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CAS No.: 119171-73-2 a
Molecular Formula: C,4H;;NO, OY .
Molecular Weight: 257.24 N 17,
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BIOLOGICAL ACTIVITY

Description ADHP is a fluorogenic peroxidase substrate (Aex=530 Nnm, Agm,;=590 nm).

In Vitro To obtain the parameters K, and ke, for Compound I, two independent methods are used. Initially, the oxidation of ADHP
using the injector functionality built-in to the fluorescence plate reader is studied. The auto-injector dispenses the H,0, to
initiate the reaction, as a means of generating a set of progress curves. Analysis for MPO-mediated oxidation of ADHP gives a
Km of 31+4 UM and the kst of 186+ 6 s1.The kops also increases over the experimental range of ADHP concentrations from 1
to 80 uM and for the converse experiment holding substrate constant over 3 to 45 nM MPO. The apparent second order rate
constant obtain from the slope of kops against ADHP concentration K3PP, . is 2.1+0.2 mM/s[],
MCE has not independently confirmed the accuracy of these methods. They are for reference only.

PROTOCOL

Kinase Assay (1] ADHP, 4-ABAH, 2-ABAH, 4-BAH, 4-FBAH, 4-NBAH, 4-TFMBAH, 3-DMABAH, NaN3 and isoniazid are dissolved in DMSO and
subsequently diluted into assay buffer. The final concentration of DMSO in the reaction is less than 0.5 % (v/v), which does
not affect fluorescence of the oxidized ADHP product 7-hydroxyl-3H-phenoxazin-3-one (resorufin). Reactions of ADHP (20 p
M) are incubated with MPO (2.8 nm) in assay buffer and initiated by the addition of 1/10th volume H,0, from a serial dilution
basin. To determine the effect that the simplest benzoic acid hydrazide inhibitor or its analog 4-TFMBAH has on the heme
catalytic ability of MPO, MPO (1.2 uM) is incubated for 10 min with different concentrations of BAH inhibitor (0, 0.025, 0.25,
2.5,12.5 and 25 mM) with ADHP (40 uM) and timing of the reaction is measured following addition of H,0, (20 uM) ADHP. All
reactions are measured in assay buffer at room temperature. Samples of 20 uL are added to non-reducing sample loading
buffers, and then loaded without prior heating and resolved by 4-15% gradient SDS-polyacrylamide gel electrophoresis(t!.
MCE has not independently confirmed the accuracy of these methods. They are for reference only.
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Caution: Product has not been fully validated for medical applications. For research use only.
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