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Abstract
The studies turned into meant to investigate inhibitory impact of alcoholic Leaf
extract of black grape (Vitis vinifera) on increase of Staph. aureus that has been isolated
from skin infections in vitro, in which it became drawn Vitis vinifera , the usage of
ethanol 95%, wherein the place where the share of extraction of 50% of the weight of
dry powder has attended a attention gradient of the alcoholic extract (10-100mg/ml) had
been chosen effective by agar diffusion method and use of micro organism
Staphylococcus aureus in comparison with ethylene glycol, wherein the consequences
verified that the diameters of the inhibition of progress of bacterial growth raises with
the attention of alcoholic extract concentrations, have been 10-20 mg/ml low efficiency
and concentrations 40-60 mg/ ml medium performance, even as concentrations 80-100
mg/ml changed into pretty powerful and influential in opposition to the increase of

micro organism of Staphylococcus aureus.
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Introduction
Microbial interest is an essential technique of disintegration of numerous
sustenance’s and it's far regularly in rate of the reduction of cost and nicely-being. fear
over pathogenic and waste microorganisms in sustenance's is increasing due to growth
in episodes of nourishment borne contamination (1). As of now you may find a growing
enthusiasm to make use of normal antibacterial mixes, much like plant concentrates of
herbs and flavors for the safeguarding of nourishment, as those have a hallmark flavor
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and nowadays after this and then display help movement and additionally anti-bacterial
action (2). Black grapes (Vitis vinifera) have a place with family Vitaceae (3). Vitis
vinifera is a perishable woody climber with curly climbing rings and extensive takes
off. It has little; pale, green blossoms in the late spring time took after by groupings of
berry natural products that range from environmentally friendly to purple-dark (4).
Grapes some time contain seeds or can be seedless. Right now there are numerous
studies on the great things about eating grapes as they are known to be stuffed with
supplements, for example, magnesium, vitamins supplements (A, B1, B2, B6 and C)
and have cancer prevention agent’s properties. Grapes are powerful as against maturing
specialists through the impacts of resveratrol, an atom in the skin mash (5). Inside Iraq,
grape leaves are utilized as a part of customary nourishment as well as for treatment of
loose bowels and draining (6). Grape leaves with cancer prevention agent have been
accounted for to treat unending venous in adequacy in human and nephrotoxicosis
prompted by citrine (7, 8). Various in-vivo and in-vitro studies were led on the plant
material and also have uncovered that Vitis vinifera leaves apply different natural
exercises including hepatoprotective, spasmolytic, hypoglycemic and vasorelaxant
impacts (9, 10). Polyphenols will be the most critical phytochemicals in grapes which
have numerous natural exercises and wellbeing advancing advantages (11, 12). The
phenolic combines for the most part incorporate anthocyanins, flavanols, stilbenes
(resveratrol) and phenolic acids (13, 14). Plant polyphenols had been proven viable
antibacterial (15), antifungal (16) and antiviral (17) activities. Phenolic compounds in
grapes along with resveratrol proven mighty anti-fungal hobby towards the human
pathogenic fungi Candida albicans at concentrations of 10-20 uL. The specific great
benefit of Phenolic changed into now not induction of hemolytic interest in opposition
to human erythrocytes, in contrast to chemical drugs (18). They've acted as an abettor
antimicrobial agent for veggies unconsciously because of the instant inhibition towards
Salmonella typhimurium (19). The extracts of Vitis vinifera seed confirmed
antimicrobial pastime to a few pathogens along with Staphylococcus aureus,
Escherichia coli and Candida albicans (20). Grapes possessed the maximum effective
hobby in anti-Helicobacter pylori, followed via grape synergy and seed. The rise order
of the antimicrobial interest was pores and skin, complete fruit grapes components,
fermented pumice, pores and skin and seed (21). It ends up additionally tested that the
aqueous extract of Vitis vinifera leaves indicates antiseptic activity against Vibrio
alginolyticus and Staphylococcus aureus (22). Typically, the existing look at became
carried out to investigate the antibacterial hobby of Vitis vinifera leaf extracts
against Staphylococcus aureus.

Materials and Methods

- Culture media: Were ready in line with the producing companies’ instructions and
were sterilized in autoclave at 121 C under pressure of 12-15 PSI were incubated at
37 C for twenty-four hrs., used for culture and diagnosis of bacteria’s used in this
analysis (14).

- Methods:

e Preparation of plant: Vitis vinifera L was determined as a test herb. Fresh Leaves
of Vitis vinifera L. were accumulated from Baghdad. These leaves were determined
at Ministry of Agriculture State Plank for Seed Testing and Certification (S. B. S. T.
C.), all leaves were air-dried. Preparing of plant extract: Dry leaves of the herb were
mechanically ground. Leaves powder was extracted with ethanol. Aliquots of get
were rinsed for twenty-four hr. at room temperatures. The extracts were purified by
using Whatman filter paper Number 1 and the filtrates were evaporated in incubator
at 30 C. (23). The resultant focuses were stored in the refrigerator until used.
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e Extraction methods: 50 g of Vitis vinifera L. pieces were smashed in awarding
blender for 1minute, then soaked in 450 ml ethanol 95%. It was naturally taken for 3
months at room temperature, the combination was separated in test tubes by
centrifugation 3 thousand rpm, the filtrate was dried in oven 37 C for 24 hours. The
final product was stored in freezer at (-20) C (24).

e Culture preparation: Bacteria’s were activated by re-culturing on nutrient agar and
kept in the incubator for 24 hrs. at 37 C, then used in sterilize tubes containing heart
infusion broth, then put in the incubator for 24-72 hrs. at 37 C. Total bacterial count
number was estimated by using spectrophotometer, the percentages of light
transmittance were 27% at a wave duration of 580 nanometers, while the light
transmittance was 100% for nutrient broth used to prepare the bacteria (25).

e Preparaton of standard dilutions of Vitis vinifera L.: The dilution was made by
using ethylene glycol which is inert solvent against microorganism (26), and by
using serial concentrations from 10-100 mg of the extract, then decrease it with
ethylene glycol and the amount was completed to 2 ml to get the final concentrations
from 1-10%.

e Vitis vinifera L. extract activity test well diffusion method screening: Screening
of the anti-bacterial activity was performed by well diffusion approach (27). The
Mueller-Hinton agar plates were seeded with 0. 1 ml of the standardized inoculums
of bacteria. The inoculums were spread evenly over dish with sterile glass spreader.
The seeded plates were allowed to dry in the incubator at 37 C for 20 minutes. A
standard crack edge of 9 mm dimension utilized to cut standard wells on the surface
of the plates, and 0. 1 ml of each concentration was presented in the well with
ethylene glycol as a control. The inoculated discs were incubated at 37 C for 24
hours, and zone of inhibited diameter was measured to using nearest millimeter (mm).

Results

- ldentification of bacteria:

e The bacteria’s grow well on mannitol salt agar

e Microscopic exam: Gram-positive, spherical in form.

e Biochemical tests were confirmed the identification of Staph. aureus, catalase and
gelatinase + ve, oxidase (- ve), blood agar (B-hemolysis, and production of local
golden pigment).

- The inhibitory a result of Vitis vinifera L. extract: The level of sensitivity of the
previously pointed out bacteria steadily increased with the increment of
attentiveness of extract. The region of the inhibition was 10 mm was written for the
concentration of 10 mg/ml, and twenty-five mm was for the concentration 100
mg/ml. The concentrations 10-20 mg/ml were rather low active in protecting against
the growth of Staph. aureus, the concentrations 40-60 mg/ml were average active,
while the concentrations 80-100 mg/ml were highly effective compared to ethylene
glycol as a control. (Table 1, and Fig. 1). There was a proportionate relation between
the concentrations of Vitis vinifera extract and the diameters of inhibition zones of
the expansion of Staph. aureus.

Discussion

In this study, the Vitis vinifera L.extract possessed anti-bacterial effect on Staph.
aureus, and the sensitivity of the bacteria was gradually increased with the increasing of
extract concentrations (Table 1) Bacterial drug resistance is a world problem, a high
number of bacterial species have become resistant to anti-bacterial drugs (28). Hence
there is a need to evaluate the efficiency of plant chemicals relating to with the growth
of bacteria by extracts of plants to be used. Ethanolic extract of Vitis vinifera L. extract
demonstrated antibacterial activity against S. aureus. This effect was agreement with
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(29) who revealed that gram negative microscopic organisms are more safe than gram
positive microorganisms to the essential oils which have anti-bacterial activity Nweze
and his coworkers (30). More or less similar finding were reported in works of other
authors who examined the antimicrobial process of Vitis vinifera L. get against S.
aureus (31). The inhibitory effect of Vitis vinifera L. on the growth of Staph. aureus in
this study is due to the important (phenols, flavonoid and tannins) compound in the Vitis
vinifera L. extract, on the other hand there are different species of the Vitis vinifera,
plant which have almost the same antibacterial result particularly against S. aureus
species with comparatively some qualitative and quantitative distinctions in activity
which could be attributed to comparative distinctions in the essential chemical
constituent of the certain plant species related to many cultivation environmental
(temperature and humidity) specialized (time of collection, process of extraction section
of the herb used... etc.) or even physiological (growth period... etc) factors (32, 33, 34).
Additionally, the leaves comprise flavonoids consisting of anthocyanins and catechins
(33). In most of the previous researches, extracts of the numerous components of the
grapes were used, to display screen for his or her antimicrobial activities potential in
opposition to all selected pathogens bacterial traces. The current study suggests that
alcoholic extract of leaf Vitis vinifera has a vast spectrum of antimicrobial hobby, even
though the degree of susceptibility may want to exclusive among specific
microorganisms. The antimicrobial hobby determined on this present shown have a look
at can be attributed to the presence of secondary metabolites either personally or in
mixture of various kinds of chemical composition present within the plant material.
Conclusion, Using this study, it was assumed that the leaf put emphasis of Vitis vinifera
developed in Irag have inhibitory activity against the examined Gram-positive
microorganisms, S. aureus. This study gives the strategy for further involvement and
investigates to have the dynamic mixes {in charge of} the rose natural action with the
essential tiniest inhibitory fixation. Optional search would assemble to identify the exact
arrangement of activity by which takes away utilize their antimicrobial result to
diagnose that can be used in drug improvement for innocuous medical.

Vitis vinifera extract
100mg/ml 80mg/ml 60mg/ml 40mg/ml

30

25
20mg/ml

20

15
10mg/ml
10

ESeries1 HEColumnl HColumn2

41



Al-Anbar J. Vet. Sci., Vol.: 10 No. (1), 2017 ISSN: 1999-6527

Table (1) In vitro inhibitory effect of different concentration of Vitis vinifera
extract on the growth of S. aureus measured by dimension of zone of inhibited

(mm)
Con.(mg/ml)
100 80 60 40 20 10
Zone of inhibitio
(mm)
Vitis vinifera extract 25 22 18 15 13 9

Fig. (1) The inhibitory effect of different concentration of Vitis vinifera extract on

~

the progress of Staph. aureus
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