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Assay of Cytotoxic Activity Using P388 Cells

P38% cells, supplied by Dr. S. Tsukagoshi of the Japan Foundation for Cancer
Research, were maintained in RPMI-1640 medium (Nissui Pharm. Co., Ltd.)
supplemented with 5% fetal calf serum(Mitsubishi Chemical Industry Co., Ltd) and
Kanamycin (100ug/ml). The cells (3 X 10°cell/well) were cultured in Coming
disposable 96-well plates containing 100 of growth medium per well and were
incubated at 37° C in a humidified atmosphere of 5% CO2. Various drug
concentrations (10ml) were added to the cultrues at day 1 after the transplantation.
At day 3, 20ml MTT solution (Smg/ml)per well was added to each cultured
medium. After a further 4h of incubation, 100ml of 10% SDS-0.01N HCI solution
was added to each well and the formazan crystals in each well were dissolved by
stirring with a pipette.

The optical density measurements were made by using a microplate reader(Tohso
MPR-A41) with a two wavelength system (550 and 700nm).

In all these experiments, 3replicate wells used to determine each point.
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