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SUPPLEMENTARY DATA S1 
EGFR mutation analysis 
DNA was extracted from deparaffinated tumour tissue obtained by laser capture microdissection 
(Palm, Oberlensheim, Germany). Tissue was incubated overnight with proteinase K, and then DNA 
was extracted with phenol-chloroform and ethanol precipitation. Primers and cycling conditions for 
PCR amplification nested PCR and direct sequencing for exons 19 and 21 of the EGFR gene 
(GenBank accession number: X00588) were performed as previously described (16, 17). Primers 
were as follows: exon 19 (first PCR, forward 5’-GCAATATCAGCCTTAGGTGCGGCTC-3’, and 
reverse 5’-CATAGAAAGTGAACATTTAGGATGTG-3’; nested PCR, forward 5’-
GTGCATCGCTGGTAACATCC-3’ and reverse 5’-TGTGGAGATGAGCAGGGTCT-3’); exon 21 
(first PCR, forward 5’-CTAACGTTCGCCAGCCATAAGTCC-3’ and reverse 5’-
GCTGCGAGCTCACCCAGAATGTCTGG-3’, nested PCR, forward 5’-
GCTCAGAGCCTGGCATGAA-3’ and reverse 5’-CATCCTCCCCTGCATGTGT-3’). Both first 
and nested PCRs were performed in 50-µL volumes adding 2 µL of DNA from each sample, 1 U of 
Ecotaq Polimerase (Ecogen, Barcelona, Spain), 5 µL of PCR buffer x10, 250 µM dNTPs, 1 mM 
MgCl2 and 0.5 µM of each primer. Amplification consisted in 20 cycles of 30 sec at 95ºC, 30 sec at 
62ºC and one min at 72ºC (first PCR both 19 and 21 exons). For the nested PCR, amplification was 
performed using 3 µL of first PCR product, 1 U of Ecotaq Polimerase, 250 µM dNTPs, 1 mM 
MgCl2 and 0.5 µM of each primer. It consisted in 35 cycles of 30 sec at 95ºC, 30 sec at 64ºC and 
one min at 72ºC for both exons. DNA from PC-9 and H1975 cell lines was used as a positive 
control for mutations in exon 19 and 21, respectively. PCR amplification was visualized on a 1% 
agarose gel. After ExoSAP-IT (USB Corporation, Cleveland, OH) clean-up, sequencing was 
performed using forward and reverse nested primers with the 3130 Genetic Analyzer (Applied 
Biosystems, Foster City, CA). Electropherograms were analyzed using Seqscape v2.1.1 software in 
combination with Factura. In addition, exon 19 deletions were also analyzed by length analysis of 
fluorescently labelled PCR products, using the following primers: 5’-
ACTCTGGATCCCAGAAGGTGAG-3’ and reverse 5’-FAM-
CCACACAGCAAAGCAGAAACTC-3’. Amplification was carried out for 40 cycles (30 sec at 
95ºC, 30 sec at 58ºC and one min at 72ºC) in 50µL volumes containing 1 U of Ecotaq Polimerase, 
250 µM dNTPs, 1 mM MgCl2 and 0.5 µM of each primer. One microliter of each PCR diluted 
product was mixed with 0.25 µL of GeneScan -500 LIZ size standard (Applied Biosystems) and 9 
µL HI-DI formamide (Applied Biosystems) at 93ºC for 3 min.  
Separation was done with the capillary electrophoresis system (3130 Genetic Analyzer, Applied 
Biosystems). The collected data were analyzed with the GeneScan Analysis Software (Applera, 
Norwalk, CT). DNA from the PC-9 cell line was used as a positive control for exon 19 deletion. 
Point mutations in the exon 21 were also analyzed by allelic discrimination TaqMan assay with the 
following primers and probes: forward primer: 5’-AACACCGCAGCATGTCAAGA-3’, reverse 
primer 5’-TTCTCTTCCGCACCCAGC-3’; probes 5’-FAM-CAGATTTTGGGCGGGCCAAAC-
TAMRA-3’ and 5’-VIC-TCACAGATTTTGGGCTGGCCAAAC-TAMRA-3’). Amplification was 
performed in 25-µL volumes containing 2 µL of purified DNA, 12.5 µL of Ampli Taq Gold PCR 
Master Mix (Applied Biosystems), 0.6 µM of each primer and 0.2 µM of probes. Samples were 
submitted to 40 cycles of 15 sec at 94ºC and 1 min at 60ºC in an Abi Prism 7000 Sequence 
Detection System (Applied Biosystems). DNA from the H1975 cell line was used as a positive 
control for exon 21 mutations. Each sample was re-analyzed independently.  
 


