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#* Two-dimensional electrophoresis on cellulose acetate membrane.
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TWO-DIMENSIONAL ELECTROPHORESIS
1 st dimension
Membrane : Titan III Zipzone (1 x7.6cm)
Buffer : Leading, 62 mM Tris-HCI, pH6.7
Terminating, 50 mM Arginine-
Ba(OH),, pH 11.7
Passing, 100 mM Tris-H;PO,, pH 7.5
Run : Concentration, 200 V, 30 min
Separation, 0.4 mA/strip, 50 min
2nd dimension
Membrane : Separax EF (6% 11 c¢m)
Buffer : Anodal, 1% H;PO,, 304 sucrose
Cathodal, 1% ethylendiamine
Carrier, 54 Ampholine, 3.5-10, 10%
sucrose
Run : | mA/sheet (const.) — 800 V/I1l cm
(const.)
3 hrs.
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DETECTION OF PROTEINS

Fixation : 204 Sulfosalicylic acid

Stain : 3.29 Sulfosalicylic acid, 5% TCA, 0.06%
Coomassie Brilliant Blue G 250, 509
EtOH

Destain : 104 AcOH, 20% EtOH

Dry : 54 AcOH, 7.5% glycerol, 7.5% Sol-Yama-
to (synth. paste)

£ 3 GBEEREEE (v - 7EMH).
STAINING PROCEDURE

Duration of

Steps Solutions agitation
Fix 20% Sulfosalicylic acid 15" or more
Wash éongA?gH 15’ 3% or more

! !
Equilibrate AgNO; 0.3~0.4g 15" or more
membrane in 100 ml

NaBH, 8.75mg

Reduce  HCHO 0.15ml r
silver

in 100 ml of 0.6 N NaOH

|
Enhance Na,CO, 7.5¢g
color in 11

10" 3x
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ELECTROPHOREGRAMS OF HUMAN SERUM PROTEIN
20-told diluted specimen original specimen

Concentrating electrophoresis
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Conventional cellulose acetate electropharesis
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