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ABSTRACT

Background: The use of natural products such as Moringa oleifera (MO) for the improvement of resistance artery 
relaxation is a potential strategy for the prevention and treatment of hypertension. Aims and Objective: The present 
study was designed to evaluate the protective effect of MO hydro-ethanol extract on NG-nitro-L-arginine-methyl ester 
(L-NAME)-induced hypertension and the toxicity profile in Wistar rats and shrimp larvae. Materials and Methods: An 
experimental hypertensive model was established by administration of L-NAME at 40 mg/kg body weight (BW) by oral 
gavages to male Wistar rats for 2 weeks and treated with hydro-ethanol extract of MO leaves and losartan. The control 
group received distilled water. L-NAME group was treated with L-NAME and distilled water. L-NAME-Losartan group 
was treated with L-NAME and losartan at 100 mg/kg BW. L-NAME-MO group was treated with L-NAME and the hydro-
ethanol extract of MO leaves at 500 mg/kg BW. Blood pressure (BP) was measured by tail cuff method. In vitro toxicity 
study of the extract was performed on Artemia salina larvae using a biological test for the determination of shrimp lethality. 
A 14 days acute oral toxicity study was evaluated in female rats on a single dose of 2000 mg/kg BW of hydro-ethanol 
extract of MO. Results: L-NAME treated rats developed significantly increased BP from 110.20 ± 4.46 mmHg to 159.60 
± 4.38 mmHg. Concurrent oral treatment with hydro-ethanol extract of MO leaves decreased the high BP from 159.60 
± 4.38 mmHg to 102.40 ± 5.07 mmHg. No harm was observed at the tested doses in vitro and in vivo toxicity studies. 
Conclusion: These findings suggest that MO leaves may be potentially useful as a natural product against hypertension.
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INTRODUCTION

Hypertension is a public health burden globally and is 
one of the major risk factors for cardiovascular morbidity 
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and mortality[28] which is defined as blood pressure (BP) 
greater than or equal to 140/90 at two or more records in 
two different ambulatory office visits.[2] Risk factors include 
age, obesity, poor diet, sex, family history, increased sodium 
intake, excessive alcohol consumption, smoking, metabolic 
syndrome, and obesity.[2] Hypertension accounts for 
approximately 9.4 million deaths worldwide[29] and is a major 
risk factor for several cardiovascular diseases such as stroke, 
coronary heart disease and stroke, heart failure, left ventricular 
hypertrophy, and valvular heart disease.[2,4,28] It significantly 
increases the morbidity and mortality of the adult population 
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and represents a significant financial burden for the health 
system.[3] Peripheral vascular resistance is a determinant of BP 
and is determined by the contractile state of vascular smooth 
muscle, particularly in arterioles.[33] Endothelial dysfunction 
resulting from nitric oxide (NO) deficiency[7] and adrenergic-
mediated overactive vasoconstriction contributes to increase 
peripheral vascular resistance, which leads to elevated BP, 
which is characteristic of hypertension.[4] In fact, it has been 
found that the vascular endothelium of hypertensive patients 
produces less NO. NO released by endothelial cells is an 
important regulator of vascular function. NO is synthesized 
from the amino acid L arginine catalyzed by NO synthase 
(NOS). Therefore, chronic administration of NG-nitro-L-
arginine-methyl ester (L-NAME), a non-specific inhibitor of 
NO, causes high BP in rats.[7]

NO is synthesized from the amino acid L arginine 
catalyzed by NOS. In addition to acting directly on 
vascular smooth muscle cells to induce relaxation, NO also 
inhibits adrenergic neurotransmission and suppresses the 
nicotinamide adenine dinucleotide phosphate superoxide 
anion.[4] The animal model of hypertension induced by 
L-NAME acts mainly by causing NO deficiency and 
oxidative stress. The inhibition of NO synthesis by 
L-NAME has many features that reflect human idiopathic 
hypertension such as reactive oxygen species -induced 
cardiovascular disorders, inflammation, activation of the 
sympathetic and renin-angiotensin nervous systems, and 
as cardiovascular remodeling.[4] The L-NAME-induced 
hypertension is, therefore, an appropriate model for testing 
the vascular protection effects of antihypertensive in the 
context of the NO deficit.[7]

Medicinal plants have been used as a natural source of 
biologically active compounds with beneficial effects, 
which can be used to improve human health, and their 
use is increasingly recognized to prevent and treat certain 
diseases, including hypertension.[4,20] Some of these 
biologically active compounds have beneficial effects, 
which can be used to improve human health. One of 
these medicinal plants is Moringa oleifera (MO). MO is a 
tropical plant belonging to the family Moringaceae (genus 
Moringa). It is the most cultivated species in the family and 
is the most widely used[9] because of its phytochemical and 
pharmacological properties related to human health. Indeed, 
MO is able to grow in hot, humid and dry environments, 
including less fertile soils.[20] This plant family is known 
to possess hypotensive, anticancer, and antibacterial 
activity.[9] Almost every part of MO tree has enormous 
properties in medicine, nutrition, water treatment, and a 
host of human activities or other industrial purposes.[35] 
The whole plant possesses antimicrobial activity and is 
also used for the treatment of rheumatic conditions, ascites, 
diabetes, dyslipidemia, infections, cancer, asthma, and 
venomous bites and for enhancing cardiac function.[18,39] 
Pharmacological studies have demonstrated that MO leaf 

extract has anticonvulsant properties as well as antioxidant, 
antidyslipidemic, antihyperglycemic, and anticancer 
activities.[11,36] The leaves exhibit strong hypotensive, 
diuretic, and spasmolytic effects and have been seen to be 
useful against inflammation and scurvy.[18] It also rich in 
a number of vitamins, minerals, and other more common 
phytochemicals such as carotenoids, including carotene or 
provitamin.[9] Plant roots have been used as carminatives, 
anthelmintics, and diuretics and for treating intermittent 
fever, epilepsy, and chronic rheumatism.[18] It is also known 
to alter the blood parameters.[9] The plant’s seeds have 
been used for purgation, in fever, and against inflammatory 
conditions.[18] Although levels of these phytochemicals 
(bioactive compounds) were higher in the leaves than 
the seeds, mineral content of MO showed variations in 
composition with changes in location.[9] The present study 
was designed to evaluate the protective effect of MO hydro-
ethanol extract on L-NAME-induced hypertension and the 
toxicity profile in Wistar rats and shrimp larvae.

MATERIALS AND METHODS

Plant Collection and Authentication

Fresh leaves of MO were collected from the area in Houedo, 
Atlantique Department of Southern Benin. Authentication 
was carried out at the National Herbarium of Benin, 
University of Abomey Calavi, where voucher sample was 
deposited (YH 239/HNB). Leaves were gently washed twice 
under running tap water and then washed again in distilled 
water to remove the sand and dried at room temperature for 
14 days, and crushed into coarse powder with electric grinder 
(Flour mills Nigeria, El Motor N°1827).

Preparation of Plant Extract

Two hundred and fifty grams of powder of MO leaves were 
extracted with 3 ml × 500 ml of the ethanol water cosolvent 
system (70:30) for 72 h by maceration with continuous 
shaking. Macerate was filtered on cotton and Whatman 
No. 1 filter paper (Whatman International Ltd.; Maidstone, 
England), then concentrated using a rotary evaporator 
(Heidolph efficient Laborota 4000) at 40°C under reduced 
pressure. The extract was then stored in light-resistant 
bottles and later refrigerated awaiting further work after 
determining the yield according to the formula: % Yield 
of extraction = (weight of extract/weight of initial powder 
taken for extraction) × 100.[30]

Phytochemical Analysis of MO Leaves

The phytochemical screening to identify the major compounds 
present in MO leaves was carried out according to the 
classical method of Houghton and Raman.[14] Identification 
tests of these extracts were carried out to detect various 
phytoconstituents present in MO leaves, such as alkaloids 
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(Mayer test), tannins (ferric chloride test), flavonoids 
(Shinoda test), triterpenoids (Liebermann–Burchard test), 
saponins (foam test), and phenols (ferric chloride test).

Experimental Animals

Twelve-week old healthy Wistar rats (Rattus norvegicus) of 
both sexes weighing 180 ± 20 g were used. Both sexes were 
maintained separately in standard cages with top grill, and 
the selected female rats were nulliparous and non-pregnant. 
Each animal was assigned a unique identification number. 
The animals were sourced and kept in the laboratory animal 
room of the Teaching and Research Unit in Human Biology of 
the Faculty of Health Sciences (FSS) of Cotonou, University 
of Abomey Calavi, Benin. The rats were kept in a controlled 
environment at ambient temperature with 12/12 h light natural 
and dark cycles throughout the experiment. They were fed 
with standard rat pellet food (Complete Food, Group Veto 
Services S. A., Benin) and drinking water ad libitum during 
the experiment. Brine shrimp eggs marketed by German 
company (JBL GmbH D-67141 Neuhofem) were used to 
assess cytotoxicity. The protocol was conducted in accordance 
with the institutional guidelines and Ethics Committee on 
research of the Institute of Applied Biomedical Sciences of 
Cotonou, Benin, under the number December N°075/CER/
ISBA-2015.

L-NAME-induced Hypertension in Male Wistar Rats 
and Treatment

L-NAME-induced hypertension was established by the 
administration of L-NAME in male Wistar rats with 
normal BP.[42] The rats were divided into two major groups, 
namely the normal control group and the hypertensive 
group L-NAME. The normal control group received distilled 
water orally for 2 weeks. The hypertensive group received 
L-NAME (40 mg/kg body weight [BW])[32] orally for 
2 weeks.[17] To monitor development of hypertension during 
L-NAME administration, systolic BP (SBP) in conscious rats 
was measured before (baseline) and thrice a week during 
the treatment period using non-invasive tail-cuff BP method 
with the CODA™ 20942 device (Kent Scientific Corporation, 
USA).[3,37] Hypertensive rats were assigned into four groups 
of five animal per group which were administered by 
gavages once daily for 2 weeks distilled water, MO extract or 
losartan as follows: Control group: Normal rats administered 
distilled water; L-NAME Group: L-NAME hypertensive 
rats administered distilled water; L-NAME-Losartan Group: 
Hypertensive rats administered losartan at 100 mg/kg of BW; 
and L-NAME-MO Group: Hypertensive rats administered 
hydro-ethanol extract of MO leaves at 500 mg/kg BW.

Non-invasive Tail-cuff BP Measurement

BP was measured in conscious rats, using non-invasive 
tail-cuff plethysmography (CODA™ 20942 Non-Invasive 

BP System, Kent Scientific Corporation, USA).[3,37] The 
following programmable settings were done for the device 
to give reproducible BP measurements: Ten preliminary 
unrecorded measurements were done to warm up and give 
a waveform after placing each rat into the device; each 
session included two sets of 10 measurements, 10 unrecorded 
sessions, and 10 actual recorded session; rats were kept in 
a restrainer placed at 37°C for 15 min on a thermostatically 
regulated warming plate with mini-cuffs fix around the tail 
to detect the artery pulsations. SBP and diastolic BP were 
measured thrice a week.

Toxicity Test on Artemia salina

The larval toxicity of the hydro-ethanol extract of MO leaves 
was evaluated according to an adaptation of the method 
described by Ahouansou et al. and Duarte et al.[5,10]

. 10 mg of 
the eggs of A. salina were incubated in 100 ml of seawater. 
After 48 h of incubation with continuous stirring, the larvae 
were collected using a Pasteur Pipette and dissolved in 
dimethyl sulfoxide. A series of 10 dilutions from 25 mg/ml 
to 0.049 mg/ml (25.00, 12.500, 6.250, 3.125, 1.562, 0.781, 
0.390, 0.195, 0.097, and 0.049 mg/ml) of hydro-ethanol 
extract of MO leaves was prepared. A colony of 16 larvae 
was introduced into each solution. All solutions, including the 
control, were allowed to stir continuously at room temperature 
for 24 h, after this, the number of surviving larvae is counted 
for each solution and the calculated mortality at each 
concentration. In cases where control deaths were detected, 
the percentage of mortality (% M) was calculated as follows: 
% M = [(X–Y)/X] × 100 with X = Percentage of survival in 
the control and Y = Percentage of survival in the treatment.[1] 
The data (dose-response) were transformed to logarithmic, 
and the LD50 was determined by linear regression. To assess 
the degree of toxicity from LD50 lethal dose values, we used 
the correspondence table prepared by Mousseux.[43]

Acute Oral Toxicity Test

The oral acute toxicity study of MO leaves extract was 
carried out in accordance with Organisation for Economic 
Co-operation and Development (OECD) guidelines for the 
testing of chemicals Section 4, n° 423 limit test, adopted in 
2001[24] 9 females rats, nulliparous and nonpregnant were 
grouped into three groups of three rats each and kept in their 
cage for 5 days acclimatization.[19,25] After acclimatization 
period, all groups of the rats fasted overnight before 
extract administration. After the fasting period (12 h), 
the first experimental group received a single dose of 
300 mg/kg BW of the freshly prepared extract; single dose 
of 2000 mg/kg BW of the freshly prepared extract was 
administered to each rat of Group 2; control group treated 
with vehicle, 10 ml/kg BW of distilled water to establish 
a comparative control group according to the OECD 
guideline. All substances were administered orally using 
an oropharyngeal metal cannula. After administration, the 
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rats have further fasted for 4 h, all animals were observed 
individually to monitor physical and behavioral alteration 
providing special attention to first 30 min, 2 h, 4 h, 6 h, 10 h, 
and 24 h after exposure and then twice daily for mortality 
and morbidity until the end of treatments. In addition, 
consideration was given for observations of convulsions, 
tremors, diarrhea, salivation, lethargy, sleep, and coma. The 
food consumption recorded daily while the BW of animals 
recorded at the end of each week and the percentage of 
BW change calculated according to the equation (BW at 
the end–initial BW/initial BW) × 100.[34] At the end of 
treatment, the rat was fasted overnight, but the animals 
had free access to water. They were then euthanized by 
chloroform inhalation in a saturation closed jar containing 
cotton wool soaked in chloroform for blood collected by 
retro-orbital puncture with the help of capillary tubes early 
in the day for biochemical analysis. After exsanguinations, 
the liver and kidneys of the animals were carefully removed, 
weighed and rinsed in 0.9% sodium chloride solution and 
fixed in 10% buffered formalin for histological study.[15] 
The relative weight of the organs was also calculated using 
the formula: Relative weight = (Weight of the organ/BW of 
the animal on sacrifice day) × 100.[34]

Statistical Analysis

The data were expressed as mean (±standard error of the 
mean). The averages were analyzed using analysis of one-
way analysis of variance and supplemented by Student’s 
t-test. The post-test analysis was performed using Dunnett’s 
multiple comparison tests to determine significant differences 
in all parameters. Values were considered significantly 
different when P < 0.05. The analysis and construction of 
the graphics were done using the GraphPad Prism software 
version 6.00 (GraphPad Prism Software, Inc., San Diego, 
California).

RESULTS

Plant Extract and Phytochemical Analysis of MO Leaves

The yield of the hydro-ethanol extract of MO leaves after 
drying was 11.04%. The phytochemical screening showed 
the presence of alkaloids, tannins, flavonoids, triterpenoids, 
steroids, anthocyanins, and mucilages [Table 1].

Effect of MO Leaves Extract on L-NAME-induced 
Hypertension in Male Wistar Rats

Daily administration of L-NAME caused a significant 
increase in mean arterial pressure from 110.20 ± 4.46 mmHg 
to 159.60 ± 4.38 mmHg. This pressure decreased significantly 
(P < 0.05) after the losartan administration (88.20 ± 
5.76 mmHg) as well as after hydro-ethanol extract of MO 
administration (102.40 ± 5.07 mmHg) [Figure 1].

Table 1: Phytochemical finding of Moringa oleifera 
leaves powder

Metabolites Tests performed Inference
Alkaloids Mayer +

Dragendorff +
Tannins Ferric chloride +
Flavonoids Shinoda +

Ferric chloride +
Triterpenoids Liebermann–Burchard +
Steroids Liebermann–Burchard +
Anthocyanins Shinoda +
Saponins Foam −
Cyanogenic derivatives Guignard −
Mucilages Precipitation +
Reducing compound Fehling liquor −
Quinoid derivatives Bornträger −
Leucoanthocyanins Shinoda −
Coumarin Ammonia −
(+) indicate the presence of the compounds, (−) indicate the absence of the 
compounds

Effect of MO Leaves Extract on A. salina

Larval mortality is noticeable from 0.095 mg/ml with a 50% 
lethal concentration (LC50) of 0.78 mg/ml extract [Figure 2]. 
This concentration shows no toxicity to A. salina larvae 
because it is >0.1 mg/ml (LC50 ˃0.1 mg/ml) according to the 
LC50 correspondence scale and larval toxicity.[43]

Effect of MO Leaves Extract on BW and Food Intake in 
Acute Oral Toxicity Test

No clinical symptoms such as behavioral and neurological 
changes were detected during the experiment. No mortality 
was observed within 4 h of continuous observation and also 
after 24 h. There was also no lethal effect observed after the 
administration of the extract for the experimental period 
of 14 days. During the 2nd week of the assay, there was an 
insignificant decrease in food consumption in treated rats 
[Figure 3]; this decrease was not observed in control group. 
However, a gradual increase in BW [Figure 3] was observed 
in both the control and treatment groups during the test.

Effect of MO Leaves Extract on Biochemical Parameters 
in Acute Oral Toxicity Test

Tests carried out on biochemical parameters reveal no 
significant variation in the rate of creatinine, protein, urea, 
electrolytes (sodium, potassium, and chloride ions), alanine 
aminotransferase (ALT), and aspartate aminotransferase 
(AST) enzymes compared to controls. A significant increase 
in blood glucose was observed for treated lots followed by a 
significant decrease in total cholesterol for the batch treated 
at 2000 mg/kg BW [Table 2].
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weight gain of the treated group compared to the control 
group as well as the absolute weight of the kidneys and 
liver [Table 3]. No significant difference was observed for 
the relative weight of kidneys and liver for treated groups 
compared to control [Figure 4].

Effect of MO Leaves Extract on Histopathological 
Changes in Acute Oral Toxicity Test

The histology of the liver cross-section of a control group 
[Figure 5] shows normal hepatocytes (H) bays arranged radially 
around a centrilobular vein, sinusoidal capillaries (S), and a 
granular cytoplasm which is comparable to those of the group 
treated with extract of MO at 2000 mg/kg BW. The renal cortex 
cross-section of a control group [Figure 5] shows the presence 
of glomeruli with Bowman’s capsule, Bowman’s space, and 
well-defined convoluted tube. There were no changes in the 
group treated with MO extract at 2000 mg/kg BW.

DISCUSSION

Plants were used during the age for cure and treatment of 
diseases since the start of humankind.[21] There contain a large 
number of bioactive compounds that have been shown to be 
beneficial and that have biological activities such as anti-
inflammatory, antihypertensive, anticancer, antimicrobial, 
antioxidant, and healing properties. Medicinal plants have 
played a key role as a source of innumerable new drugs 
because of easy availability and less toxic effects.[31] This 
study investigated the antihypertensive effect of MO hydro-
ethanol extract in L-NAME-induced hypertensive rats and 
its effects on the toxicity profile in Wistar rats and shrimp 
larvae. Hypertension is established according to the protocol 
of Adjagba et al.[3] and Lawson et al.[17] The phytochemical 
analysis was carried out on the powders of the leaves of MO 
by implementing the Houghton and Raman method,[14] the 
toxicity of hydro-ethanol extract was checked in vitro on 
shrimp larvae according to the method of Ahouansou et al.[5] 
and in vivo on females Wistar rats as per the OECD 2001 

Figure 1: Effect of hydro-ethanolic extract from Moringa 
oleífera (MO) leaves on mean arterial pressure. The control group 
received 10 ml/kg body weight (BW) distilled water from day 1 
to day 28. NG-nitro-L-arginine-methyl ester (L-NAME) group 
was treated with L-NAME at 40 mg kg day BW from day 1 to day 
14 and distilled water at 10 nil kg day BW from day 15 to day 28. 
L-NAME-Losartan group was treated with L-NAME at 40 mg 
kg day BW from day 1 to day 14 and with losartan at 100 mg 
kg day of BW from day 15 to day 28. L-NAME-MO group was 
treated with L-NAME at 40 mg kg/day BW from day 1 to day 14 
and with hydro-ethanolic extract of MO leaves at 500 mg/kg/day 
BW from day 15 to day 28. Values are means of five replicates ± 
standard error of the mean: Data shown as box plots representing 
medians with 25th and 75th percentiles and whiskers illustrating 
10th and 90th percentiles of mean arterial blood pressure of rats, 
*P < 0.05

Figure 2: Mortality rate of Artemia salina larvae after 24 h exposure to different concentrations of hydroethanolic extract of Moringa 
oleífera leaves

Effect of MO Leaves Extract on BW Gain, Absolute, and 
Relative Organ Weight in Acute Oral Toxicity Tests

The administration of the extract to female rats did not result 
in any significant difference (P > 0.05) in the percentage 
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protocol. Oral administration hydro-ethanol extract of MO 
leaves did not present acute toxicity in rats and shrimp larvae 
and have significantly reduced BP in L-NAME-induced 
hypertensive rats.

Phytochemical analysis of extracts from plants is a 
preliminary step and of great importance. In the present 
work, major groups of chemical compounds have been 
characterized. These are alkaloids, tannins, triterpenoids, 
flavonoids, steroids, anthocyanins, and mucilages. Indeed, 
tannins intervene between others in the inhibition of 
certain enzymes such as 5-lipo-oxygenase and angiotensin-
converting enzyme (ACE) inhibitors. These molecules may 
increase the bioavailability of nitrogen mono-oxide (NO) by 
providing surplus L-arginine.[13] Anthocyanins are known for 
their anti-edematous activity, their involvement in reducing 
the permeability of blood capillaries.[8] Mucilage about them 
is polysaccharides. Triterpenoids have cytostatic properties, 
antiviral, analgesic, and anti-inflammatory.[8] These results 
agree partially with those of Bassey et al.[6] who detected 
alkaloids, anthraquinones, flavonoids, triterpenoids, and 
tannins; Divi[35] have revealed that the presence of alkaloids, 
flavonoids, steroids, tannins, and saponins[26] revealed the 
presence of alkaloids, tannins, flavonoids, and steroids. 
The results of this authors show similarity to the tannins; 
this resemblance is due to a specific property to the plant. 
Other chemical compounds differ from author to author. This 
difference can be explained by noticed the adopted screening 

method, the geographical location of the species, the country 
of collection, harvest season, the leaf stage of maturation, and 
the physicochemical characteristics of soils.

Our results showed that L-NAME at a dose of 40 mg/kg BW 
induced significant hypertension in rats. The interaction 
L-NAME-Losartan on BP of rats showed a significant 
reduction in hypertension induced by L-NAME. This 
opposition losartan in the antihypertensive action of 
L-NAME has already been observed.[3] It is well known that 
the antihypertensive action of losartan is due to inhibition 
of the angiotensin-I-converting enzyme to angiotensin II 
at the level of the renin-angiotensin-aldosterone.[40] This 
inhibition suppresses thereby producing angiotensin II that 

Table 2: Biochemical parameters of female rats in an acute oral toxicity test
Parameters Control 300 mg/kg BW 2000 mg/kg BW
Glucose (g/L) 0.51±0.02 0.84±0.06* 0.77±0.07*
Urea (g/L) 0.57±0.03 0.6±0.02 0.72±0.03
Creatinine (mg/L) 6.78±0.12 6.1±0.14 7.2±0.28
Proteins (g/L) 63±7.07 63±2.82 60.5±0.70
Sodium (mEq/L) 136.5±9.19 139±1.41 134±5.60
Potassium (mEq/L) 4.5±0.70 5.1±0.14 4.8±0.28
Chloride (mEq/L) 103.5±0.70 97.5±3.53 101.5±2.12
Total cholesterol (g/L) 0.71±0.05 0.69±0.14 0.52±0.03*
AST (UI/L) 301±4.24 297.5±3.53 291±1.41
ALT (UI/L) 33±4.24 32±1.41 34.5±2.12
Values are mean±standard error of the mean (n=3), AST: Aspartate aminotransferase; ALT: Alanine aminotransferase. *P<0.05 significantly different from the 
control group. BW: Body weight

Table 3: Effect of Moringa oleifera leaves extract on BW 
gain and absolute organ weight in acute oral toxicity tests

Variables Control Single dose (mg/kg BW)
300 2000

Weight gain (%) 10.83±1.55 8.70±1.36 10.22±0.4
Absolute liver 
weight (g)

6.93±0.15 7.26±0.6 7.76±0.28

Absolute kidneys 
weight (g)

1.43±0.15 1.60±0.2 1.73±0.15

BW: Body weight

Figure 3: Effect of hydroethanolic extract from Moringa oleífera 
leaves on food consumption and body weight of control and treated 
female Wistar rats at days 0: 7 and 14 following the acute toxicity 
test. The first experimental group received a single dose of 300 111 g 
kg body weight (BW) of the extract; the second experimental group 
received a single dose of 2000 mg kg BW of the extract and the 
control group received 10 ml kg BW of distilled water. Values 
are means of three replicates ± standard error of the mean; 110 
significant differences were observed compared to the control
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Figure 4: Effect of hydroethanolic extract from Moringa oleifera 
leaves on relative organ weight of control and treated female Wistar rats 
following the acute toxicity test. The first experimental group received a 
single dose of 300 mg/kg body weight (BW) of the extract; the second 
experimental group received a single dose of 2000 mg/kg BW of the 
extract and the control group received 10 ml kg BW of distilled water. 
Values are means of three replicates ± standard error of the mean; no 
significant difference was observed compared to the control

Figure 5: Photomicrographs (hematoxylin and eosin × 400) of histoarchitecture of kidney and liver of rats. Effect of Caesalpinia bonduc root 
extract on histopathological changes of the liver and kidney of female rats in acute toxicity test of 14 days (a) and male rats in subacute oral toxicity 
test 28 days (b). The control group received dimethyl sulfoxide. The experimental groups received a single dose of 2000 mg/kg of body weight 
(BW) (a) and repeated dose of 31.25 mg/kg; 125 mg/kg; and 500 mg/kg of BW (b) for 28 days of ethanolic extract of CB root. Liver: Control 
(a) group liver section showed the normal appearance of hepatocytes (H). Centrilobular vein (CV). Sinusoids (S) are preserved and ordered. No 
morphological difference was observed for 2000 mg/kg BW (a) when compared with the control. Control (b) group liver section showed the normal 
appearance of hepatocytes (H). CV. Sinusoids (S) are preserved and ordered only that the sinusoids were less developed at the levels of the groups 
treated with 125 and 500 mg/kg BW compared to the controls. Liver of 31.25 mg/kg BW shows no morphological difference when compared with 
the control. Kidneys: Renal glomeruli (G) and convoluted tube (CT) without alterations are visible in control and extract treated groups. Control (a) 
and treated group (a) showing no difference in morphology glomeruli (G). Tubules (CT). Bowman’s capsule and Bowman’s space

promotes arterial vasoconstriction. The interaction L-NAME 
hydro-ethanol extract of MO also showed a significant 
reduction in hypertension induced by L-NAME. Thus, 
the similarity between the effects of hydro-ethanol extract 
of MO and those on L-NAME-induced hypertension, let 
suggest a mechanism of muscle relaxation and a decrease 
in peripheral resistance, causing vasodilatation and a fall 
in arterial pressure. Antihypertensive power of the extract 
would be primarily due to the presence of flavonoids, 
alkaloids, and tannins which are phenol compounds whose 
antioxidant and antiradical power is well known.[17] These 
observations are in accordance with the result of previous 
studies that reported that methanol and ethyl acetate extracts 
of MO have significantly reduced SBP in L-NAME-induced 
hypertensive mice[45] These results have been observed by 
Aekthammarat et al.[4] who were showed that L-NAME-
treated rats developed significantly increased BP and heart 
rate. Concurrent oral treatment with MO could decrease the 
high BP and tachycardia in a dose-dependent manner.[4] The 
effect of L-NAME on arterial pressure at the same dose has 
previously been reported by Tata et al.[32] who were showed 
also that BP increased progressively in all animals from 

a

b
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the 2nd week of L-NAME treatment. Chronic treatment of 
L-NAME produces hypertension in animals by deficiency of 
NO, endothelial dysfunction, and complete loss of response 
to acetylcholine (ACh)-induced relaxation in major blood 
vessels.[44] ACE is a dipeptidyl carboxypeptidase that plays 
a significant role in rennin-angiotensin-aldosterone system, 
by converting the precursor angiotensin I into angiotensin II 
which is the peptide responsible in triggering BP increasing 
mechanisms.[2] Arginase is another crucial enzyme that helps 
to regulate NO levels by competing with endothelium NOS 
for L-arginine.[2] As such, increased arginase activity and 
expression have been implicated in much vascular pathology 
such as hypertension.[2] ACh acts as neurotransmitter and 
vasorelaxant in the cardiovascular system, thus affecting 
vascular tone and BP. ACh signal transduction is associated 
with enhancement of NO production in endothelial cells 
and cardiomyocytes.[2] Skeletal and cardiac muscles 
cells also contain an enzyme called acetylcholinesterase 
(AChE). This enzyme rapidly breaks down ACh into the 
compounds acetate and choline, terminating the action of the 
neurotransmitter. NO causes vasodilatation by stimulating 
vascular smooth muscle soluble guanylate cyclase to 
convert guanosine -5-triphosphate to cyclic guanosine 
monophosphate (cGMP), which leads to a reduction in 
intracellular calcium concentration.[2] cGMP is degraded 
by cGMP-specific phosphodiesterase-5 (PDE-5), cGMP-
binding PDE-5, and intracellular concentrations of cGMP 
and is tightly controlled by this enzyme through a number 
of negative feedback mechanisms.[2] Inhibitors of PDE-5 
increase the intracellular concentration of cGMP, with the 
consequence that NO-mediated cellular responses, such 
as vascular smooth muscle relaxation, are promoted.[2] 
Odunbajo et al.[23] reported that extracts of MO and nutmeg 
seeds inhibited ACE, AChE, PDE-5, and arginase activities 
in dose-dependent manner in rat penile tissue. Furthermore, 
the work of Oboh et al.[22] demonstrated the correlation 
between phenol constituents from MO leaves and the in vitro 
inhibition of key enzymes (ACE and arginase) linked with 
erectile dysfunction.

Test for determining the toxicity of substances on A. salina 
shrimps is considered an important tool for the preliminary 
evaluation of the pharmacological activity of plant extracts. 
It has been used for the detection of fungal toxins, plant 
extract toxicity, heavy metals, pesticides, and cytotoxicity 
testing of dental materials.[41] Our results show the safety of 
the hydro-ethanol extract of MO leaves on A. salina shrimp 
larvae. Given the correlation between shrimp larvae, 9PS and 
9KB cells (human nasopharyngeal carcinoma), on the one 
hand, and A-549 cells of lung carcinoma and HT-29 cells of 
carcinoma of the colon, on the other hand,[41] we can confirm 
subject to more in-depth studies that the hydro-ethanol extract 
of MO leaves requires clinical safety at the doses studied. 
This similarity of results was observed by Rafsanjani et al.[47] 
who worked on the ethanol extract from Maringa lifer leaves. 
These results are in contradiction with those of Rocha-Filho 

et al.[46] who specified that the unlimited use of MO extract 
should be avoided due to its toxicity to A. salina. This 
dissimilarity can be explained by the material (the flower) 
that they used.

A rise rate of the renal and hepatic enzymes after administration 
of the substances may occur when the liver or the kidney 
suffers damage.[38] The ALT (alanine transaminase) is an 
enzyme produced by the liver cells (hepatocytes). The ALT 
levels in the blood increase when hepatocytes are damaged 
or destroyed at a faster rate than normal.[38] In our case, no 
significant increase in levels of this enzyme is observed in 
the rats administered hydro-ethanol extract of MO. The AST 
(aspartate transaminase) is an enzyme similar to ALT but 
which is not present specifically in the liver. This enzyme 
is also present in other organs such as muscle and heart. The 
above observations are substantially the same with respect 
to the change in AST levels of treated rats. In many cases of 
liver inflammation, ALT levels and AST are high.[27] Renal 
function as measured by laboratory tests, which include 
creatinine and uric acid. The content of creatinine in blood 
is the most wide measurement of kidney function. After 
administration of the products, kidneys play a key role in the 
elimination of organic waste and in regulating BP.[27] Any 
imbalance in kidney function can be life threatening. The 
extract tested had no significant effect on blood creatinine 
levels. Electrolytes maintain osmotic gradients of body fluids 
and cellular hydration.[27] The stable serum electrolyte level 
observed indicates good reabsorption suggesting normal 
functioning of the renal tubules. This similarity of result was 
observed by Acuram et al.[45] who worked on the root. This 
contributes to the balance of cellular homeostasis. The study 
of biochemical parameters revealed that the hydro-ethanol 
extract of the leaves of MO has no significant effect on the 
liver and kidneys to the studied dose. This is confirmed by 
the relative weight of its organs, which provides information 
on the evolution of the organ compared to the whole body 
and the structure of their histological sections which have 
a normal structure with no lesion. These results agree with 
those of several authors. Uwaifo et al.[35] established in 
the tests carried out on rats than the ethanol extract of the 
leaves of MO was nontoxic. This is explained well through 
the results of the screening when the identified molecules 
(tannins, anthocyanins, triterpenoids, and alkaloids) were 
found to have no indication of toxicity.[16] The absence of 
toxic compounds such as derivatives cyanogenic the quinone 
derivatives guarantees a certain safety of sheets used as 
vegetable or other in the treatment of high BP without risk of 
toxicity to the consumer.

This study discovered the acute profile of leaves of MO whom 
can be beneficial for the management of BP. This method is 
a step-by-step procedure that begins with the maximum dose 
of 2000 mg/kg BW and then depending on the mortality and/
or morbidity of the animals, is lowered to 300, 50, or 5 mg/kg 
BW doses to allow a judgment of the test substance’s acute 
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toxicity and provides information on short-time toxicity 
level of the test extract which helps in the selection of doses 
for repeated oral toxicity study. The findings of this study 
greatly help the researchers to provide useful evidence for 
further work. Our study has several limitations; first, we 
limited ourselves to the assessment of acute toxicity without 
expanding our subchronic toxicity assessment study. We 
were able to identify several biologically active compounds 
but without quantifying them. In this model of L-NAME-
induced arterial hypertension in rats, we did not discuss the 
mechanism of action of our plant extract.

CONCLUSION

This study demonstrated the antihypertensive properties of 
the hydro-ethanol extract of MO plant used in traditional 
medicine in Benin. The results reveal that the antihypertensive 
effects are due in part to a vasodilator action. Furthermore, 
vasodilator properties of the extract were conferred on it by 
the presence of numerous secondary metabolites and their 
safety has been proven.

ACKNOWLEDGMENT

Authors would like to thank all the staff of the Department 
of Genetics of the Faculty of Science and Technology of 
the University of Abomey Calavi in Benin for the technical 
support during the study carries on the genetic diversity of 
MO before this of arterial hypertension. We also thank the 
local people for their help during the plant material collection.

REFERENCES

1. Abbott WS. A method of computing the effectiveness of an 
insecticide. J Am Mosq Control Assoc 1987;3:302-3.

2. Adefegha SA, Oboh G, Iyoha AE, Oyagbemi AA. Comparative 
effects of horseradish (Moringa oleifera) leaves and seeds on 
blood pressure and crucial enzymes relevant to hypertension in 
rat. Pharm Nutr 2019;9:1-10.

3. Adjagba M, Awede B, Osseni R, Hountondji C, Dougnon G, 
Lagnika L, et al. Antihypertensive effect of extracts from 
Crateva adansonii DC. ssp. adansonii in the Wistar rats. Int J 
Biol Chem Sci 2017;11:2604-15.

4. Aekthammarat D, Patchareewan P, Tangsucharit P. Moringa 
oleifera leaf extract lowers high blood pressure by alleviating 
vascular dysfunction and decreasing oxidative stress in 
L-NAME hypertensive rats. Phytomedicine 2019;54:9-16.

5. Ahouansou CA, Fagbohoun L, Fagla SR, Tchètchè J, 
Kotchoni S, Gbaguidi AF. Phytochemical analysis, toxicity 
and larvicidal activity of extracts from Launaea taraxacifolia 
(Asteraceae) on Anopheles gambiae, a malaria vector. Int J 
Vector Borne Dis 2016;107:130-8.

6. Bassey RB, Bala DN, Edagha IA, Peter AI. The effect of 
ethanolic extract of Moringa oleifera on alcohol-induced 
testicular histopathologies in pre-pubertal albino Wistar rats. 
Biol and Med 2013;5:40-5.

7. Bilanda DC, Dzeufiet PD, Kouakep L, Aboubakar BF, 
Tedong L, Kamtchouing P, et al. Bidens pilosa ethylene 
acetate extract can against L-NAME-induced on rats. BMC 
Complement Altern Med 2017;17:479.

8. Bruneton J. Pharmacognosie-phytochimie-plantes Médicinales 
Editions Technique et Documentation. 3nd éd. Paris: Lavoisier, 
Cachan; 1999. p. 409-17.

9. Haseeb A, Sarkhil MZ, Fayazuddin M, Ahmad F. Central 
analgesic activity of ethanolic extract of Moringa oleifera 
seeds. Natl J Physiol Pharm Pharmacol 2019;9:767-70.

10. Duarte GK, Menezes AC, Plínio LF, Odair CB, Santos GR, 
Weber MD. Toxicity of Esenbeckia pumila Pohl (Rutaceae) on 
Artemia Salina and Atta Sexdens rubropilosa. Rev. Caatinga 
2019;32:101-12.

11. Gonzalez-Trujano ME, Martinez-Gonzalez CL, Flores-
Carrillo M, Luna-Nophal SI, Contreras-Murillo G, Magdaleno-
Madrigal VM. Behavioral and electroencephalographic 
evaluation of the anticonvulsive of Moringa oleifera leaf non-
polar extracts and one metabolite in PTZ-induced seizures. 
Phytomedicine 2018;39:1-9.

12. Gouda AS, El-Nabarawy NA, Ibrahim SF. Moringa oleifera 
extract (Lam) attenuates aluminium phosphide-induced cardiac 
toxicity in rats. Toxicol Rep 2018;5:209-12.

13. Gu JW, Manning RD, Young E, Shparago M, Sartin B, Bailey A. 
Vascular endothelial growth factor receptor inhibitor enhances 
dietary salt-induced hypertension in Sprague-Dawley rats. Am 
J Physiol Regul Integr Comp Physiol 2009;297:142-8.

14. Houghton PJ, Raman A. Laboratory Handbook for the 
Fractionation of Natural Extracts. 1st ed. London: Chapman 
and Hall; 1998. p. 204.

15. Hould R. Histopathology and Cytopathology Techniques. 
Paris: Maloine; 1984. p. 19-21, 225-7.

16. Kasolo JN, Bimenya GS, Ojok L, Ogwal-Okeng JW. 
Phytochemicals and acute toxicity of Moringa oleifera roots in 
mice. J Pharmacogn Phytother 2011;3:38-42.

17. Lawson R, Awede B, Osseni R, Gbaguidi F, Gbenou J, 
Laleye A. Effects of Gmelina arborea, Roxb (Verbenaceae) 
aqueous extract on arterial pressure of Wistar rats. J Physiol 
Pathophysiol 2016;7:1-6.

18. Chatterjee PK, Anantharaya VN, Singhal A, Chatterjee P, 
Shiva RK, Mallya R. Moringa oleifera aqueous leaf extract: 
Role on total leucocyte count and its differentials in cadmium 
toxicity in adult Wistar albino rat model. Natl J Physiol Pharm 
Pharmacol 2016;6:119-22.

19. Loha M, Abay M, Abay MS, Wondwossen E, Bekesho G. 
Acute and subacute toxicity of methanol extract of Syzygium 
leaves on the histology of the liver and kidney and biochemical 
compositions of blood in rats. Evid Based Complement Altern 
Med 2019;2019:1-15.

20. Ma ZF, Ahmad J, Zhang H, Khan I, Muhammad S. Evaluation 
of phytochemical and medicinal properties of Moringa 
(Moringa oleifera) as a potential functional food. South Afr 
J Bot. Available from: https://www.sciencedirect.com/science/
article/pii/S0254629918315060?via%3Dihub. [Last accessed 
on 2019 Apr 14].

21. Alasyam N, Pokala N, John P. Evaluation of hepatoprotective 
activity of aqueous extract of Phyllanthus fraternus in Wistar 
rats. Natl J Physiol Pharm Pharmacol 2019;9:239-42.

22. Oboh G, Ademiluyi AO, Ademosun AO, Olasehinde TA, 
Oyeleye SI, Boligon AA, et al. Phenolic extract from Moringa 
oleifera leaves inhibits key enzymes linked to erectile 



Gbankoto et al. Antihypertensive effects of Moringa oleifera leaf extract

 National Journal of Physiology, Pharmacy and Pharmacology   12662019 | Vol 9 | Issue 12

dysfunction and oxidative stress in rats’ penile tissues. Biochem 
Res Int 2015;2015:175950.

23. Odunbajo VO, Olasehinde TA, Oyeleye SI, Oboh G, 
Boligon AA. Seed extracts from Myristica fragrans (Nutmeg) 
and Moringa oleifera (Drumstick Tree) inhibits enzymes 
relevant to erectile dysfunction and metal-induced oxidative 
damage in rats’ penile tissues. J Food Biochem 2017;42:1-9.

24. Organization of Economic Cooperation and Development 
(OECD). Guidelines for the Testing of Chemicals. Vol. 4. 
Acute Oral Toxicity-Limit; 2001. p. 423, 14.

25. Osseni R, Akoha S, Adjagba M, Azonbakin S, Lagnika L, 
Awede B, et al. In vivo toxicological assessment of the aqueous 
extracts of the leaves of Carissa edulis (Apocynaceae) in 
Wistar rats. Eur J Med Plants 2016;15:1-10.

26. Pankaj GJ, Savita DP, Nitin GH, Manoj VG, Sanjay JS. 
Hypolipidemic activity of Moringa oleifera Lam., moringaceae, 
on high fat diet induced hyperlipidemia in albino rats. Braz J 
Pharmacogn 2010;20:969-73.

27. Piton A, Poynard T, Imbert-Bismut F, Khalil L, Delattre J, 
Pelissier E, et al. Factors associated with serum alanine 
transaminase activity in healthy subjects: Consequences for 
the definition of normal values, for selection of blood donors, 
and for patients with chronic hepatitis C. MULTIVIRC group. 
Hepatology 1998;27:1213-9.

28. Pushpa K, Kanchana R. Comparison of waist-hip ratio, 
prehypertension, and hypertension in young male bus drivers 
and non-drivers of Bengaluru city. Natl J Physiol Pharm 
Pharmacol 2019;9:90-4.

29. Rodríguez-Iturbe B, Johnson RJ. Heat shock proteins and 
cardiovascular disease. Physiol Int 2018;105:19-37.

30. Shukla DP, Shah KP, Rawal RM, Jain NK. Anticancer and 
cytotoxic potential of turmeric (Curcuma longa), Neem 
(Azadirachta indica), Tulasi (Ocimum sanctum) and ginger 
(Zingiber officinale) extracts on HeLa cell line. Int J Life Sci 
Sci Res 2016;2:309-15.

31. Dayana K, Manasa MR. Evaluation of antigenotoxic 
activity of ethanolic extract of Calotropis procera root in 7, 
12-dimethylbenz[a]anthracene induced genotoxicity in Wistar 
rats. Natl J Physiol Pharm Pharmacol 2018;8:1617-21.

32. Tata CM, Sewani-Rusike CR, Oyedeji OO, Gwebu ET, 
Mahlakata F, Nkeh-Chungag BN, et al. Antihypertensive 
effects of the hydro-ethanol extract of Senecio serratuloides 
DC in rats. BMC Complement Altern Med 2019;19:52.

33. Touyz RM, Alves-Lopes R, Rios FJ, Camargo LL, 
Anagnostopoulou A, Arner A, et al. Vascular smooth muscle 
contraction in hypertension. Cardiovasc Res 2018;114:529-39.

34. Ugwah-Oguejiofor CJ, Okoli CO, Ugwah MO, Umaru ML, 
Ogbulie CS, Mshelia HE, et al. Acute and sub-acute toxicity 
of aqueous extract of aerial parts of Caralluma dalzielii N. E. 
Brown in mice and rats. Heliyon 2019;5:e01179.

35. Uwaifo F, Ngokere A, Obi E, Olaniyan M, Bankole O. 
Histological and biochemical changes induced by ethanolic 
extract of Moringa oleifera in the liver and lungs of adult rats. 
Biomed Biotechnol Res J 2019;3:57-60.

36. Vergara-Jimenez M, Almatrafi MM, Fernandez ML. Bioactive 
components in Moringa oleifera leaves against chronic disease. 
Antioxidants 2019;6:2-13.

37. Wang Y, Thatcher SE, Cassis LA. Measuring blood pressure 
using a noninvasive tail cuff method in mice. Methods Mol 
Biol 2017;1614:69-73.

38. Wejstål R, Hansson G, Lindholm A, Norkrans G. Persistent 
alanine aminotransferase elevation in healthy Swedish blood 
donors mainly caused by obesity. Vox Sang 1988;55:152-6.

39. Kim Y, Jaja-Chimedza A, Merrill D, Mendes O, Raskin I. 
A 14-day repeated-dose oral toxicological evaluation of an 
isothiocyanate-enriched hydro-alcoholic extract from Moringa 
oleifera lam. Seeds in rats. Toxicol Rep 2018;5:418-26.

40. Quenum TC, Ahissou H, Gouthon P, Laleye A. Etude de 
l’activité antihypertensive d’une association de plantes 
(Schrankia leptocarpa, Garcinia kola et Ocimum americanum) 
chez le rat Wistar. Int J Biol Chem Sci 2014;8:2685-95.

41. Carballo JL, Hernández-Inda ZL, Pérez P, García-
Grávalos MD. A comparison between two brine shrimp assays 
to detect in vitro cytotoxicity in marine natural products. BMC 
Biotechnol 2002;2:17.

42. Lerman LO, Kurtz TW, Touyz RM, Ellison DH, Chade AR, 
Crowley SD, et al. Animal models of hypertension: A scientific 
statement from the American heart association. Hypertension 
2019;73:e87-e120.

43. Mousseux M. Test de Toxicité sur les Larves d’Artemia 
salina, Entretien d’un Élevage de Balanes, Deust Aquaculture 
Université Française de Pacifique. New Caledonia: Centre 
Universitaire de Nouvelle Calédonie; 1995. p. 21.

44. Singh A, Kumar SB, Iqbal H, Alam S, Pankaj Y, Verma AK, 
khan F, Shanker K, Kashif H, Arvind SN, Debabrata C. 
Antihypertensive activity of diethyl-4,4’-dihydroxy-8,3’-
neolign-7,7’-dien-9, 9’-dionate: A continuation study in 
L-NAME treated Wistar rats. Eur J Pharmacol 2019;858:1-10.

45. Acuram LK, Hernandez CL. Anti-hypertensive effect of 
Moringa oleifera Lam. Cogent Biol 2019;5:1-10.

46. Rocha-Filho CA, Albuquerque LP, Silva LR, Silva PC, 
Coelho LC, Navarro DM, et al. Assessment of toxicity of 
Moringa oleifera flower extract to Biomphalaria glabrata, 
Schistosoma mansoni and Artemia salina. Chemosphere 
2015;132:188-92.

47. Rafshanjani AS, Parvin S, Kader A. In vitro antibacterial 
activities and brine shrimp lethality bioassay of ethanolic 
extract from Moringa oleifera lam. Leaves. Int Res J Pharm 
2014;5:856-60.

How to cite this article: Gbankoto A, Sindete M, Adjagba M, 
Sangare MM, Attakpa ES, Awede B. Antihypertensive effects of 
Moringa oleifera leaf extract Lam. (Moringaceae) in NG-nitro-
L-arginine-methyl ester-induced hypertensive rats. Natl J 
Physiol Pharm Pharmacol 2019;9(12):1257-1266.

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


