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SUMMARY. CYP450 enzyme is the most important drug metabolizing enzyme in the liver. In our work,
we establish an UPLC-MS/MS method for simultaneous determination of 5 kinds of probe drugs (bupro-
pion, metoprolol, midazolam, phenacetin and tolbutamide) and their metabolites (hydroxyburpropion,
hydroxymetoprolol, 1-hydroxymidazolam, acteminophen and hydroxytolbutamide) in rat plasma. Five
kinds of probe drugs are cytochrome P450 isozymes CYP2D6, CYP3A4, CYP1A2, CYP2B6, and
CYP2(C9 substrate. Using diazepam as an internal standard, the plasma samples were treatment by ace-
tonitrile precipitation. The chromatographic separation was performed on a UPLC BEHC18 (2.1 x 50
mm, 1.7 pm) column using a mobile phase of acetonitrile-water with 0.1% formic acid. The multiple re-
actions monitoring in positive electrospray ionization was used for quantitative determination. The preci-
sion was less than 12%, the accuracy ranged from 90.3 to 111.4%. Plasma standard curves were in the
range of 1-2000 ng/mL, correlation coefficients were greater than 0.995. The established UPLC-MS/MS
method was applied to evaluate dextromethorphan on rat CYP450 enzyme activity.

RESUMEN. La enzima CYP450 es la enzima metabolizadora mas importante del higado. En este trabajo desa-
rrollamos un método de UPLC-MS/MS para la determinacion simultanea de 5 tipos de farmacos sonda (bupro-
pion, metoprolol, midazolam, fenacetina y tolbutamida) y sus metabolitos (hidroxibupropion, hidroximetolpro-
lol, 1-hidroximidazolam, acteminofeno e hidroxitolbutamida) en plasma de rata. Cinco tipos de drogas sonda
fueron las isoenzimas del citocromo P450 CYP2D6, CYP3A4, CYP1A2, CYP2B6 y CYP2C9. Utilizando dia-
zepam como patrédn interno, las muestras de plasma se trataron mediante precipitacion con acetonitrilo. La se-
paracion cromatografica se realizd en una columna UPLC BEHCI18 (2,1 x 50 mm, 1,7 um) usando una fase
movil de acetonitrilo-agua con acido féormico al 0,1%. El monitoreo de reacciones multiples en ionizacidon por
electronebulizacion positiva se utilizo para la determinacion cuantitativa. La precision fue inferior al 12% y la
precision vario de 90.3 a 111.4%. Las curvas estandar de plasma estuvieron en el rango de 1-2000 ng/mL y los
coeficientes de correlacion fueron mayores a 0.995. El método establecido de UPLC-MS / MS se aplicod para
evaluar el dextrometorfano en la actividad de la enzima CYP450 en ratas.
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