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[P 17 ) [PERE
£ R recombinant human CYP2C19 K 0.5 mL x6 7%
microsomes Mex R ERE D 5.0 mg/mL
P2V Cytochrome P450 2C19 ~LEH PAS0 L P | 166 pmol/mg
Accession No. NM_000769 REBHEPEE 2 3.6 pmol/min/pmol CYP
A 3k ek Ny Ty — 100 mM potassium phosphate
Gy fH Y 56.9 kDa. (pH7.4), 250 mM sucrose,
w3 NEam AR 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)  (9-Mephenytoin 4'-hydroxylation.
[AREHHEMERE 1]
(9-Mephenytoin 4'-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: 45 °C
1.3 mM NADP+ Mobile phase: (gradient separation)
3.3 mM glucose-6-phosphate Initial; 28% methanol over 0.2 min
3.3 mM MgClz Gradient; 28% -> 70% methanol over 1.4 min
0.4 U/mL glucose-6-phosphate dehydrogenase Flow rate: 0.61 mL/min
100 pM (S)-mephenytoin Injection volume: 4.2 pL
50 mM potassium phosphate (pH 7.4) Detection: UV, A =197 nm
2. USHRIZ CYP2C19 2 7 v vy —A20pL &%, K& Standard: 4"-hydroxymephenytoin

ZBMHT 5. (37C, RIGKER : 15 57)
3. 1MHCl 50pL #Mx CRSEEIESES.
4. EOOEET S, (15,000X g, 4 53[H)
5. 7% 200 pL /31 7uici L, UPLC I X 9 &
EERETS.
[ b 7213 mdk Loz
O K I B DO BEIIIEA LTl 2 a v, @ [EISFLIE 2 A% O S O BRI K 5 AW O ZERIED el
B 2 AR E S IFHEE L] AREITEE T 2 AW OB X 5 A B ORI 25T RN 16 555 1 5,
W2 FEIFE 4 FICESIERASFIZEFEY N LERA. REBTHEBEI AT 20 04 VARG ENDTREERSH D T DT,
A - AR SER OB Y 2R RS I HEE & o T &V, @AM EBEET S, A — b L—T 0 (121°C, 20 0Ll L)
ZLTLEEN., @RBITBCARLRERMETT, MRk, EREZHGETHE TOKFTHRE LTIV, @RGBIZEHRFSD
AR Z < VIRT & SVEICREE RITTHAERH D T3, ML T EMEZ T CleBlin 2 &0,
[B7iE %] —80°C
[EwE] "ScBET 2 BRAHIETRE CRBBEWN - LET.
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