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5{{3[‘!“28“0” _and then POured intU Sterile petri dishes (BbOUt 20 ml per platE)
under aseptic conditions. The plate

37°C for 24 hours and the Sterility o

Isolation of Bacillus thuringiensis from Soil-

« fFive grams (S g) of sojj *ample was weighed and added to 100 ml of
distilled water.

o The samples were heated on 3

=) hot air oven for 10 minutes to eliminate all
bacteria incapable of producin

huringiensis produces spores, it will be safe

to assume that if it was Present in the soil, it would be in our heated

sample.

» The samples were then diluted S fold to eliminate all humic materials
within the samples and to reduce th

e overall colony forming units within
each sample.

Result of 5 folds serially diluted sample.

Department of Biotechnology (Entire), Vivekanand College, Kolhapur.
epa




_ff’_\
LV e

Culturing of Bacillys thuringie
o Thediluted samples Were cylt o
e L Ured

0 ¥
O give the ¢ N nutrient agar plates for 24 hours at

o Series of tests which jnyy,

de ra nt i ;
further employed to ident Bram staining and biochemical tests were

¥ Bacillus thuringjensis after the formation of

Colonies selected (for streaking on LB media palte from 4th fold of NA media plate.

The colonies were subcultured onto Luria-Bertani and incubated at 37°C for 24
hours, so as to obtain pure cultures of B. thuringiensis. Series of tests which

include gram staining and biochemical tests were further employed to identify

Bacillus thuringiensis after the formation of colonies with smooth round shape

and earthy odou o
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Gram Staining Techniques
o A smear of colonjes ISolated after

a sterile wire loop
o Theywere air dried and fixed The

for about 60 seconds and were

: the identificati vade on clean
glass slides using dentification was mac

Smears were flooded with crystal violet

| ok ashed with tap water.
o They were then tipped off wiy, lodine for 30 seconds and then washed

with tap water. They were decolourized with acetone and washed off with
tap water.

« The fixed smears were counterstained with safranin and allowed for 60

| seconds and then washed off with tap water and allow to air dry.
-  Oil immersion was added to the stained slides and viewed under a

microscope using x100 objective for the morphological characteristics of

the isolates.

Gram positive, rod shaped bacteria.
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RESULTS

Results of confirmatory tests-

Test +ve Result -ve Result
Indole Test v X
Catalase Test v X
Methyl Red Test (M.R.) v X
Vogues-Proskauer Test (V.P) v X
Motility X Non Motile
Gram Staining 5 Gram positive X

Visual results of performed tests-
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motile of

bacterias drop

. Catalase Test
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F. Gram Staining
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Result of Study of Biocontrol Potential

There were 10 larvae in each glass (3 glasses). After 21 the results were
observed, they are as follows-

Glase with | ObservationatOhour | Observation at 21th| |
concentration hour : :

1 Fold diluted | 10/arva alive
2 Folds diluted 3
| 3 Folds diluted ] A

|olarvaalive

10larvaalive al
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CONCLUSION

Bacillus thuringiensis naturally found in the soil has proved to be a good

lar Vifiidal °Bent against mosquito larvae in the laboratory. The organism
and it DdeUFt can be further studied to search for novel compounds that
can be used in the control of mosquito-borne diseases.




