Supplementary Material

Supplementary Table S1. Combination index values.

Supplementary Figure S1. Effect of metformin-afatinib combined treatment on EGFR signaling pathway.
Cells were seeded and treated for 72 hours with their respective metformin-afatinib concentrations. GAPDH
was used as constitutive control, western blot images were analyzed by ImageJ] (NIH) and represented as bars.
Images are representative for three independent experiments and the results of area are presented as mean + SD
of these three independent experiments. Data were normalized regarding endogenous control and statistically

analyzed by one-way ANOVA. *P<0.05, **P<0.01, *** P<0.001, **** P<(.0001

Supplementary Figure S2. Effect of metformin-afatinib combined treatment on glycolytic enzymes and
proteins. Cells were seeded and treated for 72 hours with their respective metformin-afatinib concentrations.
GAPDH was used as constitutive control, western blot images were analyzed by ImageJ (NIH) and represented
as bars. Images are representative for three independent experiments and the results of area are presented as
mean + SD of these three independent experiments. Data were normalized regarding endogenous control and

statistically analyzed by one-way ANOVA. *P<0.05, **P<0.01, *** P<(.001, **** P<0.0001

Supplementary Figure S3. Effect of metformin-afatinib combined treatment on OXPHOS subunits. Cells
were seeded and treated for 72 hours with their respective metformin-afatinib concentrations. we evaluated
expression changes by western blot. Images are representative of three independent western blot experiments
GAPDH was used as constitutive control, western blot images were analyzed by ImageJ (NIH) and represented
as bars. Images are representative for three independent experiments and the results of area are presented as
mean + SD of these three independent experiments. Data were normalized regarding endogenous control and

statistically analyzed by one-way ANOVA. *P<0.05, **P<0.01, *** P<0.001, **** P<(.0001



