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Abstract

The present study was carried out to investigate the antiulcer-activity of crude aqueous and methanol extract of
Vitex doniana leaves in Indomethacin induced ulcer model in experimental rats. Seven groups (A - G) of five
animals were used for this study. Group A served as the baseline control, gastric ulcer was induced in all the other
groups by administering a single dose of 60 mg/kg body weight of indomethacin with or without prior 3-day
treatment with standard drug (cimetidine) or plant extract (low dose and high dose aqueous and methanol
extract). The animals were sacrificed, stomachs excised and ulcers scored. Histological analysis was also
performed. It was observed that V. doniana extracts protected the stomach of the animals from indomethacin
induced ulcerations to various extents with the high dose (400 mg/kg body weight) methanol and aqueous
extract having about 70% and 59% ulcer protective index respectively. Histological findings also correlated with
calculated indices with treated animals having significantly less ulcer lesions when compared to untreated ones.
In conclusion, extracts of V. doniana possess antiulcer properties against Indomethacin induced gastric ulcer in
rats.
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Introduction

Non-steroidal anti-inflammatory drug (NSAID) are
important for management of pain as a result of arthritis
and musculoskeletal disorders. These class of drugs are
however known to induce gastric mucosal damage and
has been linked development of peptic ulcer disease in
about 25% of chronic users. Development of gastric ulcers
among NSAID users has been linked to the inhibition of
cyclooxygenase - 1 (COX - 1) by the drug. This inhibition
leads to marked decrease in prostaglandin (a known
gastro-protective factor) production (1, 2)

Plants are a major source of new medicines and are
widely used by man to treat various ailments (3). Vitex
doniana is a widely distributed tree in southern and
eastern Nigeria. Where the plant is found, many of the
locals use the plants for various purposes including for
treatment of various gastrointestinal and other diseases
(4). Previous works by several authors have shown that vV
doniana possess desirable antioxidant (5) and anti-
microbial (6) properties which are both important in the
strategies currently employed for the treatment of peptic
ulcer (7, 8). These reported properties were attributed to
the presence of various phytochemicals present in the
plant.

Even though many NSAID alternatives exist, these
class of drugs are still in use by a large number of people
hence the need to find new ways of mitigating their
potential for causing gastrointestinal damage. Indeed,
the aqueous and methanol extracts of V doniana have
been shown to possess anti-ulcer properties against
ethanol induced gastric ulcers in experimental animals
(9). However to the best of our knowledge, the ability of
the extracts to protect against NSAID induced gastric
ulcers is yet to be reported.

Materials and Methods

Experimental Animals

Apparently healthy, disease free albino rats (n = 35,
weighing 146 — 221 g) were obtained from and housed in
metallic cages at the Animal House of the College of
Medicine, University of Nigeria, Enugu Campus (UNEC).
The animals were left to acclimatize to the laboratory
conditions of ambient temperature (28 - 30°C) and a 12
hour light-dark cycle. They were weighed and distributed
into 7 groups of 5 animals according to weights. They
were fed on standard commercial rat feed (Guinea
Feed®, Enugu, Nigeria) and clean water ad libitum.
Animal handling, care and experimentation was done
under close supervision of animal care staff of the College
of Medicine, UNEC to ensure adherence to the guidelines
for the use of animals in research (10).

Plant Collection, taxonomy and extraction

V. doniana leaves were collected within Enugu, Enugu
state Nigeria in the month of August, 2016. Plant identity
was confirmed by a specialist at the Department of
Pharmacognosy, Faculty of Pharmacy and Pharmaceutical
Sciences, University of Nigeria Nsukka (voucher number
PxUNN/098). The leaves were thoroughly washed and
dried under shade after which they were ground into fine
powder.

For the aqueous extract (AEVD), 100 g of the powder
were soaked in 400 ml of clean water for 48 hours to
extract in a refrigerator. The mixture was intermittently
agitated during this period to improve extraction. After
48 hours, the mixture was sieved using a muslin cloth and
Whatmann filter paper and the obtained filtrate was
stored in the refrigerator at 2-8 °C until required for use.
For the methanol extract (MEVD), another 100g of the
powder were dissolved in 500 ml of methanol for 72
hours. The mixture was left in a refrigerator and allowed
to extract with intermittent agitation. After the
extraction period, the mixture was filtered using
Whatmman filter paper and the filtrate allowed to
evaporate to dryness. The remaining concentrate was
dissolved in 3% Tween 80 and stored in the refrigerator till
needed.

Induction of gastric ulcers using Indomethacin

A single dose of indomethacin at 60 mg/kg body weight
was used to induce the ulcers. All animals except those in
Group A (baseline control) received a single oral dose of
indomethacin after 24 hours of food deprivation with or
without prior treatment with either standard drug or
extract. Group B (the negative control) did not receive
any treatment prior to ulcer induction; Group C (positive
control) received 100 mg/kg body weight (bw) of
cimetidine intramuscularly for 3 days prior to the
commencement of the experiment and 40 minutes
before the ulcer induction. Groups D and E received 200
mg/kg bw and 400 mg/kg bw of MEVD respectively while
Groups F and G received 200 mg/kg bw and 400 mg/kg
bw of AEVD respectively for 3 days prior to
commencement of experiment and 40 minutes before
ulcer induction.

Calculation of Ulcer Index

After 4 hrs the animals were sacrificed under, their
stomachs were removed, rinsed in saline and opened
along the greater curvature. The ulcers were counted
with the aid of a magnifying lens. The ulcerative lesion
index was calculated as follows: ulcerative lesion < 1 mm
= 1; ulcerative lesion > 1 mm < 2 mm = 2; ulcerative lesion >
2 mm = 3. The sum of the scores was divided by 10 to give
the ulcer index for each rat. The effectiveness of the
extract and drug was calculated using the formula:

Ulcer preventive index (UPI) (%) = Ulcer index of control -
Ulcer index of treated/Ulcer index of control x 100(11, 12).
Tissue histopathology and microscopy
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The excised stomach tissues were processed into
formalin fixed, paraffin sections. The slides were stained
using the haematoxylin and eosin technique. The stained
stomach sections were examined using a Magnus ™
microscope, micrographs of the sections were obtained
using a Samsung NX1000 digital camera attached to the
microscope.

Statistical Analysis

Data analysis was done using SPSS version 20 with results
expressed as mean * SEM. Statistical comparison
between treatment and negative control groups was
performed using the Dunnett’s test with significance set
at P <0.05.

Results
Ulcer index and ulcer preventive index
Gross examination of the excised stomach tissues
revealed varying degrees of mucosal ulcerations (Figure
1). The calculated mean ulcer indices (Ul) and ulcer
preventive indices (UPI) for the test animals are
summarised in Table 1 below. Group B had the highest Ul
of 2.3 * 0.15 whereas all the animals pre-treated with
either cimetidine or extracts had significantly lower Ul in
comparison. The group of animals treated with 400
mg/kg bw of MEVD had the least Ul (0.67 * 0.12) and
highest UPI (70%) showing that MEVD at that dose
afforded the highest protection against gastric
ulcerations. Both extracts at 400 mg/kg bw afforded
better gastro-protection (UPI = 70% for MEVD and 59% for
AEVD) than cimetidine (UPI 54%) which is a standard anti-
ulcer drug.
Tissue histopathology
Induced ulcers presented histologically as areas of
epithelial erosion in the gastric mucosa of the test groups
(depicted by the arrows in figure 2). Animals in Group B
(negative control) appeared to be the most affected with
several zones of severe erosion (Fig 2b). Sections of
stomach tissue from Group D and F also showed severe
erosions accompanied by purulent exudation (Fig 2d) and
infiltration of mucosa by inflammatory cells (Fig 2f).
Groups C (Cimetidine control), E (high dose MEVD) and G
(high dose AEVD) appeared to have the least number of
eroded areas in their gastric epithelia (Fig 2 ¢, e, and g)
Discussion

This study was designed to evaluate the antiulcer
property of crude aqueous and methanol extracts of
Vitex doniana in indomethacin induced rodent gastric
ulcer model. A single dose of indomethacin at 60 mg/kg
body weight was sufficient to cause significant gastric
mucosal injury.

Indomethacin and other NSAIDs are well known for
their ability to cause gastric mucosal damage (13). A
major mechanism of achieving this is by suppressing

prostaglandin production via cyclooxygenase inhibition
(14). Prostaglandins play a crucial role in maintaining
gastric mucosal integrity by stimulating mucus and
bicarbonate production, increasing mucosal perfusion,
supressing acidity and hastening gastric epithelial
turnover (15,16). Suppression of prostaglandin increases
the susceptibility of the gastric mucosa to damage by
causing gastric hypermotility, disrupting gastric blood
flow, stimulating reactive oxygen species, lipid
peroxidation and neutrophil infiltration (17, 18).

Pre-treatment of the experimental animals with either
cimetidine or extracts reduced the extent of gastric
mucosal damage induced by indomethacin. The excised
stomachs of the pre-treated animals had less mucosal
lesions and compared to the negative control. Also, the
mean ulcer indices and ulcer protective indices shows
that the extracts were able to protect the stomach
significantly. The protection afforded by the extracts
appear to be dose dependent with the higher doses
having higher percentage ulcer preventive indices.

Cimetidine, an active Histamine H2 receptor
antagonist, is a standard drug used in treating peptic
ulcer. It helps in treatment and healing of gastric ulcers
by supressing the production of gastric acids (19). V.
doniana is known to contain many phytochemicals
including alkaloids, tannins, flavonoids, phenolic
compounds, steroids, resins, glycosides, essential fatty
acids (20) which may be responsible for the
gastroprotection observed. These polyphenols are
known to possess cytoprotective abilities and thus
antiulcer properties. For instance, tannins, with their
ability to precipitate microproteins and cause
vasoconstriction have been suggested to confer gastric
protection by creating an extra protective layer when
applied to gastric mucous membranes making it less
susceptible to damage by irritants (16). Saponins have
also been reported to possess antiulcer properties (21)
possibly due to its surfactant-like properties. Also,
flavonoids are well known antioxidants able to confer
gastric mucosal protection by their ability to clear our
reactive oxygen species, stabilize mucous membranes
(22) and increase gastric mucosal prostaglandin (23).

The antiulcer property of V. doniana extracts may have
been exerted by one or more of the above discussed
mechanisms thus providing scientific support for the
folkloric use of V. doniana for treating stomach ailments.
Our result also suggest the possibility of using V doniana
extracts as a basis for developing alternative drugs for
treating gastric ulcers. More studies are ongoing to
unravel more precise mechanisms of action involved in
the observed activity.

Acknowledgment

The authors are grateful to Dr V. Emenuga, Director of
Panacea Research and Diagnostic laboratory, Enugu, and

http://pharmacologyonline.silae.it

ISSN: 1824-8620



PhOL

Onwukwe et al.

71(pag 68-74)

all the technical staff for their kind cooperation during
the experiments involved in this project.

References

1.

Lanza FL, Chan FK, Quigley EM. Guidelines
for prevention of NSAID-related ulcer
complications. The American journal of
gastroenterology. 2009;104(3):728.

Raskin JB. Gastrointestinal effects of
nonsteroidal anti-inflammatory therapy. The
American journal of medicine.
1999;106(5):35-12S.

Gregory M, Divya B, Mary RA, Viji MH,
Kalaichelvan VK, Palanivel V. Anti-ulcer
activity of Ficus religiosa leaf ethanolic
extract. Asian Pacific journal of tropical
biomedicine. 2013;3(7):554-6.

Dadjo C, Assogbadjo AE, Fandohan B, Kakai
RG, Chakeredza S, Houehanou TD, Van
Damme P, Sinsin B. Uses and management
of black plum (Vitex doniana Sweet) in
Southern Benin. Fruits. 2012;67(4):239-48.
Agbafor KN, Nwachukwu N. Phytochemical
analysis and antioxidant property of leaf
extracts of Vitex doniana and Mucuna
pruriens. Biochemistry Research
International. 2011.

Osuagwu GG, Eme CF. The phytochemical
composition and antimicrobial activity of
dialium guineense, vitex doniana and
dennettia tripetala leaves. Asian J. Nat. App.
Sci. 2013 2(3):69-81.

de Jesus NZ, Falcao HD, Gomes IF, Leite TJ,
Lima GR, Barbosa-Filho JM, Tavares JF, Silva
MS, Athayde-Filho PF, Batista LM. Tannins,
peptic ulcers and related mechanisms.
International journal of molecular sciences.
2012;13(3):3203-28.

Reddy VT, Kumar SH, Bakshi V. Antiulcer
Effect of Formulation of Aloe Vera &
Liquorice Againt Aspirin Induced Peptic
Ulcer. International Journal of Applied
Pharmaceutical Sciences and Research.
2016;1(1):42-5.

Steven OO, Uwadiegwu AP, Chinonyelum
AN, Chukwu ND, Obianuju OA, Kingsley Ul,
Chekwube EB. Preliminary studies on the
anti-ulcer potentials of Vitex doniana crude
extracts on experimental rat model of

10.

1.

12.

13.

14.

15.

16.

ethanol induced gastric ulcer. Asian Pacific
Journal of Tropical Disease. 2016;6(9):736-
40.

Sahni SK, Mark BS. Guidelines for care and
use of animals in scientific research. Indian
National Science Academy: New Delhi. 2000.
Kumar K, Mruthunjaya K, Kumar S, Mythreyi
R. Antiulcer activity of ethanol extract of the
stem bark of Careya arborea Roxb. Int Curr
Pharm J 2013; 2(3): 78-82

Ode JO, Oladele GM, Asuzu OV. The
protective effects of the methanol extract
of (Cassia singueana leaves against
histamine-induced stomach ulcers in albino
rats. Int J Plant Anim Environ Sci 2011; 1(1):
54-60

Al Batran, R., Al-Bayaty, F., Al-Obaidi, M. M.
J., Abdualkader, A. M., Hadi, H. A,, Ali, H. M.,
& Abdulla, M. A. (2013). In vivo antioxidant
and antiulcer activity of Parkia speciosa
ethanolic leaf extract against ethanol-
induced gastric ulcer in rats. PloS one, 8(5),
€64751

Musumba, C.,, D. M. Pritchard, and M.
Pirmohamed. "Review article: cellular and
molecular mechanisms of NSAID-induced
peptic ulcers." Alimentary pharmacology &
therapeutics 30.6 (2009): 517-531
Oluwabunmi 1J, Abiola T. Gastroprotective
effect of methanolic extract of Gomphrena
celosioides on indomethacin induced gastric
ulcer in Wistar albino rats. International
Journal of Applied and Basic Medical
Research. 2015;5(1):41

El-Komy MM, Mouafi FE. Mitigating effect of
Avicenna marina on indomethacin induced

http://pharmacologyonline.silae.it
ISSN: 1824-8620



PhOL Onwukwe et al.

17.

18.

19.

20.

21.

22.

23.

24.

gastric ulcer in male albino rats. Egyptian
Journal of Basic and Applied Sciences.
2016;3(2):155-63

Jalilzadeh-Amin G, Najarnezhad V, Anassori
E, Mostafavi M, Keshipour H. Antiulcer
properties of Glycyrrhiza glabra L. extract on
experimental models of gastric ulcer in mice.
Iranian journal of pharmaceutical research:
IJPR. 2015;14(4):1163

El-Ashmawy, Nahla E., Eman G. Khedr, Hoda
A. El-Bahrawy, and Hend M. Selim.
"Nebivolol prevents indomethacin-induced
gastric  ulcer in  rats."Journal  of
immunotoxicology 13, no. 4 (2016): 580-589
Satoh K, Yoshino J, Akamatsu T, Itoh T, Kato
M, Kamada T, Takagi A, Chiba T, Nomura S,
Mizokami Y, Murakami K. Evidence-based
clinical practice guidelines for peptic ulcer
disease 2015. Journal of gastroenterology.
2016;51(3):177-94

Oche O, Sani I, Chiaka NG, Samuel NU,
Samuel A. Pancreatic islet regeneration and
some liver biochemical parameters of leaf
extracts of Vitex doniana in normal and
streptozotocin-induced diabetic albino rats.
Asian Pac J Trop Biomed 2014; 4(2): 124-30
Junior, GMV, da Rocha, CQ., de Souza
Rodrigues, T., Hiruma-Lima, CA., & Vilegas,
W. New steroidal saponins and antiulcer
activity from Solanum paniculatum L. Food
chemistry, 2015;186, 160-167

Ahmed F, Rahman MS. Preliminary
assessment of free radical scavenging,
thrombolytic and membrane stabilizing
capabilities of organic fractions of
Callistemon citrinus (Curtis.) skeels leaves.
BMC Complement Altern Med 2016; 16(1): 247
Nartey ET, Ofosuhene M, Kudzi W, Agbale
CM. Antioxidant and gastric cytoprotective
prostaglandins  properties of  Cassia
sieberiana roots bark extract as an anti-
ulcerogenic agent. BMC Complement Altern
Med 2012; 12(1): 65.

72 (pag 68-74)

http://pharmacologyonline.silae.it
ISSN: 1824-8620



PhOL Onwukwe et al. 73 (pag 68-74)

Table 1 Ulcer indices and ulcer preventive indices or the various treatment groups prior to ulcer
induction by Indomethacin

GROUP TREATMENT DOSES ULCER PVALUE  ULCER PREVENTIVE
(mg/kg body INDEX* INDEX (%)
weight)

A None - - - -

B Water 1ml/animal 2.3+0.15 - -

C Cimetidine 100 1.03+0.67" 0.016 54

D MEVD 200 113+ 0.57 0.027 27

E MEVD 400 0.67 £ 0.12" 0.003 70

F AEVD 200 1.23 % 0.12" 0.044 46

G AEVD 400 0.8 +0.09" 0.005 59

*results shown are presented as mean + SEM (n = 5 rats per group). * Value significantly
different from group B (negative control) at p < 0.05.

Figure 1 Macrographs showing the gross appearance of the excised stomach mucosae of rats in
different treatment groups. Ulcers are indicated by black arrows. Group A is the baseline group
and had no ulcers. Group B (6omg/kg indomethacin only) showing high number of haemorrhagic
spot ulceration of the stomach mucosa; Group C (10omg/kg Cimetidine) shows mild streak
haemorrhagic ulcerations; Group D (200mg/kg MEVD) showing moderately ulcerations; Group E
(400 mg/kg MEVD) showing just one spot ulcerations; Group F (200mg/kg AEVD) and G (400
mg/kg AEVD) showing moderate ulcerations of the gastric mucosa
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Figure 2: Photomicrographs showing the ulcers of the excised stomach mucosae of rats in
different treatment groups histologically. Ulcers are indicated by black arrows. Group A is the
baseline group and had no ulcers. Group B (6omg/kg indomethacin only) shows severe erosion of
the gastric epithelia; Group C (10omg/kg Cimetidine) shows mild gastric epithelial erosions; Group
D (200mg/kg MEVD) shows an area of severe erosion filled with purulent matter; Group E (400
mg/kg MEVD) shows very mild erosion of the gastric epithelia; Group F (200mg/kg AEVD) and G
(400 mg/kg AEVD) shows severe and moderate erosions of the gastric epithelia respectively. All
sections are stained with Haematoxylin and Eosin (H & E). All sections are viewed at a total
magnification of X100.
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