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Antibodies
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Validation

Sample size for in vivo experiments was calculated. Deduced from preliminary efficacy seen in a pilot study and literature the effect size was
estimated and the resulting sample size was calculated with alpha = 0.05 and a power of 0.80.

For in vitro experiments no sample size calculations were done beforehand. Estimates were based on ref 7, 14, 27-28, and 50.

No recorded data was excluded from analysis

All experiments were repeated successfully at least once with the exact same settings. The in vivo study and the crystallization were not
repeated.

In the in vivo study animals were grouped based on their initial tumor burden to have an equal starting point. Animals were assigned to the
group by one author, groups were allocated to treatments by another author not involved in the in vivo part of the study. Animals stayed in
their original cages and where not moved to form cages only having one single cohort. For in vitro experiments, samples were allocated to
predefined wells (pipetting scheme) and we think the spatial location of the sample/well influences experimental results.

All researchers involved in the in-vivo study were blinded during the experiment for the assignment of the mice to cohorts, and tumor growth
data was for the first time analyzed after all injections had been performed. For in-vitro studies experiments were performed by a single
person, thus blinding was impracticable.

All commercial antibodies are listed Supplementary Table 4 including for which method they were used for in which dilution.

We did not validate antibodies. Commercial antibodies were only used for the designated species and validated use provided by the
manufacture.

All CST antibodies: https://www.cellsignal.com/about-us/our-approach-process/cst-antibody-validation-principles

All ThermoFischer: https://www.thermofisher.com/ch/en/home/life-science/antibodies/invitrogen-antibody-validation.html

Santa Cruz: GAPDH antibody cited in 1,000+ publications

Merck: https://www.sigmaaldrich.com/life-science/cell-biology/antibodies/antibody-validation.html

abcasm: Our Abpromise guarantee covers the use of ab92547 in the following tested applications: IF

Ki67 is an antibody that is accredited (Norm ISO/IEC 17025)

Jackson ImmunoResearch: human Fc - Based on immunoelectrophoresis and/or ELISA, the antibody reacts with the Fc portion of
human IgG heavy chain but not with the Fab portion of human IgG. No antibody was detected against human IgM or IgA, or against
non-immunoglobulin serum proteins. The antibody exhibits inherent minimal cross-reaction to mouse serum proteins and has been
tested by ELISA and/or solid-phase adsorbed to ensure minimal cross-reaction with bovine, horse, and mouse serum proteins. The
antibody may cross-react with immunoglobulins from other species.




