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Simultaneous detection of the hydroxylation product
and H,0, generated by a P450 monooxygenase

QUANTIFICATION OF OXIDATIVE ENZYMATIC REACTIONS INSIDE LIVING CELLS

Monitoring of oxidase activity using OxyR
biosensor for H,0,
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Steady-state kinetic parameters? for PcAOX

P450 NADPH Ox.’ iTOF? Coupling BeAOX Ky Kex Kyfkeoe
BM3  (umol o imolpysg ™ min™)  (umol, oy imMolp,ss ™ min) (%) (mM) (s (M-Ts7T)
WT 24 £1 n.d. 10 % WT n.d. 0.2 n.d.

M3 255+ 89 140 50 % F101S 580 3 5

" NADPH depletion monitored via absorbance at 340 nm
k 2 Product formation via gas chromatography

2 Values obtained using the HRP-coupled assay in 50 mM potassium phosphate, pH 7.5
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