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1  Introduction

Epilepsy is a major focus of research on neurological 

disorders. The incidence of epilepsy in the general 
population is about 45/100 000, its prevalence rate is 0.5% 
and lifetime probability of a seizure is approximately 
3%[1]. Administration of kainic acid (KA), an excitotoxic 
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substance, could stimulate glutamate receptors, thus 
increasing the levels of reactive oxygen species (ROS) 
and glutaminergic activity[2]. Oxidative stress has 
been reported to be a possible molecular mechanism 
of KA-induced neurotoxicity and it is associated with 
hippocampal cell death[3,4]. Both systemic and intracerebral 
injection of KA have been shown to trigger epileptiform 
seizures by damaging the CA3 region of the hippocampus; 
these KA-induced seizures have been shown to propagate 
to other limbic structures and demonstrate a pattern of 
cell death similar to that of temporal lobe epilepsy[5]. 
Furthermore, increases in mitochondrial superoxide 
production and hippocampal neuronal loss caused by 
KA have been shown to be attenuated in transgenic mice 
overexpressing mitochondrial superoxide dismutase-2[6]. 
KA induces activation of nuclear factor-kappa B (NF-
κB) in degenerating neurons within 24 h of treatment[7]. 
Similarly, the role of antioxidants has been established in 
inhibiting seizures caused by excitotoxic agents[2,8]. 

Rutin (quercetin-3-O-rutinoside), a flavonoid, is found 
in many plants such as buckwheat, passion flower, apple, 
tea and Ginkgo biloba[9-11]. Rutin has been found to have 
neuroprotective effects in several different memory 
impairment models[12-14], and in cerebral ischemia[15,16]. In 
this study, we investigated the possible effects of rutin on 
oxidative stress in KA-induced seizure in mice. Moreover, 
malondialdehyde (MDA) and thiol were measured as 
indicators of lipid peroxidation and oxidative stress, 
respectively, in the early and late phases after KA-induced 
seizures. 

2  Materials and methods

2.1  Animals
A total of 36 male BALB/c mice (body weight 20 to 

25 g) were obtained from the Razi Institute (Karaj, Iran) 
and housed in groups of four per cage under standard 
laboratory conditions. They were maintained at constant 
room temperature (21 °C ± 2 °C) under a 12:12 h light-
dark cycle with free access to food and water. All 
animal experiments were performed in accordance with 
the European Communities Council Directive of 24 
November 1986 (86/609/EEC) so as to minimize the 
number of animals used and their suffering. 
2.2  Drugs

Rutin and KA were purchased from Sigma (St Louis, 
MO, USA). Other drugs used in this study included 
xylazine (Loughrea, Co. Galway, Ireland) and ketamine 
(Rotexmedica, GmbH, Germany). Rutin (8.3 mg/mL) and 
KA (0.5 mg/mL) were dissolved in saline. Other reagents 
included 2,2′-dinitro-5,5′-dithiodibenzoic acid (DTNB), 
2-thiobarbituric acid (TBA), Tris (Trizma® base), sodium 
ethylenediaminetetraacetic acid (NA EDTA), methanol, 

and trichloroacetic acid (TCA). 
2.3  KA administration and experimental design 

The pH of KA solution was adjusted to 7.2 to 7.4 
with NaOH[17]. Mice were divided into three groups of 
12 animals each. The control group was given an intra-
peritoneal (i.p.) injection of saline (10 mL/kg) daily for 
7 d, and on the last day, KA (10 mg/kg, i.p.) was injected 
30 min after administration of saline. In the two treatment 
groups, rutin (100 and 200 mg/kg, i.p.) was administered 
daily for 7 d, and on the last day, KA (10 mg/kg, i.p.) was 
injected 30 min after administration of rutin[18]. Following 
administration of KA, mice were observed for behavioural 
changes over a period of 2 h. The behavioural scores were 
as follows: 0, no response; 1, immobility; 2, rigid posture; 
3, scratching/circling/head bobbing; 4, forelimb clonus/
rearing/falling; 5, repetitive pattern of 4; and 6, severe 
tonic-clonic seizures[19]. Also, onset and number of wet-
dog shake (WDS), which is characteristic behavioural 
response[20,21], was counted for 2 h after i.p. injection of 
KA[22]. 

Finally, 1 and 21 d after KA administration, mice were 
anaesthetized with i.p. injection of ketamine (100 mg/mL, 
60 mg/kg)/xylazine (20 mg/mL, 6 mg/kg) and sacrificed. 
The hippocampi of animals were immediately removed, 
cleaned with chilled saline (0.9%) and used for biochemical 
analysis. 
2.4  Measurement of lipid peroxidation

MDA level of hippocampi was measured spectro-
photometrically. MDA reacts with TBA as a thiobarbituric 
acid reactive substance (TBARS) to produce a red 
coloured complex that has a peak absorbance at 535 nm[23]. 
Hippocampus was homogenized with cold 1.5% KCl 
(15 mg/mL) to make a 10% homogenate. To 1.0 mL of 
the hippocampus homogenate, 2.0 mL of TCA-TBA-
HCl was added and mixed thoroughly. The solution was 
heated for 60 min in a boiling water bath. After cooling, 
the flocculent precipitate was removed by centrifugation 
at 1 000 × g for 10 min. The absorbance at 535 nm 
was measured by Genesys 10 UV-Spectrophotometer 
(Spectronic Unicam, Model, Rochester, NY, USA) against 
a blank (TBA, 1 mL) that contained all the reagents except 
the sample. The amount of MDA equivalents formed was 
calculated using a molar extinction coefficient of 1.56 × 
105/mol·cm and expressed as nmol MDA equivalents/mg 
protein.
2.5  Measurement of total thiol 

Total thiol was measured using DTNB. This reagent 
reacts with the thiol to produce a yellow-coloured complex 
that has a peak absorbance at 412 nm[24]. Briefly, 1 mL Tris-
EDTA buffer (0.25 mol/L Tris; 2 mmol/L EDTA; pH 8.6) 
was added to 50 μL hippocampus homogenate in the 2-mL 
cuvettes. Sample absorbance was read at 412 nm against 
Tris-EDTA buffer alone (A1). Next, 20 μL of DTNB 
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(10 mmol/L in methanol, purity ≥99.5%) was added 
to the mixture, and after 15 min (stored at laboratory 
temperature), the sample absorbance was read again (A2). 
The absorbance of the DTNB reagent was read as a blank 
(B)[25]. Total thiol concentration (mmol/L) was calculated 
from the following equation: total thiol concentration 
(mmol/L) = (A2− A1 − B) × (1.07/0.05) × 13.6 and 
expressed as nmol MDA equivalents/mg protein.
2.6  Data analysis

Seizure score, time of onset, number of WDS, MDA 
level and thiol concentration were expressed as mean ±  
standard error of mean. Differences among experimental 
groups were analysed by one-way analysis of variance 
(ANOVA), and the post-hoc Tukey’s test was used for 
multiple comparisons (Prism software ver 3.0). Also, 
we used two-way ANOVA to investigate the interaction 
between the effects of treatment and test day. P < 0.05 
was considered to be statistically significant.

3  Results

3.1  Effects of KA on seizure
Seizure scores in the rutin-pretreated groups were 

significantly lower than those in the control group 
(F (2,33) = 31.9, P < 0.01; Figure 1A). The delay to 
onset of WDS increased significantly in the rutin groups 
compared to that in the control group (F (2,33) =13.6, P < 
0.01; Figure 1B). During the 2-hour observation period 
after KA administration, the number of WDS in the rutin 
groups was significantly lower than that in the control 
group (F (2,33) = 5.8, P < 0.05; Figure 1 C). 
3.2  TBARS measurement

Pretreatment with rutin significantly decreased MDA 
levels in the hippocampus at doses of 100 and 200 mg/kg 
compared to the control group on day 1 (F (2,15) = 7, P < 

0.05, P < 0.01, respectively; Figure 2). Furthermore, MDA 
level in the rutin groups was significantly lower than that 
in the control group on day 21 (F (2,15) = 5.3, P < 0.05; 
Figure 2). 

There was no interaction between the effects of treatment 
and test day (P>0.2, two-way ANOVA).
3.3  Total thiol assay

The content of thiol in the hippocampus of the rutin-
treated (100 and 200 mg/kg) groups was significantly 
higher than that of the control group on day 1 (n=6, F (2, 
15) = 9.2, P < 0.01, respectively; Figure 3). However, 
there was no significant elevation in the total content of 
thiol in the hippocampus of the rutin groups compared to 
that of the control group on day 21 (n=6, F(2,15) = 4.4, 
P > 0.05; Figure 3). Two-way ANOVA showed that the 
interaction between the effects of treatment and test day 
was not significant (P > 0.285).

4  Discussion

In the present study, we investigated the possible effects 
of rutin on oxidative stress in KA-induced seizure in mice. 
Pretreatment with rutin dose-dependently reduced the 
seizure score relative to control animals. 

Another significant finding in the present study is that 
rutin pretreatment was able to significantly and dose-
dependently decrease the KA-evoked WDS that is 
characteristic of experimental convulsive seizures[26]. 
The KA-induced WDS represents neuronal hyperactivity 
in limbic structures that spread to midbrain areas and to 
the motor system[21]. Interestingly, an increased number 
of γ-aminobutyric acid (GABA) receptors has also been 
reported after limbic stimulation[27], suggesting that the 
WDS is a sign of the progression of limbic seizures 
towards generalized seizure[26]. The present data indicate 

Figure 1  The effects of rutin (100 and 200 mg/kg) on seizure score (A), onset of WDS (B) and the number of WDS (C) in mice with 
KA-induced seizure
The control group was administered saline (i.p.) for 7 d, and on the last day, KA (10 mg/kg, i.p.) was injected 30 min after administration of saline. 
Rutin (100 and 200 mg/kg, i.p.) was administered for 7 d, and on the last day KA (10 mg/ kg, i.p.) was injected 30 min after the administration of 
rutin. Data are expressed as mean ± standard error of mean. *P < 0.05, **P < 0.01, vs control group, n=36, analyzed by post-hoc Tukey’s test.
KA: kainic acid; WDS: wet-dog shake.
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that rutin, activated by the GABAergic system, could 
prevent neuronal hyperactivity in specific regions of the 
brain.

In our previous studies, rutin demonstrated potential 
anticonvulsant effects in pentylenetetrazol (PTZ)-induced 

acute and chronic seizures in rats[28,29]. It has also been 
reported that many flavonoids are ligands for GABAA 
receptors in the central nervous system[30,31]. Thus, the 
same GABAergic system may have contributed to the 
anticonvulsant effects of rutin in the present work.

Monitored in the hippocampus, MDA levels of both 
rutin groups were significantly lower than those of the 
control group on days 1 and 21 of the present study. 
It seems that the effect of rutin on day 1 was dose-
dependent. However, this effect was not dose-dependent 
on day 21. In addition, the total content of thiol in both 
rutin groups on day 1 (but not day 21) was significantly 
higher than that of the control group. However, this effect 
was not dose-dependent. Elevation in lipid peroxidation in 
the hippocampus has been reported at an early time-point 
(e.g., 4 and 24 h) following the administration of KA[32,33]. 
This initial increase of TBARS in the hippocampus has 
been shown to decrease 7 d after status epilepticus, and 
can return to the basal level, but not below it[34]. Further, 
KA administration has been shown to elevate MDA and 
extracellular glutamate, while, decreasing glutathione 
(GSH) levels in the brain[18,22,35]. GSH can act directly as 
an antioxidant[36], and may modulate neurotransmission by 
reacting with neurotransmitters and their binding sites[37]. 
Flavonoids are excellent at scavenging free radicals. Their 
antioxidant activity can be greater than those of vitamins 
C and E[38], and has been attributed to several factors, 
including their physical structure. It is possible that rutin, 
by virtue of its antioxidant properties, is able to scavenge 
free radicals and attenuate oxidative stress. Furthermore, 
the protective effect of rutin on MDA level in the brain 
may have led to the less intense seizures observed in rutin-
treated mice, relative to the control group. 

In this study, we observed that rutin has anticonvulsant 
effects and attenuated oxidative stress in KA-induced 
seizure. Modulatory effects of rutin on GABA receptors 
complex and antioxidant activity are suggested to be two 
possible mechanisms for explaining these results. Further 
studies are needed to find other possible mechanisms.

5  Acknowledgements

The authors are thankful to the Vice Chancellor of 
Research, Qazvin University of Medical Sciences, for 
financial support. 

6  Competing interests

The authors declare that they have no competing interests.

REFERENCES

1 Simon RP, Greenberg DA, Aminof MJ. Clinical neurology. 

Figure 2  Effect of rutin on MDA in the hippocampus on days 1 
and 21 after kainic acid administration
Values are expressed as mean ± standard error of mean. *P < 0.05, **P < 
0.01, vs control group, n=6, analyzed by post-hoc Tukey’s test.
MDA: malondialdehyde.

Figure 3  Effect of rutin on total thiol concentrations in the 
hippocampus on days 1 and 21 after kainic acid administration
Values are expressed as mean ± standard error of mean. **P < 0.01, 
compared to control group, n=6, analyzed by post-hoc Tukey’s test. 



September  2013, Vol.11, No.5341Journal of Integrative Medicine

www.jcimjournal.com/jim

7th ed. New York: McGraw-Hill Companies, Inc. 2009: 272.
2 Gupta YK, Briyal S. Protective effect of vineatrol against 

kainic acid induced seizures, oxidative stress and on the 
expression of heat shock proteins in rats. Eur Neuropsycho-
pharmacol. 2006; 16(2): 85-91. 

3 Yalcin A, Kilinc E, Kocturk S, Resmi H, Sozmen EY. Effect 
of melatonin cotreatment against kainic acid on coenzyme 
Q10, lipid peroxidation and Trx mRNA in rat hippocampus. 
Int J Neurosci. 2004; 114(9): 1085-1897.

4 Shin HJ, Lee JY, Son E, Lee DH, Kim HJ, Kang SS, Cho 
GJ, Choi WS, Roh GS. Curcumin attenuates the kainic acid-
induced hippocampal cell death in the mice. Neurosci Lett. 
2007; 416(1): 49-54.

5 Ben-Ari Y, Cossart R. Kainate, a double agent that generates 
seizures: two decades of progress. Trends Neurosci. 2000; 
23(11): 580-587. 

6 Liang LP, Ho YS, Patel M. Mitochondrial superoxide 
production in kainate-induced hippocampal damage. 
Neuroscience. 2000; 101(3): 563-570.

7 Won SJ, Ko HW, Kim EY, Park EC, Huh K, Jung NP, Choi 
I, Oh YK, Shin HC, Gwag BJ. Nuclear factor κB-mediated 
kainate neurotoxicity in the rat and hamster hippocampus. 
Neuroscience. 1999; 94(1): 83-91.

8 Gupta YK, Briyal S, Chaudhary G. Protective effect of 
trans-resveratrol against kainic acid-induced seizures and 
oxidative stress in rats. Pharmacol Biochem Behav. 2002; 
71(1-2): 245-249.

9 Kuntić V, Pejić N, Ivković B, Vujić Z, Ilić K, Mićić 
S, Vukojević V. Isocratic RP-HPLC method for rutin 
determination in solid oral dosage forms. J Pharm Biomed 
Anal. 2007; 43(2): 718-721.

10 Marks SC, Mullen W, Borges G, Crozier A. Absorption, 
metabolism, and excretion of cider dihydrochalcones in 
healthy humans and subjects with an ileostomy. J Agric 
Food Chem. 2009; 57(5): 2009-2015.  

11 Trumbeckaite S, Bernatoniene J, Majiene D, Jakstas V, 
Savickas A, Toleikis A. The effect of flavonoids on rat heart 
mitochondrial function. Biomed Pharmacother. 2006; 60(5): 
245-248.  

12 Pu F, Mishima K, Irie K, Motohashi K, Tanaka Y, Orito K, 
Egawa T, Kitamura Y, Egashira N, Iwasaki K, Fujiwara M. 
Neuroprotective effects of quercetin and rutin on spatial 
memory impairment in an 8-arm radial maze task and 
neuronal death induced by repeated cerebral ischemia in 
rats. J Pharmacol Sci. 2007; 104(4): 329-334.

13 Richetti SK, Blank M, Capiotti KM, Piato AL, Bogo 
MR, Vianna MR, Bonan CD. Quercetin and rutin prevent 
scopolamine-induced memory impairment in zebrafish. 
Behav Brain Res. 2011; 217(1): 10-15. 

14 Javed H, Khan MM, Ahmad A, Vaibhav K, Ahmad 
ME, Khan A, Ashafaq M, Islam F, Siddiqui MS, Safhi 
MM, Islam F. Rutin prevents cognitive impairments by 
ameliorating oxidative stress and neuroinflammation 
in rat model of sporadic dementia of Alzheimer type. 
Neuroscience. 2012; 210: 340-352.

15 Gupta R, Singh M, Sharma A. Neuroprotective effect of 
antioxidants on ischaemia and reperfusion-induced cerebral 
injury. Pharmacol Res. 2003; 48(2): 209-215.

16 Khan MM, Ahmad A, Ishrat T, Khuwaja G, Srivastawa P, 

Khan MB, Raza SS, Javed H, Vaibhav K, Khan A, Islam F. 
Rutin protects the neural damage induced by transient focal 
ischemia in rats. Brain Res. 2009; 1292: 123-135.

17 Rockhold RW, Jin C, Huang HM, Farley JM. Acute 
tachycardia and pressor effects following injections of 
kainic acid into the antero-dorsal medial hypothalamus. 
Neuropharmacology. 1987; 26(6): 567-573. 

18 Golechha M, Chaudhry U, Bhatia J, Saluja D, Arya DS. 
Naringin protects against kainic acid-induced status 
epilepticus in rats: evidence for an antioxidant, anti-
inflammatory and neuroprotective intervention. Biol Pharm 
Bull. 2011; 34(3): 360-365.

19 Morrison RS, Wenzel HJ, Kinoshita Y, Robbins CA, 
Donehower LA, Schwartzkroin PA. Loss of the p53 tumor 
suppressor gene protects neurons from kainate-induced cell 
death. J Neurosci. 1996; 16(4): 1337-1345.

20 Shin EJ, Jeong JH, Kim AY, Koh YH, Nah SY, Kim WK, 
Ko KH, Kim HJ, Wie MB, Kwon YS, Yoneda Y, Kim HC. 
Protection against kainate neurotoxicity by ginsenosides: 
attenuation of convulsive behavior, mitochondrial dysfunction, 
and oxidative stress. J Neurosci Res. 2009; 87(3): 710-722. 

21 López-Meraz ML, González-Trujano ME, Neri-Bazán 
L, Hong E, Rocha LL. 5-HT1A receptor agonists modify 
epileptic seizures in three experimental models in rats. 
Neuropharmacology. 2005; 49(3): 367-375. 

22 Shin EJ, Ko KH, Kim WK, Chae JS, Yen TP, Kim HJ, 
Wie MB, Kim HC. Role of glutathione peroxidase in the 
ontogeny of hippocampal oxidative stress and kainate 
seizure sensitivity in the genetically epilepsy-prone rats. 
Neurochem Int. 2008; 52(6): 1134-1147. 

23 Janero DR. Malondialdehyde and thiobarbituric acid-
reactivity as diagnostic indices of lipid peroxidation and 
peroxidative tissue injury. Free Radic Biol Med. 1990; 9(6): 
515-540.

24 Ellman GL. Tissue sulfhydryl groups. Arch Biochem 
Biophys. 1959; 82(1): 70-77. 

25 Hosseinzadeh H, Taiari S, Nassiri-Asl M. Effect of thymoquinone, 
a constituent of Nigella sativa L., on ischemia-reperfusion 
in rat skeletal muscle. Naunyn-Schmiedebergs Arch 
Pharmacol. 2012; 385(5): 503-508. 

26 Rodrigues MC, Rossetti F, Foresti ML, Arisi GM, Furtado 
MA, Dal-Cól ML, Bertti P, Fernandes A, Santos FL, Del 
Vecchio F, Garcia-Cairasco N. Correlation between shaking 
behaviors and seizure severity in five animal models of 
convulsive seizures. Epilepsy Behav. 2005; 6(3): 328-336. 

27 Shin C, Pedersen HB, McNamara JO. γ-Aminobutyric 
acid and benzodiazepine receptors in the kindling model 
of epilepsy: a quantitative radio histochemical study. J 
Neurosci. 1985; 5(10): 2696-2701.

28 Nassiri-Asl M, Shariati-Rad S, Zamansoltani F. Anticonvulsive 
effects of intracerebroventricular administration of rutin in 
rats. Prog Neuropsychopharmacol Biol Psychiatry. 2008; 
32(4): 989-993. 

29 Nassiri-Asl M, Mortazavi SR, Samiee-Rad F, Zangivand 
AA, Safdari F, Saroukhani S, Abbasi E. The effects of rutin 
on the development of pentylenetetrazole kindling and 
memory retrieval in rats. Epilepsy Behav. 2010; 18(1-2): 
50-53. 

30 Marder M, Paladini AC. GABAA-receptor ligands of 



www.jcimjournal.com/jim

September  2013, Vol.11, No.5 342 Journal of Integrative Medicine

flavonoid structure. Curr Top Med Chem. 2002; 2(8): 853-867. 
31 Medina JH, Viola H, Wolfman C, Marder M, Wasowski 

C, Calvo D, Paladini AC. Overview — flavonoids: a new 
family of benzodiazepine receptor ligands. Neurochem Res. 
1997; 22(4): 419-425. 

32 Kim HC, Choi DY, Jhoo WK, Lee DW, Koo CH, Kim 
C. Aspalatone, a new antiplatelet agent, attenuates the 
neurotoxicity induced by kainic acid in the rat. Life Sci. 
1997; 61(24): PL373-PL381. 

33 Shin EJ, Jeong JH, Chung YH, Kim WK, Ko KH, Bach JH, 
Hong JS, Yoneda Y, Kim HC. Role of oxidative stress in 
epileptic seizures. Neurochem Int. 2011; 59(2): 122-137. 

34 Dal-Pizzol F, Klamt F, Vianna MM, Schröder N, Quevedo 
J, Benfato MS, Moreira JC, Walz R. Lipid peroxidation in 
hippocampus early and late after status epilepticus induced 

by pilocarpine or kainic acid in Wistar rats. Neurosci Lett 
2000; 291(3): 179-182. 

35 Ueda Y, Yokoyama H, Nakajima A, Tokumaru J, Doi T, 
Mitsuyama Y. Glutamate excess and free radical formation 
during and following kainic acid-induced status epilepticus. 
Exp Brain Res. 2002; 147(2): 219-226.

36 Dringen R. Metabolism and functions of glutathione in 
brain. Prog Neurobiol. 2000; 62(6): 649-671. 

37 Janáky R, Ogita K, Pasqualotto BA, Bains JS, Oja SS, 
Yoneda Y, Shaw CA. Glutathione and signal transduction in 
the mammalian CNS. J Neurochem. 1999; 73(3): 889-902. 

38 Aguiar CC, Almeida AB, Araújo PV, de Abreu RN, Chaves 
EM, do Vale OC, Macêdo DS, Woods DJ, Fonteles MM, 
Vasconcelos SM. Oxidative stress and epilepsy: literature 
review. Oxid Med Cell Longev. 2012; 2012: 795259.

   Submission Guide

Journal of Integrative Medicine (JIM) is a PubMed-indexed, 
peer-reviewed, open-access journal, publishing papers on 
all aspects of integrative medicine, such as acupuncture and 
traditional Chinese medicine, Ayurvedic medicine, herbal 
medicine, homeopathy, nutrition, chiropractic, mind-body 
medicine, Taichi, Qigong, meditation, and any other modalities 
of complementary and alternative medicine (CAM). Article  

types include reviews, systematic reviews and meta-analyses, 
randomized controlled and pragmatic trials, translational and 
patient-centered effectiveness outcome studies, case series and 
reports, clinical trial protocols, preclinical and basic science 
studies, papers on methodology and CAM history or education, 
editorials, global views, commentaries, short communications, 
book reviews, conference proceedings, and letters to the editor.

● No submission and page charges      ● Quick decision and online first publication

For information on manuscript preparation and submission, please visit JIM website. Send your postal address by e-mail to 
jcim@163.com, we will send you a complimentary print issue upon receipt. 

Editors-in-Chief: Wei-kang Zhao & Lixing Lao. ISSN 2095-4964. Published by Science Press, China.




