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Validation

Clinical design, patients: We compiled a cohort of 15 patients with lung adenocarcinoma and activating EGFR mutations that harbored co-
occurring BRAF mutations with and without prior anti-EGFR treatment. Patients were identified within the Network Genomic Medicine (NGM)
Lung Cancer in Cologne, Germany, Institute Gustave Roussy in Paris, France, and Cantonal Hospital of Lucerne, Switzerland. Treatment,
genetic findings, and survival of these patients were evaluated.

Experimental design: Sample sizes were not determined a priori. Generally accepted sample sizes were used, with reproducable differences
between conditions indicating that the chosen sample sizes were sufficient.

No exclusion data to disclose.

For in vitro experiments at least three independent biological replicates were performed with technical replicates per experiment whenever
feasible (e.g. viability assays). Technical replicates were averaged first and then processed further. All figures thus show averages and
variability calculated from at least three independent experiments. All experimental replicates were included in the final analyses and
successfully validated the experimental findings within the reported degree of variability.

Clinical design, patients: No randomization. We compiled a cohort of 15 patients with lung adenocarcinoma and activating EGFR mutations
that harbored co-occurring BRAF mutations with and without prior anti-EGFR treatment. Patients were identified within the Network Genomic
Medicine (NGM) Lung Cancer in Cologne, Germany, Institute Gustave Roussy in Paris, France, and Cantonal Hospital of Lucerne, Switzerland.
Treatment, genetic findings, and survival of these patients were evaluated.

Experimental design: For in vivo analysis, tumour-bearing mice were randomized based on tumour size before treatment to obtain an equal
mean tumour size and similar distribution of individual sizes at treatment start.

The investigators including molecular pathologists, radiologists, bioinformatics except for the clinicians were blinded to treatment and patient
characteristics (e.g. age, gender) during data collection and analysis until the study was completed.

EGFR (CS-4267, Cell Signaling), p-EGFR (CS-3777, Cell signaling), BRAF-V600E (E-19290, Spring Bioscience), BRAF (SC-5284, Santa
Cruz), ERK (CS-9102, Cell Signaling), p-ERK (CS-4370, Cell Signaling), Akt (CS-2920, Cell Signaling), p-Akt (CS-9271, Cell Signaling) and
Hsp90 (CS-4877, Cell Signaling)

All antibodies are commercially available and have been validated by the manufacturer.




