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Fig. 3. Detection of phospholipase A, activity during purification. 
Assay of fractions obtained from size-exclusion chromatography of C. mitchelli pyrrhus venom on 

BioGel P-100; activity was located in the second peak. 

observed at higher detergent concentrations or after the addition of EDTA, as determined 
by preliminary experiments. Alternatively, the addition of Triton X-100 may change the 
aggregation state of the substrate (not determined), making it inaccessible to the enzyme. 

The method described here has been particularly useful for assaying large numbers of 
fractions generated during low-pressure column chromatographic isolation of large 
amounts of PLA2. Enzyme activity was easily and specifically followed during gel filtration 
and ion-exchange chromatography. It should also be useful for the detection of PLAL 
during HPLC isolation procedures, and the method is amenable to further automation via 
microtiter plate-reading systems. However, since these systems may not be as generally 
available, the present method was developed to provide reasonably sensitive and rapid 
detection of PLA2 activity during purification procedures. It should be stressed that other 
assay systems are available for the determination of kinetic parameters and substrate 
specificity, but for assaying multiple samples simultaneously this method has proved quite 
effective. The method is also useful for the comparison of enzyme levels present in venoms 
and other tissues, 
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