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Abstract: Acyl Coenzyme A Oxidase (ACO) is the rate-limiting exzyme of the -axidation of dicarboxylic acid in Can-
dida tropicalis . Using straire with low Acyl Coenzyme A Oxidase activity to produce dicarbaxylic acid on an industrial
scale will facilitates the improvement of the yield and purity of dicarboxylic acid. In this research, we improved the nth-
odd':\.llain,mmwdaanim&leacﬁﬁlydAcyiﬁmymeAOﬁdme&mCmdﬂaﬁMmﬂyﬂﬂmuﬂy.
This method can be used as quantity criterion in the screen of industrial strains of dicarbosylic acid production, and this
work established the basic of character study of Aryl Coenzyme A Oxidase. We determined the activities of Acyl Co-
enzyme A Oxidase from a series of Candidn tropicalis strains with differert ability of dicarboxylic acid production, and
found the obvious relationship of ACO activity and ability of acid production,
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B, ATAKER ACO EIEVERI B SR, TS —oMe - B, &% KMkl
KEH, RERE 20 e 70 FROFH KB TR MR, SAFnYEiBETe
B—EZREAEARKSE TN T E2ZBEREE", ARESEXTRENEST
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AR BRLREE B, £E Allain YRR EMPIBHE, STRIE. fHbRE
ACO B§TEtE, [int, XAZRFHTFN - £F EAFETBRES WA BRLRE DN
HEIT T ACO B§iEHERIE .

1 #R5AZ
1.1 ##
1.1.1 SCRERN: M B LR (Candida tropicalis) BBE 81 (B 1230 BE#Kk) . B2 ~
10, L 104k, HELRERF.
1.1.2 fERAAREE: SR EMEYMaTEESG AR, REBRATEAF,
PRHE ACO 2% Sigma 7™ . BITEETFIBEELHHEE A (MIBEME-CoA MCy, -CoA, MCy-CoA),
FAD KRBT E LY RS (HRP) 4 Sigma 78, TEHEHHKSERVES AN, HELF
AR tral, EE{XEEH Beckman XL-90 ) B8 S LM A L4, Shimadzu UV-2201
$esha] B4y JEFEEETT (TB-85 BfEHEAKH) #1 B-BRAUN Labsonic U B BEREX .
1.2 F&E
1.2.1 3. PORBABBERIETEL, EAXFETRESEFESERE, EXRHTF
o VL1 %EF B FHREEA YMP BEFR5E: & 5S¢ NH,H,PO,, 2.5g KH,PO,, 1gMg50,-
7H,0, 0.02gFeCl; *6H,0, 1gBEEEEY, 0.5g Tween60, 10mLIBEEER (nCy :nC, nCy : T
BE=4:3:2:1) B dH,0E4AZE 1L, 28°C ~30°C, 200r/min ¥ KSR 2d, BOWEREK,
1.2.2 THMMRRRH & HIRERLHEYS R (20my/s BEE) 438, HERRE
Bk, fEkihin, BEREERAR, 4CEL 10 xg, BEW, Yy EEEBENEHE
W, BRCanpahiRig.
1.2.3 ACOBHIEHERIE : 7E Allain IR LD, FHESEIM [4~7) B Sigma 247
MR T—EMBGE: R pH7 4 RMHA B IR R, RBRELE, BARMNER,
RS T IR s
1.2.4 RIFEFEE. ACO fEILBEEMRE A 75 g Bik, HMAUSHBEGEANE. MGTE
BT, SEAISSEHFLA, KMESTALYBELAT, SREAT- YRR,
WSE Ay P[IHE ACO EALR B P B E AR,
1.2.5 EHEHREAEX (Unt): —MEEHES (U) & pH7.4, 30CHRMBT, ditid
SYRBEARZENNE, B hBERE A £ R BIERAM A & 1.0umol
H0, Fralig.

LR FF B8 Smin N Ason AR K ERITH Adoyes /min, BHEHITEALSIF .

( Moo /min-DMugpes s /min) % Vg ek X of
MG (U) = (12.787) i (1)

BEMEA (Uml) =% (U) /Vam (2)
LTS (Umg) = BETEMEME (Uiml) /Cgp 3
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KF, 12.78: BMIEREWERBARER (em™pmol), 2: % mol MR, W 2mol
0y Viwps: REKRKESER (nl), o KMBEERBRER, Vew: TARE
MRRER (ml), 1: KR lom, Cup: BBWEABEE (mg/ml),
1.2.6 KRR FEEBN 053l RN EKRD, SRS MAEEN,: S0mmol/L
pH7 .4 BRERP R s ¥ (KPB), O.1mmol/L JEY (BEESRF A), 0.82mmol/L %% Ho Mk,
0.01mmol/LFAD, 10.6mmol/L 383, 30U/mL i3 & ILYRE, 0.002 ~0.010U/mLACO £E5% .
1.2.7 FBECH . ¥ ACO BSRE S T S0mmol/L pH7.4 BEREEP B rhik (KPB) h, WIE
HEE S B E 1k 29 0.004-0.020U/mL. KW H: 0.5% (wiv) BEEHRE A (4
MCy5. -CoA B MCis-CoA) BT EH Frkb, BAMK: 60U/nL i YR, 1.64mmol/L
LE LA, 20 (mol/LFAD BT LB TF/K P, FMIENM: 1.06mol/L EMZ T 50mmol/L
pH7 .4 BERRSPE rhiich, JARTIR S,
1.2.8 WERME: WE AWK 0.25mL, X8 Spl, MM 0.25mL, IMALEHF, HER
8, ENCHERD O PTE, 7 AgaBE, MAKYR SuL, 7 ARSNE
BIRS), FHEWE Asp, E Smin PIBEO} ) FL M 2R, 25 E18E 1L 0.25mL £ SOmmol/L
pH7.4 BREREP R MK (KPB) MBS0 5 EREBEE R 22 W 30min 103, MREEE,
1.2.9 BARKEKNE. BT 150
WSt G250 a3k . U4 Ml L 260
i ASEI3 7

s 1.020 |

2 gE;E % 0. 780
RaTEHE B AT ] B4R 7 M
FPMAS AR EBRREEER 0.5
B, BFRERMERE R M ESNS L . .
WA 1, FERMNEHER. B ¢ 500 1000 150.0 200,0 250.0 300.0
ERFHa AR R, 5N R t/s
HPHE W PR, RO R B 1 ACO BEIE R R A RE 28
RAMMYRRIRE, 720 /%
Hs, DB BER A RMBE TS,
MIEARERE X Sigma WRER VR E
B, MARFKSRN EREEE, S8R50
(WE 2): 7£0.002 ~0.0200 WEEMA, M@
FIBHEHE RN SINAMRERR REHE X R,
MEATHBESN (BX>0.040), HFBE
(AEARAEECE TR, RERS8E, B
WO TR, Rl REN AR,
BA MCys.1-CoA 4, B3 10 BER ACO 0 40 5:) A
st AAREAREN A BRSSP, 578 ACORNIR /U
10 BRRA AR F-BA L8 K, ReY
81~ 310, HP, p1 R¥F 4 EHk 1230, ACO A2 mstMeEm

0.025 -

ACO MEEHE /U
[=] e =
e 2 o
= o; ®

0.005
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RETR, EESERe, L
HMECHESYRRE. B2
EVERIE S RS T A
FEXT R 8+ A KB R R R A
(MCj;3-CoA) o

F R RE IS e A
IFTR. WL, 315 B2 f9KE
HiEE S T AR k. Hob,
B1 B, REXKEAN BE

B3 10 BB ACO NG HLI% (0 Hu tEE R THAE %K. 1T 5

3~ B-10 7 W AVBS IR B SR T AT bR, RSN 3 A8, SHiHEA
Hitk, HEATE, EREK.

3 iTig

W EU RN SRK, RERREK 3 AN, FtR e R ER e
ik B LA ACO BELLTE B RARIE, AT ACO M35 7 ik & 5 40 o EL HEvk FlE) 3k,
HELE RNV R A A (0 R BRC Y M sE A R R RE H,0, WA
WRC, RV AWE YR TESRAERE, WAREERILA, &%, ACO
BASH, REARYEEABESER. BHRLPHEBRSRELBN AELRR
BUS, TS ACO AR, HiK, ACO A SRIEEMELREMHATIE Y, BRTHRE
RERDIEE S RIK 4T, (ARSI AR A RS KSR HRBRAL. WE ACO M
VEHERT, BHIERRE A Y KW IE S K0 B A, RATTE 10 BRI L IE 2
B, MR ESYARE, U ABRBRCEEE A (MCy,-CoA) M BHE KK
B, LB TEEA SRR,

TEHXLTIOPRINSWE A, SEEVHIEREMR, I AR,
HOERER,, HIEREZ AT PR, ETRTE. R ACO RETEHE. SN
H., Gopalan 25 A A NEM MBS, HRERMIT, IR T MR ERE.

BT ACO WEEAM, HMEHNE FEmM R0 — A28 %, o
Veldhoven!” ¥ 3 R AL BB A F il LB R B IR RN . RAITEREA T %
RO T DO BB, BIBIR T ACO Btk HE S tt, B85 10 #
Bh, Bl MM REG, HHARS, FREESREMARERORKR, 1B
BUTRER —ICRe, MBI 8 EALEE S B, ACKMIE B1 i ACO RELLIERE (H 3),
SHARRF, B2 B9 ACO BEELTS 5 p SULEE N IR, 5 H-MRESR M S, B3~ 310
BRI LK, e BRRENER, “ORMAER L 98% U, AR
MRS S B EALRE /RS, TR, L6 MCy,-CoA NIKHIBT, FTMIBH ACO B HE
S &HEE - TR &, AEEWENHELH, XU TRENEEY
ARH ACO RIHIE J/NFTHEM MG AT, X — 7 ETE LA L0 38 1A 0 pE 45 R
ERE, 577 EFE A SO M TE 77 e 7T AR 0 oM P iR IR i 2 — . A
A RS, BRI R,

ACORLYE / (U/mg)

WHRW S
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