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fif #® X % Dissociation of hydroxylase and lyase activities by
site-directed mutagenesis of the rat P450:.
(5w b P450,;.12351F B Site-directed mutagenesis ZR L V1=

hydroxylase i&ME & lyase ;&M & DRBEERER)
(F#E)
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Z v b P450, 14130 EDDEEHR T hydroxylase & lyase WD) 2 DR BEREE > X704 FARKRD key
enzyme TH 5, £DIFHEIED L CBEREEOTHERBIC OV TIIE K O AN LI NTERH, o P450&[E
¥ BEOREIAISEAORHINSOMEIIRETH ~7cc ZITIDF v b P450, . DEIEF% cloning L, %
DEREEIED, TOFEROHEINICE >TT v b P450, . DIIEEEERET L
5 ]

1. Gene Rat Leydig cell @ ¢cDNA library 7 5 bovine P450,,.D gene % probe iZ cloning I #1725 v b
P450,7.% PCMV 4 iICANFc b D EFAERE L TRV, BEFKSBME LTEbLVWEINTWVS Tyr®* %
Phe iZ, Arg?*® 357.361. 3634 Ala F7:13 Lys ICE X IcER{K% recombinant circle polymerase chain reac-
tion(RCPCRIT & » TYERR L, FREORIRMERRICA Uiz, 2. RIHER COS 1 #BFIC lipofectin Z AW T P450, 74
OBFERKEUERIEE transfect L, 488511 [4 -'*Clprogesterone (hydroxylase EEOEE) F/21217a -
[4-'*C] hydroxyprogesterone (lyase {EMEDEE) ZHEMUIMA, 37°C, 1 h @ incubation D& & % ethyl
acetate T, ethyl acetate & chloroform D 1: 3K T TLC plate ETEM, £R¥MIOHTENE peak %
scanner CE&, 7 L7, 3. Northern Blot transfect X 7cHif@k DAEFBLL 72 total RNA IZ5 v b P450, 74
cDNA ®DEcoRI fragment (306-842) % probe iZ Northern blot 247\ RNA LRIV TERBKICE W T HBAR
ERILSEAMTONTWS Z EEHR LIS
(AR #&)

Tyr33tphe iICEX 1.ER{K (Tyr*3‘phe) Tid hydroxylase [&tt, lyase iEtEE bFAER L (L7, Arg?s!
ala, Arg®®'lys ii3 hydroxylase /&#f, lyase /EfEE b2 BH LN -7, Arg®t®, Arg?®’, Arg®®*% Ala
KB LI ABSEENE S, £ D hydroxylase &, lyase iEtkbId k., TR A11.8, 2.5, 0.47T,
Arg®*tala iZB\W\TC lyase B RANICIHE I N/, DFEIT Arg?'®, Arg®®™, Arg’®3% Lys iICBB]L &2 A
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Arg®® 7, Arg? * TREFAR L IZEAEED D IIWEENBG ONIA, Arg®tflys (3 Arg®'Cala KOMEESE b &
SIBEWEE LR ONIEh -7,
[ 5]

Analogue DEBRIVDEETH B X711 FIZC3, ClTOANRKIVEFIIIKBEET P450, .. EHEE LI B E
WhNTW3, Arg® s 2RISHEICZ LWT 2 /BTH S AlaicEX o & 25, lyase IEHNVFEMICHEIN/AZ
EH S, Arg?tid hydroxylase iEMEDEE TH 5 progesterone & lyase iGHEDEE TH 517 a -hydroxypro-
gesterone & DW—DHEESTH 5 CLTOKBETORESICES L TWAEEEZ 5D, Arg®ttid Arg®flala i
hydroxylase, lyase WENODEW bFELRITK 12 2 &0 D, AHEOEBEOLBOFEH®HETHS CITHEIHEAL
TWBHDEHEMEINS, Arg®®7, Arg®®® I Lys KEZTHEENEONI T N5, Arg?s, Arg®®! LR
D, EHE P01, & DRAIESLTVAE LS XD 3 DEEH CREORADEEILICFS LTV 5 LIS h
7o

RAXEBEEORRODEE

5w b P450, 72130 & DDEEE T hydroxylase & lyase £ ) 2 DDRUEBEWEFE>ZA 7014 FEKRD key
enzyme Td 5, ZDIAHED X UBREEOFEEEIC W THTEMFERBIT 21T 7,

Rat Leydig cell ® cDNA library 5 bovine P450,-.% probe iZ5 v k P450,:.% cloning L, ZODOEE#ES
W ELTERDOLWT I/ BAEEZ.ERIEE RCPCR 2 b bW TERK, COS 1 #faic Zh % tranfect L, BERTE
HDORII AN L7z, Analogue DERIOBETHBZX5704 NiZ C3, ClTOANKR= N EFIIIKBET
P450, 1. EFEE LD B EVWDNTWVWS, Arg® * 2RIGHICZ LWT I /BTH 5 AlailEZ /& A, lyase G
PEEMICIEEINIZIEM D, Arg?*sid hydroxylase iEtEDEE TdH 5 progesterone & lyase [EHEOEETH
%17 a -hydroxyprogesterone & DME—DESTH S CITOKBETOHESITHSELTWEEEZ ST,
Arg*'% AlaicZ X 72 & T A hydroxylase, lyase WFNOER LFERICK -7 EM D, MEOEBDOILBDIE
HETHS CITREEREAGLTVA LD LRI NI, Arg®®”, Arg®®*id Lys KEX THEENEO NI &
N, B P4501:. & DHAICEES L TVEE VI XD RZOBEFRTHEDHSDEEMIHFS LT\ 5 LifkHlx
Nt

Yk, BEORIN S OIEFHREETH - 7o PA50, -  DREERNT 20 FAEMENFEEH W THMC LIl &34
FXIMET B,
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