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SUMMARY

The apparatus, procedure and optimumized electrophoretic conditions for high-voltage
isoelectric focusing on cellulose acetate membrane were reported previously. This report focuses
on the steps taken to derive at the optimum conditions specified. Temperature of the membrane
was maintained below 2 “C even at 1500 V by cooling with ice water. The membrane was kept moist
by the addition of 10 % (W/V) sucrose to the carrier-ampholyte solution. Pre-focusing at 500 V for
30 minutes was run to obtain a pH gradient on the membrane. 30 % (W/V) sucrose was added to
the anode solution to prevent drying of the anode wick. The optimum conditions allowed a linear
pH gradient between pH 3.5 to 8.5 to be obtained and consequently sharp protein fractionation
patterns.
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Fig.l. Effect of different ampholyte solutions on the protein fraction
patterns.
(1) 10% (W/V) Ampholine (LKB). (2} 10% (W/V) Sepaline (Fuji).
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Fig.2. Effect of different Sepaline concentration on the protein fraction

patterns,

10% (W/V) sucrose was added in all 3 cases. (1) 5% (W/V) Sepaline, (2} 10% (W/V)

Sepaline, (3) 15% (W/V) Sepaline.
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Fig.3. Effect of different sucrose concentrations on the protein fraction
patterns.

Sepaline concentration was at its optimal of 10% (W/V). (1) 0% (W/V) sucrose,
12) 5% (W/V} sucrose, (3) 10% (W/V) sucrose, (4} 15% (W/V) sucrose, (5} 20% (W/V)

sSucrose.
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Fig.4, Effect of cooling on the protein fraction patterns,
Colling (1) Nil : (2) Only from below . (3) From below and sides,
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Fig.5. Effect of the pre-run step on the protein fraction patterns.

(1) Pre-run was carried out at 500V for 30min. (2) Pre-run was omitted.
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Effect of the differnt concentration of sucrose in the

anode solution on the protein fraction patterns.

1) 0% (W/V) sucrose,2} 10% (W/V) sucrose, (3) 20% (W/V)

sucrose, (4) 30% (W/V) sucrose.
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Fig.7. pH gradient.
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