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Abstract

The naringin hydrolyzing enzyme has been purified from the culture filtrate of the mold Aspergillus
S-1 which selected to remove the bitter test of the orange or citrus fruits industrily.

In a view of purity naringinase was more effectively purifiled in order of molecular sieving on
Sephadeex G-200, starach gel electrophoresis, chromatography or a DEAE-Cellulose column and fractional

precipitation by amonium sulfate.

The purified enzyme is homogeneous in paper electrophoresis from a culture filtrate by treatment
fractional precipitation with ammonium sulfate, DEAE-Cellulose treatment and Sephadex-200 column
chromatography and it hydrolyse only naringin to purunin.
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¥ig.1. Starch gel electrophoresis of crude naringinase R
Starch was wetted with phosphate buffer pH 5.4 (0.1x ion strenth) and electrophoresis was carried
out on the Toyo model, DR 65 at 700 mv, 10 mA, with 50 mg of naringinase for 63 hr at 3%C
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Fig.2. Fractination of crude naringinase

0.75~1 saturated ammonum sulfate fraction on a Sephadex G-200 column (2.4X27 cm, efflue
nt ; acetate buffer pH 4.0 (IM), each fraction ; 4ml, enzyme weight ; 3.8 mg)
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Fig. 2. Fractination of partialy purified naringinase
0.75~1 saturated ammonium sulfate fraction on a DEAE-Cellulose column (2.4x27cm,

effluent ;

naringinase, . protein
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Fig. 4. Rechromatogram

on a Sephadex G-200
purified naringinase ona DEAE-Cellulose
column
effluent : acetate buffer pH 4.0, column ;

1.8X17 cm, each fraction 3m/
: naringinase . protein
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each fraction 4 ml)
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Table 2. Identification of reaction mixture by thin

layer chromatography
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Fig.5. Drawing of paper electrophoresis of naringinase

1) After ammonium sulfate

precipitation of dialyzed cultrue filtrate (620 mv, 5mA, 9hr,

phosphate buffer, pH5.4 (0.1#) paper strip ]1.5¢cm

2) Naringinase

after purified ammonium sulfate

fractional precipitation, DEAE column

chromatograhy, and Sephadex G-200 column chromatography (610 mv, 5mA, acetate buffer

PH 4.0(0. 1 #) paper strip 2.1cm

2)-a Etectrophoresised 3hr, 2)-b electrophoresised 7 hr
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