Protein gel 

Separating gel preparation

 
Stock prep (for about 10 gels)

	
	12% gel
	15%
	18%
	21%

	Distilled water
	13.4 ml
	9.4
	5.4ml
	1.4ml

	1.5M Tris-HCL, pH 8.8
	10 ml
	10 ml
	10ml
	10ml

	10% (w/v) SDS stock 
	400ul
	400ul
	400ul
	400ul

	Acrylamide/bis (30% stock)
	16 ml
	20 ml
	24ml
	28ml



For each gel, use ~5ml of “stock prep” plus

	10% ammonium persulfate
	25ul

	TEMED
	2.5ul


Stacking gel preparation


Stock prep

	Distilled water
	12.8ml

	.5M Tris-HCL, pH 6.8
	5ml

	10% (w/v) SDS
	200ul

	Acrylamide/bis (30% stock)
	2.6ml



For each gel, use ~2ml of “stock prep” plus

	10% ammonium persulfate
	25ul

	TEMED
	5ul



Stock solutions

Acrylamide/bis (30%T, 2.67%C)

87.6 g acrylamide (29.2g / 100ml)

2.4 g N’N’-bis-methylene-acrylamide (.8g/100ml)

make to 300ml with dd water.  Filter and store at 4(C in the dark (30 days max)

1.5 M Tris-HCl, pH 8.8

27.23 g Tris base (18.15g / 100 ml)

~80ml dd water

adjust to pH 8.8 with 1N HCl.  Make to 150 ml with dd water and store at 4(C

.5 M Tris-HCl, pH 6.8

6g Tris base

~60ml dd water

adjust to pH 6.8 with 1N HCl.  Make to 100 ml with distilled water and store at 4(C

10% SDS

dissolve 10g SDS in water with gentle stirring and bring to 100 ml with dd water

5X sample buffer (SDS reducing buffer) makes 8ml

	dd water
	4ml

	.5 M Tris-HCl, pH6.8
	1ml

	Glycerol
	.8ml

	10%(w/v) SDS
	1.6ml

	2-b-mercaptoethanol
	.4ml

	.05% (w/v) bromophenol blue
	.2ml


Dilute the sample at least 1:4 with sample buffer, and heat at 95(C for 4 min

5X electrode (running) buffer, pH 8.3 (enough for 10 runs)

	Tris base
	9g (15g/L)

	Glycine
	56.4g

	SDS
	3g (5g/L)


To 600 ml with dd water

Store at 4(C.  dilute 60ml 5X stock with 240 ml dd water for one run

