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b. P i
rokaryotic/Bacterial genomic DNA

or sequences

for estima

: genomic DNA is
contact form. For c
r production of vaccine, more specifically DNA or recombinant

vaccine, bacterial ger i
genomic DNA is very much necessary and to be studied

Siisnerastit o
dispensable component to be isolated in pu

very carefull;

Reagents:
GTE buffer:
50 mM Glucose
50 mM Tris base W X
10 mM EDTA (pH 8)

Protocol :
bacterial culture (E. coli) in 50 ml LB media and incubate
g incubator at 37°C on 150 rpm overnight.

1. Inoculate
g for 15 min at 4°C.

it in shakinj
cells by spinning at 6000

2. Harvest
-
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cells with 10 ml GTE buffer.

3. Decant supernant and wash
4. Resuspend pellet in 4 ml GTE buffer

5. Add 0.4 ml lysozyme (20 mg/m! in GTE butten):

6. Mix properly and incubate at 37 oC for 1 hour.

7 and 20 yl proteinase K (20 mg/ml) and

. Add 400 pl of 10% SDS
incubate it at 37 °C for 30 min. :
Add 1 ml 5M NaCl and 800 il CTAB in cell suspension.

9. Mix thoroughly and incubate at 65 °C for 15 min.
AddSmlTrusamrnedphexwlu!duﬁxbyinverﬁngthembe

®

11. Spin at 10000 g for 5 min.
12. Collect upper aqueous phase and transfer in a fresh tube
Addequﬂvolmufp}m\nl chlomfom\,mnebymvemonand

corex tube, add 0.1 volume of
isopropanol, and mix

s
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ISOLATION OF DNA

.zﬁ_ﬁﬁ.mﬁsg&%éa?
23 —Ammvu»wﬁ water bath at 65°C for 1 hr to inactivate DNase or other
enzymes. e &

24. Store DNA at -20°C.
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