Supplementary Materials
1. Inhibition assay of peptides 1 and 2 against EGF receptor dimerization

Human epidermal carcinoma A431 cells were cultured in Dulbecco’s modified Eagle’s medium (DMEM; Nacalai Tesque, Inc., Kyoto, Japan) supplemented with 10% fetal bovine serum (FBS) and antibiotics, at 37°C under a humidified atmosphere of 5% CO2.  The cells (confluent in a 10-cm dish) were solubilized for 10 min with 1 ml of a buffer containing 20 mM HEPES (pH 7.4), 1% Triton X-100, 10% glycerol, 1 mM EGTA, and 1 mM phenylmethylsulfonyl fluoride (PMSF).  The extract was centrifuged at 250,000 × g, at 4°C for 10 min, and the protein concentration of the supernatant was determined with a BCA™ Protein Assay kit (Pierce Biotechnology, Inc., Rockford, IL, USA).  Aliquots of the supernatant, diluted with the solubilization buffer to 120 μg/100 μL protein, were pre-treated with the indicated amount of peptide 1 or 2 for 30 min.  After an incubation with or without 7 μg/mL human EGF (recombinant, R&D Systems, Inc., Minneapolis, MN, USA) for 10 min, the solubilized complexes were treated with 1 mM BS3 (Pierce Biotechnology, Inc.) for 10 min to covalently cross-link the EGF receptor molecules in the dimer state.  After termination of the cross-linking reaction with 50 mM glycine, the complexes were separated by SDS-PAGE (Novex® 4% Tris-Glycine Gel, Invitrogen Corporation, Carlsbad, CA, USA) and were transferred onto a PVDF membrane (iBlot™ Transfer Stack, Invitrogen Corporation) for immunoblotting with a rabbit polyclonal anti-EGFR antibody (1005) (sc-03, Santa Cruz Biotechnology, Inc., Santa Cruz, CA, USA).  Protein bands were visualized by the Amersham ECL Plus system (GE Healthcare Ltd., Buckinghamshire, UK) with a peroxidase-linked anti-rabbit IgG (NA934, GE Healthcare Ltd.) as the secondary antibody.  Intensities of the visualized bands were quantified with a Luminescent Image Analyzer, LAS-4000mini (FUJIFILM Corporation, Tokyo, Japan).
2. Inhibition assay of the cyclic peptide (peptide 1) against autophosphorylation of the EGF receptor 
After starvation in serum-free medium containing 1 mg/mL BSA for 24 h, A431 cells (~95% confluent in 6-cm dishes) were incubated with an appropriate amount of peptide 1 for 3 h, and then 20 ng/mL human EGF (recombinant) was added to stimulate the cells for 5 min.  The cells were lysed for 30 min on ice in a buffer containing 30 mM Tris-HCl (pH 7.4), 150 mM NaCl, 5 mM EDTA, 40 mM 2-glycerophosphate, 10% glycerol, 1% NP-40, 10 mM NaF, 1 mM sodium orthovanadate, 1 mM PMSF, 2 μg/mL aprotinin, and 2 μg/mL leupeptin.  Cell debris was removed by microcentrifugation at 4°C for 5 min, and the protein concentrations of the whole-cell lysates were measured with a BCA™ Protein Assay kit.  After pre-treatment with diluted rabbit serum and Protein A/G PLUS-Agarose (sc-2003, Santa Cruz Biotechnology, Inc.), the lysates (150 μg total protein) were subjected to immunoprecipitation with a rabbit polyclonal anti-EGFR antibody (1005) and the Protein A/G PLUS-Agarose at 4°C for 1 h.  The immuno​precipitates were resolved by SDS-PAGE (NuPAGE® 4–12% Bis-Tris Gel, Invitrogen Corporation) and were transferred onto an iBlot™ Transfer Stack PVDF membrane for immunoblotting with a mouse monoclonal anti-phosphotyrosine antibody (PY99) (sc-7020, Santa Cruz Biotechnology, Inc.).  Protein bands were visualized by the Amersham ECL Plus system with a peroxidase-linked anti-mouse IgG (NA931, GE Healthcare Ltd.) as the secondary antibody.  Additionally, to determine the receptor amounts loaded on each lane of the SDS-PAGE gel, the blotted membrane was reprobed with a rabbit polyclonal anti-EGFR antibody (1005) in combination with a peroxidase-linked anti-rabbit IgG secondary antibody (NA934).  Intensities of the visualized bands were quantified with an LAS-4000mini image analyzer.
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