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Validation

The sample sizes for the single-molecule experiments are provided in the supplementary information and was selected based on other
immobilization based single-molecule FRET experiments on a confocal setup (PNAS, 97, 13021, 2000; PNAS, 94, 7932, 1997). No sample size
calculations were performed for the in vivo experiments. The number of biological replicates performed was to ensure statistically significant
differences and draw valid conclusions. At least three independent experiments were carried out as has been historically accepted.

There were no data exclusions in our study.

Replicate information for the single-molecule FRET and in vivo experiments can be found in the respective figure legends.

This information does not apply to our submission: no experimental groups or group allocation were performed or designed.

Blinding was not applicable in these contexts because group allocation was not required for these studies.

1. Anti-EGFR Antibody (A-10) from Santa Cruz BioTechnology (Catalog Number: sc-373746)

2. Human Phospho-EGFR (Y1068) Antibody from R&D systems (Catalog Number: MAB3570)

3. Goat anti-Mouse IgG (H+L) Highly Cross-Adsorbed Antibody Alexa Fluor 790 from ThermoFisher (Catalog Number: A11357)

4. EGFR from Cell Signaling Technologies (Catalog Number: 2232)

5. Phospho-Tyrosine (P-Tyr-1000) from Cell Signaling Technologies (Catalog Number: 8954S)

6. Phospho-EGF Receptor (Tyr1068) from Cell Signaling Technologies (Catalog Number: 2234)

7. Phospho-EGF Receptor (Tyr1045) from Cell Signaling Technologies (Catalog Number: 2237)

8. Phospho-EGF Receptor (Tyr992) from Cell Signaling Technologies (Catalog Number: 2235)

9. Akt from Cell Signaling Technologies (Catalog Number: 9272)

10. Phospho-Akt (Ser473) from Cell Signaling Technologies (Catalog Number: 9271)

11. p44/42 MAPK (Erk1/2) from Cell Signaling Technologies (Catalog Number: 9102)

12. Phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204) from Cell Signaling Technologies (Catalog Number: 9101)

13. !-Actin from Sigma (Catalog Number: A1978)

14. Goat Anti-Mouse IgG (H + L)-HRP Conjugate from BioRad (Catalog Number: 1706516)

15. Goat Anti-Rabbit IgG (H + L)-HRP Conjugate from BioRad (Catalog Number: 1706515)

Antibodies 1-3 from above were also confirmed by our lab using cell-free experiments. Anti-EGFR Antibody (A-10) from Santa Cruz
BioTechnology (Catalog Number: sc-373746) has been used for detection of EGFR in cell lysates (Mol Cancer Ther., 20(9), 1640, 2021;
Cell Reports, 37, 110096, 2021). Human Phospho-EGFR (Y1068) Antibody from R&D systems (Catalog Number: MAB3570) has been
used for detection of phosphorylated Y1068 in EGFR in cell lysates (Translational Oncology, 14(2), 100961, 2020; Nat Commun, 10




