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    Abstract

        Etoposide is a DNA topoisomerase II inhibitor widely used in the treatment of a variety of malignancies that is also associated with therapy-related leukemia. The cytochrome P450 (P450)-derived catechol and quinone metabolites of etoposide may be important in the damage to the MLL (mixed lineage leukemia) gene and other genes resulting in leukemia-associated chromosomal translocations. Kinetic analysis of catechol formation by recombinant P450s was determined using liquid chromatography/selected reaction monitoring/mass spectrometry. CYP3A4 was found to play a major role in etoposide metabolism (Km = 77.7 ± 27.8 μM; Vmax = 314 ± 84 pmol of catechol/min/nmol of P450). However, CYP3A5 (Km = 13. 9 ± 3.1 μM; Vmax = 19.4 ± 0.4 pmol of catechol/min/nmol of P450) may be involved in etoposide metabolism at therapeutic concentrations of free drug. Other P450s do not appear to be involved in etoposide catechol formation. Real-time polymerase chain reaction and Western blot analysis revealed significantly increased CYP3A4 mRNA and protein levels in hepatocytes treated with 10 μM rifampicin compared with untreated cells, but only modest effects of rifampicin on CYP3A5 induction. Etoposide (40, 5, 1, and 0.25 μM) caused a slight increase in CYP3A4 mRNA in three of five batches of hepatocytes but did not result in proportionately increased CYP3A4 protein levels. At high concentrations, etoposide induced only a modest increase in CYP3A5 mRNA and protein levels in four of five batches of hepatocytes. Alternatively, coadministration of other drugs with etoposide may account for the increase in etoposide catechol formation during therapy with etoposide.

      
Footnotes
	
          
          ↵1 Current address: Department of Discovery Biotransformation, Bristol-Myers Squibb Company, 5 Research Parkway, Wallingford, CT 06492.

        
	
          
          ↵2 Current address: Department of Clinical Discovery Analytical Sciences, Bristol-Myers Squibb Company, 1 Squibb Drive, New Brunswick, NJ 08903.
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        ABBREVIATIONS:MLL, mixed lineage leukemia; P450, cytochrome P450; kb, kilobase(s); LC/MS/MS, liquid chromatography-tandem mass spectrometry; HMM, hepatocytes maintenance medium; DMSO, dimethyl sulfoxide; etoposide, 4′-demethylepipodophyllotoxin-9-(4,6-O-ethylidene)-β-d-glucopyranoside; PCR, polymerase chain reaction.
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