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Antibodies
Antibodies used

Validation

(naquotinib and JBJ-063), 4ZAU [http://doi.org/10.2210/pdb4ZAU/pdb], 5D41 [http://doi.org/10.2210/pdb5D41/pdb], 6DUK [http://doi.org/10.2210/pdb6DUK/
pdb], 3IKA [http://doi.org/10.2210/pdb3IKA/pdb], and 5FEQ [http://doi.org/10.2210/pdb5FEQ/pdb].

Three independent experiments were performed for all cellular assays and at least two experiments were performed for synergy and
fluorescence polarization biochemical assays. These are standard sample sizes for similar published experiments (To et al. Cancer Discovery,
2019; Jia et al. Nature, 2016). Inhibitor dose-response assays were performed once with technical replicates. This is similar to prior
publications on allosteric inhibitors (To et al. Nature Cancer 2022, De Clercq et al. ACS Medchem Lett, 2019).

As noted in the Inhibition Synergy methods section, drug combinations not producing sufficient signal for the accurate fitting of a dose-
response function were excluded based on manual inspection. No other data were excluded from any experiment.

All attempts at replication were successful. Biochemical assays were performed n=2 or n=3 (biological replicates) with technical replicates for
inhibition and fluorescence polarization assays. This is consistent with prior published work on allosteric inhibitors (Jia, et al. Nature, 2016). All
cellular experiments were repeated 3 times (biological replicates).

Samples were not randomly placed in treatment or control groups. The uniformity of the cell lines and purified proteins used does not
warrant randomization to minimize bias between groups. This decision was also made on the precedence set by other studies on allosteric
inhibitors utilizing the same cell lines and enzyme assays (To et al. Cancer Discovery, 2019; Jia et al. Nature, 2016; To et al. Nature Cancer
2022).

Blinding is not utilized in similar biochemical and cellular experiments on EGFR inhibitors. Drug treatment and vehicle controls were
performed via an automated drug dispenser negating the need for blinding since all samples were handled the same way by the machine
without human intervention.

Phospho-EGFR (Tyr1068; #3777), EGFR (#54359), phospho-Akt (Ser473; #4060L), Akt (#9272L), phospho-ERK1/2 (Thr202/Tyr204;
#8544), ERK1/2 (#4695S), Bim (#2933) were purchased from Cell Signaling Technology. The tubulin (T5168-.5ML) and HSP90 (S7947)
antibodies were purchased from Sigma and Santa Cruz Biotechnology respectively. All antibodies were used for Western Blotting. All
antibodies were used at 1:1000 except for tubulin, which was used at 1:10,000.

Each primary antibody was validated to cross react with the species from which the cell lines and tumors were derived. Detailed
validation data, relevant citation and pertinent information regarding the antibody are provided on the manufacturer's websites.




