FIGURES LEGEND
Figure 1. Inhibition of EGFR tyrosine kinase activity by AL237 by in vitro competitive binding assay.  (a) AL237 competitive inhibition of phosphorylation of purified EGFR receptor detected by anti-phoshotyrosine antibodies in an ELISA assay. Each point represent the mean of two independent experiments run in triplicates, and the bars, SD. (b) Inhibition of EGFR tyrosine phosphorylation in MDA-MB-468 cells by western blot. Breast cancer cells were treated with dose range of AL237 for 2h, induced with EGF (50 ng/ml) for 20 min to determine dose-dependent inhibition of EGFR activation. (c) Spot densitometry results of the ratio of p-tyrosine EGFR over total EGFR bands from western blot in Fig. 1b used to determine 50% inhibition of EGFR phosphorylation in whole cells.
Figure 2. Inhibition of EGFR activation by AL237 in DU145 and MDA-MB-468 cells using western blot analysis.  Cells were starved overnight, treated with the drug for 2h 30 min, stimulated with EGF (50 ng/ml) for 20 min and lysed. AL237 inhibits EGFR phosphorylation upon EGF stimulation in a dose-dependent manner in (a) DU145 prostate cancer cells, (b) MDA-MB 468 breast cancer cells. Blockade of EGFR phosphorylation was accompanied by inhibition of ERK1,2, BAD phosphorylation and down-regulation of DNA repair proteins ERCC1 and XRCC1.
Figure 3. DNA damage by AL237 in MDA-MB 468. (a) MDA-MB-468 cells were exposed to a 2h treatment with a dose range of AL237 and drug-induced DNA damage was assessed by measuring the comet tail moment using an alkaline comet assay. Comet tail moment as calculated by comet IV software (Perceptive Instruments) demonstrates strong DNA damage in a dose dependent manner. Each point is the average value of 2 independent experiments with a minimum of 50 comets scored for each drug concentration (0, 6.25, 12.5, 25, 50, 100 (M) normalized by the control (no treatment). (b) Visualization of DNA comets in MDA-MB-468 cells by SYBR Gold fluorescent staining using fluorescence microscopy at 200X magnification. 
Figure 4. Fluorescence of the two AL237 hydrolyzed fragments and N-dansylaziridine in NIH3T3, EGFR and ErbB2 expressing cells: one (aminoquinazoline) emitting at 451nm (blue) and the other (dansylated DNA damaging species) emitting at 525 nm (green). Cells were fixed in the plate with 70% ethanol for 30 min, washed with PBS and analysed by Leica microsystems (400X magfnification). Drug-generated cell fluorescence was observed by microscopy in NIH3T3 and NIH3T3  EGFR/ErbB2 expressing cells after 2h drug treatment with 50 (M AL237 (a) and N-dansylaziridine (b) Difference in fluorescence intensity and cellular distribution was observed between the cell lines as compared to control drug fluorescence. Each fragment fluorescence was recorded with individual filters and the overlay image assembled to confirm drug co-localization. Measuring the accumulation of AL237 two fluorescent molecules, products of AL237 hydrolysis by FACS: (c) blue fluorescence of aminoquinazoline, (d) green of dansylated fragment in NIH3T3 and EGFR and ErbB2 transfectants after 45 min drug exposure. The accumulated drug-associated fluorescence in the cells is normalized over background cell fluorescence in the control. Each point is the average value of 3 independent experiments performed in duplicate for each cell line. 

Figure 5. Selective antiproliferative effect of AL237 and Iressa on NIH3T3 and LnCaP EGFR/ ErbB2 expressing cells.  Cells were exposed to each drug for 4 days and growth inhibition of the drugs was measured using SRB assay. (a) AL237 has 5-fold lower IC50 on EGFR and ErbB2 expressing cells as compared to control cells, (b) Iressa has 20-fold difference in IC50 between wild type and EGFR/ErbB2 transfectants (c) Iressa and AL237 inhibitory effect is similar on LnCap cells with no strong selectivity observed between in the EGFR transfectants as compared to the wild type control cells. Each point represents the mean of 3 experiments each performed in triplicate.
Figure 6. Nuclear accumulation of AL237 and N-Dansylaziridine in NIH3T3, EGFR and ErbB2 expressing cells. (a) Cells were treated with 100 (M AL237 or N-dansylaziridine for 1h. After the drug treatment, cells were embedded in agarose gel, lysed, electrophoresed and the nuclei analyzed under neutral conditions. Single nuclei were observed by fluorescence microscopy at 100X magnification and 525 nm emission for the accumulation of either dansylaziridine or the dansylated fragment of AL237. (b) Quantification of each fluorescent fragment, products of AL237 hydrolysis (b, d) or N-dansylaziridine (c) as control in nuclei of NIH3T3 and cells transfected with EGFR or ErbB2 gene. Cells were treated with five doses of AL237 (b, d) or N-dansylaziridine (c) for 45 min and then lysed in Vindelov’s solution. Minimum 10,000 cell nuclei were analyzed by FACS and the fluorescence from each molecule measured and represented as mean fluorescence normalised over the control. 

