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Application of Isoelectric Focusing for the Separation
and Purification of Abnormal Hemoglobin.
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Isoelectric focusing on polyacrylamide gel plate (pH range 6-9) containing
ampholine was described to be useful for the separation and purification of
abnormal hemoglobin. This technique was superior to the methods of cellulose
acetate mambrane electrophoresis and DEAE cellulose column chromatography
for the objectives. Especially, it was effective for the separation of the lower
percentages va abnormal and' fast moving hemoglobin and for enabling the
process in a short period of time. ‘
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Fig. 1. Cellulose acetate membrane electro-
phoresis (pH 8.16) of the oxy-Hb
hemolysate.

K: Hb Kojima, A: Hb A, A,: Hb A,.
Right: Hemolysate from the patient
with Hb Kojima.

Left: Normal control.
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Fig. 2. Separation of hemoglobins of hemo-
lysates from the sample with higher
Hb F content (A) and from the patient
with Hb Kojima (B) by use of DEAE
cellulose (DE 52) column chromatogra-
phy. Three ml was fractionated into
the respective tubes. Optical density
of each fraction was measured at 415
nm, using water as a reference.
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Fig. 3. Separation of abnormal hemoglobin
(Hb Kojima) when 200zl of hemolysate
was applied on one side filter paper
(0.5x15cm) at original site and moved
by isoelectric focusing.

(+): anode, (—): cathode.
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