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APPENDIX

SDS-PAGE p ro te in  separa tion

Separating 0.375M Tris pH8.8 /  2 small gel

7.5% 10% 12% 15%

Distilled H20 - ! .4.75 ml 3.92 ml 3.25 ml 2.25 ml

1.5M Tris-HCl pH8.8 2.5 ml 2.5 ml 2.5 ml 2.5 ml

10%SDS 100 pi 100 pi 100 pi. 100 pi

Acrylam ide/Bis (30%) (BioRad) 2.5 ml 3.33 ml 4 ml 5 ml

Glycerol 100 Ml 100 pi 100 pi 100 pi
10% APS 50 pi 50 pi 50 pi 50 pi

TEMED 5 Ml 5 pi 5 Ml 5 pi

Stacking gel 0.125M Tris pH 6.8

3.9% 8.3%

Distilled H20 3 ml 0.9 m l
0.5M Tris-HCl pH6.8 1.25 ml 3.75 ml

10%SDS 50 pi 150 pi

Acrylamide/Bis (30%) (BioRad) 0.65 ml 1.95 ml

Glycerol m 50 pi ■ท!; 150 pi

10% APS 25 pi 75 pi

TEMED 5 pi 10 pi
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Running buffer

lOx stock solution g/L for lOx stock solution lx  working solution

0.25 M Tris base 30.3 § Tris base 25mM Tris base ร:'"'';''

1.92M glycine 144.Og Glycine 192 mM Glycine

1.0% SDS 10.0 g SDS 0,1% SDS

To 1L by dl-120

2x Tris-Glycine SDS sample buffer

2x concentration Am ount to add for 2x concentration

126 mM Tris-HCl, pH6.8 2.5 ml of 0.5 M Tris-HCl pH6.8

20% glycerol 2 ml glycerol

4% SDS 4 ml of 10%SDS

0.005% Brom ophenol b lue 0.5 ml of 0.1% Bromophenol blue

Adjust volum n to 10 ml, adding 0.5 m l p-ME before used



n o

Western b lo t

Buffer used for western b lot

Buffer/ reagent

TBS buffer 100 mM Tris-HCl pi 17.5, 0.9% NaCl

T fBS  100 mM Tris-HCl pH7.7, 0.9% NaCl, 0.1% Jween20

Blocking buffer 5% skim milk in TTBS

Conjugate solution 20 pi o f AP-conjugate solution in 10 pi o f dilution
(1 :2000) buffer
Alkaline phosphate buffer 100 mM Tris-HCl pH9.5, 100 mM NaCl, 5 mM MgCl2

Substrate solution 66 pi of the NBT stock to 10 m l alkal ne phosphatate 
buffer mix well, then added 33 pi of the BICP stock 
mix thoroughly
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