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Bacteroides fragilis, Bacteroides melaninogenicus, Bacteroides 
oralis, Shigella sp, Clostridium septicum, Clostridium tetani, 
Bifidobacterium bifidum, Staphylococcus aureus, Enterococcus 
faecalis, Escherichia coli, Salmonella enteritidis, Klebsiella 
pneumonia, Enterobacter sp., Proteus mirabilis, Pseudomonas 
mutant, streptococcus sp., Proteus vulgaris, Bacillus substilis 
mutant, Yersinia.  
The bacterial pathogenic strains were obtained from the 
Amphigene research laboratories, Thanjavur, Tamilnadu, South 
India. 

Preperation of inoculum 

Using sterile inoculation loop 20 pure colonies of the test organism 
are transferred to 5ml of sterile nutrient broth and incubated at 37 
0C overnight for 18 hrs. Then this bacterial culture were suspended 
in saline solution (0.85%NaCl) and adjusted to a turbidity of 0.5 

Mac Farland standards (108cfu/ml). This suspension was used for 
preliminary screening of anti bacterial activity. 

Agar well diffusion assay 
The modified agar well diffusion method of Perez et. al.[7] was 
employed. Each selective medium was inoculated with the 
microorganism suspended in sterile water. Once the agar was 
solidified, it was punched with a six millimeters diameter wells and 
filled with 25 μL of the plants extracts and blanks (ethanol, distilled 
water, and n-hexane). The concentration of the leaves extracts of 
P. wightianus employed was 25 μg/ml. The test was carried out by 
triplicate. The plaques were incubated at 35 μ 2ĈC for 24 h. The 
antimicrobial activity was calculated by applying the expression in 
mm as shown in Table 2. The graphical representation of the zone 
of inhibition has  shown in Fig. 2. 
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Ethanolic extract 
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Aqueous layer basic 
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       Fig.1: Scheme of extraction using ethanol, alkali, acid and ether solvents. 
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Table: 2. Zone of inhibition of P. wightianus leaf extract against selected Microorganisms. 

 

S.No Name of Pathogens Control 
Zone of inhibition 

(mm) 
S. No Name of Pathogens Control 

Zone of  
inhibition      

(mm) 

1 Bacteroides fragilis 0 14 11 Escherichia coli 0 20 

2 
Bacteroides 

melaninogenicus 
0 12 12 Salmonella enteritidis 0 17 

3 Bacteroides oralis 0 15 13 Klebsiella pneumoniae 0 21 

4 Lactobacillus 0 16 14 Enterobacter sp. 0 15 

5 Shigella sp 0 30 15 Proteus mirabilis 0 30 

6 Clostridium septicum 0 14 16 Pseudomonas mutant 0 15 

7 Clostridium tetani 0 16 17 Streptococcus sp. 0 18 

8 
Bifidobacterium 

bifidum 
0 19 18 Proteus vulgaris 0 19 

9 
Staphylococcus 

aureus 
0 21 19 Bacillus substilis mutant 0 18 

10 
Enterococcus 

faecalis 
0 18 20 Yersinia 0 19 

 

Results and Discussion 

The phytochemical investigation of Phyllanthus wightianus [Table 
1], showed the presence of basics compounds alkaloids in the 
Ether layer IV. The acidic compounds like flavonoids, phenolics 
and other acidic non-glycoside moiety (aglycone) were present in 
the ether layer II. The compound like steroids, terpenoids, volatile 
oil, gums/mucilage was present in the Ether layer I and Ether layer 
III. Highly polar compounds like saponins, glycosides and tannins 
were present in the aqueous. Amino acids and proteins were 
absent in the extract. 
The concentrated ethanolic leaf extract of P.wightianus was 
subjected to further evolution of antimicrobial activities against 

different pathogens of 20 bacteria was determined by Agar Well 
diffusion method. The concentration of the leaves extracts of P. 
wightianus employed was 25 μg/ml.The zone of inhibition of 
Shigella sp and Proteus mirabilis (30mm) was maximum whereas 
Bacteroides melaninogenicus showed minimum inhibition activity. 

 

Conclusion 

From the above studies, it is concluded that the selected traditional 

plant Phyllanthus wightianus may represent new sources of anti-
microbials with stable, biologically active components present in 
that plant and it can establish a scientific base for the use of plants 
in modern medicine. These local ethnomedical preparations and 
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prescriptions of plant sources can be scientifically evaluated and then disseminated properly. 
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