Supplementary Material and Methods

Sequencing EGFR and KRas: DNA mutational analysis was performed on formalin-fixed paraffin embedded tumor tissues. Area with a tumoral cell content above than 60% were selected by a pathologist and macrodissected. DNA was extracted using a commercial available kit (QIAamp DNA FFPE Tissue kit, Qiagen) and used to amplify exons 18 through 21 of EGFR and exon 2 and 3 of KRAS. Briefly, the polymerase chain reaction products were purified by enzyme treatment with Exonuclease I and Shrimp Alkaline Phosphatase (SAP) (GE Healthcare, Life Sciences). The cycle sequencing reactions were carried out using BigDye Terminator chemistry (Applied Biosystems), followed by removing of unincorporated reagents with BigDye XTerminator kit (Applied Biosystems). Sequencing reaction products underwent capillary electrophoresis using 3500Dx Genetic Analyzer (Applied Biosystems) and were sequenced on both forward and reverse directions. Mutation was confirmed in two independent experiments.

Thirty-two out of 47 specimens of the same tumor series, corresponding to 68% of all the samples, were re-evaluated by the Allele-Specific PCR test (cobas) cobas in order to check for EGFR mutations with a more sensitive technique. The details of all the samples analyzed are illustrated in Supplementary Table 4. Area with a tumoral cell content above than 60% was selected by a pathologist and macrodissected. DNA was re-extracted with cobas DNA Sample Preparation kit and analyzed with cobas 4800 EGFR Mutation Test (Roche Molecular System Inc., Branchburg, New Jersey, USA). All the 32 EGFR wild-type samples tested with cobas were confirmed mutation-negative. 
FISH EGFR: routine 4 micron-thick sections were incubated at 37°C overnight, deparaffinized at 60°C in xylene for 1h, and dehydrated in 100% ethanol. After incubation in TrisHCl, pH9 at 99°C for 20 minutes sections were digested with pepsin diluited in HCl 0.01N for 20 minutes, rinsed in saline-sodium citrate (SSC) buffer (pH7) at room temperature for 2 minutes and dehydrated in ethanol. FISH assays were performed using the Vysis LSI EGFR SpectrumOrange/CEP7 SpectrumGreen Probe (Abbott Molecular Inc., Des Plaines, USA.

The slides, with the EGFR probe, were incubated at 80°C for 10 minutes for co-denaturation of chromosomal and probe DNA, and the hybridization occurred in a humidified chambre at 37°C overnight. Posthybridization washes were performed in SSC buffer (pH7) for 1 minute at room temperature, in 2XSSC for 3 minutes at 72°C and in phosphate buffered saline (PBD) for 3 minutes at room temperature. 4’6-diamidino-2-phenylindole (DAPI 1000ng/Ml, Abbott Molecular Inc. Des Plaines, IL USA) was applied for chromatin counterstaining. 
Analysis was performed on a Leica DM 6000 fluorescence microscope. In a cell with normal copy number of the EGFR gene and chromosome 7, two orange signals (EGFR), and two green signals (chromosome 7) were observed. Simultaneously, the copy number of chromosome 7 was quantified by enumeration of the green signals, observed within the same cell. Therefore, enumeration of both the orange EGFR and green CEP 7 signals provide a mechanism for determining EGFR copy number relative to total chromosome 7 copy number. The results were evaluated according to the guidelines proposed by Cappuzzo et al., JCO, Vol.23, No 28 (October 1), 2005: pp. 6829-6837.
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