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Fig. 1. Apparatus for high-voltage isoelectric focusing
on cellulose acetate membrane.

1. Exterior view of a set of the apparatus.
2. Cross-sectional view of the electrophoresis vessel.

High-voltage isoelectric focusing on cellulose acetate membrane.
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Table 1. Methods of high-voltage isoelectric focusing on cellulose acetate mem-

brane.

1. Electrophoresis

I.Supporting medium
Separax EF (110 x 60 mm)
Il.Carrier-ampholytes solution
10%(w/v) Sepaline,
10%({w/v) sucrose
III.Electrode wick
Glass-fiber filterpaper
(58 x 5 mam)
IV.Anolyte
1%(v/v) HgPO4,
V.Catholyte
1%(v/v) ethylenediamine
VI.Procedure.
i.pre-run:
ii.sample application: 0.3 pl
'iii.separation: 300V, 10 min
500V, 30 min
1,500V, 45 min

500V, 30 min

30%(w/v) sucrose

2. Protein Staining

I.Fixing seolution
20%(w/v) SSA
I1.5taining solution
A: 6.4%(w/v) SSA, 10X(w/v) TCA
B: 0.12%(w/v) CBB in ethanol
Mix A and B (1:1) before use
IV.Destaining solution
A: 40%(v/v) ethanol
B: 20%(v/v) acetic acid
Mix A and B (1:1) before use
V.Drying solution
a.:xtu!v} PVA,
7.5%(v/v) glycerol,
5%(v/v) acetic acid
0.01%(w/v) scdium azide
VI.Procedure
i.Fixing solution, 10 min
ii.staining soluticn, 6 min
iii.Destaining solution, 30 min
iv.distilled water, 1 min
v.Drying solution, 15 min
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Fig. 2. Operations in high-voltage isoelectric focusing  Fig. 3. Operations in high-voltage isoelectric focusing

on cellulose acetate membrane 1. on cellulose acetate membrane II.

1. Separax EF membrane equilibrated with carrier-am- 1. Electrode wicks wetted with anolyte and catholyte
pholyte solution was placed on the top of the epoxy-resin respectively were placed at the positions for electrode
coated aluminum block. attaching on the membrane. 2. Ice and water were put in the
2. Excess carrier-ampholyte solution was removed by first cooling chamber, 3, After the pre-run, samples of human
gently rubbing over a dry filterpaper with fingers. 3. Then sera were applied using an applicator.

a test tube was rolled over another filterpaper to achieve
the uniformity of solution content.
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