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Defatted soybean meal 32
T—adjustment of pH and ionic strength

ude 11S (Okuba's crude 118}

l— fractionation with (NH4)ZSO4

Fractionated 11S (Wolf's fraction VI)

C

&y

b-— affinity chromatography on a ConA-~Sepharose
4B column

n-adsorbed fraction

l— gel filtration on a Sepharose 6B column (_)

N

o

— ion exchange chromatography on a DEAE- % LR
A 118 *
Sephadex A-50 column . 1

Purified 118 globulin

Fig. 2. Slab gel electrophoresis of isolated acidic subunts,

3. 1. Fractionation and purification of 1S. ROAM-LLS and 115 globulin in alkaline urea systen.

Gel, 0.04 M tris-citrate (pH 8.7) containing 7.5 % polyacrylamide
(5.0 % Bis), 7 M urea and 0.02 M 2-ME; Sample buffer, 0.04 M
tris-citrate (pH 8.7) containing 8 M urea and 0.2 M 2-ME.

" RCAM-11S.  Gel was stained with Amido Black 10 B.
Electrophoresis was carried out for 4.5 hr at a constant voltage
of 225 V.

(A)  anti-Ag serum (B)  anti-Ay serum

Fig. 3. Double immunodiffusion in agar gel of the acidic subunits.
Each peripheral well of the antigens contains 0.1 % of the four

acidic subunits. ,

Dissociation-Association Scheme for 1IS Globulin

Urea or SDS Intermediary Subunits

118 Globulin ————=
P=0+3, PHT-6 (A1B3 +AgBg +AgBy + A3By +2A4B4)

Urea 2-ME
sos  * prr Polypeptide Chains

_—— (AI +ho +2A3 +2A4 +

p=0.5, pH 7.6
Fig. 4. By 48 +283 +28y)
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Table 1. Physical chemical properties of
the subunits (polypeptides)

Subunit Molecular N-terminal
weight & amino acid b
b 37,000 Phe
) 37,000 ~ Phe
A3 37,000 Leu (11e)
Ay 45,000. Leu (Ile)
Basic 22,500 Gly

a) by SDS-polyacrylamide gel electrophoresis
b) by DNP-amino acid method

Table 2. Amino acid composition of the subunits
and 118 globulin

- ; (AA res. %/ T. ..

Amino acid A Ar AR RITARIS)  sich 1s
Lys 5.7 5.8 3.8 3.4 3.3 4.1
His 1.5 1.6 0.8 3.5 1.6 1.8
Arg 4.9 4.7 6.3 5.2 5.4 5.9
Cysm 1.4 s . 16 0.9 0.7 1.1
Asp 1.3 10.7 1.5 12,1 14.0 11.8
Thr 3.8 36 3.6 4.3 4.7 4.2
Ser 6.2 5.9 5.4 8.8 8.6 6.6
Glu 26.5 26.4 25.7 24.9 13.4 18.8
Pro 5.5 5.7 4.6 7.2 5.3 6.3
Gly 9.1 8.9 8.6 78 6.7 7.8
Al 35 47 6.0 32 7.5 6.7
val 42 42 5.8 5.1 6.6 5.6
Met 0.9 0.9 1.7 . 0.9 1.2 1.0
Tie 5.1 5.0 4.2 2.9 4.8 4.6
Leu 5.0 5.4 5.1 5.0 9.0 7.2
Tyr 2.3 2.0 2.1 2.1 2.8 2.5
Phe 3.2 3.2 3.4 2.8 4.6 3.9

! Determined as Carboxy methyl cysteine.
! Unadsorbed fraction of RCAM-11S dissolved in 0.06 M phosphate buffer (pH 6.3) conlaining 6 m urea
to DEAE-Sephadex A-50 equilibrated with the buffer.

Table 3. Subunit Composition of Soybean 11§ Globulin

Polypeptide Chains Intermediary Subunits
i Ay A3t My Bj: By: By: By i$-1 : 1S-2 : 18-3
=1:1:2:2 =1:1:2:2 =1:1:1
Al (Of’ A2) — 5= — Bs 151 (58,000)
(37,000) (22,500)
Ay ——s-s——By (or By) 18-2 (60,000)
(37,000) (22,500}
Ay ——s-s By 18-3 (63,000)
(45,000) (22,500)

115 Globulin = 2(1S-1 + 152 + 15-3) = Ay+hps2hg+2A4+B1+B+2B5+284
M. (360,000) (362,000) (373,000)
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