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In the course of exploring a sensitive fluorometric assay for amidase 

activity of hydrolytic enzymesl)such as leucine aminopeptidase2), trypsin and 

so on, we have been noticed usefulness of 7-amino-4-methylcoumarin(lJ and its 

amide derivatives as a useful fluorogenic substrates 

1 - 2 - 3 - 
Recently, 4-chloro-7-nitro or 7-sulfobenzo-2-oxa-l,3-diazole(2or 3) have 

been used as a fluorogenic probe in biological research3). A benzo-2-oxa-1.3- 

diazole system is expected to be a promising candidate as a fluorogenic amine. 

We describe the preparation of 7-(N-tosyl or N-mesyl-L-phenylalany1)amino-4- 

nitrobenzo-2-oxa-1,3-diazole(4) and its ability to serve as a sensitive fluoro- 

genic substrate for chymotrypsin. 

10, 

NO2 + H20 - N-M-L-PheOH + H2N 

Kinetic Parameters 

substrate Km(M)  cat (s-') ~caf/~m(s-'~-') 

4a 1.92~10-~ 4.13 2.15rlo5 

4b 3.1340-~ 3.69 1.18*10 4 
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