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Abstract

1) The purified enzyme was obtained with the specific activity 126.5 u/mg protein (about 45
times of the original activity) and the yield of 4.2%, by means of salting out with ammonjum
sulfate (0.5 saturation) of the crude enzyme solution, desalting by Sephadex G 25, CM cellulose
columm chromatography, concentration by Sephadex G 25, and gel filtration by Sephadex G 75.

2) In the acrylamide gel disc electrophoresis of the purified enzyme, the main band and two

obscure ones on the both side of the main band appeared, which indicated that the enzyme was

considerably purified compared with its crude enzyme solution, even if it is not referred to as a

pure protein.
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Table. 1. Basal medium for the lipase production

Soybean meal 2%, (NH.).SO, 0.1%, K,HPO,
0.5%, MgS0,-7H.0 0.05%, PH 6.8
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3) CM cellulose column chromatography
CM cellulose (Carl Schleicher & Schull Co.) #7 30g
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Table. 2. Purification procedure for the lipase.

Cultufe filtrate

Precipitation with ammonium sulfate
(0.5 saturation)

Desalted by Sephadex G 25

CM cellulose column chromatography
(by linear gradient elution method)

Concentrated by Sephadex G 25
Sephfdex G 75 gel filtration at pH 5.0

Purified enzyme
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Table. 3. Ammonium sulfate fractionation

(NHy)2 SO, total activity yield specific activity
saturation (unit) (%) (unit/mg protein)

0 600.0 100.0 2.8
0.1 26.7 4.5 3.2
0.2 180.6 30.1 3.4
0.3 330.0 55.0 4.0
0.4 373.0 62.2 4.2
0.5 384.0 64.0 4.3
0.6 394.7 65.8 3.8
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Table 39 Rl fkstel AWgAME lipases)
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Fig. 3. Desalting by Sephadex G 25 gel filtration.

3) CM Cellulose column Chromatography
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Fig. 4. Elution pattern of lipase by CM cellulose
column chromatography.
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Fig. 5. Gel filtration by Sephadex G 75.
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Table. 4. purification procedure of Rhizopus

Jjaponicus lipase.

Total L ..
volume o Specific activity
Procedure (ml) a%tux;:g (unit/mg protein):
Culture filtrate 1,500 22,500 2.8
Ammonium sulfate
fractionation 225 15,975 4.3
(0.5 saturation)
Desalted by
Seohadex & 25 480 14,784 9.1
CM cellulose column
chromatography 90 5,625 72.4
Concentrated by
Sephadex G 25 15 5100 70.2
Sephadex G 75
gel filtration 30 945 126.5
Tsujisaka % 9.&  Geotrichum candidum lipase®

Specific actirity 44724 FUEHES] 40. 66, W& 20%
2, Fukumato$ 19 .& Aspergillus niger lipase ¥ Specific.
activily 3900 % JFiEtEe] 78f%=2, Tomizukad &

Candida cylindracea lipase® Specific activity 1,140,



Vol. 8, No. 3 (1976)

2 FEKS 33. 4%, E 9 18% 2 Ota% 92 Candida
paralipolytica lipase® #5 132f5, MZE 32% = Rt
g o Iwais .2 Rhizopus delemar lipase® A lipase,
B lipase, C lipase® Z##s 2 A lipasex Specific
activity 1,14008 [JUE{#ES] 87.7f%, B lipasex 2502
2 EiEHES 7.6f%, C lipase¥ 1,0202. 5 RiEHY 78.5
%, KimW& Thichosporon cutaneum lipase% specific
activity 112.82 [EiEM: o] 18. 8f%, WE 3.8% 7 =&
FElsg oy @aEsd el R lipasei Specific
activity 126.52 FEHS) # 45f%, K% 4.2%7 =
% Kigistac.
2. WBEE¥RS HE

PeElsl HERE S Sephadex G 75 gel filtratione]
thdte] ¥fs EE¥ S acrylamide gel disc electropho-
resisell fK3te] A R Fig. 65 2o}

Fig. 6. Pattern of acrylamide gel diso electr-
ophoresis for crude and purified enz-
yme preparation.

(A) Purified enzyme (B) Crude enzyme
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1) HEBERR-S BRc@HT (0. 56370E) Sephadex G 25
ol k% FREN, CM Cellulose column chromatography,
Sephadex G 2590 k% &, Sephadex G 75 gel
filtrationoll #k3to] Specific activity 126.5/mg protein,
iG] 9 45f%, Wk 4.2%9 BEEES 9.

2) BBEEE S Acrylamide gel disc electrophoresis
of gkt HEEAZ ER e =9 bandd = FHY
o 2089 3n§ bandst e Yooz e sk
F EZEHE0A2E € 4 dov HEHRK Kitd 4
5 R
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