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Preparation of the test organisms:
Preparation of bacterial suspensions:

One ml aliquots of a 24 hours broth culture of the test organisms were

aseptically distributed onto nutrient agar slopes and incubated at 37° C for 24 hours.
The bacterial growth was harvested and washed off with 100 ml sterile normal
saline, to produce a suspension containing about 10% 10° C.F.U/ ml. The suspension

was stored in the refrigerator at 4° Ctill used.

The average number of viable organisms per ml of the stock suspension was
determined by means of the surface viable counting technique (Miles and Misra,
1938). Serial dilutions of the stock suspension were made in sterile normal saline

solution and 0.02 ml volumes of the appropriate dilution were transferred by micro

27



pipette onto the surface of dried nutrient agar plates. The plates were allowed to
stand for two hours at room temperature for the drops to dry and then incubated at
37 °C for 24 hours. After incubation, the number of developed colonies in each drop
was counted. The average number of colonies per drop (0.02 ml) was multiplied by
50 and by the dilution factor to give the viable count of the stock suspension,

expressed as the number of colony forming units per ml suspension.

Each time a fresh stock suspension was prepared. All the above experimental
conditions were maintained constant so that suspensions with very close viable

counts would be obtained.
Preparation of fungal suspension:

The fungal cultures were maintained on Sabouraud dextrose agar, incubated
at 25 °C for 4 days. The fungal growth was harvested and washed with sterile normal
saline and finally suspension in 100ml of sterile normal saline, and the suspension

were stored in the refrigerator until used.

Testing of antibacterial susceptibility

Disc diffusion method
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The paper disc diffusion method was used to screen the antibacterial activity of plant
extracts and performed by using Mueller Hinton agar (MHA). The experiment was
carried out according to the National Committee for Clinical Laboratory Standards
Guidelines (NCCLS, 1999). Bacterial suspension was diluted with sterile
physiological solution to 10%fu/ ml (turbidity = McFarland standard 0.5). One
hundred microliters of bacterial suspension were swabbed uniformly on surface of
MHA and the inoculum was allowed to dry for 5 minutes. Sterilized filter paper discs
(Whatman No.1, 6 mm in diameter) were placed on the surface of the MHA and
soaked with 20 ul of a solution of each plant extracts.The inoculated plates were
incubated at 37 °C for 24 h in the inverted position. The diameters (mm) of the

inhibition zones were measured.

1- National Committee for Clinical Laboratory Standards (NCCLS) (1999).
Performance standards for antimicrobial susceptibility testing; ninth infor-
mational supplement. Wayne, Pensilvania document M100-59, Vol.19.

1- The antibacterial activity results were expressed in term of the diameter of
zone of inhibition and <9mm zone was considered as inactive; 9-12mm as
partially active; while13-18mm as active and >18mm as very active.

29



Sana Mukhtar and IfraGhori (2012). Antibacterial Activity Of Aqueous And
Ethanolic Extracts Of Garlic,Cinnamon And Turmeric Against Escherichia Coli
Atcc 25922 AndBacillus Subtilis Dsm 3256. International Journal of Applied

Biology and Pharmaceutical Technology, 3(2):131-136

2- The results were expressed in terms of the diameter of the inhibition zone:
<9 mm, inactive; 9-12 mm, partially active; 13-18 mm, active;
>18 mm, very active.

Tania Maria de Almeida Alves, Andréia Fonseca Silva, Mitzi Brand&o,

TelmaSueliMesquitaGrandi, Elza de  Fatima A Smania,

ArturSmanialdnior, Carlos LeomarZani(2000).Biological Screening of Brazilian
Medicinal Plants.. Mem. Inst. Oswaldo Cruz \Vol. 95(3): 367-373
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Candida albicans
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Escherichia coli
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