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Abstract

In order to identify and separate the abnormal peptides of the tryptic digest of
abnormal hemoglobin, a new modified method was established after careful examination
of the fingerprint with use of commercial silica gel glass plate (20 x 20 cm, Merck
silica gel 60).

An amount of 0.5mg of the dissolved tryptic peptide of « and g chains was
applied on a silica gel plate and subjected to electrophoresis in one way with pyridine-
acetate buffer (pyridine: acetic acid: water = 2: 20: 978, pH 3.5) for 2 hrs at 20 °C
with a potential gradient of 450 Volt, Ascending chromatography in the recutangular
direction of eiectrophoresis was then carried out with a mixture of n-butanol - pyridine
acetic acid - water (30: 30: 6: 12, in volume) for 6 hrs at room temperature.

The fingerprint map thus obtained gave beautiful pattern demonstrating ideal
separation of the individual spots and high reproducibility.

This fingerprint was superior in occasion to the traditional paper fingerprint
developed by Ingram and Baglioni because the traditional method gave unclear separa-
tion of the neutral peptides, o Tp-1, 4, 9, 11 and ATp-1, 13 and faint coloration of the

acid peptides, §Tp-3, 5 and 50x.

All these defects were overcome by our new method. The abnormal «Tp-9 of Hb
Matsue-Oki (@75 Asp—Asn) and Hb Ube-2 (¢ 68 Asn—Asp) and the abnormal gTp-5
of Hb J Bangkok (8 56 Gly—Asp), those of which were detected recently in our
laboratory and showed an unseparable abnormal peptide by the traditional fingerprin-
ting, were clearly separated by our improved method and contributed much to the
futher analyses.
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0w FICE—RTF F & UTHBICHEE LRSI BT 0378 LG, £ ATp-5 ORERF
$EcidHb ] Bangkok O < BUAA L ICHEARICIEAS D BERR LIC s, &0 7 5 ik
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