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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding
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Sample sizes were assigned based upon historical practices, in line with recent relevant publications, for instance Evavold et al.The Pore-
Forming Protein Gasdermin D Regulates Interleukin-1 Secretion from Living Macrophages. Immunity 48:35-44 (2018), as well as Ruhl et al.
ESCRT-dependent membrane repair negatively regulates pyroptosis downstream of GSDMD activation. Science 362:956-960 (2018).

No data were excluded from analysis.

All experiments were replicated independently at least 3 times, as indicated in figure legends.

Cell samples were randomly allocated to treatment by random division into multi-well plates. Animals were randomized by random number.

Investigators were blinded to group allocation during data collection and analysis for both in vitro and in vivo experiments.

HMGB1 (Abcam, ab79823); IL-1b (R&D Systems, AF-401-NA); pro-caspase-1+p10+p12 (Abcam, ab179515); NLRP3 (AdipoGen,
AG-208-0014); Gsdmd (Santa Cruz, sc-393656); GAPDH (Santa Cruz, sc-25778); ASC (BioLegend, #653902); AF488-Goat anti-Rabbit
(ThermoFisher A-1108)

As per each respective manufacturer:

HMGB1 - knockout validated (Abcam)

Il-1b - validated for detection of mouse IL-1B, less than 15% cross reactivity with porcine (R&D systems)

pro-caspase-1 - recombinant antibody suitable for detection of mouse caspase-1 (Abcam)

NLRP3 - recognizes mouse and human NLRP3/NALP3 (AdipoGen)

Gsdmd - specific for an epitope mapping between amino acids 169-188 within an internal region of GSDMDC1 of mouse origin (Santa
Cruz)

GAPDH - recognizes human and mouse GAPDH (Santa Cruz)

ASC - reacts with mouse, full length recombinant PYCARD (NP_037390) produced in E. coli (BioLegend)

AF488 Goat Anti-mouse - highly specific gor Rabbit IgG heavy and Light chains (ThermoFisher)

Mice (Mus musculus) on a C57Bl/6 background, between 8-10 weeks of age, from mixed-sex cohorts were used. Animals were
housed with free access to food and water, with a light:dark cycle of 14:10 hours. Ambient temperature is 22-24 degrees Celsius, and
45-55% relative humidity.

Study did not involve wild animals

Study did not involve field-collected samples

All animal procedures were approved by the Animal Care Committee at the Hospital for Sick Children and were performed in
accordance with regulations and standards from the Animals for Research Act of Ontario and the Canadian Council of Animal Care




