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Immunotitration experiments using the specific antibody which was raised against the intra-
cellular lipase purified from Rhizopus japonicus NR400 (M. Suzuki and M. Mizugaki: J. Biochem.,
100, 1207 (1986)) demonstrated the existence of another lipase in the lipase preparation from
the same microorganisms. The extracellular lipase, which was mainly found in the culture filtrate,
had an optimum pH between 4 and 6. About 75% of its activity remained after the heat treat-
ment at 50°C for 15 minutes at pH 7.2, and its activity slightly increased in the presence of
1 mM ferrous ion. The extracellular lipase as well as the intracellular lipase had such suitable

properties as a component of digestive drugs.
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Table 1. Culture Medium

RRRUER
A. Meat extract 1.0g
Yeast extract 0.5g 1. R. japonicus NR400 DIEMOBRLAL
Peptone 1.0g R. japonicus NRA00 %323 L =35& DLW © pH,
NaCl 0.3¢ ROEGOBERORIFNHLE LY Fig. 1 IR L. 2485
Agar 1.5¢ 0 DNECRIEIIC A D, TR e~ 7 1L
in 100ml 7. BEEWRO pH 1% 5.5 55 48 B5RIHICIZ 5.0 1w TRE
B. Glucose 1.0g L, CORDMEMEIT7.8 FTEH L.
Peptone 3.02 2. SE e
KH,PO, 0.2¢ R. japonicus NR400 Bk ROBEEN U -3 — ¥ D
KClI 0.058 BEHONCT B0, BHERNY <~ E0RRF Ay H
MgSO0, « 7TH;:0 0.05¢ VRIS B T ot O EY Fig. 21k List, 4
Soybean lecithin 0.2g EREE DR, ARG Y7L Y A 1T - 7o SRS —

in 100ml at pH 5.5
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RS (17,0 TOREARLT) vmeen 161 U b o e
Elk. v A=EH A RO ) S~ ik pH 7.2, japonicus NRAOO
SmM o) vEEEIK T EhEh 12.5mg/ml, 0.3g/ mycelial growth measured by wet weight
mlEE L LTl 2T, %4 pH © Mcllvaine ™ ... Q- , pH —O——
RER CLOfTIC A%, 25°C L, £ pHIC X %
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2 v vhHEREE LT 0.06N HCl G & 4T - 7= extracellular lipase - Q-

110

o
Mycellium (wet weight, g)

pH of Medium Solution

100

75

Remaining Activity (Z)

Fig. 2. Immunotitration of Lipase Activity
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Fig. 3. Effect of pH and Ferrous Ion on
Lipase Activity of Rhizopus japoni-
cus NR400
lipase activity in the presence of FeSO,
..... O-veeee
lipase activity in the absence of FeSO4
——
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Table 2. Extracellular Lipase Activity
in the Culture Filtrate of

Rhizopus japonicus NR400

pH Time (hr)

0 24
1.13 0.19
1.54 1.56
1.90 1.99
1.97 2.02

o n & w

Table 3. Intracellular Lipase Activity of

Phizopus japonicus NR400

Time (hr)
pH 0 24
Lipase "sSaiken" 3 0.77 0.09
4 1.70 1.17
5 1.64 0.90
8 1.55 0.04
Olipase 3 0.86 0.21
4 1.18 0.51
5 1.52 0.68
8 1.00 0.09
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