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Antibodies
Antibodies used

The atomic coordinates for the human MLKL pseudokinase domain complexes with Mb27 and Mb32 have been deposited in the Protein Data Bank with the
accession numbers, 7JW7 [http://doi.org/10.2210/pdb7JW7/pdb] and 7JXU [http://doi.org/10.2210/pdb7JXU/pdb], respectively.

Source data are provided for Figures 1, 4g, Supplementary Figures 2a, 2e-i, 6a and 7b (immunoblots); Figure 4e and Supplementary Figures 2k, 6b-u, 7a (IncuCyte S3
data); and Supplementary Figure 2b-d, j (flow cytometry).

Other data, including expression construct sequences, are available from the corresponding authors upon request.

All cell-based experiments were performed typically with singlicate human cell lines, as noted in methods and legends. The numbers of
independent repeat experiments are stated in figure legends. Because our prior studies have shown robust consistency between assays, n of 3
or more were established as sufficient to reveal any differences between cell lines.

Some death assay repeats were excluded from analysis where there was suspected technical error i.e. high levels of cell death in uninduced
untreated cell lines. These data were excluded in entirety from analysis in these circumstances.

Experiments were repeated independently typical at least in triplicate, as stated in legends, except some experiments that were performed in
duplicate as stated. In cases where there was variability between repeats more repeats were generated. With the exception of obvious
technical error as stated above, all repeats were used in analysis. The natural spread of the data is shown in the paper through use of
individual data points and standard error of the mean error bars. All attempts at replication were successful, except on rare occasions where
technical errors, such as omission of dox to induce gene expression or TSI to induce death, occurred.

This is not relevant to our study. Our study compared the death of cell lines expressing different exogenes upon stimulation in parallel, or the
binding activities of different purified proteins in parallel.

This is not relevant to our study. Our study compared the death of cell lines expressing different exogenes upon stimulation in parallel, or the
binding activities of different purified proteins in parallel.

Primary antibodies used in this study were: rat anti-MLKL (clone 3H1, produced in-house; 1:1000 dilution; available as MABC604,




