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Abstract

Hyperglycaemia is a key symptom in diabetes mellitus associated with long term damages, dysfunction and eventually
failure of organs, especially the eyes, kidneys, nerves, heart and blood vessels. This study was to evaluate the hypoglycaemic
potential of orally administered aqueous and ethanol extracts of Zyziphus spina-christ fruit on alloxan induced

hyperglycaemic Wistar rats.

The plant was extracted using maceration using aqueous and 80% ethanol as extraction solvents. Qualitative phytochemical
analysis was done. An in vitro assessment of both aqueous and ethanol extract to demonstrate hypoglycaemic activity via
inhibition of alpha amylase enzyme and alpha glucosidase enzymes were done. Total of 45 albino rats were used in the
study of both sexes divided in 9 groups. Group 1: normal control group, group 2: diabetic control group, group 3: positive
control group (metformin 300mg/kg), group 4-6: (150mg/kg, 300mg/kg and 600mg/kg) aqueous extract and group 7-9:
(150mg/kg, 300mg/kg and 600mg/kg) ethanol extract. Groups were compared using one way ANOVA for significant
differences and Dunnet’s posthoc test was deployed were differences exit. Data were represented as mean + SEM and p
value <0.005

The aqueous and ethanol extract yielded 35.59%% and 46.68% respectively. Phytochemical analysis revealed the presence
of alkaloids, flavonoids, terpenoids, tannins, Saponins, Saponins glycosides, steroids, Phytosteroids, carbohydrate and
volatile oil. An in vitro assessment of aqueous and ethanol extract demonstrated hypoglycaemic activity via inhibition of
both alpha amylase enzyme and alpha glucosidase enzymes. The percentage inhibition of alpha amylase was presented as
IC,, 0f 0.14, 0.19 and 0.58 for the acarbose, ethanol extract and aqueous extract respectively. Alpha glucosidase inhibition
was represented by the IC,  of 0.7mg/ml, 0.9mg/ml and 0.7mg/ml for acarbose, ethanol extracts and aqueous extracts. The
aqueous and ethanol extracts significantly decrease the blood glucose level. Elevation of cholesterol and LDL was seen in

diabetic control group.
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Theresults from the studies showed that Ziziphus spina-christifruit aqueous and ethanol extracts has an anti-hyperglycaemic
potential which is not a dose dependent both in Vitro and in Vivo. Ziziphus spina-Christi fruit aqueous and ethanol extract

also causes a significant reduction in cholesterol level.
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Introduction

Diabetes mellitus (DM) is globally defined as a group of metabolic disorders associated with deficiency of insulin or insulin inactivity
which results in hyperglycaemia or impaired glucose tolerance [1]. Insulin is a pancreatic hormone produced by the $-cell of the
islet cells of Langerhans. The hormone facilitates the movement of glucose into the body’s cells where it is converted in to energy in
the form of ATP needed by muscles and tissues to function especially the brain cells that depend solely on glucose [2, 20]. A person
with DM does not absorb glucose properly and higher concentration of glucose remains circulating in the blood (hyperglycaemia)
damaging body tissue over time. Thus, hyperglycaemia is due to deficiency of insulin secretion or resistance of the body cells to the
action of circulating insulin, often associated with carbohydrate, protein and lipid metabolism [3]. These metabolic disturbances
result in acute and long-term diabetic complications, including polyuria, polyphagia, ketosis, retinopathy as well as cardiovascular
disorder responsible for premature death and disability [4, 5]. Over a decade ago (2004) the World Health Organization reported,
that more than 100 million peoples have diabetes mellitus worldwide [6]. Attention to diabetes mellitus is necessary as the number
of diabetic patients is increasing resulting to an increase in morbidity and mortality from the disease. Cardiovascular related events

are the leading cause of mortality in diabetic patients [7].

Diabetes Mellitus has been classified into three types: Type I, Type II and Gestational diabetes mellitus [8,9]. Type I DM is an insulin
dependent diabetes mellitus affecting lowest percentage of the diabetic population. Type II, the non-insulin dependent diabetes mel-
litus, occurs as a result of insulin resistance or abnormality in insulin secretion and accounting for higher cases of diabetes. Type II
DM is commonly seen in adults over the age of 30 years. Gestational diabetes is another type of diabetes that occurs during pregnancy

due to glucose intolerance. It can complicate pregnancy leading to prenatal or postnatal morbidity and mortality.

Hyperglycaemia is associated with long term damages, dysfunction and eventually failure of organs, especially the eyes, kidneys,
nerves, heart and blood vessels [10]. In spite of newer agents’ introduction, modifications and extensive utilization of hypoglycaemic
agents, diabetes and its associated complications continue to be a major health problem worldwide, [11]. The disease is considered a

major economic burden and can hinder the development of nations [12].

Environmental factors such as diet, obesity and sedentary life style ranked high among the risk factors that predisposes to the devel-
opment of diabetes mellitus [9]. Other important risk factors include high family aggregation, insulin resistance, nutritional status,
age and lifestyle change due to urbanization [13]. Management of diabetes is a global problem until now and successful treatment
is yet to be discovered [14]. Insulin and oral hypoglycaemic agents such as Sulfonylureas (Tolbutamine, Chloropropamide and Gil-
benclamide), the Biguanides (Phenformin and Metformin) and the -glucosidase inhibitors (Acarbose and Miglitol) are pharma-
cologically used in the treatment of diabetes [9]. Dietary modifications, life style changes, exercises and proper education are the

non-pharmacological means of diabetic management.

About 463 million people worldwide were estimated to have DM and more than 19 million in Africa, this figure is projected to rise
to about 47 million by 2045 [15]. Treatment of diabetes is both expensive and tedious [14], multidisciplinary approach that included
physical exercise, dietary modification, use of insulin and chemicals such as sulfornylureas is used [9]. Current system of diabetic
treatment comes along with shortcomings limiting the usage and success of available treatment modules. These chemicals when ad-
ministered in high doses leads to hypoglycaemia and may cause liver damage, lactic acidosis, loss of appetite and abdominal pain [9].
Chronic disease like diabetes and its cardiovascular complication are becoming endemic to even the developing countries adding to

the burden on the already existing communicable diseases [12].

Almost a thousand plant species have been reported to possess antidiabetic properties [16]. Several plant species have been used for
the prevention or management of diabetes by the Native Americans, Chinese, South Americans and Asian Indians [17]. The pharma-
cological actions of these plants are related to their chemical composition. Those rich in phenolics, alkaloids, flavonoids, terpenoids,
coumarins, and glycosides usually show positive effects [18]. The consumption of moringa oleifera leaves powder appears to be ef-

fective in reducing blood glucose level in diabetic patients [19]. This anti-diabetes effect of moringa has been linked to the presence
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of certain polyphenols. According to certain scientific research, moringa leaves significantly decrease blood glucose concentration in
whister rats and goto-kakizaki (GK) rats modelled type 2 diabetes [19].

Extracted the polyphenolic components of Roselle and studied their effect in a type II diabetic rat model (high fat diet model) [20].
The study revealed anti-insulin resistance properties of the extract at a dose of 200mg/kg, and reduction in hyper glycaemia and
hyper insulinemia. Other studies indicated that oral administration of ethanolic extract of Ziziphus mauritiana leaves has a dose
dependent blood glucose level reduction in diabetic rats, it also causes a significant increase in glucose tolerance in diabetic rats. Ad-

ditionally, the extract lowers cholesterol level without producing toxicity to liver and kidney up to a period of 4 weeks study [21, 22].

Ziziphus spina-christi commonly known as Christ's Thorn Jujube, is a deciduous or evergreen trees and shrubs throughout the world
and native to the warm-temperate and subtropical regions, including North Africa, South Europe, Mediterranean, Australia, tropi-
cal America, South and East of Asia and Middle East [23, 24, 25]. Ziziphus spina-christi locally known as “Kurna” (Hausa), kurnahi
(Fulani), Korna (Kanuri) or Eakannase-adie (Yoruba) is a member of the Rhamnaceae family in the order of Rosales that contains
about 60 genera and more than 850 species, the genus Ziziphus consists of about 100 species [26, 27]. Majority of the rural populace

in Northern Nigeria use Ziziphus spina-christi extensively for its medicinal and economic importance [28].
Methodology

All chemicals used in this study were of highest analytical grade. Metformin was a Product of AVRO Pharma Limited, Nigeria. Al-
loxan monohydrate (inducing agent) was purchased from Sigma-Aldrich Co. LLC respectively. All reagents used for the Biochemical

analysis were of analytical grade purchased as kits produced by Randox Laboratories Limited, United Kingdom.
Sample Collection and Preparation

Ziziphus Spina Christi fruit was purchased dried from Muda Lawan market Bauchi local government area of Bauchi state. The plant
was taken to the Herbarium in the Department of Biological Science Bauchi State University Gadau, and was authenticated by a Tax-
onomist voucher number of the specimen (0028) was deposited. The Ziziphus Spina-christi fruits were washed to remove dust and

then drain and It was then grinded into powder using Mortar and pestle and then subjected to extraction.
Extraction of Ziziphus Spina-christi Fruit

About 100g of Ziziphus Spina-christi fruit powder was weighed with an analytical weighing balance and transferred to a 1000ml
beaker to which 1000ml of 80%ethanol was measured and transferred into, another 100g of the sample was weights and dissolved in
1000ml of distilled water in a 1000ml beaker, the two substances were allowed to dissolve for 72hrs and then filtered using filter paper
and the filtrate was concentrated at 50°C on water bath. The percentage yield was calculated as follows:

Weight of extract
falde— ————— = 100%
Percentage yield="; ginal weioght i

The portion of the two extracts were used for the qualitative phytochemical analysis of the following: test for alkaloids, test for flavo-
noid, test for tannins, test for terpenoids, test for chalcones, test for phlobatannins, test for anthraquinone, test for steroids, test for
phytosterol, test for reducing sugar and test for cardiac glycoside. Another portion from the two extracts was used for in vitro anti

diabetic study for: alpha amylase and alpha glucosidase inhibition.

The extract was given to the rats at different concentrations.

Phytochemical Analysis
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The phytochemical analysis was done for qualitative determination. The analyzed include; Alkaloids, Flavonoids, Tannins, Terpenoids,
Saponins, Chalcones, Phlobatannins, Anthraquinones, Steroids, Phyto steroids, reducing sugars and Cardiac glycosides according
the method outlined by Association of Analytical Chemist (AOAC 1984), National Committee on Clinical Laboratory Standards
(NCCLS, 2011), EI-Olemy et al; (2000) [29].

In Vitro Anti Diabetic Study

Inhibition of a amylase Enzyme: A 500yl of test samples and acarbose (standard drug) (0.125, 0.25, 0.5, 1.00 and 2.00mg/ml) were
added to 500ul of 0.02 M phosphate buffer (pH 6.9) containing 6 mM sodium chloride and a-amylase (0.5 mg/ml; 0.04 units Porcine
Pancreatic a-amylase (PPA)) solution and incubated at 37 °c for 10 min. after which, 500pl of a 0.5% starch solution in 0.02 M
sodium phosphate buffer (pH 6.9) was added to each tube and incubated at 37 °C for 10 min. The reaction was stopped by adding 1
ml of 3,5-dinitrosalicyclic acid (DNSA) colour reagent. The test tubes were incubated in a boiling water bath for 5 min, cold to room
temperature. The reaction mixtures were diluted with 10 ml of distilled water and absorbance was measured at 540 nm. Control
represents 100% enzyme activity and was conducted in similar way by replacing fraction with vehicle [30].

Absorbance of control - Absorbance of test

Calculation: % inhibitory activity of test = Ahsorbance of control X100

Inhibition of a glucosidases Enzyme: o glucosidases inhibitory activity was determined by incubating 1 ml solution of starch
substrate (2% w/v maltose) with 1 mn 0.2 M Tris buffer pH 8.0 and various concentratios extracts fractions and acarbose (standard
drug) for 5 min at 37 °C. The reaction was initiated by adding 1 ml of a glucosidase enzyme (IU/ml) to it followed by incubation for
10 min at 37 °C. The reaction mixture was heated for 2 mn in boiling water bath to stop the reaction. The amount of liberated glucose
wasmeasured by glucose oxidase peroxidase method [31, 30].

Absorbance of control -Absorbance of test

Calculation: % inhibitory activity of test = )
’ Y Y Absorbance of control X 100

Experimental Animals
Total of 45 rats were utilised and grouped into nine (9) groups of five (5) rats each.

Group I: Normal control: Rats were not induced and untreated. They were given normal feed and parameters from this group served

as a base line data (normal control).

Group II: Negative control: Rats were induced with Alloxan monohydrated (150 mg/kg b.w.) and were untreated, this served as the

hyperglycaemic control group and in addition they were given normal feed /water ad libitum.

Group III: Positive control: Rats were induced with Alloxan monohydrate thereafter they were treated with Glucophage hydrochloride
tablet B.P (Metformin tablet), this group served as the test Group A.

Group IV: Extract low dose: Rats were induced with Alloxan monohydrate thereafter they were treated with low dose of the water

extract.

Group V: Extract moderate dose: Rats were induced with Alloxan monohydrate thereafter they were treated with moderate dose of

the water extract.
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Group VI: Extract high dose: Rats were induced with Alloxan monohydrate thereafter they were treated with high dose of the water

extract.

Group VII: Extract low dose: Rats were induced with Alloxan monohydrate thereafter they were treated with low dose of the ethanol

extract.

Group VIII: Extract moderate dose: Rats were induced with Alloxan monohydrate thereafter they were treated with moderate dose

of the ethanol extract.

Group IX: Extract high dose: Rats were induced with Alloxan monohydrate thereafter they were treated with high dose of the

ethanol extract.
Induction of Diabetes

Diabetes was induced by subjecting the animals to 12 h fasting overnight, followed by a single injection of 150 mg/kg alloxan
monohydrate dissolved in ice cold normal saline [32] intra peritoneal. Fasting blood glucose concentration was determined after
72hrs. Periodic blood glucose concentration was determined using Accu-check glucometer.

Rats with fasting blood glucose of 140 mg/dl and above were used for the study [33].
Determination of Biochemical Parameters

At the end of the experiment, the animals were sacrificed to collect blood and some organs for analysis. The blood was allowed to clot

and serum separated and the following investigations were carried out in the serum sample.

1. Total cholesterol [34]
2.LDL [35]

3. HDL [35]

4. Triglycerides [34]

5. VLDL [35]

Statistical Analysis

Statistical analysis was carried out using Mean * standard error of mean (SEM) and analyse with standard statistical software package
for social science (SPSS) using one-way Analysis of variance (one-way ANOVA) from which (P) value was derived. The P value <0.05

were considered significant.
Result

The percentage yield of aqueous extract is:

35.585
oD

%yield= x 100 = 35.59%

The percentage yield of ethanol extract is:

46.68
%yield = - x 100 = 46.68%
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Phytochemical analysis carried out of the aqueous and ethanol extract of fruits of Ziziphus spina-christ revealed presence of
Alkaloids, Flavonoids, Tannins, Terpenoids, Saponins, Saponins glycoside, Steroids, Phytosteroids, Cardiac glycosides, Volatile oil

and Carbohydrate in different proportion. Detailed of the phytochemicals obtained is shown in the table 1

Phytochemicals Aqueous extract | Ethanol extract
Alkaloids 4 ++
Flavonoids ++ dbdbt
Terpenoids + .
Tannins + it
Saponins +++ ++
Saponins glycoside | + 14
Steroids 4 T
Phytosteroids + T,
Cardiac glycoside - 4+
Volatile oil - 4t
Carbohydrate ++ ++

Key; += present and - = absent

Table 1: Qualitative Phytochemical contents of Zizipus spina-christi fruit

An in vitro assessment of the two extract to see their hypoglycaemic activity was done using alpha amylase enzyme. A standard
hypoglycaemic agent called Acarbose was equally used and it was compared with the two extracts. The percentage inhibition of the
enzyme by the ethanol extraction in all concentration tested was found to be almost similar to the standard agent used. Aqueous
extract demonstrated a lower inhibition compared to the acarbose. An IC50 of 0.14, 0.19 and 0.58 was recorded for the acarbose,

ethanol and aqueous extract respectively.

ALPHA AMYLASE

Conc (mg/mL) Acarbose Ethanol Aqueous
0.125 78.08+0.96 73.09+0.79 51.41+7.34
0.250 72.03+£0.67 72.17£0.22 50.01£2.39
0.500 74.58+0.65 71.14+0.36 48.22+6.06
1.000 75.18+1.55 69.96+1.03 48.22+2.55
2.000 71.57+0.44 71.42+1.55 46.09+1.75
IC,, 0.14 0.19 0.58

a-Amylase Inhibition Activities of Ethanol and Aqueous extract. Values are expressed as the mean+SEM for triplicate determination

and were analyse using one-way ANOVA. Differences with p<0.05 are considered statistically significant

Table 2: In vitro inhibitory activity of Ziziphus spina-christi fruit aqueous and ethanol extracts on alpha amylase

Alpha glucosidase inhibition was determined in vitro for the aqueous and ethanol extracts of Ziziphus spina-christi fruit using

acarbose, as the control drug. The IC50 revealed a similar inhibitory activity. Detail display in Table 3.
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ALPHA GLUCOSIDASE

Conc (mg/mL) | Acarbose Ethanol Aqueous
0.125 91.17+0.63 83.67+2.80 88.84+1.06
0.250 88.78+2.20 87.42+0.65 89.19+3.84
0.500 86.66+1.97 87.31+0.55 83.24+1.11
1.000 83.65%0.81 84.06+1.86 78.43+2.44
2.000 84.65+0.83 79.45%3.40 74.99+0.38
IC,, 0.07 0.09 0.07

a-Glucosidase Inhibition Activities of Ethanol and Aqueous extracts. Values are expressed as the mean+SEM for triplicate determination
and where analyze using one-way ANOVA. Differences with p<0.05 are considered statistically significant

Table 3: In vitro inhibitory activity of Zizipus spina-Christi fruit aqueous and ethanol extracts on alpha glucosidase

Body weight of hyperglycaemic rats treated with aqueous and ethanol extracts of Zizipus spina-christi fruit for 14 days. Values were
recorded on day 0, day 7 and day 14. There is a significant different between group 4: 150mg/kg aqueous extracts and the normal

control group on day and14, as presented in figure 1

250 Dayld mDay7 mDayld

g b
= 200 z 1 o
) T sy I I
= -
- 150 I s b
=
] M
2 100

50

0
Group 1 Group 2 Group 3 Group 4 Group 5 Group 6 Group 7 Group 8 Group 9
Groups

Figure 1: Effect of Ziziphus spina-christi fruit extracts on the body weight of hyperglycaemic Rats recorded on day 0, 7 and 14.
Differences with p<0.05 are considered statistically significant. Values with the same superscript (a, b) are significantly different

Figure 2 showed anti-hyperglycaemic potential of single dose of aqueous and ethanol extracts of Ziziphus spina-christi fruit of 150mg/
kg, 300mg/kg and 600mg/kg. The positive control group receive standard drug, Metformin at 300mg/kg body weight, each group
containing 5 rats. A significant blood glucose elevation was seen in the treatment group when compared with the normal control
group on day 0 of the experiment. And a noticeable and statistically significant different glucose level on day 14 between the normal
control and negative control groups. All the treated group presented with sustain decrease in blood sugar after receiving the extracts,

though the effect were not dose dependent in most groups.
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Figure 2: Effect of Ziziphus spina-christi fruit Aqueous and Ethanol extract on fasting blood glucose recorded at day 0, 7 and 14.
Differences with p<0.05 are considered statistically significant. Values with the same superscript (a, b and ¢) are significantly different
to the normal control group

The result in figure 3 showed effects of Ziziphus spina-christi fruit on cholesterol, triglycerides, high density lipoproteins (HDL),
low density lipoproteins (LDL) and very low-density lipoproteins (VLDL) of hyperglycaemic rats treated for 14 days. A significant
elevation of cholesterol and LDL level was seen in the negative control group when compared with the normal control group.

ETChol mTrg sHDL =LDL ViDL

12
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=]
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=
(=]
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2 =
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= 2 B E = E =F & L =
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0 = =SS=—m S8=-. S SEEET ™ B 555" E5-"=a
T

Groups Groups 2 Groups 3 Groups 4 Groups 5 Groups & Groups Groups 8 Groups 9

Groups

Figure 3: effect of Ziziphus spina-christi fruit Aqueous and ethanol extracts on Lipid profile (mmol/L) for total cholesterol,
triglycerides, high density lipoproteins, low density lipoproteins and very low-density lipoproteins

Differences with p<0.05 are considered statistically significant. Values with the same superscript (*, # x, and y) are significantly
different with the normal control group

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



] Bioeq Stud 10

Discussion

Plants as a whole and some of their essential parts including oils have been in use for many years, their nutritional and medicinal
values make them part of food, pharmaceuticals, alternative medicine and natural therapies [23]. Ziziphus spina-christi fruits is an
example of such plant with high nutritional and medicinal values [3, 38]. The curative properties of Ziziphus spina-christi fruits are
due to the presence of various secondary metabolites such as alkaloids, flavonoids, glycosides and tannins [36]. The phytochemical
analysis revealed the presence of alkaloids, flavonoids, cardiac glycosides, tannins, terpenoids, Saponins, Saponins glycosides, carbo-
hydrates, volatile oil, steroid and Phyto steroids in different concentration (Table 1). The values of alkaloids, tannins, steroids, cardiac
glycosides and volatile oil were shown to be higher in ethanol extraction than the aqueous extract. While Saponins and terpenoids
were more in aqueous than the ethanol extraction. The concentration of carbohydrate and flavonoids were shown to be equal in the
two extraction solvents. This variation in secondary metabolite of aqueous and ethanol extract may be attributed to the polarity of
the two solvents. This result is consistent with the finding of Truong et al., (2019) [49] on S. buxifolia that showed differences due to
differences in the polarity of the extracting solvents. Bukar et al., (2015) and Mohammed et al. (2016) [13, 37] and did some studies
on different part of the plants including leaves, stem bark, root and seed oil where they showed presence of most of these compounds
in different solvents. However, no volatile oil was seen in their extraction which may be attributed to the volatile nature of the com-
pound. The presence of Saponins in Zizipus fruit may have glucagon decreasing effect and may enhance glucose utilization and lower
blood glucose. It is reported that Saponins stimulates insulin release from pancreas [38]. Saponins are a special class of glycosides
which have soapy characteristics [38]. The presence of tannins in high amount suggests that the plant may be a good source of phenyl

propane and flavone antioxidants. This may give the plant stimulating effect on the destructed beta cells to further release insulin [38].

Alpha amylase and alpha glucosidase are two important enzymes that are involved in the hydrolysis of alpha-1-4-bonds of alpha-linked
polysaccharide to yield several monosaccharides. Both a-amylase and a-glucosidase can increase the postprandial glucose level in
diabetic patients by digesting the complex carbohydrate taken. Inhibiting the activity of these two enzymes can control a form of
hyperglycaemia called postprandial hyperglycaemia [39]. Acarbose is said to bind to the alpha-bond of polysaccharide and prevent
its breakdown into mono and oligosaccharides [40]. An in vitro assessment of the two extract to see their hypoglycaemic activity via
inhibition of both alpha amylase enzyme and alpha glucosidase enzymes were presented in table 2 and 3. The percentage inhibition
of alpha amylase by the ethanol extraction in all concentration tested was found to be similar to the standard agent used. Aqueous
extract demonstrated a lower inhibition compared to the acarbose. An IC,, of 0.14, 0.19 and 0.58 was recorded for the acarbose,
ethanol extract and aqueous extract respectively. Alpha glucosidase inhibition showed an IC, of 0.7mg/ml, 0.9mg/ml and 0.7mg/ml
for acarbose, ethanol extracts and aqueous extracts. This result showed that aqueous and ethanol extracts are capable of inhibiting
alpha amylase and alpha glucosidase activities effectively. Thus, they may reduce the formation of simple sugar from complex carbo-
hydrate in rats leading to hypoglycaemic affect needed in the treatment of hyperglycaemia. Bitter gourd or balsam pear is one of such
important plants used for controlling postprandial hyperglycaemia in diabetes patients. In a study of its protein extract it inhibited
the activity of a-amylase and a-glucosidase via competitive inhibition, the inhibition was on par with Acarbose. Bitter gourd sig-
nificantly reduced peak blood glucose in Streptozotocin-induced diabetic rats, which were orally challenged with starch and sucrose
[39]. In another related evaluation of P. pavonica on glucose activity in rats, its extract inhibited a-amylase, but lower than acarbose.
P. pavonica have higher inhibitory activity of a-amylase than a-glucosidase [41]. Hyperglycaemia is associated with excessive water
lost in urine leading to dehydration and weight loss. Body weight of hyperglycaemic rats treated with aqueous and ethanol extracts of
Ziziphus spina-christi fruit for 14 days recorded on day 0, day 7 and day 14 showed slight reduction in diabetic control group on day
7 but no significant different compared to other days. However, a significant different is seen in group 4 (150mg/kg) aqueous extracts

and the normal control group on day 7 and14 which might be due to the low concentration of the extract.

Diabetes mellitus is a metabolic heterogeneous disorder which is characterized mainly by hyperglycaemia or impaired glucose tol-
erance as a result of insulin resistance or inactivity [28]. The high level of fasting blood glucose in all the treatment groups at day 0
of the study may be due to possible damage to the pancreatic beta-cells by the effect of alloxan. Alloxan causes hyperglycaemia by

partial degradation of islets cells of Langerhans and decreases insulin production [42].The positive control group receive standard
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drug, Metformin, which is known to exerts it anti-hyperglycaemic activity by reducing hepatic glucose production and inhibiting
glucose absorption and utilization there by improving glucose uptake and utilization through enhancing insulin sensitivity [43]. The
noticeable reduction of blood glucose in day 7 and day 14 of the extracts group may be due to the presence of phytochemicals such as
Saponins and tannins which are said to reduce blood glucose level by increasing the level of insulin as a result of the stimulating effect
of the extracts on the remaining beta cells after the induction of hyperglycaemia with alloxan [5]. This result agreed with the findings
of Abdel-Zaher et al., (2005), Avizeh et al., (2010), Hussein et al., (2006), Adzu and Haruna (2007) [44, 45, 46, 38] where different
part of plants extracted using many different solvents on different animal models demonstrated various level of anti-hyperglycaemic

potential.

A significant elevation of cholesterol and LDL level were seen in the negative control group (8.52£1.64), (6.02+1.21) when compared
with the normal control group (3.51+0.05), (2.74+0.07) and this might be as a result of disturbance in the regulation of the activity
of the hormone sensitive enzyme; lipase. Alloxan induce destruction of beta islet cells causes deficiency of insulin [42]. This insulin
deficiency induces the synthesis of lipase, which triggers lipolysis thereby increasing the concentration of free fatty acids in plasma
and liver. High level of fatty acids in the serum results in their conversion to cholesterol and enhances the level of LDL [47]. The in-
crease of insulin level and regression in blood glucose level in our group 3-9 may lead to the stimulation of fatty acid biosynthesis due
to the ability of insulin to stimulate lipid synthesizing enzymes such as fatty acid synthase and acetyl-CoA carboxylase and also the
incorporation of fatty acids into triglycerides [48]. Several reports showed the potential of plants extracts on hypolipidemic activity
(Hussein et al., 2006; Adzu and Haruna 2007; Abubakar et al., 2018) [46,38,48].

Conclusion

The results from the studies showed that Ziziphus spina-christi fruit aqueous and ethanol extracts has an anti-hyperglycaemic po-
tential which was not a dose dependent both in the in Vitro and in Vivo models. The aqueous extract possesses more of the anti-hy-
perglycaemic activity. Ziziphus spina-christi fruit aqueous and ethanol extract also causes a significant reduction in cholesterol level.

Recommendation

Further studies should be done on fractionation of the Ziziphus spina-christi fruit to isolate the actual component that has this hypo-

glycaemic potential.

Competing Interests

The authors declare that they have no competing interest.

Authors’ Contributions

KAN performed the experiment, analysis and the initial write-up, HY, HT, UAG and AUK were involved with the conceptual design
of the experiment drafting the manuscript, intellectual revision and gave approval for the final manuscript. All authors read and ap-
proved the final manuscript.

Acknowledgements

We would like to thank Departments of Biochemistry and Pharmacology of Bauchi State University Gadau for the space and equip-

ment provided in carrying out this study.

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



] Bioeq Stud 12

Reference
1. World Health Organization (1994) Diabetes Mellitus.

2. Nesseme DI, Michel CG, Saleem AA, El-Alfy TS (2008) formulation and evulation of antihyperglysimic leaf extracts of ziziphus
spinacristi (L.) Wild . pharmazie. 64: 104-109.

3. Aruna B, Tulika M (2010) Hypoglycemic activity of Ziziphus mauritiana aqueous ethanol seed extract in alloxan-induced diabetic
mice. Pharmaceutical Biology. 48:6 604-610.

4. Kumar P, Clark M. (2002) Diabetes Mellitus and Other Disorders of Metabolism. In: Clinical Medicine, Sunders, WB (Eds.).
2:1069-1071.

5. Rabia N, Mir A K, Kiran Y K, Mushtaq A, Paras M, Barkat A, Mazhar M, Muhammad Z (2012) A Review on Zizyphus as Antidi-
abetic. Journal of Applied Pharmaceutical Science 02: 177-179.

6. Mamun-or-Rashid ANM, Shamim MD, Hossain N, Hassan B, Kumar D, Ashrafuzzaman S, Monokesh KS (2014) A review on
medicinal plants with antidiabetic activity. Journal of Pharmacognosy and Phytochemistry. 3: 149-159.

7. Smith JF (2003) Anti-diabetic drugs. Medical Library. 5: 5-6.

8. Shukla A, Bukhariya V, Mehta ], Bajaj ], Charde R, Charde M (2011) Herbal remedies for diabetes: an overview. International
Journal of Biomedical & Advance Research. 2:57-58.

9. Tijjani H, Mohammed A, Idris Z L, Adegunloye P, Adegbenro L, Carrol D, Alhassan A J, (2017) Current status of antidiabetic
plants in the Lamiaceae family.

10. Huang THW, Peng G, Kota BP, Li GQ, Yamahara J, Roufogalis BD (2005) Anti-diabetic action of Punica granatum flower extract:
activation of PPAR-c and identification of an active component. Toxicol App Pharmacol; 207:160-169.

11. Burke JP, Williams K, Narayan KMV, Leibson C, Haffner SM, Stern MP (2004) A population perspective on diabetes prevention:
Whom should we target for preventing weight gain. Diabetes Care. 26:1999-2004.

12. Mahabir D, Gulliford MC (1997) Use of medicinal plants for diabetes in Trinidad and Tobago. Rev Panam Salud Publica; 1:174-
179.

13. Deepashree BN, Prakash JA (2007) Study on nutritional status of diabetics and associated risk factors. ] Human Ecol; 21:269-274.
14. Malviya N, Jain S, Malviya S. (2010) Antidiabetic Potential of Medicinal Plants. Acta Pol Pharm Drug Res. 67:113-118.
15. International Diabetes Federation (2019) IDF Diabetes Atlas. Ninth edition 2019.

16. Bahare S, Athar A, Nanjangud V, Anil K, Farukh S, et al. (2019) Antidiabetic Potential of Medicinal Plants and Their Active
Components. Department of Pharmacology, Faculty of Medicine, Jiroft University of Medical Sciences. Jiroft 7861756447, Iran.

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



13 ] Bioeq Stud

17. Denis MO, Eliakim MM, Godfrey OM, David KK (2015) Anticancer activity of Eugenia jambolana seeds against Hep2 cell lines.
The Journal of Phytopharmacology. 4: 295-298.

18. Ernawat M, Yusnelti DW, Afrida (2014) Properties of medicinal plants. Journal of Natural Sciences Research. 4:10 -15.

19. Ndong M, Uehara M, Katsumata S, Suzuki K. (2007) Effects of Oral Administration of Moringa oleifera Lam on Glucose Toler-
ance in Goto-Kazaki and Wistar Rats. ] Clin Biochem Nutr. 40: 229-233.

20. Peng CH, Chyau CC, Chan KC (2011) Hibiscus sabdariffa polyphenolic extract inhibits hyperglycemia hyperlipidemia and gly-

cation-oxidative stress while improving insulin resistance. Journal of Agricultural and Food Chemistry. 59:9901-09.

21. Glombitza K, Mahran G, Mirhom Y, Michel K, Motawi T. (1994) Hypoglycemic and antihyperglycemic effects of Zizyphus
spinachristi in rats. Planta Med. 60:244.

22. Hemant U, Ghodke MS, Mohammed M, Naik J B (2013) Effects of Zizyphus mauritiana Lam. leaves extract in alloxan induced

diabetes and its secondary complications in rats. Pelagia Research Library der Pharmacia Sinica. 4:92-97.

23. Bukar AM, Kyari MZ, Gwaski PA, Gudusu M, Kuburi FS, Abadam YT (2015) Evaluation of phytochemical and potential anti-
bacterial activity of Ziziphus spina-christi L. against some medically important pathogenic bacteria obtained from University of

Maiduguri Teaching Hospital Maiduguri Borno State — Nigeria. Journal of Pharmacognosy and Phytochemistry. 3: 98-101.

24. Gheith I, El-Mahmoudy A (2018) Assessment of the antimicrobial potential of the hydro-methanolic extract of Sidr (Ziziphus
spina-christi) plant against selected pathogens in vitro. Life Sci J. 15:27-34.

25. Yossef HE, Khedr AA, Mahran MZ (2011) Hepatoprotective activity and antioxidant effects of El Nabka (Zizyphus spina-christi)
fruits on rats” hepatotoxicity induced by carbon tetrachloride. Nat. Sci. 9:1-7.

26. Abalaka ME, Daniyan SY, Mann A (2010) Evaluation of the antimicrobial activities of two Ziziphus species (Ziziphus mauritiana
L. and Ziziphus spina-christi L.) on some microbial pathogens. Afr. . Pharm. Pharmacol. 4:135-139.

27. Asgarpanah ], Haghighat E (2012) Phytochemistry and pharmacologic properties of Ziziphus spina christi (L.) Willd. African
Journal of Pharmacy and Pharmacology. 6:2332-39.

28. World Health Organization. (2005) WHO Traditional Medicine Strategy 2002-2005. World Health Organization. (2002) Geneva,
WHO/EDM/TRM/.1.

29. Trease GE, Evans WC (1989) Pharmacognosy, Bailliere Tindall, London. 11:45-50.
30. Kuppusamy A, Muthusamy U, Swashanmugum T, Subhadradevi V, Kalyanasubramaniam R, Sambathkumar R, (2011) In vitro
(a-Glucosidase and a-Amylase) inhibition and in vivo antidiabetic property of Phytic acid (ip6) in Streptozotocin-Nicotinamide-in-

duced type 2 Diabetes mellitus (NIDDM) in rats. Journal of complementary and integrative medicine. 8: 1553-3840.

31. Andrade-Cetto A, Becerra-Jimennez J, Cardenes R, (2008) Alpha glucosidase inhibiting activity of some Mexican plants used in
treatment of type 2 diabetes mellitus. Journal of ethnopharmacology. 116: 27-32.

32. Damasceno DC, Volpato GT, Paranhos CID, Cunha Rudge MV (2002) Oxidative stress and diabetes in pregnant rats. Anim.
Reprod. Sci. 72: 235-244.

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



] Bioeq Stud 14

33. Sini JM, Umar IA, Inuwa HM (2011) The Beneficial effect of the Extract of Hibiscus sabdariffa Calyces in Alloxan diabetic rats:
Hypoglycaemic and Hypolipidaemic activities. J. Med. Plant Res. 5: 2182-2186.

34. Tietz NW (1995) Clinical Guide to Laboratory Tests 3rd ed W B Sanders Company Philadelphia.

35. Friedewald WT, Levy RI, Fredrickson DS (1972) Estimation of the concentration of LDL-Cholesterol. Clinical Chemistry. 18:499-
515.

36. Sharma OP, Bhat TK, Singh B (1998) Thin-layer chromatography of gallic acid, methyl gallate, pyrogallol, phloroglucinol, cate-
chol, resorcinol, hydroquinone, catechin, epicatechin, cinnamic acid, p-coumaric acid, ferulic acid and tannic acid. ] Chromatogra-
phy A. 822:167-171.

37. Mohammed GT, Yesufu HB, and Wazi CH (2016) Phenolic and Anti-Inflammatory Activity of Zizyphus spina-christi. Nigerian

Journal of Pharmaceutical and Biomedical Research. 1: 2579-1419.

38. Adzu B, Haruna AK (2007) Studied on the use of Zizyphus spina-christi against pain in rats and mice. Afr. J. Biotechnol. 6:1317-
1324.

39. Poovitha S, Parani M (2016) In vitro and in vivo a-amylase and a-glucosidase inhibiting activities of the protein extracts from two

varieties of bitter gourd (Momordica charantia L) BMC Complementary and Alternative Medicine volume 16: 185.

40. Vijayalakshmi K, Immanuel SC, Sindhu S, and Arumugam P (2014) In Vitro Investigation of Antidiabetic Potential of Selected

Traditional Medicinal Plants. International Journal of Pharmacognosy and Phytochemical Research. 6:856-861.

41. Husni A, Wijayanti R, Ustadi (2014) Inhibitory Activity of a-Amylase and a-Glucosidase by Padina pavonica Extracts. Journal of
Biological Sciences. 14: 515-520.

42. Osasenaga MI, Abiola MA, Oluseyi AA (2018) Alloxan-induced diabetes a common model for evaluating the glycemic-control

potential of therapeutic compounds and plants extracts in experimental studies. Medicina (Kaunas). 53:365-374.

43. Aslam H, Arif-ullah K, Najeeb-ur-Rehman Fawad A, Humaira N, Syed M S (2017) Anti-hyperglycemic activity of Heliotropium
strigosum (Boraginaecae) whole plant extract in alloxan-induced diabetic mice. Tropical Journal of Pharmaceutical Research. 10:
2425-2430.

44. Abdel-Zaher AO, Salim SY, Assaf MH, Abdel-Hady RH (2005) Antidiabetic Activity and Toxicity of Zizyphus spina-chriti Leaves.
Journal of Ethnopharmacology. 101:129-138.

45. Avizeh R, Najafzadeh H, Pourmahdi M, and Mirzaee M. (2010) Effect of Glibenclamide and Fruit Extract of Zizyphus spina-chris-
ti on Alloxan-Induced Diabetic Dogs. Intern ] Appl Res Vet Med. 8: 2.

46. Hussein HM, El-Sayed EM, Said AA (2006) Antihyperglycemic antihyperlipidemic and antioxidant effects of Zizyphus spina
christi and Zizyphus jujube in Alloxan diabetic rats. Int. . Pharmacol. 2:563-570.

47. Sharma SB, Hasir A, Prabhu KH, Murthy PS, and Dev G (2003) Hypoglycemic and hypolipidemic effects of ethanolic extract of
seeds of Eugenia jambolona in alloxan-induced diabetic rabbits. J. Ethnopharmacol. 85:201-206.

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



1
5 ] Bioeq Stud

48. Abubakar SM, Sufyan AU, Idoko A, Nura A, Mansurah AA, Muhammad SS (2018) Evaluation of Hypoglycaemic, Hypolipidemic
and Non-Toxic Effect of Hydro-Methanolic Extracts of Ziziphus Mauritiana, Ziziphus Spina Christi Fruit and Glibenclamide on
Alloxan Induced Diabetic Rats. Journal of Drug Delivery and Therapeutics. 8:3.

49. Truong D-H, Nguyen DH, Ta NTA, Bui AV, Do TH, Nguyen HC (2019) Evaluation of the Use of Different Solvents for
Phytochemical Constituents, Antioxidants, and In Vitro Anti-Inflammatory Activities of Severinia buxifolia. Hernandez F, editor. ]
Food Qual. 8178294.

I
1
l
» Easy online submission process :
» Rapid peer review process :
» Online article availability soon after acceptance for Publication :
» Open access: articles available free online :
» More accessibility of the articles to the readers/researchers within the field !
» Better discount on subsequent article submission :
I
|
1
1

Submit your manuscript at
http://www.annexpublishers.com/paper-submission.php

Annex Publishers | www.annexpublishers.com Volume 8 | Issue 1



