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2-D-Glucosidase inhibitor purified in 2 pure form was amorphous powder which gave a single spot
at Rf value 0.12-0.71 with various developing solvent systems on silica gel thin layer chromatography,
and melting point was 154.3-155.3°C. It was disolved in water, formic acid and ethylene glycol monoethyl
ether, and was very high hygroscopic substance. Biochemical reaction of the substance was positive
to phenol sulfuric acid, ninhydrin, silver nitrate-sodium hydroxide, but negative to DNS reagent. Acid
hydrolysis gave fructose and aspartic acid as sole sugar and amino acid constituents respectively.
Moelcular weight of the inhibitor was estimated to be 1,050 by Shphadex G-25 column chromatography.
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Table 1. Rf value of q-D-glucosidase inhibitor in
various solvent systems .

B ey

Solvent Rf
n-Butanol : acetic acid : water (4 : 1 : 5) 0.12
Phenol : water (3 : 1) 0.18
Pyridine : n-butanol : water (3 : 4 : 7) 0.62
Chloroform : methanol : water (15 : 5 : 1) 0.10
Acetic acid ; water (3 : 1) 0.57
Acetone : water (3 : 2) 0.56
Propanol : formic acid : water (2 : 1 : 5) 0.71
Acetic acid : acetonitrile (1 : 1) 0.47

Estimation of Rf value was carried out with silica gel thin
layer chromatography (5x 20 c¢m) and coloration of the
spot was performed with silver nitrate-sodium hydroxide.
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Fig. 1. HPLC chromatogram for acid hydrolysate of
the inhibitor

A: Standard sugar, B: Inhibitor

Rha: Rhamnose, Xyl: Xylose, Fru: Fructose, Glu: Glucose.
Model; Waters Associate Model 244, Column: Lichrosorb
NH, (4% 250 mm), Solvent; Acetonitrile : H,O : BuOH
(80:20:5), Detector: Differential Refractometer (RI), Sen-
sitivity: 8x, Flow rate: 2,0 ml/min, Chart speed:
1 em/min.
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Fig. 2. Analysis profile for acid hydrolysate of the in-
hibitor by amino acid autoanalyzer

A: acid hydrolysate of inhibitor

B: standard amino acid
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Fig. 3. Molecular weight determination of the in-
hibitor by Shephadex G-25 gel chromatography.
Purified inhibitor and standard peptides were put on a
column of Sephadex G-25 (1.2 x 87 em) equilibrated with
0.05 M Tris-HCI buffer (pH 7.5) containing 0.1 M KCI.
The buffer solution was allowed to flow at a rate of 10 ml
per hr. Fraction of 1 m{ was collected. @: ACTH (Mw.
4566), & glucagon (Mw. 3550), w: gastrin I (Mw. 2000),
O : purified inhibitor. The void volume (Vo) was deter-
mined using blue dextran 2000. Vo vs. Ve represented
void volume vs. elution volume, respectively.
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Fig. 4. Infrared spectrum of a-D-glucosidase in-
hibitor (in KBr).

Infrared spectrum
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