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(& 0. 000 01 g, [ Sartorius) ;525 AR JE 4R 7 #5 (42 B IKA) s A5 JLAHET N PE4F (13 mm < 0. 22 pm, K i
HFE) ; Zorbax Eclipse XDB—C (2.1 X150 mm,3.5 pm,3E E Agilent).
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10 minf5, BH ETE M 0. 22 pm A YA #1208 A 2k 08 5 HEAE 23 B
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amu, 7R 7 A10%, B F BRI AR E] 50 ms, B 338 3555 (AGO 1 A10° s —HH 43PNy 1. 75 X10%,
B3 25 P 110° , e K ARFE] 50 ms, 13—kl i e & (NCE)60 %.
1.5 HiEaE

LRI AT SPSS 11. 0 Bk BEAT ST 0 M el il B S A B ST R BB 25 B 2 S A
2 HRSUE

2.1 FHEEEE

MLYBORE ity FIRR VP A LR AU p G B 1 s, HAR Y 20 & 58 &, 1600 By oW1 B 2%
JET4E. 10 min 2 Py BYAT S8 AN A 5 45 SR % A W R BORE o i R R AT, A AR . R LA T H
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XF i A 3 AN MR BE Y SRR A AT 6 R HERE S AT E B E AR & & A 3 Nk BEK
R HARYI I H RS 8RR R izn%% 3 BTN+ 3 vk B A SO 45 R L ILIRCR Ol 90. 290 ~110. 4 00, K % FE
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WS AH S, R B 5—MOP ml i/ AR N CYP2AS il 1 P B 8 B AIC, 5 SCik[15 ] — 2.
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% b X4l 5—MOP 4]
Cunax/(ng + mL™1) 9155. 6111, 37 13 001. 56415, 26
AUC)—../(ng » mL ! + min) 195 408. 434235, 1 310 454. 094465, 31" *
1% t1)»/min 18.54+1. 14 19.5241.02 %

e SGxH AL, P<<0. 01, * ¥ P<C0.05.
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HENL T AR /N B P A R M HARE Y Y UPLC — Orbitrap HRMS J5 %, H AR A HBRTE 0. 011~
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MOP fg % B 3061 /N B CYP2AS B & PE. 1% 05 vl & T/ RO o A 2 R LA Y i & il 5 434 R /s
AR Y CYP2AS [ 3 A I VAl 9F 28 4R 48 1 307 19 S 8.
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Determination of Coumarin and Its Metabolite in Mouse Blood with
UPLC-Orbitrap High Resolution Mass Spectrometry

Li Chen, Wang Ronghao, Wang Dingzhong, Mao Jian, Liu Shuaidong, Zhang Jianxun

(Zhengzhou Tobacco Research Institute ol CNTC, Zhengzhou 450001, China)

Abstract: In order to accurately determine coumarin and its metabolite in mouse blood, a UPLC-Orbitrap high resolution
mass spectrometry method with coumarin as the probe substrate was established. Using 4-methylumbelliferone as internal
standard, immediately after protein precipitating with acetonitrile, the samples were separated by an XDB-Cy3 column in UPLC
spectrometer with mass spectrometry under full scan/data-dependent MS? mode. The effect of 5-Methoxypsoralen (5-MOP) on
the activity of cytochrome P450 2A5 (CYP2A5) enzyme in mouse was evaluated by the production of 7-hydroxycoumarin. The
results showed that the limits of detection of analytes ranged from 0. 011 to 0. 016 ng/mL, and the recoveries ranged from 90.
2% to 110. 4% with the intra-day precision of 1. 86 % to 7. 08% respectively. The developed method was suitable for the simul-
taneous analysis of coumarin and its metabolite in mouse blood with good selectivity and high efficiency. Compared with the
control group, the maximum plasma concentration of 5-MOP-treated group was increased by 1. 42 fold (P<C0. 01), the area
under the curve was increased by 1. 59 fold (P<C0. 05), the elimination half-lie was increased by 1. 05 fold (P<0.01). The re-
sults indicate that the activity of CYP2A5 is markedly inhibited by 5-MOP.

Keywords: coumarin; 5-methoxypsoralen; CYP2A5; mouse; blood; Orbitrap high resolution mass spectrometry
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