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Defatted Meal
Extracted with 0.15M NaCl
Centrifuged at 11,000 xg for 30 mn.
Ppt. Sup.
I— Dialyzed against water for 48 hrs.

— Centrifuged at 11,000 xg for 30 min.
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I— Dissolved in 30% saturation of Ammonium Sulfate

— Centrifuged at 11,000 xg for 30 min.
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F— Addition of Ammonium Sulfate to 70% saturation
I— Centrifuged at 11,000 xg for 30 min.

—
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Sup.
— Suspended in water

— Dialyzed against water for 48 hrs. and finally
against IM NaCl for 24 hrs.

|— Centrifuged at 11,000 xg for 30 min.
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Scheme 1. preparation of Concanavalin A
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Fig. 1. Calibration Curves of Blue Dextran

4. FRMmEE LB Con A MEH:ORIE
4 B AFmER 0.2ml, ConA 0.5ml T
37C 1hr o incubation %77 -7z,
5. EABOWE
280 nm 315 BHEH FIE L,
6. Disc BEXIKE
Orstein & Davis 50 HED i - T,
7. SDS-BXk#)
Webber & 0 12 it -7,

BRUEV(CEZE

Con A 2, Sephadex ¢ & T AWM EIC LY
BB L HHETES, 2T, ConA O
W% % Sephadex G-50 ©#» 7 AR BT HEK
IV hoMBEEERL, »F s BET 5,
Con A % 0.1M-glucose 1= X b BBz H L,
ki nish o Con A LS OWEIELET
5EBbh20T, AWE »7rcFE B
21 © 1M-NaCl THRflipaii LED, Z0H,
0.1 M-glucose %%ty 1 M-NaCl %% ¢ Con A
B L, 10ml! ¥ fraction L#-, Fig. 2
i, AR HRLE-THE, 0.1 M-glucose
&t 1M © NaCl BEC S - T, BEHED



Bk, A3t B : Concanavalin A DFE L £ OB BT 2 BF%

2.0

10

Absorbancy(280 nm)

o 1
o 50 100 120

Fraction No.(10 ml each)

Fig. 2. Affinity Chromatography of Con A on
Sephadex G 50. The extracts with 1M NaCl
was applied to a column (5x30cm) of Sepha-
dex G 50 equilibrated with 1 M NaCl containing
1mM CaCly and MgCle. At first, the column
had been washed with 21 of the same soln,
and then, after connected to a fraction collector,
eluted with 0.1 M glucose. The flow rates was
adjusted to approx. 25 ml/1hr. and 10 ml frac-
tion were collected.
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Fig. 3. Affinity Chromatography of Con A Frac-
tionated with Ammonium Sulfate on Sephadex
G 50. The extracts fractionated with ammo-
nium sulfate was chromatographed with a
column of Sephadex G 50 as descibed in Fig. 2.
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Fig. 4. Disc Electrophoresis of Con A Obtained by Two Types of Preparation Procedures on Polyacry-

lamide Gels.

Electrophoreses in polyacrylamide at pH 4.3 and 8.9, and in SDS polyacrylamide gels were carried
out with Con A at 20°C, stained with amido black. (A) Con A obtained by ammonium sulfate frac-
tionation ; (B) Con A obtained by the procedure without ammonium sulfate fractionation.
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Fig. 5. Activity Measurements of Con A with
Blue Dextran.

Reaction mixture (1ml of Con A, 1ml of
blue dextran (5mg/ml) and 3mi of 0.1M
Tris-HCI buffer, pH 7. 2, containing 1 mM CaCl,
and MgCl,, and 1M NaCl) incubated at 30°C
for 1hr. The precipitating activity was meas-
ured by the colorimetric method at 620 nm
(blank-sample). O—0O, Con A fractionated
with ammonium sulfate ; @—@, Con A extra-
cted with 1 M NaCl without ammonium sulfate
fractionation.
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SUMMARY

Concanavalin A, obtained from jack beans,
was identified bo the method of dise electro-
phoresis and the agglutinating activity was
measured.

1. Concanavalin A was obtained in low
yield by ammonium sulfate fractionation.

2. The results of dise electrophoresis
showed a little contaminant. The preparation
procedure’ without ammonium sulfate fracti-
onation produced in more inpurity.

3. Agglutinating activity with human
erythrocytes was measured. Concanavalin A
which obtained by ammonium sulfate frac-
tionation had higher activity to human ery-
throcytes.

4. Precipitating activity with polysaccha-
ride was measured by the use of blue dextran.
Concanavalin A which obtained by ammo-
nium sulfate fractionation formed more pre-
cipitates with blue dextran.

5. These results shows that concanavalin
A which prepared by the procedure of am-
monium sulfate fractionation was low yield
but higher purified.
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