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Antibodies
Antibodies used

Validation

[http://doi.org/10.2210/pdb2FB8/pdb], 3WIG [http://doi.org/10.2210/pdb3WIG/pdb], 4FJ3 [http://doi.org/10.2210/pdb4FJ3/pdb], 4MNE [http://doi.org/10.2210/
pdb4MNE/pdb], 4RZV [http://doi.org/10.2210/pdb4RZV/pdb], 5J17 [http://doi.org/10.2210/pdb5J17/pdb], 6NYB [http://doi.org/10.2210/pdb6NYB/pdb], 6UAN
[http://doi.org/10.2210/pdb6UAN/pdb], 6U2G [http://doi.org/10.2210/pdb6U2G/pdb], 6U2H [http://doi.org/10.2210/pdb6U2H/pdb], 6XI7 [http://doi.org/10.2210/
pdb6XI7/pdb], 7JHP [http://doi.org/10.2210/pdb7JHP/pdb]. Source data are provided with this paper.

Biochemical and cellular data were from at least duplicate independent experiments. The sample sizes used were sufficient to represent the
reproducibility of the assays.

There were no data exclusions.

The biochemical and cellular experiments were reproducible. The number of replications can be found in the figure legends and Data source
file.

It was unnecessary to perform randomized experiments in the current study.

It was unnecessary to perform blinded experiments in the current study.

HaloTag – Promega #G9211 (1:1000); Rluc – MBL #PM047 (1:1000); GFP mouse – Roche #11814460001 (1:1000); GFP rat clone RQ2
– MBL # D153-3 (2uL/ml for IP); RAS10 – Millipore #05-516; BRAF F-7 – SCBT # sc-5284 (1:1000); pS217/221-MEK – Cell Signaling
#9121 (1:1000); MEK1 – BD #610122 (1:5000); MEK2 – BD #610236 (1:5000)

Validation of the antibodies in terms of species recognition and application was obtained from the supplier’s data sheets. The
supplier and RRID numbers for the antibodies are listed in Supplementary Table 3. HaloTag antibody recognizes HaloTag fusion
proteins in immunoblot analysis. The Rluc antibody can be used for immunoblotting, immunoprecipitation, and
immunocytochemistry, and it does not cross react with firefly luciferase. GFP mouse antibody can be used for immunoblotting,
immunoprecipitation, and immunostaining. GFP rat antibody clone RQ2 recognizes EBFP, ECFP, EGFP, Venus, and Sapphire, and it can
be used for immunoblotting, immunoprecipitation, and immunocytochemistry, immunohistochemistry, and flow cytometry. GFP Rat
Clone RQ2 RAS10 antibody detects H-, K-, and N-RAS proteins by ELISA, flow cytometry, immunocytochemistry,
immunohistochemistry, immunoprecipitation, and immunoblotting, RAS10 recognizes RAS proteins of human, mouse, and rat origin.
BRAF F-7 antibody was raised against amino acids 12-156 of human BRAF and can detect endogenous or recombinant BRAF protein
by immunoblotting, immunoprecipitation, immunofluorescence, immunohistochemistry, and ELISA. BRAF F-7 recognizes BRAF
protein of mouse, rat, and human origin. pS217/221-MEK antibody detects endogenous levels of MEK1/2 when activated by
phosphorylation at Ser217/221. This antibody does not cross-react with related kinases such as activated SEK (MKK4), MKK3 or
MKK6, but will react with MEK1/2 singly phosphorylated at Ser217 or singly phosphorylated at Ser221. The pS217/221-MEK antibody
can be used for immunoblotting, immunoprecipitation, immunohistochemistry, chromatin immunoprecipitation,
immunofluorescence, flow cytometry, and ELISA, and it recognizes phosphorylated MEK proteins of human, mouse, rat, and monkey




