APPENDIX

Reagent preparations

I. Reagent for Extraction of DNA

1. Reagent B
1 M Tris-HCI pH 8.0 200 ml
0.5 M EDTA-disodium salt 60 ml
5 M NacCl 15 ml
dH,0 175 ml

Mix and add 10% SDS
2.05M EDTA pH 8.0

EDTA-disodium salt 18.61 ¢
Distilled water 90 ml
Mixed well, adjusted pH to 8.0 with 5 N KOH and then adjusted
volume to 100 ml. Steriled by autoclave and stored at room
temperature.

I1. Reagent for electrophoresis of DNA on agarose gel

1. 10xTris-Borate-EDTA (TBE) buffer

Tris (hydroxymethyl aminomethane) 108 g
Boric acid 55 g
0.5 mM EDTA-disodium salt 40 ml

Dissolved and adjusted volume to 1,000 ml with distilled water.
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2. 6xLoading dye for agarose gel

Glycerol 800
0.5M EDTA 40 pl
Bromphenol blue 50 mg

Dissolved and adjusted volume to 2 ml with sterile distilled water
3. Ethidium bromide working solution

Ethidium bromide 1.0 g

Distilled water 100 ml.

Keep in the dark bottle and store at room temperature
4. 1.5% Agarose gel

Agarose gel 15 ¢

TBE buffer 100 ml
5. 1.8% Agarose gel

Agarose gel 18 ¢

TBE buffer 100 ml
6. 2.5% Agarose gel

Agarose gel 25 g

TBE buffer 100 ml
7. 4% Agarose gel

Agarose gel 40 g

TBE buffer 100 ml
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