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(6S,9aS)-N-benzyl-6-[(4-hydroxyphenyl)methyl]-8-
W4 (naphthalen-1-ylmethyl)-4,7-dioxo-3,6,9,9a-tetrahydro-2H-
pyrazino[1,2-a]pyrimidine-1-carboxamide
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1. Prior to starting the assay, prepare the Apo-ONE Caspase-3/7 Reagent, and mix thoroughly. 2. For best
results, empirical determination of the optimal cell number, apoptosis induction treatment and incubation period
for the cell culture system may be necessary. 3. Use identical cell numbers and volumes for the assay and the

negative control samples. 4. Do not mix Apo-ONE Caspase-3/7 Reagent and samples by manual pipetting.
Mixing in this manner is unnecessary and may create bubbles that interfere with fluorescence readings or cross-
72 contaminate the samples. Gentle mixing may be performed using a plate shaker. 5. Total incubation time for the
assay depends upon the amount of caspase- 3/7 present in the sample. 6. The Apo-ONE Caspase-3/7 Reagent is
formulated to mediate cellular lysis and support optimal caspase-3/7 activity. In rare instances, the reagent does
not affect complete lysis of cultured cells. In such cases, lysis is enhanced by a freeze-thaw cycle. For best
results, freeze at -70°C, then thaw at room temperature. After equilibration, mix to homogeneity and incubate
until measurable fluorescence is achieved.
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