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Abstract
This study investigated the Neuropharmacological effects of the Methanol extract of Leptadenia hastata Leaves (MELH) in
Rodents. The oral median lethal dose (LD50) of MELH was evaluated using Lorke’s method in rats. The effect of MELH (200
and 400 mg/kg p.o.), diazepam (2.5 mg/kg, i.p.), and 10 ml normal saline/kg on anxiety-like behavior and locomotion activity
were evaluated in rats on elevated plus maze (EPM), Zero-maze and open field apparatus, respectively. The oral LD50 value of
MELH was estimated to be 5000 mg/kg body weight in rats. MELH significantly (p<0.0001) increased time spent in the open
arm of EPM and significantly (p<0.0001) increased time spent in open arms of the Zero maze. MELH also significantly increased
total locomotor activity (p<0.0001) and rearing in the open field apparatus. It was concluded that L. hastata possess potent
anxiolytic effects as evidenced in the results obtained from the various used models. Hence, this observation provides rational
scientific evidence for its continuous use in folkloric medicine for calming tensed individuals.
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1.0 Introduction
Traditional medicine involves the use of herbal
medicine, animal parts and minerals. However, herbal
medicines are the most widely used of the three.
Herbal medicines contain an active ingredient, aerial
or underground parts of plants as their petal or seeds
materials or combinations thereof, whether in the
crude state or as plant preparations. Furthermore,
about 80% of the world population is dependent

Anxiety and depression are the most common
psychiatric disorders. Over 20% of the adult
population suffers from these illnesses at some time
during their lives (Titov et al., 2010). It has become an
important
area
of
research
interest
in
psychopharmacology during this decade (Woode et
al., 2011).
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(wholly or partially) on plant-based drugs (WHO,
1996). In Nigeria and most developing countries of the
world, rural and urban dwellers, literate or illiterate
rely heavily on herbal preparations for the treatment of
various diseases despite the availability of orthodox
medicine (Nwabuise, 2002).

A filterate was obtained using Whatmann filter paper
(Size No1) and the extract was concentrated using
rotary evaporator. The extract shall henceforth be
reffered to as MELH.

Leptadenia hastata belongs to the family
asclepiadaceae widely used in Tropical Africa as
vegetable (Burkil, 1985). The plant is medicinally
important in the treatment of many ailments (Burkil,
1985; Oliver-Boyer, 1986; Aliero et al., 2001).
Ethnobotanical information obtained from traditional
medical practitioners in northern Nigeria revealed that
L. hastata is used for the treatment of diabetes
mellitus. The antibacterial and antimicrobial effects of
L. hastata have been reported (Aliero and Wara, 2009)
and the result of its toxicity studies showed that the
plant is relatively safe (Tambuora et al., 2005). There
is however paucity of information confirming the
neuropharmacological potentials of L. hastata. Hence,
this research evaluated the neuropharmacological
potentials of L. hastata in rodents.

The oral median lethal dose (LD50) of the extracts
was determined in rats according to the method of
Lorke et al. (1983)

2.4 Acute Toxicity Study

2.5 Behavioral tests
All the behavioral procedures were carried out
between 8:00 am and 12:00 pm in a temperature
controlled room (23 ± 1 ◦C). The mice were grouped
such that each group consisted of equal number of
males and females which were separately housed.
2.6 Elevated plus maze
The elevated plus maze is an anxiety paradigm based
on the rodent’s natural aversion to a novel and
potentially dangerous environment represented by the
open and elevated spaces (Lister, 1987). The elevated
plus maze apparatus is a plus (+) shaped wooden
structure, consisting of two open arms (40×5×10 cm3)
and two enclosed arms (40×5×10 cm3) extended from
a central platform (10×10 cm2). The maze was
elevated 50 cm from the room floor. Rats were
habituated to the testing room under dim light for at
least 1 h before the test and then randomly divided
into four groups. The rats that served as control group
received 10 ml normal saline/kg body weight orally,
while the treated rats received MELH (200 and 400
mg/kg body weight orally) and diazepam (2.5 mg/kg
body weight i.p.). One hour after oral treatment with
MELH and thirty minutes after intraperitoneal
administration of diazepam, each rat was placed at the
center of the maze, facing one of the open arms and
allowed to explore the maze freely for a 5-min testing
period. The time spent in open and enclosed arms
were recorded. The maze was thoroughly cleaned
between tests with a tissue paper moistened with 70%
ethanol.

2.0 Materials and Methods
2.1 Chemicals and drugs
Methanol and all chemicals used in this study were of
analytical grade and were purchased from Sigma
Chemical Co. Ltd (USA).
2.2 Animals
Adult male Wistar rats weighing 100–150g were used
for this study. They were kept in stainless steel cages
under standard laboratory conditions. They were
maintained on clean water and standard rodent feed.
2.3 Plant Collection and Identification
The leaves of Leptadenia hastata were collected from
a natural habitat in Ejule, Kogi State, Nigeria. The
plants were identified at the Herbarium Unit of the
Department of Biological Sciences, Federal
University, Lokoja, Kogi State.

2.7 Elevated zero maze
2.3.1 Preparation of extracts
Rats were randomly divided into eleven groups of six
rats each. One hour before this test, rats were treated
with MELH (200 and 400 mg/kg, orally). The control
group received 10 ml normal saline/kg while standard
reference drug diazepam (2.5 mg/kg, i.p.) was

The leaves of Leptadenia hastata were shade- dried
for seven (7) days and pulverized using an electric
blender. One thousand (1000) gram of the pulverized
leaves was soaked in distilled water for 48- hours.
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administered thirty minutes before the test. Elevated
zero maze is a modification of the elevated plus maze
model of anxiety in rodents. The novel design consists
of an elevated (50 cm above the floor) circular
platform (6 cm width and 40 cm inner diameter) that is
equally divided into four quadrants. Two quadrants on
opposite sides of the platform are enclosed by 12 cm
high walls while the other two quadrants are opened
and bordered by 0.6 cm high lip. Thus removing any
ambiguity in the interpretation of the time spent in the
central square of the traditional design (elevated plus
maze) and allowing uninterrupted exploration. One
hour after drug administration, each rat was placed at
the center of the open arm (facing toward the closed
chamber). The times spent in both open and closed
arms of the maze were manually recorded. The maze
was thoroughly cleaned between tests with a tissue
paper moistened with 70% ethanol.

four paws) and exploratory activities (indicated by
frequency of rearing) (Walsh and Cummins, 1976;
Souza et al., 2010).
2.9 Statistical Analysis
All data were expressed as mean ± SEM. Statistical
analysis was carried out using one way analysis of
variance (ANOVA). Any significant difference
between means was assessed by student’s t-test at 95%
level of significance.

3.0 Results
3.1 Acute Toxicity
In the acute toxicity study, the extract did not cause
any death or produced signs of toxicity in rats up to a
dose of 5000 mg/kg of MELH. The oral LD50 of the
extract was then taken to be > 5000 mg/kg according
to Lorke’s method.

2.8 Open-field test (OF)
Locomotor activity and exploratory behavior were
assessed in an open field by the method described by
Souza et al. (2010). The OF apparatus consist of a
clear glass box (45×45 cm2). The floor was divided by
lines drawn into 9 equally sized squares. Twenty four
rats were randomly divided into four groups of six rats
each. One hour before test session, rats were treated
orally with MELH (200 and 400 mg/kg) while the
control received 10 ml normal saline/kg orally. One
hour later each rat was placed individually in the
center of the apparatus and observed for 5 min to
record the locomotor (number of squares crossed with

3.2 Effect of MELH on elevated plus maze (EPM)
The extract significantly (p<0.0001) and dosedependently decreased the time spent in the closed
arm of the elevated plus maze (EPM). Diazepam was
more potent in reducing the time spent in closed arm
of the EPM than both does of MELH (Figure 3).
Similarly, MELH significantly (p<0.0001) increased
the time spent in the closed arm of the elevated plus
maze (Figure 1).

Figure 1: Effect of MELH on time spent in closed arm of the EPM. *** Significantly different from the control
at p<0.0001
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Figure 2: Effect of MELH on time spent in opened arm of the EPM. *** Significantly different from the
control at p<0.0001.
(Figure 3) and significantly (p<0.0001) increased the
time spent in the open arm of the elevated zero maze,
while diazepam increased time spent on open arm of
the maze (Figure 4).

3.3 Effect of MELH zero maze
The extract at the both doses significantly (p<0.0001)
decreased the time spent in the closed arm of the maze

Figure 3: Effect of MELH on time spent in closed arm of zero maze. *** Significantly different from the
control at p<0.0001.
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Figure 4: Effect of MELH on time spent in open arm of zero maze. ***Significantly different from the control
at p<0.0001.
rats on open field apparatus (Figure 5). Also, the
extract significantly (p<0.0001) increased the
frequency of rearing (Figure 6).

3.4 Effect of MELH on total locomotive activity
The extract significantly (p<0.0001) and dosedependently increased the total locomotive activity of

Figure 5: Effect of MELH on total locomotive activity on open field apparatus. ***Significantly different from
the control at p<0.0001

Figure 6: Effect of MELH on rearing. *** Significantly different from the control at p<0.0001.
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4.0 Discussion

locomotive activity and increased rearing of treated
rats. This observation further confirmed the anxiolytic
potential of MELH. Natural products of plant origin
may elicit anxiolytic effects via interaction with some
endogenous mediators such as GABAergic and
serotonergic pathways in the body (Tijani et al., 2012;
Kadaba 1994). Most anxiolytics enhances response to
GABA through facilitation of the opening of GABA
activated chloride ion channels.

The oral median lethal dose (LD50) of the extract in
rats was estimated to be greater than 5000 mg/kg,
indicating that the extract is practically non-toxic
acutely (Matsumura, 1975; Corbett et al., 1984).
The models of anxiety used in this study are widely
used to screen the new anxiolytic drugs. These models
are quite sensitive and relatively specific to all major
classes of anxiolytic drugs and are therefore
appropriate for the studies. L. hastata methanol leave
extract at 200 and 400 mg/kg significantly increased
the time spent in the open arm of the elevated plus
maze. The extract however produced a significant
increase in time spent in the enclosed arm of the maze.
This observation is not consistent with standard
anxiolytic behaving similar to benzodiazepines with
anxiolytic effect at low doses and anxiogenic or
sedative effect at higher doses (Madara et al., 2013).
The indices of anxiety (percentage of open-arm
entries, and percentage of time spent in the open arm)
are sensitive to agents and are thought to act via the
GABA receptor complex, justifying the use of
diazepam (DZP) as a positive control in this study. It
increased the frequency of open-arm entries and the
time spent in the open arms (Crawley & Goodwin,
1980), confirming its anxiolytic effects.

5.0 Conclusion
The present study showed that L. hastata possessed
potent anxiolytic effects as evidenced in the results
obtained from the various used models. This
observation provides rational scientific evidence for its
continuous use in folkloric medicine for calming
tensed individuals.

References
Aliero AA. and Wara SH (2009). Validating the
medicinal potential of Leptadenia hastata.
African Journal of Pharmacy and Pharmacology,
3: 335-338.
Aliero, B.L., Umar, M.A., Suberu, H.A. and
Abubakar, A. (2001). A Hand Book of Common
Plant in North western Nigeria. Usmanu
Danfodiyo University, Sokoto, Nigeria Press. pp.
78.
Burkill, H. M. (1985). The Useful plants of West
Tropical Africa. 2nd Edition. Royal Botanic
Gardens, Kew, UK. 1: 960 pp.
Choleris E, Thomas AW, Kavaliers M, Prato FS.
2001. A detailed ethological analysis of the
mouse open field test: Effects of diazepam,
chlordiazepoxide and an extremely low frequency
pulsed magnetic field. Neurosci Behav Rev, 25:
235-260.
Corbett JR, Wright, Baille AC.1984. The Biochemical
mode of action of pesticides. 2nd Ed. Academic
Press, London and NewYork.
Crawley JN. 1999. Behavioral phenotyping of
transgenic and knockout mice: Experimental
design and evaluation of general health, sensory
functions, motor abilities and specific behavioural
tests. Brain Res, 835: 18-26.
Kadaba, BKA.1994. A safe herbal treatment for
anxiety. Brit J Phytother, 3: 1500
Lister RG, 1987. The use of a plus-maze to measure
anxiety in the mouse. Psychopharmacol (Berl),
92: 180-185.

The anxiolytic effect of the extract was further
confirmed by the results obtained from the use of the
elevated zero maze. The zero-maze has two
advantages over the elevated plus maze: no ambiguity
associated with the interpretation of the time spent in
the central square of the elevated plus maze and
allowance of uninterrupted exploration. The extract at
200 and 400 mg/kg produced anxiolytic-like effect
which is clearly defined by the increased time spent in
the open quadrant of the zero -maze. This observation
may be due to the extreme spectrum of anxiolytic
sedative effects characterized by sedation-like
behavior. This is consistent with the effect of sedative
anxiolytics.
The open-field apparatus provides information on
anxiety-related behaviour characterized by natural
aversion of rodents to an open brightly lit area
(Choleris et al., 2001). Animals are thus afraid of the
centre and spend more time in the protective corners
and in freezing state. Anxiolytics increase total
locomotive activity resulting in a reduction of time
spent in corners, an increased time spent in the center
and a decreased time spent in freezing state. The
extract at 200 and 400 mg/kg increased total
94

Int. J. Adv. Res. Biol. Sci. (2020). 7(7): 89-95

Lorke, D. (1983). "A new Approach to Practical Acute
Toxicity Testing." Archives of Toxicology 54:
275-287.
Madara AA, Tijani AY, Bitrus A, Salawu OA. 2013.
Pharmacological effects of Piliostigma thoningii
leaf extract on anxiety-like behaviour and spatial
memory
in
Wistar
albino
rats.
Phytopharmacology, 4:1-8
Matsumura
F.
1975.
Toxicology
of
Insecticides.Plemm Press, New York, 5: 24- 26.
Nwabuisi C (2002): Prohylactic effect of multi-herbal
induced in mice. East Afri. Med. Journal. 79(7)
343-346
Olivier-Bover, B.E.P. (1986). Medicinal Plants in
Tropical West Africa. 1st Ed. 375 pages.
Souza G, Christina A, Cesar AB, Marlon RL, Gilson
Z, Christina WN. 2010. Diphenyl diselenide
improves
scopolamine-induced
memory
impairment in mice. Behav Pharmac, 21: 556562.
Tamboura, H.H.‚ Bayala, B., Lompo, M., Guissou, I.
P. and Sawadogo, L. (2005). Ecological
distribution, morphological characteristics and
acutetoxicity of aqueous extracts of Holarrhena
floribunda (G. Don) Durand & Schinz,
Leptadenia hastata (Pers.) Decne and Cassia
sieberiana (d c) used by veterinary healers in
Burkina Faso.

Tijani AY, Salawu OA, Anuka AJ, Isah MH. 2012.
Sedative and Anxiolytic effects of Crinum
zeylanicum. Med Chem Drug Discov, 3: 20-29.
Titov N, Andrews G, Kemp A, Robinson E.
Characteristics of adults with anxiety or
depression treated at an internet clinic:
comparison with a national survey and an
outpatient clinic. PLOS ONE 2010; 5(5): e10885.
Walsh RN and Cummins RA. 1976. The openfield
test: a critical review. Psychol Bull, 83: 482-504.
Woode E, Abotsi WK, Mensah AY. Anxiolytic-and
antidepressant-like effects of an ethanolic extract
of the aerial parts of Hilleria latifolia (Lam.) H.
Walt. in mice. J Nat Pharm 2011; 2: 62-71.
World Health Organisation (1996): WHO Guideline
for the Assessment of herbal Medicines, WHO
expert
committee
on
specification
for
pharmaceutical preparation. Technical Report
series No 863. Geneva.

Access this Article in Online
Website:
www.ijarbs.com

Subject:
Pharmacology
Quick Response Code
DOI:10.22192/ijarbs.2020.07.07.011

How to cite this article:
MOMOH Theophilus Boniface, AGATEMOR Uzuazokaro Mark- maria, OZIOKO Eucharia Ngozi,
AHMED Onimisi Mathew, OLUBIYO Gloria Taye. (2020). Neuropharmacological Effects of the Methanol
Extract of Leptadenia hastata Leaves in Rodents. Int. J. Adv. Res. Biol. Sci. 7(7): 89-95.
DOI: http://dx.doi.org/10.22192/ijarbs.2020.07.07.011

95

