaei M, Ansarian A, Ghanbari E (2018) New Findings on Biological 
Actions and Clinical Applications of Royal Jelly: A Review. J Diet 
Suppl  15(5): 757-775.

Kim J, Kim Y, Yun H, Park H, Kim SY, Lee KG, Han SM, Cho Y (2010) 
Royal jelly enhances migration of human dermal fibroblasts and al-
ters the levels of cholesterol and sphinganine in an in vitro wound 
healing model. Nutr Res Pract 4(5): 362-368.

Majtan J, Kumar P, Majtan T, Walls AF, Klaudıny J (2010) Effect of ho-
ney and its major royal jelly protein 1 on cytokine and mmp-9 mrna 
transcripts in human keratinocytes. Exp Dermatol 19(8): 73-79.

Miranda KM, Espey MG, Wink DA (2001) A rapid, simple spectrophoto-
metric method for simultaneous detection of nitrate and nitrite. Nitric 
Oxide 5: 62-71. 

Moore PD, Patlolla AK, Tchounwou PB (2011) Cytogenetic evaluation of 
malathion-induced toxicity in Sprague-Dawley rats. Mutat Res 725 
(1-2): 78-82.

Ohkawa H, Ohishi N, Yagi K (1979) Assay for lipid peroxides in animals 
and tissues by thiobarbituric acid reaction. Anal Biochem 95: 351-
358.

Okamoto I, Taniguchi Y, Kunata T, Kohno K, Iwaki K, Ikeda M, Kurimoto 
M (2003) Major royal jelly protein 3 modulates immune responses in 
vitro and in vivo. Life Sci 5; 73(16): 2029-2045.

Possamai FP, Fortunato JJ, Feier G, Agostinho FR, Quevedo J, Filho DW, 
Dal-Pizzol F (2007) Oxidative stress after acute and sub-chronic ma-
lathion intoxication in Wistar rats. Environ Toxicol Pharmacol 23; 
198-204.

Salem MM, El- Rasheid HGA, Mahmoud AN (2015) Therapeutic effects 
of curcumin and royal jelly as natural antioxidants on some biochem-
ical parameters in hepatotoxicity induced by carbon tetrachloride 
(CCl4) in male albino rats. Int J Adv Res 3 (11): 520-535.

Sodhi S, Sharma A, Brar APS, Brar RS (2008) Effect of a tocopherol and 
selenium on antioxidant status, lipid peroxidation and hepatopathy 
induced by malathion in chicks. Pestic Biochem Physiol  90: 82-86.

Stuehr DJ (2004) Enzymes of the L-arginine to nitric oxide pathway. J 
Nutr 134: 2748-2751.

Tamura T, Fujii A, Kumoyama N (1987) Antitümor effect of royal jel-
ly.  Folia Pharmacol Japon 89(2):73-80.

Supabphol R, Supabphol A (2013) Cytoprotective Potential of Royal Jelly 
on Human Umbilical Vein Endothelial Cells against Nicotine Toxi-
city via Catalase. European J Med Plants 3(1): 88-98. 

Timur S, Önal S, Karabay Ü, Sayım F, Zihnioğlu F (2003) In vivo Effects 
of Malathion on Glutathione-S-Transferase and Acetylcholinesterase 
Activities in Various Tissues of Neonatal Rats. Turk J Zool 27: 247-
252.

Tós-Luty S, Obuchowska-Przebirowska D, Latuszyńska J, Tokarska-Ro-
dak M, Haratym-Maj A (2003) Dermal and oral toxicity of malathion 
in rats. Ann Agric Environ Med 10(1):101-116.

Wankhade V, Malu AR, Pawar SP (2009)Effect of malathion on liver ache 
activity of mice. Biol Med 1(2): 122-126.

Worek F, Bäcker M, Thiermann H, Szinicz L, Mast U, Klimmek R, Eyer 
P (1997) Reappraisal of indications and limitations of oxime therapy 
in organophosphate poisoning. Hum Exp Toxicol  16(8): 466-472.

Powered by TCPDF (www.tcpdf.org)

http://www.tcpdf.org

