Supplementary biomarker methodology
Tissue slides from formalin fixed, paraffin embedded tissue were generated at 4 μm. HER2 IHC was performed with the HercepTest (DAKO) using the DAKO Autostainer Plus according to the manufacturer’s instructions. An oil-bath was used for antigen retrieval. A score of 3 + was defined as HER2-positive; IHC scores of 2 + were investigated using FISH. The pharmDx kit (DAKO) was used according to the manufacturer’s instructions. In cases where the HER2/CEP17 ratio was between 1.8 and 2.2, the FISH reading was repeated with a 40 cell count. A HER2/CEP17 ratio ≥ 2.0 was defined as HER2-positive. EGFR IHC was performed with the pharmDx test (DAKO) using the DAKO Autostainer Plus according to the manufacturer’s instructions. EGFR-positive staining was defined as any IHC staining of tumor cell membranes above background level irrespective of the completeness of membrane staining. ER and PgR testing was performed using the pharmDx test (DAKO) on the DAKO Autostainer Plus according to the manufacturer’s instructions. ER/PgR IHC staining was evaluated according to the Allred Scoring guideline described in the pharmDx kit; a total score of ≥ 3 was defined as positive. CK 5/14 IHC was performed with antibody clones D5/16/B4, M7237 (DAKO) using an autostainer and with mouse monoclonal antibody cocktail Mob 433 (Zytomed) on an autostainer. CK 5/6/14 evaluation was performed according to Nielsen et al. [1]. CK staining was scored positive if any cytoplasmic and/or membranous invasive carcinoma cell staining was observed. For analytical determination of serum HER2 ECD, EGFR ECD and CA 15.3 levels serum samples were collected on day 1 and 14 of courses 1 and 2, and day 1 of all subsequent courses and at end of trial, all prior to drug administration. Quantitative determination of circulating HER2 EDC was performed by ELISA (Siemens) according to the manufacturer’s instructions.
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