RT-PCR

A431 cells were grown to confluence in 6-well plates and then incubated in serum-free medium for 18 h. Cells were exposed to the indicated concentrations of drug prior to stimulation with EGF (50 ng/ml) for 30 min. Total RNA was isolated using the High Pure RNA Isolation Kit of Roche Molecular Bochemicals (Germany), following the manufacturer’s instructions. Quantitative analysis of c-fos mRNA and GAPDH mRNA (2 g of RNA for each sample) was preformed by Titan One Tube TR-PCR Kit (Roche Molecular Bochemicals), following the manufacturer’s instructions and using the following primers: 5’ATGATGTTCTCGGGCTTC3’ (sense), 5’CTCCTGCCAATGCTCTGC3’ (antisense) for c-fos and 5’CCATGGAGAAGGCTGGGG3’(sense), 5’CAAAGTTGTCATGGATGACC3’ (antisense ) for GAPDH.

