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    Abstract

The thienopyridine antiplatelet drugs, such as ticlopidine, clopidogrel, and prasugrel, require activation by cytochromes P450 in vivo to effectively block platelet aggregation. The study of the metabolic activation of these compounds has been hampered by the lability and reactivity of the ring-opened active metabolite (AM) and by the numerous metabolites that can be formed in such a transformation. We have developed a novel method whereby platelets are incubated with the cytochrome P450 and the thienopyridine of interest for various amounts of time, and the effects on ADP-driven platelet aggregation are directly examined. In this way, the platelet is used as a biosensor for detection of the AM. Using this method, cytochromes P450 capable of converting clopidogrel, prasugrel, and 2-oxo-clopidogrel to metabolites that inhibit ADP-induced platelet aggregation were identified as well as which cytochromes P450 were capable of catalyzing partial reactions (e.g., conversion of 2-oxo-clopidogrel to the AM). These studies show that, in vitro, CYP3A4/5, 2C19, and 2B6 are individually capable of converting clopidogrel and prasugrel to the AM and that the cytochrome P450 preference for these two thienopyridines is very similar.

Footnotes
	Article, publication date, and citation information can be found at http://jpet.aspetjournals.org.

doi:10.1124/jpet.111.184895.

	
ABBREVIATIONS:

	SR-121683
	methyl 2-(2-chlorophenyl)-2-(2 oxo-7,7a-dihydrothieno[3,2-c]pyridin-5(2H,4H,6H)-yl) acetate
	AM
	active metabolite
	SR-26334
	(R)-2-(2-chlorphenyl)-2-(6,7-dihydrothieno[3,2-c]pyridin-5(4H)-yl) acetic acid
	SR-25552
	2-{1-[1-(2-chlorophenyl)-2-methoxy-2-oxoethyl]-4-sulfanyl-3-piperidinylidene) acetic acid
	R-95913
	2-[2-oxo-6,7-dihydrothieno[3,2-c]pyridin-5(4H)-yl]-1-cyclopropyl-2-(2-fluorophenyl)ethanone
	R-138727
	2-[1–2-cyclopropyl-1-(2-fluorophenyl)-2-oxoethyl]-4-mercapto-3-piperidinylidene acetic acid
	LC
	liquid chromatography
	MS
	mass spectrometry
	PGE1
	prostaglandin E1
	2MeSADP
	2-methylthioadneosine diphosphate
	PRP
	platelet-rich plasma
	IPA
	inhibition of platelet aggregation
	%IPA
	percentage inhibition of platelet aggregation
	max %IPA
	maximum percentage inhibition of PA observed after a fixed time of preincubation of platelets/P450/thienopyridine before addition of 2MeSADP (usually 25 min)
	PA
	platelet aggregation.
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