
Supplementary Figure Legends

Supplementary Figure 1. The effects of combination therapy with afatinib and 

cetuximab. (A) PC9/BRc4 cells, which are another erlotinib-resistant clone derived 

from polyclonal TKI-resistant PC9 cells, were plated in soft agar and treated with 

erlotinib (E), cetuximab (C), afatinib (A), or either the combination of erlotinib plus 

cetuximab or afatinib plus cetuximab for 8 days, after which absorbance levels were

measured in accordance with the manufacturer’s protocol. Data are means ± SD of 

triplicates from an experiment that was repeated a total of 3 times with similar results.

(B) Cells were serum starved for 12 hours prior to treatment with the indicated drugs for 

8 hours, after which cell lysates were subjected to immunoblot analysis with antibodies 

against the indicated proteins. (C) Cells were serum starved for 12 hours (-) prior to 45-

minute serum activation (+), then lysed and subjected to immunoblot analysis with 

antibodies against the indicated proteins.  

Supplementary Figure 2. The effects of combination therapy with afatinib and 

cetuximab (continued). (A) Tumor lysates from C/L+T mice untreated or treated with 

afatinib/cetuximab for 5 days were hybridized to phospho-RTK arrays in accordance 

with the manufacturer’s protocol (A) and immunoblotted (B). Representative 

membranes were shown. (C) Cells were transfected with siRNAs (scramble, an EGFR 

pool, EGFR siRNA sequences 1-2, a HER2 pool, or HER2 siRNA sequences 1-3) for 

120 hours, after which cell viability was assessed as described in Methods. Data are 

expressed as a percentage of the value for cells transfected with scramble siRNA and 
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are means of triplicates from experiments that were repeated a total of 3 times with 

similar results.

Supplementary Figure 3. Increased murine Her2 expression in erlotinib-resistant 

mutant EGFR-induced transgenic mouse tumors. Quantitative PCR results of Her2 

expression normalized to SPC (Surfactant Protein C) expression from untreated tumors 

(UT1-2) and erlotinib-resistant tumors (RT1-18) as indicated. Adjacent normal lung 

(RN1-7) from the animals was also analyzed. The green star indicates tumors harboring 

the T790M mutation. Data are shown as mean fold change +/- SEM over the reference 

sample (UN1).

Supplementary Figure 4. Levels of HER2 affect the sensitivity of EGFR-mutant 

NSCLC cells to EGFR TKIs. (A, B) Cells were transfected with siRNAs (a scrambled 

sequence, an EGFR pool, EGFR siRNA sequences 1-2, a HER2 pool, or HER2 siRNA

sequences 1-3) for 120 hours, after which cells were harvested and subjected to 

Immunoblot analysis with antibodies against the indicated proteins, or cell viability was 

assessed as described in Methods. Data are expressed as a percentage of the value for

cells transfected with scramble siRNA and are means of triplicates from experiments 

that were repeated a total of 3 times with similar results.

Supplementary Figure 5. Effect of HER2 overexpression on the sensitivity of 

HCC827 cells to EGFR-TKIs. (A) Cells stably transfected either empty vector (Mock) or 

a HER2 expression vector (clones 1-3) were harvested and subjected to immunoblot 
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analysis with antibodies against the indicated proteins. (B) Cells were incubated for 24 

hours prior to treatment with erlotinib, cetuximab, or afatinib for 72 hours in serum free 

medium, after which cell viability was assessed as described in Methods. Points, mean 

of triplicates from experiments that were repeated a total of three times with similar 

results; bars, SD.

 


