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[P 17 ) ({14 - 1ERE
£ R recombinant human CYP3A4 K 0.5 mL x6 7%
microsomes Mex R ERE D 5.0 mg/mL
P2V Cytochrome P450 3A4 ~ALEA PA50 REE D | 173 pmol/mg
Accession No. NM_017460 REBHEPEE 2 11 pmol/min/pmol CYP
A 3k ek Ny Ty — 100 mM potassium phosphate
Gy fH Y 58.3 kDa. (pH7.4), 250 mM sucrose,
1BHE NE¥=2m A )LA 0.25 mM EDTA
ik P450 &t # (Cytochrome P450 Lot. 160309
reductase, CPR) #:35] 1) Calculated from the protein sequence with FLAG®-tag.
C el FLAG® 7 {41 O . |
4)  Testosterone 6B8-hydroxylation.
[AREHHEMERE 1]
Testosterone 68-hydroxylase activity UPLC conditions
1. LUT DAL Al D SOGIHE 480 nL ZFR%M L. mifRiR Column: UPLC BEH C18 (1.7 pm) 2.1 x 50 mm
+%. 37C, 2 57M) Temperature: 40 °C
1.3 mM NADP+ Mobile phase: (isocratic separation)
3.3 mM glucose-6-phosphate 0.05% phosphoric acid/methanol, 44/56 (v/v)
3.3 mM MgClz Flow rate: 0.61 mL/min
0.4 U/mL glucose-6-phosphate dehydrogenase Injection volume: 4.2 pL
200 uM testosterone Detection: UV, A =240 nm
0.1 M potassium phosphate (pH 7.4) Standard: 68-hydroxytestosterone

2. BUSIKIC CYP3A4 I 7 1/ —2 20 pL &M%, KU
ZRRET 5. (37°C, RUSHRRD 10 %)
3. 1MHCl 62.5pL &Mz Tz EIEIE5,
4. wLyBET . (15,000X g, 4 57fH)
5. 3% 200 pL &34 7 Lc L, UPLC 12 L 0 &
EERTD.
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B9 2 IR A S EMERME] AMIEE S T-HH X AW S OIRBINC X 2 A SN ORI B9 2 I TRAIE 16 545 1 &,
B2 BELITE 4 BICESEAEITFEY N LERA. RMTHBRZ A 20 A VAREEINDARERH Y TTOT,
FEA AR - EMOBITE D) 22 IR B B IR E 2 > T 728 V. @A ZRIET DT, 4 — h 7 L—74LH (121°C, 20 43 LA 1)
ZLTLIEEN., @RMITBWCRLERFERTT, Afif%, EREZRBTL2ETOKFTRE LTI, @RLITEHIGRESC
HWRElREZ < VR & EICEEE RITTHEAH Y 9, MG E 23R T CieBfndiZan,
(B )7i:] —80°C
[MAaE] RELCET 2 BREEY X TR E CREWW - LET.

DAXYI AR EH

R&I FHHEARE MZEBARE ¥ — T651-2241 fEHEXK=EA1TH1E2 S  Tel078-991-2212  Fax 078-992-1082



