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Summary

An uricase was extracted by freezing, thawing and autolysis from Candida utilis grown on a medium
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contained of uric acid. The uricase was purified by ammonium sulfate fractionation (0.3—0.5 saturation),
Sephadex G-100 and DEAE-cellulose column chromatography. The enzyme was purified about 80-fold by
this procedure from original extracts. The enzymatic properties of the purified enzyme was studied. Optimum
pH was 8.0, stable pH range was from 7.0 to 11.0 and optimum temperature was 35°C, The activity
was inhibited by Cu?*, Mn?*, CN- and PCMB, while the activity was activated by glutathion, The

lyophilized enzyme was stable at room temperature for a long time,
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=V 7 ufTlsotct 25, B Candida utilis 23R LMCRBOBERYETH L 2RR L. To®EC.
utilis 7257 U H—ExH L, MOEE L CBERC O ERRLENEEE LRI LR, SEcouminBoh
TeOTHETS.

KRHFERURESR

1. 7Uh—tEEROER

REESEEDA 7 ) —=v 7, HxOME, ARE, BEEGRE L Tkohofe. FHi0+HE, BRF LD
DHELIC, HOCIEAERER X 0 G IR clEYEY, ThThBEY R A2HEML T, SbhoRBRO
WAL EEL LTHRELE.

FECER LcEERhx C. utilis 6020 T, KEBCKFERBEPFZERT & v b5 S h Bk T, R0 RB OB &
LELL, o, RBCEIGS e C utilis Bk Lo« 0l TomBRHc, SEMOY Y H—EiEHY
R,

2. 7 UH—EEHORAIEX
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Phix ml 240 0.526 By & GEsblc. T OREFEIEMED LB 1HMM D, REED 1 g L2+ 5 EERECHRY
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MMM®ﬁD7§x:K,7»:—%5%,7ZN5¥72&%U7@2ﬁU17.%@??*?7A3%,%
RAZLFUTH10ml # Ah, C. utilis AL, 488, 25°C CIRMNSE Lic. REREIAIELNMECE
W, MKT3ERETZ. B, BROIE, ¥it111M4hhi5g (Wet) Th3.

v h—EOFHIL, HREE 1gic %, yra—x5g, ) vEE24) 0.1g, Hg~ ko a0.2g,
K% 10 mg, AGEK 100 ml D5 HART, #4850, 25°C TIRB L CiTo 7o, 7ods, REAIY, IRURBHAAHEKY 80 5T
TRCEHFD DHEEK L, FHPORBOBAICoNT C. utilis DY Y 5 — LiGHIA L, 180~240 /) EiET
EHEIERRLY R LK.
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—20°C TR LT\ e, RIRICHIG L7 C. utilis 100 g (GBE) 12, 500 ml o 0. 1m BigiE i (pH 8.0) %
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DHLET Y- EHERAB ORI, ORI TR OB E Y ) » — CREOMAFR & UCHG . b
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Table 1. Summary of Purification Procedure of Yeast Uricase
Total 280m .. vre Recovery
Step Fraction vol., E a Aétlwlty Tt(.)t?tl Sp*;.mf.ic* yeald of
ml cm /m actiity - acuvity activity, %
1. Extraction of yeast cells 700 13.0 0.51 357 0.04 100
2. Enzyme after salting out 10 85.0 22.1 221 0. 26 62
3. Gel filtrated enzyme by Sephadex G-100 125 4.53 1.36 170 0.3 47.7
Purification enzyme on DEAE-
4. cellulose before salting out 360 0.08 0.21 76.5 2.8 21.5
after salting out and dialysis 23 1.07 3.2 73.4 3.0 20.6

by % Activity (U/ml) per Egﬁ? m
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HHRAIICOVT, Table 2. IGRTHEEL LD LICY Y H—EEMBIEBRK TN L, ¥V H—EERCHT
BEvBZE L. CuSO,, KCN, PCMB 2l v V) » — i #HE L T\ 5. —7, glutathion, cystein %7
VA —EIEEERRIEL TS, %7, 28/ =N, n-Fus/ =0, 74 b vEOEBRECS U CIEBCREE

ThHoiz.

Table 2. Effect of Various Chemical Reagents on Uricase Activity Chemical reagents Conc., M

in the reaction Relative activity, %

mixture
None _—
CuSO, 1 x 10¢
MnSO, 1 x 10¢
/7 1 x 10-8
Xanthine 1 x 10¢
7 1 x 1078
Ascorbic acid 1 x 10-¢
7 1 x 103
NH;OH-HCI 1 x 10¢
7 1 x 1078
CH3;ICOOH 1 x 10¢
” 1 x 1078
PCMB 1 x 10-¢
” 1 x 1073
NaNj3; 1 x 10°¢
” 1 x 1073
EDTA 1 x 10¢
” 1 x 1073
Cystein 1 x 10¢
” 1 x 1073
Glutathion 1 x 10°¢
7 1 x 108
O-Phenanthroline 1 x 10¢
7 1 x 1078
(C2H;)N-CS2Na 1 x 10¢
” 1 x 10-3
a«a’ -dipyridyl 1 x 10¢
” 1 x 1073
Thioglycollic acid 1 x 10-¢
” 1 x 1078

100

88

100

55
11
100
38
100
80
18

100

82
110
100
139
100
128
126
119
100
100
111
100
100
100
100

g) V) A-EDORERICRIFTILEREOHE

VU — ¥R, FEETH (NaBH., cystein %), EE{L#A (K:Fe(CN)s, H:O: %), 4, EDTA (=
FUYOT I VARRE) AAMLT, ERCIEMKELY ) » - ¥ESELEE Loy, REFRAOH L
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Dix Hz0z, EDTA, (NH4):S0, THH, #iz, EDTA (1 M/10000 Ll EOEEOEE, #HHicREb#H & e
D, ERT6 7y ARBOBATLY Y » —EEHOE TR bR - T,

h) oY v » — ¥ OFHHRER

=~V ARFERALT, vV h—-CEROSEE YRR LR EEAZS CRBIEE2e/ke Dk, EOKS
TIHIER 3 g/kg LA b & B IIED TEA » 7.

% =

VYA —EDRERLUK, TOME, BH, BEROSHLUCOEBCOVLCTOFENEE(REIh TS, L
ML, TALOHRZ b bT, RIGOFEMEC O LTI L Lrab R Ty, BEETRD
Eﬁ&mﬁﬁéhtvuw—ﬁu,Mﬂ@r%miozmmmdmdm&mmmm&mmaﬁﬂéht%@fgg.
LnL, TOYYH—EERIERTHORCT AR VEORERYLEET5.

ZOWLTOERCAL, C. utilis 2BOKBEEDOY U H —EH%, GHREARL ) vEREH K TOHTHIL
WCXh, BHCEENDRIBINDZ L THD. COBFEEMMAEDOLR, HDHCIATHLDOARTIIY Y »—Eiigk
A IR, I, HEHEDOBECHERR DL, vV vBUAOE, 127 ve=v 4, &
g, Eer, WEEY — %, 7=vEEy — &, AV — £IHIBR SRR 2L s, pH7 ~pH9. 15D ) YD
2RI RN D B,

C. uilis ¥ 1 — LORMIHEFD Y ) 5 — L OLIEHE, Neurospora, KO &OHBHE E Uc it LT
JEmzAns, C.outilis w9 —CXMHI L b, %5, Sephadex G-100 # Ay, DEAE-cellulose # 5 2
rsm= b 257 4 —HIZX 5T, MBEOIEL L v 80 okl x . C. utilis v v 5 —-€ik, Bk
7Y —EEEREOE TR, T35, CN-, Cutt 1 ViIZ X » Tl S h b 2 &, H B\ id glutathion
CroTBEIN SR THEHELTWS.

EDTA MV » —E¥DREHA LD, vV H—¥EEZ EDTA #EmM3T52 Xk v, 25°CT6 » ARILLE
FBRLTL, 2<{EEOETHARVC LIXBRIOTHS. —iic EDTA 3B U CTERIRGH, H5 0l
HFEI LD 5508, V) H—EORELDEHL, v H—YEADERETHEEEXI DR TV AHOEH &
EDTA 28352 L0k, BHEOHENERORECLZ2LDLEbNS.

E #

IRIREIS X R 7cERE C. utilis 705, HRESHAE, HOMbC X ol Ly Y 7 — &2 bY ) 7 — €%,
0.3~0. 5 FIFIREZ /) BEMT# Sephadex G-100 TH #* A8, S\~T DEAE-cellulose # 54 TD 7 u~< + 75
74— RAATOCKEELICEZ S, HEHIEAMEEOTh X 0805 LR Lic. FEBER, pHS8. 0 OfEHEH
pH, 35°C OfffidliExH L, pH7 ~pH1l D TEETHS. Fi, Cu't, Mn'*, CN-, PCMB 07T
EEA R IHE S, glutathion TIIEX W 2. BFEZREMIZERCLRPMTE TH D Z LB L 1.
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AH #, FREAE  Aspergillus melleus (2 X 57w 4 F— ¥ DFELSE
1)
(BE SRR O 5438)

Mamoru Sugiura, Manzo Ito: Productive Conditions of Proteinase

1
»from Aspergillus melleus (Studies on Enzymes XXXXIII)

(Received September 24, 1969)

Summary
Effects of cultural conditions on the proteinase production were investigated by using A spergillus melleus.
Optimum moisture of bran-medium and temperature of culture for the proteinase production were 50-55%
and 20-25°, respectively, At 25° and 50% of medium moisture, the proteinase production began at 2 days
after inoculation,
Accumulation of the proteinase attained to the highest level after 5 days, the amount of which was 9 x

10-2 PU per gram of dry koji.

Aspergillus JBiT K % { BEH L BHEC/HFI NS, Asp. niger X0 Asp. Saitoi (“fAFEIh 2 BHEHEIL
FELTHHEET vT 4 > —EREEL, %flﬂzgigot h, Asp, Saitoi X HEpYET v T 4 F—ERFEREIR, £O
EHEABRR SR TV 5.

—Ji, Asp. oryzae XU Asp. sojae CREBINDFHWHIEL LTHER IO T A D VDT T 4 F—E
ZEEL, Asp. oryzae X hiEEIH—ERL LTHLART 50 Asp. sojae DEIBERMM X b 1 A v 358
{5 Amberlite IRC 50 %mwr%gﬂ%}, DEAE £/ r— 2% i\ TH—E S8 fbnn\lz?.

¥z, Asp. fumigatus O 7 v F 4 F — €L Jonsson HIZ L HHFRHGED 5}1{1,) BEC X <EMEL, WEXAR
z3% Asp. melleus D7 n5 4+ —CIHELLIC LD Bf%é:hfb‘ébliz,) FRMER LI —-ERXE LR T
Teu,

ZEDINBAERFNE LT e T 4 F—Ea A RE L VR T BN TEED Aspergillus BOEK L R 7 Y



