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Abstract: This investigation aimed to evaluate the toxic effects of permethrin (PMN) on rat liver and
the therapeutic efficacy of curcumin (CMN) against PMN-induced alterations in hepatic biomarkers,
liver antioxidant enzymes, and SK-Hep-1 cells. The animals were divided into four groups of six as
follows: the first group was defined as the control, while the second, the third, and the fourth groups
were orally treated with PMN (62.5 mg/kg bw), CMN (120 mg/kg bw), and PMN plus CMN,
respectively for three weeks. Biochemical markers in the serum and the levels of lipid peroxidation
(LPO) and antioxidant enzyme activity in the liver were determined. PMN exposure stimulated
significant changes in animals’ hepatic biomarkers, including alanine and aspartate aminotransferases
(ALT and AST) and alkaline phosphatase (ALP). The results indicated that LPO was significantly raised
in PMN-treated rats, as evidenced by high liver malondialdehyde (MDA) concentration. The
antioxidant system in PMN-treated rats was altered, which confirmed by a significant decline (p<0.05)
in the activity of catalase (CAT), glutathione peroxidase (GPX), and glutathione-S-transferase (GST)
in the liver. On the other hand, the administration of CMN with PMN significantly (p< 0.05) ameliorated
ALT, AST, ALP, MDA, CAT, GPX, and GST activity. In addition, CMN demonstrated protective
activity against toxicity induced by PMN in SK-Hep-1 cells. In conclusion, our findings demonstrated
that PMN induced hepatic damage in rats and CMN had noticeable therapeutic effects on hepatic
injuries, oxidative stress, and cytotoxicity induced by PMN.
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1. Introduction

Globally, the pyrethroids are the most popular insecticides widely used as pest
controllers [1]. The pyrethroids consist of two groups, including type I, such as permethrin
(PMN), and type II, such as cypermethrin. PMN is the most popular among pyrethroids type |
with a wide spectrum of insecticidal activity in the agricultural industry and vector controlling
in public health and numerous veterinary parasites. Therefore, pyrethroids' exposure to
humans, animals, and the environment is virtually inevitable [2]. Recently, investigations about
the effects of pesticides on stress oxidative and antioxidant defense have grown in mammals
[3]. Unfortunately, pyrethroids can induce oxidative stress in humans and animals, which
results in toxicity. It was reported that PMN could induce apoptosis as well as lipid, protein,
and DNA damage. It has also been suggested that oxidative stress may be an underlying
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mechanism for PMN toxicity [4]. Nowadays, it is evident that some plant products can mitigate
the toxic effects induced by various toxicants such as pesticides in mammals [5, 6]. These
precious plants display their protective roles by scavenging free radicals and regulating the
antioxidant defense system [5]. Curcumin (CMN) is a natural yellow pigment employed as a
medicinal agent and as a spice and food-coloring agent in cooking. It owns a wide range of
pharmacological properties. CMN has proved to inhibit inflammatory processes and perform
as an antioxidant and anti-cancer agent [7, 8]. Some studies have suggested that CMN could
prevent oxidative stress induced by some materials such as gentamicin, acetaminophen, and
arsenic in laboratory animals [9-11]. To the best of our knowledge, the protective role of CMN
against possible toxic effects of PMN has not been investigated in rats. This study aimed to
investigate the toxic effects of PMN on the liver rat and the therapeutic efficacy of CMN against
PMN-induced alterations in hepatic biomarkers, liver antioxidant enzymes, and SK-Hep-1 cells.

2. Materials and Methods
2.1. Animals and materials.

We obtained twenty-four adult male Wistar rats from the Razi Vaccine and Serum
Institute of Iran. PMN (Pale yellow liquid; CAS No. 52645-53-1; purity > 95%) was purchased
from Shanghai Bosman Industrial Co., Ltd. (China). Curcumin(CMN) was bought from Sigma
Chemical Co. (St. Louis, France). Each rat was kept in a distinct cage to adapt to the lab
environment before the experiment under standard and hygienic conditions (temperature of 22
+ 2 °C, humidity 55 + 5%, and a 12:12 light/dark cycle) with adequate standard laboratory food
and water. Subsequent ten days of adaptation to the laboratory environment, the rats were
separated into four groups. The recommendation of the animal care committee of Tehran
University, the ‘Guide for Care and Use of Laboratory Animals’ (NIH US publication 86-23,
revised 1985) was applied for the treatment of the animals.

2.2. Experimental design.

We suspended PMN and CMN in a sterile saline solution container. Twenty-four rats
were randomly divided into four groups, six for each group. One group was selected as the
saline control (first group), and the other groups were chosen as treatment groups. A single
dose of PMN (62.5 mg/kg) was administered orally by gavage to the second group for 21 days.
This dose corresponded to 1/20 of the LD50 value of this pesticide [12]. A single-dose of CMN
(120 mg/kg) was administered orally by gavage to the third group for 21 days. Finally, a single
dose of CMN (120 mg/kg) plus a single dose of PMN (62.5 mg/kg) were simultaneously
administered orally by gavage to the fourth group for 21 days.

2.3. Tissue preparation.

For the preparation of homogenates (10%) of tissue, firstly, we homogenized 500 mg
of the liver in 2 ml of buffer solution of phosphate-buffered saline (PBS by homogenizer under
the ice-cold condition and centrifuged at 3000 rpm for 15 min at 4 °C. Then, the resultant
supernatant was used for measuring malondialdehyde (MDA), catalase (CAT), glutathione
peroxidase (GPX), and glutathione-S-transferase (GST) activity.
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2.4. Analysis of oxidative stress and antioxidant parameters.

According to the Shafiqg et al. method for determining LPO level, we assessed MDA
concentration in the liver [13]. GPX activity was evaluated by the method of Paglia and
Valentine [14]. CAT activity was measured by the method of Aebi [15]. The activity of GST
was evaluated by the method described by Habig et al. [16].

2.5. Serum clinical chemistry parameters.

We collected blood samples into test tubes containing EDTA, kept for 30 min, and
centrifuged at 3000 rpm for 20 min. Subsequently, we separated the serum samples and
measured the concentrations of blood alanine aminotransferase (ALT), aspartate
aminotransferase (AST), and alkaline phosphatase (ALP) by (Model BT3000 autoanalyzer
Italy and commercial Biosystems Kits, Spain) according to the manufacturer’s instructions.

2.6. Cell culture.

We purchased the SK-Hep-1 cells from the Cell Bank of Pasteur Institute [3] and
cultured in a minimum essential medium (a-MEM medium), supplemented with fetal bovine
serum (10%, v/v) and antibiotics (penicillin and streptomycin 1%) at 37°C in a 5% CO2
atmosphere with 95% humidity. After seeding the cells within the flask, they should be checked
microscopically. The cell count was measured with a hemocytometer (Germany).

2.7. Cytotoxicity analysis.

[3-(4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltetrazolium Bromide] (MTT) assay was
performed for cell viability assessment and evaluation of cytotoxicity by converting
mitochondrial dehydrogenases MTT into formazan crystals in living cells. For this purpose, we
collected and cultured exponentially growing SK-Hep-1 cells (1 x 10* cells/well) in a 96-well
microtiter plate and then incubated for 24 hours in a 5% CO2 atmosphere before treatment.
After reaching their confluency up to 70%, the cells were treated with agents. A range of PMN
and CMN concentrations (5, 50, and 500 puM) were exposed with cells with 0.1% DMSO as
the solvent control. The cells were also treated to a range of PMN and CMN concentrations (5,
50, and 500) simultaneously to study cytotoxicity. After treatment for 24 hours, 100 pL of
MTT solution (0.5 mg/mL) was added to each well and incubated at 37°C for three hours. The
supernatants were then removed, and 100 puL of DMSO was added to each well to solubilize
the formed formazan crystals [17, 18]. A plate spectrophotometer (BioTek, USA) was applied
to read absorbance at 570 nm.

2.8. Statistical analysis.

All data have been represented as mean £ SEM. The mean of all parameters between
the two groups was compared using one-way ANOVA. Data were analyzed by SPSS software
(version 19) with a p<0.05 being considered statistically significant.
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3. Results and Discussion
3.1. Clinical symptoms and body weight.

Clinical symptoms such as depression, head shaking, and ataxia in animals treated with
PMN were induced. However, any clinical signs in the curcumin (CMN) group's animals were
not observed, although in the fourth group treated with PMN plus CMN, mild ataxia and head
shaking were observed. Also, there was no mortality in any of the groups. After the
administration of PMN, means of body weight of animals, it was significantly reduced. This
index in the third group of animals did not show significant alterations compared to the control
group. The administration of CMN plus PMN improved rats' body weight compared to the
second group (Table 1).

Table 1. Effect of permethrin (PMN), curcumin, and PMN plus curcumin (CMN) on rats' body weight;
Values are given as means + SEM for six animals in each group. Significantly different from control group (*;
P<0.05); significantly different from PMN group (**; P < 0.05).

Groups Bodyweight (g) on the first day | Bodyweight (g) on the last day
Control 205+ 19 380+ 32
PMN 208 £ 21 298 + 25"
curcumin 210+ 18 391+34
PMN + curcumin 205+21 348 + 33"

3.2. Serum biochemical enzymes.

AST, ALT, and ALP levels were significantly (p < 0.05) raised in PMN-treated animals
compared to the control group. However, significant changes were not induced in these
biochemical parameters in the CMN-treated animals. Furthermore, the co-administration of
CMN with PMN significantly modulated AST, ALT, and ALP concentrations in the serum
(Figure 1).
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Figure 1. Effect of permethrin (PMN), curcumin (CMN) and PMN plus CMN on the blood concentrations of
ALT, AST, and ALP in rats; Values are given as means + SEM for six animals in each group. Significantly
different from control group (*; P < 0.05); significantly different from PMN group (**; P < 0.05).

3.3. Effects on MDA.

The effects on MDA concentration in the liver are presented in Figure 2. A significant
rise (p<0.05) was observed in MDA in the liver after PMN exposure in the second group. MDA
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level was not changed in curcumin-treated rats. On the other hand, simultaneous oral
administration of CMN with PMN ameliorated MDA disturbances in the liver tissue.
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Figure 2. Effect of permethrin (PMN), curcumin (CMN) and PMN plus CMN on MDA levels of the liver in rats;
Values are given as means = SEM for six animals in each group; Significantly different from the control group;
(*; P < 0.05); significantly different from PMN group (**; P < 0.05).

3.4. Effects on antioxidant enzyme activity.

A significant decline (p < 0.05) was induced in CAT, GST, and GPX activity in the
PMN-treated group compared to the control group. Co-administration of CMN with PMN
significantly improved the GPX, CAT, and GST activities compared to the PMN-treated group.
Antioxidant enzyme activity was not complicated in CMN-treated animals (Figures 3, 4, and
5).
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Figure 3. Effect of permethrin (PMN), curcumin (CMN), and PMN plus CMN on the liver's CAT activity in
rats; Values are given as means = SEM for six animals in each group. Significantly different from control group
(*; P <0.05); significantly different from PMN group (**; P < 0.05).

https://biointerfaceresearch.com/ 10889


https://doi.org/10.33263/BRIAC113.1088510894
https://biointerfaceresearch.com/

https://doi.org/10.33263/BRIAC113.1088510894

1,4
£
g 1,2
s
£ 1
~—
£
£ 0,8
I
v
e 0,6
Q
=
£ 0,4
>
]
s 0,2
c
3 0
=

Control PMN + CMN

Figure 4. Effect of permethrin (PMN), curcumin (CMN), and PMN plus CMN on GPX activity of the liver in
rats; Values are given as means = SEM for six animals in each group. Significantly different from control group
(*; P < 0.05); significantly different from PMN group (**; P < 0.05).
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Figure 5. Effect of permethrin (PMN), curcumin (CMN), and PMN plus CMN on GST activity of the liver in
rats; Values are given as means = SEM for six animals in each group. Significantly different from control group
(*; P < 0.05); significantly different from PMN group (**; P < 0.05).

3.5. Cytotoxicity analysis.

The viability of SK-Hep-1 cells was significantly declined when treated with a range
of PMN (P < 0.05). PMN did not induce any significant cytotoxic effects at a concentration of
5 uM for 24 hours but reduced viability to 78 = 3% and 43+ 2% at 50 pM and 500 pM,
respectively. On the other hand, CMN did not induce any significant cytotoxicity at any of the
concentrations. In the CMN plus PMN group, the survival rate was significantly improved
compared to the PMN-treated cells (P < 0.05) (Figure 6).
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Figure 6. Effect of different doses of permethrin (PMN), curcumin (CMN) and CMN plus PMN on the viability
of the SK-Hep-1 cell line. Values were given asmeanstSEM. Significantly different from control group (*P <
0.05); significantly different from PMN group (**P < 0.05).

Antioxidant enzymes protect living organisms against toxic impacts induced by
reactive oxygen species (ROS) through oxidation/reduction processes [19]. Our results
demonstrated that PMN decreased the number of antioxidant enzymes, including CAT, GST,
and GPX, in the liver of treated animals. In agreement with our results, following treatment of
rats with PMN (300mg/kg) for 22 days, it dropped GPX and CAT levels [20]. PMN induced
oxidative stress could be shown by the decreased intracellular concentration of CAT, GST, and
GPX. Subsequently, insufficient antioxidant defense or overproduction of free radicals could
cause oxidative stress. Our findings are adopted with the findings of some surveys discovering
that PMN reduced the concentration of CAT and GPX in rats [21, 22]. CAT is a hydroxyl ion
scavenger that reduces hydrogen peroxide to molecular oxygen and water. Based on previous
studies, LPO might be a cooperating factor for the decline in the catalase activity during
pyrethroid toxicity [23]. GPX and other glutathione-related enzymes could have an antioxidant
impact either directly or indirectly. We could reduce this enzyme activity, which emulates
perturbations in normal oxidative mechanisms during PMN toxicity. Oxidative stress might
lead to significant lipid peroxidation of lipids in the cell membrane, where lipid peroxidation
can be assessed by investigating alterations in MDA and thiobarbituric acid reacting substances
(TBARS). The findings of our study showed an increased level of MDA in the liver following
the administration of PMN in the treated rats. Boosted MDA in the liver is an indicator of LPO
induced by this pesticide. LPO has been considerably applied as a marker of oxidative stress.
Pyrethroid exposure has been demonstrated to reduce membrane fluidity, thereby boosting
LPO [20]. In a study by Gabbianelli et al., it was found that treating with PMN (34.05mg/kg
could induce a significant rise in lipid peroxidation compared to the control group [24].
Additionally, treatment with various dosage ranges of PMN in rats resulted in MDA rise after
45 or 60 days [25].

In our study, the simultaneous treatment with CMN and PMN ameliorated the PMN-
induced reduction in the CAT, GST, and GPX activity in the liver of treated animals. CMN has
been reported to restore CAT levels and GPX during cypermethrin induced toxicity in rats [26].
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Elsewhere, TBARS concentration in the liver was significantly boosted in diazinon-treated rats
[27]. On the other hand, in our study, there was a significant decline in the MDA level in PMN
plus CMN treated group as compared to PMN treated group. These results are in line with
previous studies [26]. Our observations are also compatible with the findings of a study
suggesting that the administration of CMN plus cypermethrin improved antioxidant enzymes’
perturbations and cypermethrin-induced oxidative stress in rats. Co-administration of CMN
and cypermethrin led to decreased elevated tissue LPO in the liver, kidney, and brain tissues
[26, 28]. The supplementation of vitamin E and/or CMN ameliorated lipid peroxidation, caused
by diazinon exposure, significantly regulated the liver's TBARS levels [27]. It has been shown
that CMN could regulate various biochemical pathways and numerous types of signaling
components, including adhesion and inflammatory molecules, transcription, growth factors,
protein Kinases, protein reductases, cell-cycle regulatory proteins, and many enzymes [29].
CMN can scavenge various sorts of free radicals, including reactive oxygen and nitrogen
species [30, 31]. It also has a unique structure with phenolic hydroxyl and methoxy-groups
responsible for radical scavenging activity and a central methylene moiety capable of H-atom
donation and breaking chain oxidation reaction [32 - 35]. In the present study, subsequent to
oral administration of PMN in rats, the level of ALT, AST, and ALP was significantly elevated.
AST and ALT are essential biomarkers in the diagnosis of liver disorders in combination with
other markers. A significant increment of serum ALP level is usually noticed in liver damage
[36]. The findings of our study demonstrated that exposure to PMN induced hepatotoxicity,
given the significant elevation of AST, ALT, and ALP activity in experimental rats, probably
due to cellular injury of the liver tissues. Our results are consistent with a report's findings
demonstrating that cypermethrin could induce liver and kidney failure. These surveys' findings
reported the elevation of biomarkers, including ALT and AST, following cypermethrin (25
mg/kg) oral administration in rats after four weeks [26].

On the other hand, the simultaneous administration of CMN ameliorated the
permethrin-induced changes in the concentrations of hepatic parameters in the present study.
CMN offers its protective effect by regulating the hepatic marker enzymes. The modification
in the concentration of liver markers by CMN observed in our study is compatible with
previous studies [26, 37]. The results of our cytotoxicity evaluation indicated that PMN was
highly cytotoxic for SK-Hep-1 cells. On the other hand, not only did CMN cause any
significant cytotoxic effects at any of the concentrations, but it also ameliorated cytotoxic
impacts induced with PMN in SK-Hep-1 cells.

4. Conclusions

In conclusion, the present investigation findings suggested that PMN could induce
oxidative stress and lipid peroxidation in the liver of rats. Our results also demonstrate that
CMN has an inhibitory effect against PMN-induced lipid peroxidation, oxidative stress,
biochemical alterations in the rats, and cytotoxicity in SK-Hep-1 cells. It seems that antioxidant
activity might result in its curative performance property. Therefore, CMN should be beneficial
as a pharmacological agent for ameliorating oxidative damages.
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