Figure legends

Figure 1. (A & B) The effect of P276-00 and doxorubicin treatment on growth of three NSCLC cell lines.  Cells were seeded in 96-well plates and incubated overnight. P276-00 was added at the indicated concentrations and cells were further incubated for 48 h. Cell proliferation was determined using PI assay. (C & D) The 50 % inhibitory concentrations of P276-00 and doxorubicin in three different NSCLC cell lines. (E) Effect of P276-00 and doxorubicin used singly or in combination on survival of H-460, H1299, H23 cell lines.  The cells were treated as described under Materials and method section. There was significantly higher growth inhibition of the cells treated with doxorubicin (24 h) followed by P276-00 at IC50 concentration for 72 h compared to the cells treated with either agent alone.
Figure 2. The effect of P276-00, doxorubicin and the combination of doxorubicin followed by P276-00 on cell proliferation, cell cycle and on recovery of cells after the treatment. (A) Cells were treated with 200 nM doxorubicin for 24 h or 800 nM of P276-00 for 72 h or combination of both. (B) Cells were treated with 100 nM doxorubicin for 24 h or 1200 nM P276-00 for 96 h or combination of both. (C) Percent of cell population in different phases of cell cycle. (D) Percent of cell population in sub-G1 phase after treatment with either drug alone or combination for 96 h and 120 h and (E) Recovery of cells after the drug treatment was studied at different timepoints i.e. 0 h, 6 h, 18 h, 24 h and 48 h. Cell cycle analysis using Flow cytometry shows the percentage apoptosis in drug alone and combination treatment in comparison to untreated control. 

Figure 3. (A) Annexin-V staining for detection of apoptosis and (B) Clonogenic assay in H-460 cells after treatment with doxorubicin alone (100 nM for 24 h) or P276-00 (1200 nM for 96 h) alone or combination of doxorubicin (24 h) > P276-00 (96 h).

Figure 4.  RT-PCR and Western blot analysis in H-460 cells. (A) Effect of combination of P276-00 and doxorubicin or either of the drugs alone on the protein levels 1. Control, 2. P276-00, 3. doxorubicin, 4. doxorubicin> P276-00. (B) mRNA analysis of cyclin B1, Cdk-1, cyclin D1, Cdk-4 and Cox-2.  Samples were obtained from H-460 cells treated with 100 nM of doxorubicin and/or 1200 nM P276-00 at various time points as indicated in the figure. 

Figure 5. The combination treatment of doxorubicin with P276-00 showed significant tumor growth inhibition in H-460 xenograft model. (A) Differences in the tumour weight (mg). (B) Percent growth inhibition after treatment. Statistically significant difference (P <0.05) of the combination treatment of doxorubicin and P276-00 compared with the control was seen.
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