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0.2 mg/mL Human liver microsomes
50 mM Kpi (pH 7.4)
200 uM Chlorzoxazone
NADPH generating system
Total 200 pL

Incubate at_37°C for 30 min
Stop reaction with 100 pL of acetonitrile

Add 20 pL of 0.1 mM coumarin as internal standard
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Centrifuge at 15,000 rpm for 5 min

Inject 10 pL of supernatant to HPLC
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Chromaster 5110 k>
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HhoL LaChrom C18 (5 pm) 4.6 mmlL.D. X 150 mm
LaChrom C18 (3 ym) 4.6 mmI.D. X 100 mm
weseor  (A)50 mM KH,PO4(pH 4.5), (B)CHAON,
EEB o (0)/(B)=80/20
RE 1.0 mL/min
SLIRE 35°C
] 295 nm
FAE 10 uL

AR AREMBROT—RFRERNERTIOT, HREEERIETHLDTEIHYFEE A,

Cl H cl
2 N \/%\\ \
| =0 | L~
=0 HO™ & 0

A=V VE S 6-EFAFS IO FHI Y

[ H#ER]
* A XDELL2EHEDONS LEFEALT. REFLEBERTT,
4

HITACHI LaChrom C18 (5 pm) 4.6 mmLD. X 150 mm
3
CzZX
22
<‘(E 6-OH CzX LS.
| LK
ot
0 5 10 15 20 25 30
min
4 HITACHI LaChrom C18 (3 um) 4.6 mmlLD. X 100 mm
3 czX
6-OH CZX
LS.
o)
<2
€
| LL J
o
0 5 10 15 20 25 30

min
* KAEHE. SRREZEEEREARIEEER
PEEL ERRIVITREOTIZEELL,

(8) BI/N(TH/AP—X
DMORTLEERR v—7T407—8




