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Studies on vam amyvlase

——Purification and properties of f-amylase——-

Yosuio Havasui, MakoTo KawaBaTa and KunNiko TAacucH
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CM-Sephadex C-50 Column Chromatogram of Yam B-Amylase

buffer solution : 0.1M acetate buffer (pH 5.0), 0.2M NaCl

sample : 1g

column size : 1.8x30cm
—12absorbancy at 280 mpu
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Fig. 2 DEAE-Cellulose Column Chromatogram of Yam B-Amylase
column (1.8x30cm) equilibrated with 0.01 M phosphate buffer (pH 6.4)
eluted gradiently (—0.01 M phosphate buffer of pH 6.4 containing 0.5 M NaCl)

absorbancy at 280 mpu
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Table 1
Acetone powder

Purification of Yam g-Amylase

— —extracted with distilled water
(1 :50)

—--centrifuged at 17,000xg for
5 min. at 0°C
Step (1) Supernatant

——702; saturation with ammonium
sulfate
(2) Precipitate

——dialysed against distilled water
~——1lyophilized

——eXxtracted with 0.1 M acetate
buffer, pH 5.0 (1 :200)

(3 Extfact
|—applied on CM-Sephadex C-50

column, equilibrated with 0.1 M
acetate buffer pH 5.0
(4) Not adsorbed fraction

T
i——buffered with 0.01 M phosphate
1 buffer pH 6.4

|—DEAE-Cellulose column
chromatography

{
i
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|
(5) B-Amylase
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Table 2 Summary of Purification Procedure

. Total protein . Specific activity | Yield

Step Fraction (mg) Total units (units/mg. protein)| (2%
1 Acetone powder extract 520.6 2600 5.0 100
2 0.7saturated ammonium sulfate 92.0 782 8.5 30
Lyophilization followed by buffer

3 extraction 28.3 439 15.5 17
4 CM-Sephadex treatment 8.8 380 43.2 15
5 DEAE-Cellulose column eluate 0.4 156 389.5 6
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Fig. 3 Cellogel Electrophoretic Diagrams of
Yam B-Amylase
(1) acetone powder extract
(2) DEAE-Cellulose column eluate
barbital buffer (pH 8.6, x#=0.1),
200V, 40min.
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Fig. 4 Activity-Temperature and -pH Curves
of Yam B8-Amylase
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