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the accession numbers, 7MX3 [http://doi.org/10.2210/pdb7MX3/pdb] and 7MON [http://doi.org/10.2210/pdb7MON/pdb], respectively. The atomic coordinates for
previously reported structures are available from the Protein Data Bank with accession codes: 4MWI, 7JXU, 7JW7, 4M66, 4M69, 6OKO, 3CE3, 6BWK.

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 (e.g. Petrie et al., Nature Commun 2018; Petrie et al.,
PNAS 2020; Garnish et al., Nature Commun 2021) have shown robust consistency between assays, n of 3 or more were established as
sufficient to reveal any differences between cell lines.

All data are presented except in cases where a technical reason compromised the experiment, such as when high background cell death was
observed in control conditions or when IncuCyte measurements were compromised, such as by a speck of dust affecting the microscopy. The
omitted datasets are included in source data, along with explanations for their omission.

Experiments were repeated independently typically at least in triplicate, as stated in legends, except some experiments that were performed
in duplicate as stated. 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.

This is not relevant to our study. Our study compared the death of cell lines expressing different exogenes upon stimulation in parallel, or the
characterization of different purified proteins in parallel. The order by which mutants were examined differed between experiments based on
the availability of sufficient cultured cells for assays. Therefore the experiments were performed in different orders for each repeat, but were
not formally randomized.

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. All cell death and binding experiments were performed with no a priori assumptions
of residue involvement in binding beyond their presence in the structure interface, and as such each experiment sought to establish their
relative contributions and did not necessitate blinding. Controls were run in parallel with mutant constructs; to achieve this blinding was not
possible.

Primary antibodies used in this study were: rat anti-MLKL (clone 3H1, produced in-house; 1:1000 dilution; available as MABC604,
EMD Millipore, Billerica, MA, USA), rat anti-human MLKL pseudokinase domain (clone 7G2, produced in-house; 1:2000 dilution),
rabbit anti- human MLKL phospho-S358 (AB187091, Abcam; 1:3000), mouse anti-Actin (C4) HRP (sc-4778 HRP, Santa Cruz
Biotechnology; 1:10000), rat anti-human RIPK3 (clone 1H2, produced in-house; 1:1000 dilution; available from Millipore as
MBC1640), rabbit anti- human phospho-S227 (D6W2T, CST, 1:2000).

MLKL, pMLKL, RIPK3, pRIPK3 antibodies have been validated for selectivity using KO cell lines in Samson et al. Cell Death Differ (2021).
Anti-Actin has been validated by the manufacturer (https://datasheets.scbt.com/sc-47778.pdf).




