
186 

 

Research Article 

EFFECTS OF COMBINED THERAPY WITH NIFEDIPINE AND MELATONIN ON HALOPERIDOL-
INDUCED TARDIVE DYSKINESIA IN RATS 

 

IHAB TALAT ABDEL-RAHEEM 

Department of Pharmacology & Toxicology, Faculty of Pharmacy, AL-Azhar University, Assiut -71511, Egypt. 

E-mail: IhabPharma@yahoo.com 
 

ABSTRACT 

Tardive Dyskinesia (TD) is a severe movement disorder of the orofacial region caused by the typical neuroleptic, haloperidol. It was reported that 
haloperidol-induced TD is mediated through oxidative stress mechanism which is triggered by calcium overload. Moreover, the disturbance of 
melatonin secretion due to pineal gland calcification is linked to the pathophysiology of TD.  Therefore, the aim of this study was to investigate the 
effect of combined therapy with nifedipine, a calcium channel blocker and melatonin, the powerful antioxidant on haloperidol-induced TD. Five 
groups of rats were treated as follow: Group1 and 2 were treated with vehicle and haloperidol, (1mg/kg, ip) respectively. Groups 3-5 were treated 
with nifedipine (20 mg/kg, orally), melatonin (5mg/kg, orally), nifedipine plus melatonin respectively then challenged with haloperidol for 21 days. 
Our results show that, haloperidol produced behavioral abnormalities and alterations in oxidative stress parameters. Interestingly, combined 
administration of nifedipine plus melatonin significantly reduced vacuous chewing movements (VCMs) and tongue protrusions frequency (TPF). 
Moreover, administration of both drugs improved oxidative stress parameters such as glutathione (GSH), lipid peroxide malondialdehyde (MDA) 
levels and superoxide dismutase (SOD), catalase (CAT) activities that were altered by haloperidol more than each drug alone. These results indicate 
that the deleterious effect of haloperidol in rat brain is at least in part due to oxidative stress and that co-administration of nifedipine plus melatonin 
may have neuroprotective effects related to antioxidant mechanisms.     
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INTRODUCTION 

Schizophrenia is a chronic, usually lifelong psychiatric disorder that 
requires many hospitalizations and complex treatment with 
neuroleptics [1]. Tardive dyskinesia (TD) is a serious motor side-
effect of long-term treatment with neuroleptics. The hyperkinetic 
movement disorder is characterized by involuntary movements 
predominantly of the face, mouth and tongue, but a variety of less 
frequent motor abnormalities of the rest of the body may occur [2]. 
Tardive dyskinesia is estimated to occur in 30% of patients treated 
with antipsychotics [3]. One possible pathophysiological explanation 
is neuronal cell damage from free radicals induced by antipsychotics 
in patients treated with neuroleptics [4]. In animal studies, oxidative 
stress and elevated levels of lipid peroxidation have been implicated 
in haloperidol toxicity [5]. Recently, it was report that calcium influx 
through N-methyl-D-aspartate (NMDA) receptors is involved in 
reactive oxygen species (ROS) production and neuronal damage [6]. 
Moreover, the pineal calcification and low endogenous melatonin 
levels have been associated with TD in patients with schizophrenia 
who are treated with antipsychotics [7]. Therefore, the use of calcium 
channel blocker with antioxidant activity alone or in combination 
with melatonin may be of value in prevention and treatment of TD. 

Nifedipine [1,4-dihydro-2,6-dimethyl-4-(2-nitrophenyl)-3,5-pyridin- 
edicarboxylic acid dimethyl ester] is a dihydropyridine calcium-
channel blocker (CCB) that binds to the a1c subunit of the L-type 
calcium channel [8]. It introduced approximately 30 years ago for the 
prophylaxis of angina symptoms, and then later utilized as an anti-
hypertensive agent. Nifedipine crosses the blood-brain barrier 
efficiently [9, 10]. The antioxidant activity of nifedipine is well-
documented and it is established that nifedipine is a more powerful 
antioxidant than verapamil and diltiazem [11, 12]. It is generally held 
that peroxidation of membranes and sudden influx of calcium ions 
into cells are both involved in the damage that is produced in brain 
glial cells caused by free radicals generation [13]. Accordingly, 
reduction of intracellular calcium concentrations by nifedipine may 
reduce free radical generating mechanisms and lipid peroxidation. In 
addition, nifedipine may inhibit iron-dependent lipid peroxidation 
directly in murine ventricular membranes which can be ascribed to 
its capacity to scavenge or impair oxygen free radical generation [14]. 
Moreover, Allanore and colleagues [15] have reported that nifedipine 
protects against overproduction of superoxide anion in stimulated 
monocytes. Therefore, nifedipine may block ROS generation directly 
or through inhibition of calcium influx overload. 

Melatonin, a hormone primarily produced nocturnally by the pineal 
gland, is an important scavenger of hydroxyl radicals and other 
reactive oxygen species. Melatonin may also lower the rate of the 
DNA base damage resulting from hydroxyl radical attack and 
increase the rate of repair of that damage [16]. Melatonin is 6 to 10 
times more effective as an antioxidant than vitamin E and exerts its 
actions through detoxification of a variety of free radicals and 
stimulation of several antioxidant enzymes [17]. Pineal calcification 
and low endogenous melatonin levels have been associated with TD 
in patients with schizophrenia who are treated with antipsychotics 
[18]. Melatonin has the ability to cross the blood brain barrier and 
hence it has a neuroprotective activity [19]. Melatonin has been 
shown to exert antioxidant effect on dopaminergic neurons [20] as 
well as dopaminergic-modulating activities [21] and thus may be 
efficacious in prevention and treatment of TD.  

According to the above mentioned data, both nifedipine and 
melatonin may have the capacity to alleviate TD-induced by 
haloperidol through different mechanism (s). Therefore, the aim of 
the present study was designed to examine the effect of combined 
administration of nifedipine and melatonin on behavioral changes 
such as vacuous chewing movements (VCMs) and tongue 
protrusions frequency (TPF) as well as oxidative stress biomarkers 
such as glutathione (GSH), lipid peroxide expressed as 
malondialdehyde (MDA) levels and the antioxidant enzyme activities 
of superoxide dismutase (SOD) and catalase (CAT) that were altered 
by haloperidol administration to rats.  

MATERIALS AND METHODS 

Drugs  

Haloperidol was obtained from Nile CO. for Pharmaceutics (Cairo, 
Egypt). Melatonin was obtained from Sigma Chemical CO. (St., Louis, 
MO, USA). It was dissolved in absolute ethanol and further diluted in 
saline with l % final concentration of ethanol. Nifedipine was 
obtained from Egyptian International Pharmaceutical Industries CO. 
(EIPICO, Egypt). All other chemicals were of analytical grade. 

Animals 

Male Wister albino rats weighing 180-220 g were obtained from 
Animal House, Faculty of Medicine, Assiut University (Assiut, Egypt), 
which were fed standard diet and water ad-libitum. During the 

Asian Journal of Pharmaceutical and Clinical Research  
Vol. 3, Issue 3, 2010                                                                                                             ISSN - 0974-2441 

 
 
 
 
 

mailto:IhabPharma@yahoo.com


187 

 

study, rats were maintained at 12 h light/dark cycle. Animals were 
acclimatized to laboratory conditions before the test.  

Experimental protocols 

Thirty male rats were used in this study. Rats were divided into 5 
groups (n=6) as follows: Group 1 received vehicle and served as 
control, group 2 received haloperidol (1 mg/kg, ip). Group 3 
received nifedipine (20 mg/kg, orally) then challenged with 
haloperidol, group 4 received melatonin (5 mg/kg, orally) then 
haloperidol and group 5 received nifedipine plus melatonin then 
challenged with haloperidol at the same pervious doses. All groups 
were treated with drugs for 21 days. Then rats were subjected to 
behavioral and biochemical assessments. On day 22, after behavioral 
quantification, the animals were sacrificed by decapitation. In all 
groups, the brains were removed. A 10% (w/v) of brain tissue 
homogenate was prepared in 0.1 M phosphate buffer (pH 7.4). The 
post-nuclear fractions used for determination of catalase (CAT), 
superoxide dismutase (SOD) enzyme activities and total protein 
contents were obtained by centrifugation of the homogenate at 
10,000 × g for 60 min at 4°C.  

Rodent model of orofacial tardive dyskinesia 

Rats were injected with haloperidol (1 mg/kg ip) every day for a 
period of 21 days to produce orafacial tardive dyskinesia. Every 
week all behavioral tests were carried out and the last behavioral 
quantification was done 24 h after the last dose of haloperidol [2]. 

Behavioral analysis 

For the assessment of oral dyskinesia on the test day, the animals 
were handled and habituated to the behavior observation situation. 
Rats were placed individually in a small (30 × 20 × 30 cm) Plexiglas 
cage. Mirrors were placed under the floor and behind the back wall 
of the cage to permit observation of oral dyskinesia when the animal 
was faced away from the observer. Animals were allowed 10 min to 
get used to the observation cage before behavioral assessments. To 
quantify the occurrence of oral dyskinesia, hand-operated counters 
were employed to score tongue protrusion frequency (TPF) and 
vacuous chewing movements (VCMs) continuously for a period of 5 
min [2]. Naidu and colleagues [22] referred to VCMs as single mouth 
openings in the vertical plane not directed toward physical material. 
If tongue protrusion or VCMs occurred during a period of grooming, 
they were not taken into account. Tongue protrusion was defined as 
a visible extension of the tongue outside of the mouth and not 
directed at anything. In all experiments, the scorer was unaware of 
the treatment given to the animals.  

Determination of oxidative stress biomarkers in rat brain 
tissues 

Glutathione (GSH) content of brain tissues homogenate was 
determined using Ellman’s reagent according to the method 
described by Ellman [23]. Rat brain tissues homogenate lipid 
peroxide levels were measured by colorimetric determination of 
malondialdehyde (MDA) is based on the reaction of one molecule of 
malondialdehyde with two molecules of thiobarbituric acid at low 
pH (2-3) according to the method of Mihara and Uchiyama [24]. The 
enzymatic activity of superoxide dismutase (SOD) in brain tissues 
homogenate was assessed according to the method of Marklund [25]. 
In brief, SOD activity was determined by computing the difference 
between auto-oxidation of pyrogallol alone and in presence of SOD 
enzyme. The catalase (CAT) activity was estimated in the brain 
tissues depending on the decrease in absorbance at 240 nm due to 
the decomposition of hydrogen peroxide by catalase according to 
the method of Clairborne [26].  

Statistical analysis  

Results were expressed as the means ± standard error of mean 
(SEM). Statistical significant difference was determined by one-way 
analysis of variance (ANOVA) followed by Bonferroni's multiple 
comparison test. A probability value of P<0.05 was considered to 
indicate statistical significance. 

 

RESULTS 

Effects of nifedipine or melatonin and their combination on 
haloperidol-associated behavioral abnormalities in rats  

Haloperidol produced a significant increase in the vacuous chewing 
movements (VCMs/5min) from 5±0.4 to 45±2.04 and tongue 
protrusions frequency (TPF/5min) from 4±0.39 to 25±0.816 in rats 
after 21 days of treatment as compared to vehicle-treated control 
group (Figure 1a & b). Administration of nifedipine with haloperidol 
reduced the abnormal vacuous chewing movements by 40% and 
tongue protrusions by 28% to 27±0.82 and 18±1.23 respectively. 
Melatonin also significantly reduced the haloperidol-induced 
orofacial abnormal vacuous chewing movements by 67% and tongue 
protrusions by 52% to 15±1.63 and 12±1.23 respectively (Figure 1a 
& b). Interestingly, the combined administration of nifedipine plus 
melatonin completely abolished the abnormal vacuous chewing 
movements and tongue protrusions and restored it to normal 
control levels (Figure 1a & b). 

CO HLP NFD MLT NFD+MLT
0

10

20

30

***

***
++

***
+++

+++

Plus haloperidol

T
o

n
g

u
e

 P
ro

tr
u

s
io

n
s
 F

re
q

u
e

n
c
y
 (

T
P

F
/ 

5
 m

in
)

a)

b)

CO HLP NFD MLT NFD+MLT
0

10

20

30

40

50
***

***
 +++

+++

**
 +++

Plus haloperidol

V
a
c
u

o
u

s
 C

h
e

w
in

g
 M

o
v
e

m
e

n
ts

 (
V

C
M

s
/ 
5
 m

in
)

 
Figure 1: Effects of nifedipine (NFD) or melatonin (MLT) and their 
combination (NFD+MLT) on haloperidol (HLP)-induced behavioral 
alterations such as vacuous chewing movements (a) and tongue 
protrusion frequency (b) in rats compared to control (CO). Data was 
expressed as Mean ± SEM, (n= 6/ group). Data comparison was 
performed using ANOVA followed by Bonferroni's multiple 
comparison test. **p < 0.01; ***p < 0.001 compared with control 
group. ++p <0.01; +++p <0.001 statistically significant difference from 
haloperidol group. 

Effects of nifedipine or melatonin and their combination on 
haloperidol-induced alterations in oxidative stress biomarkers 
in rat brain tissues  

Glutathione (GSH) has a very important role in protecting against 
oxygen free radical damage by providing reducing equivalents for 
several enzymes; GSH is also a scavenger of hydroxyl radicals and 
singlet oxygen radicals. In this study, haloperidol produced a 
decrease in GSH levels (µmol/g tissue) of rat brain tissues from 
4.38±0.2 to 2.56±0.193. The haloperidol-induced decline in GSH 
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content was inhibited and the level of GSH was increased by 30% to 
3.34±0.189 after nifedipine and increased by 52% to 3.9±0.14 after 
melatonin treatment compared to haloperidol treated group (Figure 
2a). Co-administration of both drugs (nifedipine plus melatonin) 
fully restored the reduced GSH levels to control level (4.4±0.2) 
(Figure 2a).  Free oxygen radicals can induce lipid peroxidation in 
cells; MDA is formed during oxidative degeneration and accepted as 
an indicator of lipid peroxidation. Haloperidol increased the level of 
lipid peroxide, MDA, from 1.2±0.15 to 2.7±0.24 (µmol/g tissue). 
Nifedipine and melatonin prevented the haloperidol-induced 
elevation in MDA levels and decreased its elevated levels by 26% 
and 41% to 2±0.228 and 1.6±0.158 respectively (Figure 2b). Co-
administration of both drugs (nifedipine plus melatonin) 
significantly reduced the elevated MDA levels by 52% to the control 
level (1.3±0.14) (Figure 2b). 
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Figure 2:  Effects of nifedipine (NFD) or melatonin (MLT) and their 
combination (NFD+MLT) on haloperidol (HLP)-induced alterations 
in oxidative stress biomarkers: GSH (a) and MDA (b) levels in rat 
brain tissues compared to control (CO). Each value represents the 
mean ± SEM, (n= 6/ group). Data comparison was performed using 
ANOVA followed by Bonferroni's multiple comparison tests. *p < 
0.05; **p < 0.01; ***p < 0.001 compared with control group. +p 
<0.05; ++p <0.01; +++p <0.001 statistically significant difference from 
haloperidol group. 

    The enzymatic activities of antioxidant enzymes superoxide 
dismutase (SOD, U/mg protein) and catalase (CAT, k/mg protein) 
were decreased in brain tissues of haloperidol-treated rats from 
26±2 to 11±1.14 (for SOD) and from 5.48±0.178 to 2.48±0.25 (for 
CAT) (Figure 3a & b). However, the reduced SOD activity was 
increased by 53% and 82% to give values of 16.8±1.59 and 20±1.6 
after nifedipine and melatonin administration respectively (Figure 
3a). Co-administration of nifedipine plus melatonin significantly 
increased the SOD activity by 122% compared to haloperidol treated 
group and restored it to normal control value of 24.4±1.63 (Figure 
3a). On the other hand, the haloperidol-induced suppression of 
catalase activity was also antagonized by nifedipine and melatonin 
treatment and increased its activity by 48% (3.67±0.11) and 81% 
(4.5±0.17) respectively. Interestingly, this enhancing effect was 
augmented after combination of nifedipine plus melatonin and 

increased the CAT activity by 105% (5.1±0.16) compared to 
haloperidol treated group (Figure 3b). 
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Figure 3:  Effects of nifedipine (NFD) or melatonin (MLT) and their 
combination (NFD+MLT) on haloperidol (HLP)-induced alterations 
in antioxidant defense enzymes activities SOD (a) and CAT (b) in rat 
brain tissues compared to control (CO). Each value represents the 
mean ± SEM, (n= 6/ group). Data comparison was performed using 
ANOVA followed by Bonferroni's multiple comparison test. **p < 
0.01; ***p < 0.001 compared with control group. ++p <0.01; +++p 
<0.001 statistically significant difference from haloperidol group. 

DISCUSSION 

Tardive dyskinesia (TD) is a syndrome of potentially irreversible, 
involuntary hyperkinetic dyskinesia that occurs during long-term 
neuroleptic treatment. It is a major limitation of chronic 
antipsychotic drug therapy. The orofacial symptoms of tardive 
dyskinesia were clear in our study after 3 weeks of haloperidol 
treatment. Vacuous chewing movements and tongue protrusions 
frequency increased markedly in haloperidol-treated rats compared 
to control. Our results were in accordance with that of Bishnoi and 
colleagues [27] who reported that rats injected with haloperidol show 
behavioral abnormalities in orofacial region. Several hypotheses 
have been postulated to explore the mechanism (s) by which 
neuroleptics, in particular haloperidol induce tardive dyskinesia.  

An important hypothesis recently receiving considerable interest is 
the proposal that TD is due to neurotoxic effects of free radical 
byproducts from dopamine (DA) metabolism. The increase in DA 
turnover is produced from blockage of dopamine receptors by 
neuroleptics [28]. Dopamine undergoes monoamine oxidase-
catalyzed oxidative deamination to 3,4-dihydroxyphenyl- 
acetaldehyde (DOPAL), which is metabolized primarily to               
3,4-dihydroxyphenylacetic acid (DOPAC). DOPAL is a reactive 
radical and toxic to dopaminergic cells [29]. DOPAL injection into the 
substantia nigra of rats resulted in DA neuron loss [30]. A role for 
increased reactive oxygen species and oxidative stress in the 
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etiopathology of neuroleptic-induced tardive dyskinesia has been 
proposed [4]. Administration of haloperidol to rats led to a decrease 
in reduced glutathione (GSH) levels in the striatum indicating 
generation of oxidative stress by the drug [31]. Fachinetto and 
colleagues [32] have reported that animals with vacuous chewing 
movements have significantly higher lipid peroxide expressed as 
thiobarbituric acid reactive substances (TBARS) in the striatum, 
suggesting increased lipid peroxidation and free radical production 
in these animals. Chronic use of neuroleptics is also reported to 
cause a decrease in the activity of antioxidant defense enzymes such 
as superoxide dismutase (SOD) and catalase (CAT) [22]. Our results 
were consistent with these data as injection of haloperidol for 3 
weeks produced a significant increase in lipid peroxide level 
expressed as MDA and a decrease in the glutathione (GSH) levels as 
well as attenuation of SOD and CAT activities in rat brains compared 
to normal control rats. These biochemical alterations in oxidative 
stress biomarkers were accompanied by behavioral abnormalities 
usually in the orofacial area.  

Another source of neuronal oxidative damage is related to calcium 
overload. It was hypothesized that prolonged stimulation of N-
methyl-D-aspartate (NMDA) and glutamate receptors can induce 
massive cell death in the brain (excitotoxicity), by causing calcium 
overload in post-synaptic neurons [33]. Excitotoxic neuronal damage 
caused by overactivation of N-methyl-D-aspartate and glutamate 
receptors is thought to be a principal cause of neuronal loss after 
stroke and brain trauma [34]. It was reported that presynaptic 
dopamine D2 receptors inhibit the release of glutamate from 
excitatory cortical striatal projections [35]. Therefore, neuroleptic 
blockade of these receptors increases the synaptic release of 
aspartate and glutamate in the striatum through NMDA receptors 
[36]. Hernández-Fonseca and colleagues [6] have reported that calcium 
influx through NMDA receptors is involved in ROS production and 
neuronal damage. Lipid peroxidation is considered as a major 
mechanism of oxygen radical toxicity, thereby altering membrane 
permeability [37]. Persistent activation of NMDA and non-NMDA 
glutamate ionotropic receptors mediates calcium entry and reactive 
oxygen species production which are well-recognized perpetrators 
of neuronal oxidative damage [38]. Some data suggest that calcium 
antagonists protect the lipid fraction within the cell membrane 
against the toxic effects of free oxygen radicals [39]. Calcium channel 
blockers also prevent calcium-overload in ischemic rat brains via 

their effect on the L-type calcium channel leading to suppression of 
formation of oxygen-derived free radicals and lipid peroxidation [40]. 

The mechanism responsible for nifedipine's protective effect against 
haloperidol-induced tardive dyskinesia may depend on a relative 
reduction of cellular calcium influx via its effect on the slow L-type 
calcium channel. There is involvement of calcium in triggering 
oxidative damage and excitotoxicity, both of which play central role 
in haloperidol-induced orofacial dyskinesia and associated 
alterations [5]. Accordingly, reduction of intracellular calcium 
concentrations by nifedipine may reduce free radical generating 
mechanisms and lipid peroxidation. Alternatively, nifedipine may 
inhibit iron-dependent lipid peroxidation directly in ventricular 
myocyte membranes which can be ascribed to its capacity to 
scavenge or impair oxygen free radical generation [14]. A reasonable 
concept is that calcium overload enhances the formation of oxygen-
derived free radicals and lipid peroxidation. Thus the beneficial 
action of nifedipine for prevention of oxidative damage may be 
twofold: first prevention of cytosolic calcium overload and second 
inhibition of the toxic effects of oxygen-derived free radicals. Yao and 
colleagues [41] have measured the antioxidant activity of 
dihydropyridine calcium antagonists against lipid auto-peroxidation 
in rat brain homogenates and reported that nifedipine has the most 
potent antioxidant activity compared to other members of 
dihydropyridine group. Our results show that nifedipine 
significantly increased the reduced GSH level and enhanced the SOD 
and CAT activities that were attenuated by haloperidol treatment. 
On the other hand, nifedipine markedly reduced the elevated lipid 
peroxide levels, MDA, that were augmented after haloperidol 
treatment. This amelioration in oxidative stress parameters was 
accompanied by a moderate reduction in behavioral abnormalities 
such as VCMs and TPF. Our results were consistent with that of 
Bishnoi and colleagues [5] who reported that nifedipine produced a 

marked improvement in both behavioral abnormalities and 
oxidative stress markers that were deteriorated by haloperidol in 
rats.  

An alternative hypothesis for TD is that the pineal gland exerts a 
protective effect which mitigates against the development of TD and, 
by inference, that reduced melatonin secretion may be related to the 
pathophysiology of TD. Sandyk and Kay [7] have postulated a link 
between pineal gland calcification leading to disturbance in 
melatonin secretion and tardive dyskinesia occurrence. This concept 
was obvious in our study since administration of melatonin to rats 
reduced the behavioral abnormalities (vacuous chewing movements 
and tongue protrusions frequency) that were induced by 
haloperidol. Furthermore, it is proposed that TD is associated with 
dopamine receptor supersensitivity arising from dopamine D2 
receptors blockage by neuroleptics [42]. In addition, dysfunctions of 
striatonigral GABAergic neurons and disturbed balance between 
dopaminergic and cholinergic systems have been proposed for the 
development of tardive dyskinesia [42]. The pineal gland hormone 
melatonin is a potent antioxidant and attenuates dopaminergic 
activity in the striatum and dopamine release from the 
hypothalamus [21]. Thus, melatonin may have a beneficial effect for 
both the treatment and prevention of TD [43]. Melatonin is an 
important scavenger of hydroxyl radicals and other reactive oxygen 
species [16]. It has the ability to cross blood brain barrier efficiently 

[19]. In our study, the reversal of behavioral abnormalities after 
melatonin administration was accompanied by amelioration in 
oxidative stress biomarkers (GSH, MDA, SOD and CAT) compared to 
haloperidol treated rats [44]. 

The pathophysiology of tardive dyskinesia is multi-factorial and it 
seems that several different mechanisms are involved in the etiology 
of TD.  Therefore, the use of combined therapy of two different drugs 
with different mechanisms (nifedipine through its inhibition of 
overload calcium influx and subsequent attenuation of ROS 
generation and melatonin the potent antioxidant with free radicals 
scavenging and anti-dopamnergic activity) may be more effective 
than single drug administration. In our study, the protective effect 
offered by combined administration of nifedipine plus melatonin 
was more effective than either each drug alone. Nifedipine and 
melatonin completely inhibited the behavioral abnormalities 
produced by haloperidol especially vacuous chewing movements 
and tongue protrusions frequency. In the same time, both drugs 
increased the level of GSH and the activities of antioxidant enzymes 
SOD and CAT and decreased the elevated MDA level more efficiently 
than either nifedipine or melatonin alone.  

CONCLUSION 

The present study revealed the neurotoxic effects of haloperidol in 
rats. The toxic effect of haloperidol may be ascribed to oxidative 
stress mechanism that may relate to calcium overload. The 
combination of calcium channel blocking and antioxidant activities 
of nifedipine with the antioxidant, anti-dopaminergic activities of 
melatonin significantly abolished the behavioral abnormalities such 
as VCMs and TPF. In the same time this combination ameliorated the 
deteriorated oxidative stress biomarkers. The protective effect of co-
administration of nifedipine plus melatonin was more effective than 
either drug alone for controlling TD. The synergistic neuroprotective 
activity of both drugs against haloperidol-induced tardive dyskinesia 
may be attributed to additive antioxidant activity of both drugs 
together with inhibition of calcium influx and dopamine release by 
nifedipine and melatonin respectively. 

REFERENCES 

1- Keith S. Use of long-acting risperidone in psychiatric disorders: 
focus on efficacy, safety and cost-effectiveness. Expert Rev 
Neurother. 2009; 9:9-31.  

2- Bishnoi M, Chopra K, Kulkarni SK. Theophylline, adenosine 
receptor antagonist prevents behavioral, biochemical and 
neurochemical changes associated with an animal model of 
tardive dyskinesia. Pharmacol Rep. 2007; 59:181-191. 

3- Llorca PM, Chereau I, Bayle FJ, Lancon C. Tardive dyskinesias 
and antipsychotics: a review. Eur Psychiatry. 2002; 17:129-138. 



190 

 

4- Thaakur S, Himabindhu G. Effect of alpha lipoic acid on the 
tardive dyskinesia and oxidative stress induced by haloperidol 
in rats. J Neural Transm. 2009; 116:807-814. 

5- Bishnoi M, Chopra K, Kulkarni SK. Protective effect of L-type 
calcium channel blockers against haloperidol-induced orofacial 
dyskinesia: a behavioural, biochemical and neurochemical study. 
Neurochem Res. 2008; 33:1869-1880. 

6- Hernández-Fonseca K, Cárdenas-Rodríguez N, Pedraza-Chaverri 
J, Massieu L. Calcium-dependent production of reactive oxygen 
species is involved in neuronal damage induced during 
glycolysis inhibition in cultured hippocampal neurons. J Neurosci 
Res. 2008; 86:1768-1780. 

7- Sandyk R, Kay SR. The relationship of pineal calcification and 
melatonin secretion to the pathophysiology of tardive 
dyskinesia and Tourette's syndrome. Int J Neurosci. 1991; 
58:215-247. 

8- Major TC, Dhamija S, Black N, Liachenko S, Morenko B, 
Sobocinski G et al. The T- and L-type calcium channel blocker 
(CCB) mibefradil attenuates leg edema induced by the L-type 
CCB nifedipine in the spontaneously hypertensive rat: a novel 
differentiating assay. J Pharmacol Exp Ther. 2008; 325:723-731. 

9- Janicki PK, Siembab D, Paulo EA, Krzaścik P. Single-dose kinetics 
of nifedipine in rat plasma and brain. Pharmacology. 1988; 
36:183-187. 

10- Cain CK, Blouin AM, Barad M. L-type voltage-gated calcium 
channels are required for extinction, but not for acquisition or 
expression, of conditional fear in mice. J Neurosci. 2002; 
22:9113-9121. 

11- Rojstaczer N, Triggle DJ. Structure-function relationships of 
calcium antagonists. Effect on oxidative modification of low 
density lipoprotein. Biochem Pharmacol. 1996; 51:141-150. 

12- Mak IT, Boehme P, Weglicki WB. Protective effects of calcium 
channel blockers against free radical-impaired endothelial cell 
proliferation. Biochem Pharmacol. 1995; 50:1531-1534. 

13- Gitika B, Sai Ram M, Sharma SK, Ilavazhagan G, Banerjee PK. 
Quercetin protects C6 glial cells from oxidative stress induced by 
tertiary-butylhydroperoxide. Free Radic Res. 2006; 40:95-102. 

14- Reddy DS, Singh M, Chopra K. Comparative antioxidant effects of 
beta-adrenoceptor blockers, calcium antagonists and U-74500A 
against iron-dependent lipid peroxidation in murine ventricular 
microsomal membranes. Methods Find Exp Clin Pharmacol. 
1996; 18:559-567. 

15- Allanore Y, Borderie D, Périanin A, Lemaréchal H, Ekindjian OG, 
Kahan A. Nifedipine protects against overproduction of 
superoxide anion by monocytes from patients with systemic 
sclerosis. Arthritis Res Ther. 2005; 7:93-100. 

16- Davanipour Z, Poulsen HE, Weimann A, Sobel E. Endogenous 
melatonin and oxidatively damaged guanine in DNA. BMC 
Endocr Disord. 2009; 9:1-9. 

17- Reiter RJ, Tan DX, Cabrera J, , D'Arpa D, Sainz RM, Mayo JC, et al. 
The oxidant/antioxidant network: role of melatonin. Biol Signals 
Recept. 1999; 8:56-63. 

18- Rao ML, Gross G, Strebel B, Bräunig P, Huber G, Klosterkötter J. 
Serum amino acids, central monoamines, and hormones in drug-
naive, drug-free, and neuroleptic-treated schizophrenic patients 
and healthy subjects. Psychiatry Res. 1990; 34:243-257. 

19- Wang X, Figueroa BE, Stavrovskaya IG, Zhang Y, Sirianni AC, Zhu 
S, et al. Methazolamide and melatonin inhibit mitochondrial 
cytochrome C release and are neuroprotective in experimental 
models of ischemic injury. Stroke. 2009; 40:1877-1885. 

20- Kim YS, Joo WS, Jin BK, Cho YH, Baik HH, Park CW. Melatonin 
protects 6-OHDA-induced neuronal death of nigrostriatal 
dopaminergic system. Neuroreport. 1998; 9:2387-2390. 

21- Zisapel N, Egozi Y, Laudon M. Inhibition of dopamine release by 
melatonin: regional distribution in the rat brain. Brain Res. 1982; 
246:161-163. 

22- Naidu PS, Singh A, Kulkarni SK. Carvedilol attenuates 
neuroleptic-induced orofacial dyskinesia: possible antioxidant 
mechanisms. Br J Pharmacol. 2002; 136:193-200.  

23- Ellman GL. Tissue sulfhydryl groups. Arch Biochem Biophys. 
1959; 82:70-77. 

24- Mihara M, Uchiyama M. Determination of malonaldehyde 
precursor in tissues by thiobarbituric acid test. Anal Biochem. 
1978; 86:271-278. 

25- Marklund SL. Superoxide dismutase isoenzymes in tissues and 
plasma from New Zealand black mice, nude mice and normal 
BALB/c mice. Mutat Res. 1985; 148:129-134. 

26- Claiborne A. Handbook of methods for oxygen radical research. 
In: Catalase activity, Boca Raton, Florida; 1985:283-284.  

27- Bishnoi M, Chopra K, Kulkarni SK. Co-administration of nitric 
oxide (NO) donors prevents haloperidol-induced orofacial 
dyskinesia, oxidative damage and change in striatal dopamine 
levels. Pharmacol Biochem Behav. 2009; 91:423-429. 

28- Krause E, Gürkov R. Local botulinum neurotoxin A therapy in 
tardive lingual dyskinesia. Laryngorhinootologie. 2009; 88:508-
510. 

29- Florang VR, Rees JN, Brogden NK, Anderson DG, Hurley TD, 
Doorn JA. Inhibition of the oxidative metabolism of 3,4-
dihydroxyphenylacetaldehyde, a reactive intermediate of 
dopamine metabolism by 4-hydroxy-2-nonenal. Neurotoxicology. 
2007; 28:76-82. 

30- Burke WJ, Kumar VB, Pandey N, et al. Aggregation of alpha-
synuclein by DOPAL, the monoamine oxidase metabolite of 
dopamine. Acta Neuropathol. 2008; 115:193-203. 

31- Vairetti M, Feletti F, Battaglia A, Pamparana F, Canonico PL, 
Richelmi P et al. Haloperidol-induced changes in glutathione and 
energy metabolism: effect of nicergoline. Eur J Pharmacol. 1999; 
367:67-72. 

32- Fachinetto R, Burger ME, Wagner C, Wondracek DC, Brito VB, 
Nogueira CW, et al. High fat diet increases the incidence of 
orofacial dyskinesia and oxidative stress in specific brain 
regions of rats. Pharmacol Biochem Behav. 2005; 81:585-592.  

33- Pivovarova NB, Nguyen HV, Winters CA, Brantner CA, Smith CL, 
Andrews SB. Excitotoxic calcium overload in a subpopulation of 
mitochondria triggers delayed death in hippocampal neurons. J 
Neurosci. 2004; 24:5611-5622. 

34- Taghibiglou C, Martin HG, Lai TW, Cho T, Prasad S, Kojic L, et al. 
Role of NMDA receptor-dependent activation of SREBP1 in 
excitotoxic and ischemic neuronal injuries. Nat Med. 2009; 
15:1399-1406. 

35- Congar P, Bergevin A, Trudeau LE. D2 receptors inhibit the 
secretory process downstream from calcium influx in 
dopaminergic neurons: implication of K+ channels. J 
Neurophysiol. 2002; 87:1046-1056. 

36- Arun P, Madhavarao CN, Moffett JR, Namboodiri AM. 
Antipsychotic drugs increase N-acetylaspartate and N-
acetylaspartylglutamate in SH-SY5Y human neuroblastoma cells. 
J Neurochem. 2008; 106:1669-1680.  

37- Walker PD, Shah SV. Evidence suggesting a role for hydroxyl 
radical in gentamicin-induced acute renal failure in rats. J Clin 
Invest. 1988; 81:334-341. 

38- Windelborn JA, Lipton P. Lysosomal release of cathepsins causes 
ischemic damage in the rat hippocampal slice and depends on 
NMDA-mediated calcium influx, arachidonic acid metabolism, 
and free radical production. J Neurochem. 2008; 106:56-69. 

39- Pronobesh C, Dagagi AV, Pallab C, Kumar WA. Protective role of 
the calcium channel blocker amlodipine against mitochondrial 
injury in ischemia and reperfusion injury of rat liver. Acta 
Pharm. 2008; 58:421-428. 

40- Lukic-Panin V, Kamiya T, Zhang H, Hayashi T, Tsuchiya A, Sehara 
Y, et al. Prevention of neuronal damage by calcium channel 
blockers with antioxidative effects after transient focal ischemia 
in rats. Brain Res. 2007; 1176:143-150. 

41- Yao K, Ina Y, Nagashima K, Ohmori K, Ohno T. Antioxidant effects 
of calcium antagonists in rat brain homogenates. Biol Pharm 
Bull. 2000; 23:766-769. 

42- Kulkarni SK, Naidu PS. Pathophysiology and drug therapy of 
tardive dyskinesia: current concepts and future perspectives. 
Drugs Today (Barc). 2003; 39:19-49. 

43- Zisapel N. Melatonin-dopamine interactions: from basic 
neurochemistry to a clinical setting. Cell Mol Neurobiol. 2001; 
21:605-616. 

44- Naidu PS, Singh A, Kaur P, Sandhir R, Kulkarni SK. Possible 
mechanism of action in melatonin attenuation of haloperidol-
induced orofacial dyskinesia. Pharmacol Biochem Behav. 2003; 
74:641-648. 

 


