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ABSTRACT

B—Amylase was obtained from sweet potato extract in a crystalline state by dialysis against

water after precipitated with acetone according to the method reported previously followed by

DEAE Sephadex A— 50 ion exchange chromatography plus gel chromatography of Sephadex G—

200.

The purified enzyme was homogeneous by SDS PAGE. The efforts had done to remove the
miner bands in SDS PAGE by Sephadex G— 200 gel chromatography, DATE Sephadex A—50
jon exchange chromatography, isoelectrophocusing, affinity chromatography, hydroxyapatite chro-

matography, recrystallization and HPLC on a column of TSK gel SW 3000 but have given any

result. But, N—terminal amino acid of the enzyme was revealed mainly alanine and trace of glycine

and glutamic acid. Therefore, it seems that the miner bands in SDS PAGE have a role of subunit.
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HPLC of sweet potato §—amylase on a

column of TSK gel SW 3000

Column size 5 0.75X30cm
Flow rate ; 0.3m¢,” min.

Elution buffer + 0.IM K—phosphate
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Rf Fig.3 Ion Exchange Chromatography of Sweet Potato

B-Amylase on a column of DEAE- Sephadex A-50
Colum(2.5X 72cm) was equilibrated bv 0.01M
Tris— HCI buffer(pH6.8) and elution was
carried out by linear gradient of NaCl from
OM to 0.5M.

Fig.1 A, SDS Electrophoretical Patterns of Sweet
Potato B—Amylase after treated with
SDS(1%) and 2—ME(5%) at 100C 2min.

B, Ordinary Electrophoresis.
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Fig4 Adsorption and Desorption of Sweet Potato

B—Amylase on a Column of Hydroxyapatite
Column(1.2X7.2cm) was equilibrated with
0.01M K— phosphate buffer(pH6.8) and
elution was carried out by linear gradient of
K— phosphate buffer from 0.01M to 0.4M
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Fig5 Isoelectrofocusing of Sweet Potato
B —Amylase Column, 110ml ; ampholyte used,
pH35—10.0 : density gradient formed, 50%

sucrose » enzyme applied 3.8ml.

20 40 60

Fraction No.(2.5ml each)

Fig6 Affinity Chromatography of Sweet Potato
B—amylase on Epoxyactivated Sepharose 6
B Coupled with a—Cyclodextrin
Column size was,0.9X18cm. The enzyme used
20mg, Buffer used, 0.03M acetate buffer(pH4.8).

The enzyme elution ; 1% a— cyclodextrin.
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1 Fig.7 Crystalline Sweet Potato §—Amylase

é
0
'd A ,
@ i dIp Alanine

! C=Glycine
o]
o < i
: Clgaic
w

<_. _____

First development

Fig.8 Dansylchloride Identification of N—terminal
Amino Acid of Sweet Potato f—amylase
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