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Cells are grown in Eagle's basal medium supplemented with 10% fetal bovine serum and 0.25 mg/ml
gentamicin sulfate. Cells are seeded onto 35-mm tissue culture plates at adensity of 1&times;104
celldplate. The plated cells are incubated for 24 hours prior to treatment in a humidified incubator at 37
&quot;Cin an atmosphere of 5% CO2 in air. Drugs are then added: jervine to a final concentration of 5, 10, or
25 &mu;g/ml; retinoic acid at 0.03, 0.30, or 3.0 pg/ml. After a final 48 hours of incubation, media are removed,
the cultures are rinsed three times with phosphate-buffered saline (PBS)EDH 7.4,and the cells are harvested
into 0.5 mlof 0.1% (w/v) trypsin which contained 0.1% EDTA (w/v) in PBS. Each sample is mixed with 9.5 ml
Isoton I, and cellnumbers are determined by using a Coulter Counter. (Only for Reference)
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