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Background: Nigella sativa Linn. which has many acclaimed medicinal properties is an indigenous 
herbaceous plant and belongs to the Ranunculaceae family, which grows in countries bordering 
the Mediterranean Sea, Pakistan and India. Objective: This study was designed to investigate 
the effects of N. sativa seed extracts of different germination phases on the central nervous 
system (CNS) responses in experimental animals. Materials and Methods: Anxiolytic, locomotor 
activity of extracts (1 g/kg of body weight) was evaluated in both stressed and unstressed animal 
models and antiepileptic effect was evaluated by maximal electroshock seizure model keeping 
diazepam (20 mg/kg) as a positive control. Antidepressant effect was evaluated by forced swim 
test and tail suspension test keeping imipramine (15 mg/kg) as a positive control. Results: All 
tested extracts of N. sativa during different phases of germination (especially 5th day germination 
phase) showed significant  (P < 0.001) anxiolytic effect in comparison to control. Diazepam 
reduced locomotor activity in control (unstressed) rats but did not show affect in stressed rats 
while N. sativa extracts from germination phases significantly (P < 0.001) reduced locomotor 
activity in unstressed as well as stressed animals. All the extracts of N. sativa from different 
germination phases exhibited significant (P < 0.001) reduction in various phases of epileptic 
seizure on comparison with the reference standard (diazepam). During antidepressant test, N. sativa 
extracts exhibited a slight reduction in the immobility of rats. Conclusion: During germination, 
especially in 5th day germination extract, N. sativa showed significant CNS depressant activity 
as compared to whole seeds that possibly may be due higher content of secondary metabolites 
produced during germination.
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INTRODUCTION

Cognitive dysfunction is a major health trouble and 
many neuropsychiatric disorders and neurodegenerative 
disorders such as Alzheimer’s disease dementia, depression, 
schizophrenia, seizure disorders, cerebrovascular 
impairment, head injury and parkinsonism, can be sternly 
functionally overwhelming in nature.[1] Per estimate, up 
to 21% of  the world’s population is found to be affected 
by depressive disorders, one of  the most prevalent 
psychiatric diseases.[2] It is a major cause of  disability and 
death by suicide due to raised rates of  physical disorders.[3] 
Neurodegenerative diseases represent a large group of  

neurological disorders with heterogeneous clinical and 
pathological expressions affecting specific subsets of  
neurons in specific functional anatomical systems. They 
arise from unknown reasons and progress in a relentless 
manner. Neurodegenerative disorders are a major cause 
or mortality and disability and as a result of  increasing 
life spans represent one of  the key medical research 
challenges.[3] Because the mechanism of  neurodegenerative 
disorders is quite complex, many currently available 
synthetic neuroprotective drugs/chemicals have low 
rates of  response and remission and even severe adverse 
effects.[4]

Nigella sativa L. is widely studied due to its strong traditional 
claims and beliefs of  having a therapeutic role in almost 
every disease process.[5] The main active ingredients 
isolated from N. sativa seeds are thymoquinone, thymol, 
alkaloids like nigellidine, nigellimine, and nigellicine, 
vitamins, minerals and proteins.[6] Very modest literature 
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was found on the neuroprotective effect of  N. sativa. 
In vitro studies confirmed that pretreatment with N. sativa 
oil has significantly improved neuronal cell viability[7] and 
methanolic extract of  N. sativa modulates the neuronal 
release of  amino acid neurotransmitters including 
gamma‑aminobutyric acid  (GABA), glycine, aspartate 
and glutamate on cultured cortical neurons and also 
possesses a potent central nervous system  (CNS) and 
analgesic activity.[8,9] N. sativa and thymoquinone have 
been recognized as neuroprotective agents.[10] The aim of  
the present study was to investigate in vivo neuroprotective 
effects of  N. sativa seed during different germination 
phases on CNS in Wistar rat. This is the first study on 
neuroprotective effect during germination of  N. sativa seed.

MATERIALS AND METHODS

Collection of Nigella sativa seed
Seeds of  N. sativa were procured from a grocery shop 
in Lucknow in the month of  February, 2012. A voucher 
specimen of  the seeds was kept in the Museum of  the 
Department for future reference.

Germination of seeds
Germination was done according to the method of  Ahmad 
et al.[11] Seeds were surface sterilized with 0.1% HgCl2 for 
3 min. They were rinsed thoroughly with double distilled 
water and soaked in de‑ionized water for 30 min. Seeds 
were grown in glass petri plates. They were placed on four 
folds of  damp filter paper at 25°C and incubated in the 
dark till the initiation of  sprouting  (3rd day) after which 
they were placed at a light intensity of  100 μ mol/m2/s 
and a 14/10 h (day/night) photoperiod until the complete 
plantlet with two leaves were obtained. The complete 
germination took 11 days with the emergence of  epicotyl, 
hypocotyl, roots and green leaves. Germination, defined 
as 1 mm radicle emergence, was followed for 11 days. No 
contamination by microorganisms was observed during 
this period.

Preparation of distilled extracts
Germination induces the formation of  bioactive 
compounds.[12] Therefore, extracts of  the different days 
of  germination were taken for the study. The samples 
of  seed and germinated phases  (5th, 7th  and 11th  day) 
were shade‑dried and ground to a fine powder. The 
powder (20 g) was extracted using soxhlet apparatus with 
200 ml of  methanol solvent for 48 h in order to extract 
bioactive compounds. The extracts were filtered using 
Whatman filter paper (No. 1) and methanol was evaporated 
using rotary distillation apparatus to obtain the pure extract. 
Oily fraction of  extracts was stored at 4°C until use.

Animals
Male Wistar rats, weighing 150–200 g, were purchased from 
Central Drug and Research Institute, Lucknow, India and 
housed in a temperature controlled room (22°C ± 2°C) 
with a 12 h light‑12 h dark cycle and allowed free access 
to a standard rat chow and filtered tap water for 7 days for 
acclimatization. The study received the approval of  the 
Institutional Animal Ethics Committee of  Era’s Lucknow 
Medical College and Hospital. Animals were cared for in 
accordance with the internationally accepted principles for 
laboratory animal use and care and the procedures followed 
were in accordance with the standards set forth in the Guide 
for the Care and Use of  Laboratory Animals (published 
by the National Academy of  Science, National Academy 
Press, Washington, D.C.).

Drugs
Diazepam  (Calmpose®; Ranbaxy Laboratories Ltd., 
India) and imipramine  (Depsonil, S.G Pharmaceuticals, 
Vadodara).

Anxiolytic activity by elevated plus maze test
The plus maze apparatus consisted of  two open 
arms (without walls), 16 × 5 cm, and two enclosed arms, 
16 cm × 5 cm × 12 cm, arranged opposite to each other. 
The maze was elevated to a height of  25 cm. Each mouse 
was placed individually at the center of  the elevated plus 
maze with its head facing toward an open arm and time 
spent in the open arm during a 5 min observation period 
was noted.[13,14]

Locomotor activity
The effects of  various treatments on the spontaneous 
locomotor activity of  animals were measured using an 
actophotometer (INCO, Ambala, India). The cognitive 
effect was measured by placing the animals in the 
actophotometer, and the readings were recorded for 10 min. 
The data were presented as the number of  counts recorded 
by the apparatus as the light beam was interrupted between 
the light source and photo sensors in response to animal 
movements. The locomotor activity was expressed in terms 
of  total photo beam interruption counts/min/animal.[15]

Experimental protocol
The rats were divided into 12 groups containing six rats 
in each group. Stress was produced by immobilizing the 
rat for 6 h  (9 a.m.–3 p.m.) in a cage. The cage was an 
indigenous one which was designed to suit the experiment. 
It was framed to provide adequate immobilization without 
giving any physical harm to the animal. It was small, made 
up of  steel wire, measuring 9” × 2.75”, and light weighted. 
Animals subjected to immobilization were considered as 
stressed mice. Animals not subjected to immobilization 
were considered as unstressed mice.
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All treatments were administered orally in all experimental 
groups  (I–XII). Animals of  Control  (Group  I), 
immobilized (Group II) and standard groups (Group III 
and IV) received distilled water (1 ml/kg of  body weight) 
for 7 days. Group  III received diazepam  (20 mg/kg of  
body weight) 1 h before test on day 7 and group IV also 
received diazepam (20 mg/kg) 1 h before subjecting them 
to immobilization for 6  h. Groups  V–XII received N. 
sativa extracts, 1  g/kg of  body weight[16] from different 
germination phases (0th day, i.e. seed extract, 5th, 7th and 
11th day extract) for 7 days. On day 7, unstressed groups 
of  animals received extracts of  N. sativa 1 h before testing 
them in various behavioral paradigms. The remaining 
groups of  animals received extract 1 h before subjecting 
them to immobilization for 6 h.[17]

Anticonvulsant activity in maximal electroshock 
induced seizures model
Maximal electroshock (MES) model was used to evaluate 
the anticonvulsant activity of  extracts. Seizures were 
induced in rats by delivering electroshock of  50 mA for 
0.2 s by means of  an electro‑convulsiometer through a 
pair of  ear clip electrodes.[18,19] All rats were divided into six 
different groups (Group I–VI). Group I (control group) 
and II (standard group) received distilled water (1 ml/kg 
of  body weight) for 7 days; on day 7, group II received 
diazepam (20  mg/kg) as standard before 1 h of  test. 
Group (III–VI) received N. sativa extracts from different 
germination phases (1 g/kg) from day 1 to 7. On day 7, 
after 1 h of  treatment all animals were ready for MES 
induced seizure. Various phases of  epilepsy like seizure, 
extension in limbs, clonus and recovery time were observed 
in MES‑induced animals.

Antidepressant activity
Forced swim test
Forced swim test  (FST), the most frequently used 
behavioral model for screening antidepressant‑like activity 
in rats was first proposed by Porsolt in 1978.[20] Rats were 
moved from the animal house to the laboratory in their 
own cages and allowed to adapt to the laboratory conditions 
for 1–2 h. Rats were forced to swim in an open cylindrical 
container (diameter 20  cm, height 45  cm), containing 
38 cm of  water at 25°C ± 1°C. All rats were divided into 
six different groups (Group I–VI). The rats were tested 
in two sessions: An initial 15 min training session latter 
after 24 h by a 6 min test session. Following the training 
session rats were removed from the cylinder, towel dried 
and then returned to the home cage for testing them again 
after 24 h latter.

Group I and II received distilled water (1 ml/kg of  body 
weight) for 7 days as control group, on day 7 Group II 
received imipramine  (15 mg/kg) as standard before 1 h 

of  test. Group (III–VI) received N. sativa extracts from 
different germination phases (1 g/kg of  body weight) orally 
for 7 days. On day 7, after 1 h of  treatment, each rat was 
forced to swim for a period of  6 min test. After an initial 
period of  2 min which is a period of  vigorous activity, 
each animal assumed a typical immobile posture. A  rat 
was considered to be immobile when it remained floating 
in the water without struggling, making only minimum 
movements of  its limbs necessary to keep its head above 
the water. The total duration of  immobility was recorded 
during the next 4 min of  the total test duration of  6 min 
by a blind observer.[21]

Tail suspension test
Tail suspension test (TST) used the uncontrollable, 
inescapable stressor of  tail suspension to elicit immobility.[20] 
The rats were treated in the same manner as in FST for 
7 days. Each rat was individually suspended to the edge 
of  a table, 50 cm above the floor, by adhesive tape placed 
approximately 1 cm from the tip of  the tail. The total period 
of  immobility was recorded manually for 6 min. Animals 
were considered to be immobile when it didn’t show anybody 
movement, hung passively and completely motionless.[22]

RESULTS

Effect of different treatment on anxiolytic activity 
during elevated plus maze test
In the elevated plus maze test, significant increase in the 
time spent in the open arms indicate an anxiolytic effect 
of  N. sativa germination extracts both in unstressed 
and stressed conditions. All the tested extracts showed 
significant anxiolytic activity (P < 0.001) when compared 
with control unstressed group.

Six hours of  acute immobilization induced a significant 
(P  <  0.001) anxiogenic effects in animals as compared 
to vehicle‑treated unstressed mice [Table  1]. Diazepam 
produced significant anti‑anxiety effects in unstressed 
rats (21.10 ± 1.1 s time spent in open arm) as compared 
to the control group  (9.40 ± 0.5 s) and in stressed rats 
(7.20  ±  0.4 s) as compared to immobilization‑induced 
stressed rats (3.10 ± 0.3 s). All the extracts of  N. sativa 
showed a significant anxiolytic effect on unstressed as well 
as stressed animals that was higher in stressed animals. 
Extracts from different germination phases showed 
different degree of  anxiolytic activity. Seed of  N. sativa 
showed 20.21 ± 0.9 and 7.01 ± 0.7 s time spent in open 
arm in unstressed and stressed animals respectively. Extract 
of  5th day germination phase showed the best anxiolytic 
activity among the all tested extracts in both unstressed 
and stressed animal model (29.70 ± 1.3 and 10.10 ± 0.5 
respectively) followed by 7th  and 11th  day germination 
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extracts [Table 1]. N. sativa produced significant anti‑anxiety 
effects in germination phases compared with the control 
group (9.40 ± 0.5 s) and immobilization‑induced stressed 
rats (3.10 ± 0.3 s).

Effect of different treatments on locomotor activity
Locomotor activity in rats after treatment with N. sativa 
extracts from different germination phases was measured 
using actophotometer in unstressed as well as stressed 
animal model. All the tested extracts and standard drug 
diazepam showed different degree in locomotor activity.

Immobilization significantly decreased the locomotor 
activity of  rats as compared to unstressed control group. 
Diazepam reduced locomotor activity in unstressed rats 
(295.5 ± 11.2) as compared to the unstressed control group 
(338.8 ± 10.6) but did not affect stressed rats (169.2 ± 6.29) 
as compared to immobilization‑induced stressed rats 
(134.3 ± 8.31). All the extracts of  N. sativa significantly 
reduced locomotor activity in unstressed as well as stressed 
animals that was higher in stressed animals. Seed of  
N. sativa showed locomotor activity count of  325.6 ± 12.3 
and 115.1  ±  5.27 in unstressed and stressed animals 
respectively. Extract of  5th  day germination phase again 
showed the best effect among the all tested extracts in both 
unstressed and stressed animal model having 320.4 ± 10.44 
and 108.0 ± 8.33 locomotion count respectively followed 
by 7th  and 11th  day germination extracts [Table  2] as 
compared to the unstressed control group (338.8 ± 10.6) 
and immobilization‑induced group (134.3 ± 8.31).

Effect of different treatment on anticonvulsant 
(antiepileptic) activity during maximal electroshock 
induced seizures
All the extracts of  N. sativa from different germination 
phases exhibited significant  (P  <  0.001) reduction in 
various phases of  epileptic seizure on comparison with the 
reference standard diazepam (20 mg/kg of  body weight). 
There was also a significant reduction in the time required 
for the righting reflex  (recovery) in the extract treated 
groups [Table 3].

A significant reduction in the time required for 
the recovery (righting reflex) was observed in this 
study [Table 3], which proves that N. sativa extracts from 
different germination phases provided a beneficial effect 
in controlling MES induced seizures. The convulsion was 
significantly reduced in extract treated groups as well as 
standard group II (3.1 ± 0.13 s) when compared to control 
(9.5 ± 0.12 s). Extract of  5th day germination phase of  N. 
sativa strongly reduced convulsion (2.9 ± 0.09 s) followed 
by 7th (3.0 ± 0.20 s), 11th (3.1 ± 0.21 s) and seed extract 
(3.1 ± 0.30 s). Hind limb extension was not observed 
in diazepam treated and 5th day extract treated groups. 

Clonus time and recovery time was also reduced in N. 
sativa extracts treated groups [Table 3].

Effect of different treatment, of Nigella sativa on 
antidepressant effects during forced swim test and 
tail suspension test
Nigella sativa extracts from different germination phases 
exhibited a reduction in the immobility of  rats during 
FST and TST, in comparison with the reference standard 
Imipramine 15  mg/kg of  body weight. Furthermore, 
extracts of  5th and 7th day germination phases showed a 
significant reduction in immobility in rats.

A significant reduction in immobility during both tests 
was not observed, except in 5th, day germination phase 
extract [Table  4]. Imipramine significantly  (P  <  0.001) 

Table 1: Effect of Nigella sativa extracts of 
different germination phases in elevated plus 
maze test
Group Treatment Category Time spent in 

open arms (s)
Group I Distilled water 9.40±0.5
Group II Immobilized Stressed 3.10±0.3a

Group III Diazepam (20 mg/kg) Unstressed 21.10±1.1a

Group IV Diazepam (20 mg/kg) Stressed 7.20±0.4b

Group V Seed extract (0th day) Unstressed 20.21±0.9a

Group VI Seed extract (0th day) Stressed 7.01±0.7b

Group VII 5th day extract Unstressed 29.70±1.3a

Group VIII 5th day extract Stressed 10.10±0.5b

Group IX 7th day extract Unstressed 24.02±1.0a

Group X 7th day extract Stressed 9.50±0.8b

Group XI 11th day extract Unstressed 21.09±1.0a

Group XII 11th day extract Stressed 8.29±0.6b

aP<0.001, compared with group I (control); bP<0.001, compared with group II

Table 2: Effect of different treatments of Nigella 
sativa extracts from different germination 
phases on locomotor activity counts in rats on 
actophotometer
Group Treatment Category Locomotor 

activity counts
Group I Distilled water 338.8±10.6
Group II Immobilized Stressed 134.3±8.31a

Group III Diazepam (20 mg/kg) Unstressed 295.5±11.2a

Group IV Diazepam (20 mg/kg) Stressed 169.2±6.29a

Group V Seed extract (0th day) Unstressed 325.6±12.3
Group VI Seed extract (0th day) Stressed 115.1±5.27b

Group VII 5th day extract Unstressed 320.4±10.44a

Group VIII 5th day extract Stressed 108.0±8.33b

Group IX 7th day extract Unstressed 321.8±13.1a

Group X 7th day extract Stressed 111.0±9.19b

Group XI 11th day extract Unstressed 324.3±12.6
Group XII 11th day extract Stressed 112.0±10.1b

aP<0.001, compared with group I (control); bP<0.001, compared with group II
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reduced immobility (34.66 ± 2.3 s and 49.33 ± 3.66 s) in 
rats when compared to control group (108.23 ± 4.2 s and 
125 ± 5.1 s) respectively in FST and TST. Imipramine is 
an anti‑depressant medication, a tricyclic antidepressant 
of  the dibenzazepine group. Imipramine is mainly used in 
the treatment of  major depression and enuresis (inability 
to control urination). It has also been evaluated for use in 
panic disorder.[23]

DISCUSSION

In the present study, N. sativa extracts of  different 
germination phases showed significant anxiolytic activity 
in unstressed rats as well as stressed rats compared to 
whole seed extract or nongerminated N. sativa. Diazepam 
produced a significant anxiolytic effect in unstressed mice, 
but the anti‑anxiety effect of  diazepam was observed to be 
compromised in stressed mice. This is in agreement with 
the study of  Gilhotra et al.[24] The anxiolytic effect of  N. 
sativa was comparable to that of  diazepam (20 mg/kg) in 
unstressed rats.

The anti‑anxiety‑like effect of  N. sativa and diazepam seem 
not to be associated with any motor effects because these 
drugs did not significantly change locomotor function 
of  treated rats (unstressed) as compared to control mice. 
This confirms the assumption that the anti‑anxiety‑like 
effect of  these drugs is specific. Forced immobilization 

is one of  the best‑explored models of  stress in rodents. 
This model combines touching stress  (escape reaction) 
and physiological stress (muscle work), resulting in both 
limited mobility and violent behavior. In this study, we 
used physical immobilization for 6  h as a stressor in 
rat and found that stress‑exposed rats showed more 
anxious behavior when compared with unstressed mice. 
These findings are in agreement with earlier reports that 
acute (6 h) stress activates nitric oxide synthase (NOS) and 
enhances anxiety in rodents.[25‑28] Acute immobilization 
stress, as used in the present study, is reported to increase 
expression of  inducible NOS in the brain cortex and leads 
to production of  the stable NO metabolites (nitrite and 
nitrate) in both plasma and brain.[29]

Study of  Gilhotra et  al.,  (2011) reported that diazepam 
served to increase brain GABA levels in both unstressed 
and stressed mice as it produced significant anxiolytic 
effects in unstressed mice but was unable to exert 
significant anti‑anxiety effects under stressful conditions. In 
the present study, diazepam produced significant anxiolytic 
effects in unstressed rats [Table 1] but not in stressed rats.[30] 
The pragmatic lack of  anti‑anxiety effect of  diazepam in 
stressed rats may be sufficiently explained by two sets of  
interpretation: First the immobilization stress‑induced 
disturbances in GABAergic receptors and benzodiazepine 
coupling to these receptors; and second the immobilization 
stress‑induced strong anxiogenic nitriergic power and 
ensuing NO cyclic guanosine monophosphate enhanced 
endogenous anxiety accompanied by decreased GABAergic 
influence. It is well‑known that behavioral effects of  drugs 
acting at the GABA‑benzodiazepine‑barbiturate complex 
may vary between stressed and unstressed animals.[31]

In addition, immobilization stress is accompanied 
by  an  inc rease  in  the  l eve l  o f  endog enous 
anxiety and induces demanding changes in the 
GABA‑benzodiazepine‑barbiturate complex in the brain of  
stressed animals.[32] Immobilization stress of  6 h, as used in 
the present study, has been shown to produce subsensitivity 
of  central GABA receptors.[33] In addition, inducible 
NOS‑derived NO activates an endogenous NO‑sensitive 
guanylyl cyclase, resulting in increased levels of  cyclic 

Table 3: Effect of Nigella sativa extracts of different germination phases on maximal electroshock 
induced seizures in rats
Group Treatment Convulsion (s) Hind limb extension (s) Clonus (s) Recovery (s)
Group I Distilled water 9.5±0.12 13.4±0.14 15.2±0.13 120±2.6
Group II Diazepam (20 mg/kg) 3.1±0.13a 0±0.00 5.32±0.20a 110±3.1a

Group III Seed extract (0th day) 3.1±0.30a 5.2±0.33a 7.11±0.31a 106±2.2a

Group IV 5th day extract 2.9±0.09a 0.2±0.01a 5.20±0.13a 35±2.4a

Group V 7th day extract 3.0±0.20a 2.1±0.12a 5.21±0.22a 59±1.6a

Group VI 11th day extract 3.1±0.21a 2.9±0.10a 5.20±0.12a 61±2.1a

aP<0.001, compared with group I (control)

Table 4: Effects of Nigella sativa extracts from 
germination phases on immobility period of rats 
in FST and TST
Group Treatment Duration of 

immobility (s) 
in FST

Duration of 
immobility (s) 

in TST
Group I Distilled water 108.23±4.2 125±5.1
Group II Imipramine (15 mg/kg) 34.66±2.3a 49.33±3.66a

Group III Seed extract (0th day) 95.21±3.3 110.0±4.3
Group IV 5th day extract 89.12±2.4a 102.25±2.3a

Group V 7th day extract 93.32±2.7 109.0±3.5
Group VI 11th day extract 95.36±3.9 110.32±3.8

aP<0.001, compared with group I (control). FST: Forced swim test; TST: Tail 
suspension test
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guanosine monophosphate (cGMP).[34,35] There is evidence 
suggesting that the role of  the NO/cGMP signaling 
pathway is the effect of  NO on anxiety.[36] Inhibition of  
the NO–cGMP pathway by inhibition of  NOS has been 
reported to produce anti‑anxiety effects.[37] Thymoquinone 
significantly attenuated the immobilization‑induced 
increase in plasma nitrite levels and immobilization‑induced 
decrease in GABA content in stressed mice, suggesting 
that a decrease in NO and increase in GABA may be 
responsible for the anti‑anxiety effect of  thymoquinone 
in stressed mice.[30,38]

In the modulation of  various behaviors serotonin, 
5‑hydroxytryptamine  (5‑HT) plays an important role. 
Evidence supporting the involvement of  central 5‑HT 
in anxiety related behavior and in the mechanism of  
action of  anxiolytic is well documented.[39] Tahira 
et al., (2009) reported that that administration of  N. sativa 
oil increased tryptophan and 5‑HT level and decreased 
the level of  5‑Hydroxyindoleacetic acid.[40] Similar 
results were also reported following the administration 
of  anxiolytic drugs.[41] Serotonin (5‑HT) is an inhibitory 
neuro‑transmitter involved in the regulation of  mood, 
sleep, anxiety, arousal and aggression. Serotonin agonists, 
precursors, and neuronal uptake inhibitors are reported 
to enhance narcoleptic catalepsy.[42] The increase in 
the serotonergic transmission raises the threshold of  
MES induced seizures in many animal test systems, 
thereby protecting against MES induced convulsions. 
Administration of  N. sativa significantly increased the 
brain levels of  serotonin, dopamine, and noradrenaline, 
which could be attributed to the significant protection 
offered against MES induced seizures as well as anxiety.[40] 
N. sativa extracts from germination phases also reduced 
various phases of  epileptic seizure on comparison with 
the control group. A  significant reduction in the time 
required for the recovery (righting reflex) was observed 
in this study [Table 3], which proves that N. sativa was 
providing a beneficial effect in controlling MES induced 
seizures. It was reported N. sativa interact with GABA 
receptors, most probably GABA‑A receptors and 
increased in GABAergic response that reduced epileptic 
responses.[43]

Extracts of  N. sativa also possess anti‑depressant effect, 
and it may be due to increased 5‑HT levels. Higher 5‑HT 
levels produce antidepressant effects. Administration 
of  tryptophan, precursor of  5‑HT has been shown to 
increase concentration of  brain 5‑HT[44,45] and produce 
antidepressant effects.[46] N. sativa oil increased brain 5‑HT 
levels and decreased 5‑HT turnover. Levels of  tryptophan 
increased significantly in brain and plasma following 
repeated administration of  N. sativa oil. Thus, N. sativa oil 
showed a potential antidepressant‑like effect.

These effects may be due to decidedly production 
of  secondary metabolites and active constituent 
during germination. Germination is a phenomenon 
during which rapid changes in metabolic activities 
and the inter‑conversions of  metabolites take place. 
The qualitative analyses of  phytochemicals present 
in the methanolic extracts of  N. sativa seed during 
germination showed the presence of  sterols, alkaloids, 
saponins, phenols, flavonoids, terpenoids and cardiac 
glycosides.[47] In addition, N. sativa extracts, especially 
5th day and other germination phases showed significant 
anti‑anxiety antiepileptic and antidepressant activity in 
rats through possible modulation of  5‑HT, tryptophan, 
NO and GABA level. Our study also an agreement for 
the study of  Al‑Naggar (2003) who reported that the 
methanolic extract of  N. sativa possess CNS depressant 
activity.[8]

CONCLUSION

The extracts of  N. sativa from different germination 
phases showed significant anxiolytic, antiepileptic and 
antidepressant effects. Anxiolytic effect of  N. sativa was 
observed in both unstressed as well as stressed animal 
model. In addition, extracts from germination phases of  N. 
sativa especially 5th germination extract followed by 7th day 
extract showed significant anti‑anxiety like activity as well 
as antiepileptic effect in rats. It may be due to possible 
modulation in serotonin  (5‑HT), NO and GABA level. 
Hence, it was concluded that during germination N. sativa 
have significant neuroprotective effects as compared to 
nongerminated seed.

ACKNOWLEDGMENT

The authors are thankful to Vice Chancellor of  the Integral 
University, Lucknow for providing necessary facilities. The 
authors are also grateful to Department of  Pharmacology, Era’s 
Lucknow Medical College, Lucknow for their cooperation.

REFERENCES

1.	 Borgesius  NZ, de Waard  MC, van der Pluijm  I, Omrani  A, 
Zondag  GC, van der Horst  GT, et  al. Accelerated age‑related 
cognitive decline and neurodegeneration, caused by deficient 
DNA repair. J Neurosci 2011;31:12543‑53.

2.	 Murray  CJ, Lopez AD. Alternative projections of mortality and 
disability by cause 1990‑2020: Global Burden of Disease Study. 
Lancet 1997;349:1498‑504.

3.	 Paykel  ES. Depression: Major problem for public health. 
Epidemiol Psichiatr Soc 2006;15:4‑10.

4.	 Sarko J. Antidepressants, old and new. A review of their adverse 
effects and toxicity in overdose. Emerg Med Clin North Am 
2000;18:637‑54.



Islam, et al.: Neuroprotective effects of Nigella sativa in germination phases

S188	 Pharmacognosy Magazine | April-June 2015 | Vol 11 | Issue 42 (Supplement 1)

5.	 Randhawa  MA. Black seed, Nigella sativa, deserves more 
attention. J Ayub Med Coll Abbottabad 2008;20:1‑2.

6.	 Salem ML. Immunomodulatory and therapeutic properties of the 
Nigella sativa L. seed. Int Immunopharmacol 2005;5:1749‑70.

7.	 Ismail N, Ismail M, Latiff LA, Mazlan M, Mariod AA. Black cumin 
seed (Nigella Sativa Linn.) Oil and its fractions protect against 
beta amyloid peptide induced toxicity in primary cerebellar 
granule neurons. J Food Lipids 2008;15:519‑33.

8.	 Al‑Naggar TB, Gómez‑Serranillos MP, Carretero ME, Villar AM. 
Neuropharmacological activity of Nigella sativa L. extracts. 
J Ethnopharmacol 2003;88:63‑8.

9.	 El‑Naggar  T, Gómez‑Serranillos  MP, Palomino  OM, Arce  C, 
Carretero  ME. Nigella sativa L. seed extract modulates the 
neurotransmitter amino acids release in cultured neurons 
in vitro. J Biomed Biotechnol 2010;2010:398312.

10.	 Hosseinzadeh H, Parvardeh S, Asl MN, Sadeghnia HR, Ziaee T. 
Effect of thymoquinone and Nigella sativa seeds oil on lipid 
peroxidation level during global cerebral ischemia‑reperfusion 
injury in rat hippocampus. Phytomedicine 2007;14:621‑7.

11.	 Ahmad IZ, Kamal A, Islam MH. Alteration in the activity of 
antioxidant enzymes in Nigella sativa seed during different phases 
of germination. In: Kalogiannakis M, Stavrou D, Michaelidis P, 
editors. Proceedings of the 7th International Conference on Hands-
on Science. Greece: ΚΥΒΟΣ thecopyshop; 2010. p. 426-429.

12.	 Kamal A, Arif JM, Ahmad IZ. Potential of Nigella sativa L. seed 
during different phases of germination on inhibition of bacterial 
growth. J Biotech Pharm Res 2010;1:009‑13.

13.	 Pellow S, Chopin P, File SE, Briley M. Validation of open: Closed 
arm entries in an elevated plus‑maze as a measure of anxiety in 
the rat. J Neurosci Methods 1985;14:149‑67.

14.	 Kulkarni SK. Handbook of Experimental Pharmacology. 3rd ed. 
Delhi: Vallabh Prakashan; 1999.

15.	 Turner  RA. Depressants of the central nervous system. In: 
Screening Methods in Pharmacology. Vol.  1. New  York: 
Academic Press; 1965. p. 69‑86.

16.	 Islam  MH, Ahmad  IZ, Salman  MT. In vivo evaluation of 
anti‑inflammatory and analgesic activities of Nigella sativa seed 
during germination. Int J Pharm Pharm Sci 2013b; 5:451‑4.

17.	 Kumari  B, Kumar A, Dhir A. Protective effect of non‑selective 
and selective COX‑2‑inhibitors in acute immobilization 
stress‑induced behavioral and biochemical alterations. 
Pharmacol Rep 2007;59:699‑707.

18.	 Barton ME, Peters SC, Shannon HE. Comparison of the effect 
of glutamate receptor modulators in the 6  Hz and maximal 
electroshock seizure models. Epilepsy Res 2003;56:17‑26.

19.	 Kumar S, Madaan R, Sharma A. Pharmacological evaluation of 
Bioactive Principle of Turnera aphrodisiaca. Indian J Pharm Sci 
2008;70:740‑4.

20.	 Porsolt R, Jalfre M. Swimming rats and human depression (Reply). 
Nature 1978;274:512‑3.

21.	 Detke MJ, Lucki I. Detection of serotonergic and noradrenergic 
antidepressants in the rat forced swimming test: The effects of 
water depth. Behav Brain Res 1996;73:43‑6.

22.	 Sharma VK, Chauhan NS, Lodhi S, Singhai AK. Anti‑Depressant 
Activity of Zizyphus xylopyrus. Int J Phytomed 2009;l: 12‑7.

23.	 Lepola U, Arató M, Zhu Y, Austin C. Sertraline versus imipramine 
treatment of comorbid panic disorder and major depressive 
disorder. J Clin Psychiatry 2003;64:654‑62.

24.	 Gilhotra N, Jain H, Dhingra D. Differential effects of nitric oxide 
synthase inhibitors on anxiety in unstressed and stressed mice. 
Indian J Exp Biol 2010;48:365‑72.

25.	 Sevgi S, Ozek M, Eroglu L. L‑NAME prevents anxiety‑like and 
depression‑like behavior in rats exposed to restraint stress. 
Methods Find Exp Clin Pharmacol 2006;28:95‑9.

26.	 Goyal  R, Anil  K. Protective effect of alprazolam in acute 
immobilization stress‑induced certain behavioral and biochemical 
alterations in mice. Pharmacol Rep 2007;59:284‑90.

27.	 Gilhotra  N, Dhingra  D. Involvement of NO‑cGMP pathway in 
anti‑anxiety effect of aminoguanidine in stressed mice. Prog 
Neuropsychopharmacol Biol Psychiatry 2009;33:1502‑7.

28.	 Gilhotra  N, Dhingra  D. GABAergic and nitriergic modulation 
by curcumin for its antianxiety‑like activity in mice. Brain Res 
2010;1352:167‑75.

29.	 Madrigal  JL, Hurtado  O, Moro  MA, Lizasoain  I, Lorenzo  P, 
Castrillo A, et al. The increase in TNF‑alpha levels is implicated 
in NF‑kappaB activation and inducible nitric oxide synthase 
expression in brain cortex after immobilization stress. 
Neuropsychopharmacology 2002;26:155‑63.

30.	 Gilhotra N, Dhingra D. Thymoquinone produced antianxiety‑like 
effects in mice through modulation of GABA and NO levels. 
Pharmacol Rep 2011;63:660‑9.

31.	 Boix  F, Fernández Teruel  A, Tobeña A. The anxiolytic action 
of benzodiazepines is not present in handling‑habituated rats. 
Pharmacol Biochem Behav 1988;31:541‑6.

32.	 Weizman A, Bidder  M, Fares  F, Gavish  M. Food deprivation 
modulates gamma‑aminobutyric acid receptors and 
peripheral benzodiazepine binding sites in rats. Brain Res 
1990;535:96‑100.

33.	 Sun AY, Li  DX, Wang  YL. Stress‑induced changes of central 
GABAergic function in rats. Zhongguo Yao Li Xue Bao 
1991;12:387‑90.

34.	 Nagao K, Takenaka S, Yamaji R, Inui H, Nakano Y. Nitric oxide 
synthase induction, cGMP elevation, and biopterin synthesis in 
vascular smooth muscle cells stimulated with interleukin‑1beta 
in hypoxia. J Biochem 2003;133:501‑5.

35.	 André M, Latado  H, Felley‑Bosco  E. Inducible nitric oxide 
synthase‑dependent stimulation of PKGI and phosphorylation 
of VASP in human embryonic kidney cells. Biochem Pharmacol 
2005;69:595‑602.

36.	 Eroglu L, Caglayan B. Anxiolytic and antidepressant properties 
of methylene blue in animal models. Pharmacol Res 
1997;36:381‑5.

37.	 Spolidório PC, Echeverry  MB, Iyomasa  M, Guimarães FS, 
Del Bel  EA. Anxiolytic effects induced by inhibition of the 
nitric oxide‑cGMP pathway in the rat dorsal hippocampus. 
Psychopharmacology (Berl) 2007;195:183‑92.

38.	 Raza M, El‑hadiyah TM, Al‑shabanah OA. Nigella sativa seed 
constituents and anxiety relief in experimental models. J Herbs 
Spices Med Plants 2006;12:153‑64.

39.	 Handley  SL, McBlane  JW. 5HT drugs in animal models of 
anxiety. Psychopharmacology (Berl) 1993;112:13‑20.

40.	 Perveen  T, Haider  S, Kanwal  S, Haleem  DJ. Repeated 
administration of Nigella sativa decreases 5‑HT turnover 
and produces anxiolytic effects in rats. Pak J Pharm Sci 
2009;22:139‑44.

41.	 Collinge J, Pycock CJ, Taberner PV. Studies on the interaction 
between cerebral 5‑hydroxytryptamine and gamma‑aminobutyric 
acid in the mode of action of diazepam in the rat. Br J Pharmacol 
1983;79:637‑43.

42.	 Bhattacharya  SK, Rao  PJ, Bhattacharya  D. Prostaglandin 
E1‑induced Catalepsy in the Rat: Role of putative 
neutrotransmitters. Pharm Res 1984;1:229‑31.

43.	 Raza  M, Alghasham  AA, Alorainy  MS, El‑Hadiyah  TM. 
Potentiation of valproate‑induced anticonvulsant response by 
Nigella sativa seed constituents: The Role of GABA receptors. 
Int J Health Sci (Qassim) 2008;2:15‑25.

44.	 Young SN, Gauthier S. Tryptophan availability and the control of 
5‑hydroxytryptamine and tryptamine synthesis in human CNS. 
Adv Exp Med Biol 1981;133:221‑30.



Islam, et al.: Neuroprotective effects of Nigella sativa in germination phases

Pharmacognosy Magazine | April-June 2015 | Vol 11 | Issue 42 (Supplement 1)	 S189

45.	 Fernstrom  JD. Dietary effects on brain serotonin synthesis: 
Relationship to appetite regulation. Am J Clin Nutr 
1985;42 5 Suppl: 1072‑82.

46.	 Haleem DJ, Haider S, Yasmeen A, Parveen T. The neurochemical 
profile of long term oral administration of moclobemide. Pak J 
Pharm Sci 1998;11:9‑14.

47.	 Islam MH, Ahmad IZ, Salman MT. Antibacterial activity of Nigella 
sativa seed in various germination phases on clinical bacterial 

strains isolated from human patients. E3 J Biotechnol Pharm 
Res 2013a; 4:8‑13.

Cite this article as: Islam MH, Ahmad IZ, Salman MT. Neuroprotective effects 
of Nigella sativa extracts during germination on central nervous system. Phcog 
Mag 2015;11:182-9.

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


