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No sample size calculation was performed. For the cohort, the maximum number of patients available were included for the study. For animal
and cell culture experiments, sample size was approximated based on prior experiments and available data, which provide sufficient sample
numbers to statistically detect differences between multiple experimental groups.

No data was excluded from the analyses in our study.

The in vitro and in vivo experiments were performed by at least five replicates respectively, and all attempts at replication were successful.
The details were described in the Figure Legends and Method sections.

The samples/organisms/participants were allocated into experimental groups by random assignment.

The investigators were blinded to group allocation during data collection and analyses.

Flow Cytometry: FITC anti-human CD41a (BD, 555466), PE anti-human CD45 (ebioscience, 1:200, 12-9459-42), rabbit anti-mouse
thrombocyte polyclonal antibody (Mybiosource, MBS524066), PE-Cy7 anti-mouse CD41 (Thermo Fisher, 25-0411-82), APC anti-
human CD66b antibodies (BioLegend, 305118), PE anti-mouse Ly6G (BioLegend, 127607), Pyroptosis/Caspase-1 Assay (Green) kit
(Immuno Chemistry, #9146), FAM-FLICA Caspase-3/7 Assay Kit (Immuno Chemistry, #94), FLICA 660 Caspase-3/7 Assay Kit (Immuno
Chemistry, #9125), LC3B antibody Alexa Fluor 405 (NOVUSBIO, NB100-2220AF405) and Alexa Fluor 594-conjugated anti-rabbit IgG
secondary antibody(Abcam, ab150084).

Immunofluorescence: goat polyclonal anti-NLRP3 (Abcam, ab4207), rabbit polyclonal anti-ASC (Novusbio, NBP1-78978), rabbit
monoclonal anti-CD41 (Abcam, ab134131), Alexa Fluor 488 Anti-mouse CD41 (BioLegend, 133908), Hoechst (Thermo, H3570),
mouse monoclonal anti-myeloperoxidase (Genetx, gtx75318), rabbit monoclonal anti-myeloperoxidase (Abcam, ab208670) and
rabbit polyclonal anti-Histone H3 (citrulline R2 + R8 + R17, Abcam, ab5103), Alexa Fluor 488-conjugated anti-goat IgG antibody
(BioLegend, 405508), Alexa Fluor 647-conjugated anti-rabbit IgG secondary antibody (Abcam, ab150079), Alexa Fluor 594-conjugated
anti-rabbit IgG secondary antibody (Abcam, ab150084), Alexa Fluor 594-conjugated anti-mouse IgG secondary antibody (Abcam,
ab150116), Alexa Fluor 488-conjugated anti-goat IgG secondary antibody (Abcam, ab150113), Alexa Fluor 488-conjugated anti-rabbit
IgG secondary antibody (Abcam, ab150077) and Alexa Fluor 488-conjugated anti-mouse IgG secondary antibody (Abcam, ab150113).

ELISA: anti-MPO polyclonal (Biotin Conjugated) primary antibody (Bioss, bs-4943R-Biotin).

WB: polyclonal rabbit anti-GSDMD (Cell Signaling Technology, 1:1000, #96458S), anti-NLRP3 (Cell Signaling Technology, #15101S),
anti-TMS1/ASC (Abcam, ab151700), anti-pro Caspase 1 + p10 + p12 (Abcam, ab179515), -Actinin (Abcam, ab68194) and -Actin
(Abcam,ab6276).
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Methodology

Sample preparation

Antibodies used for flow cytometry, Immunofluorescence, and Western blotting were previously validated for the respective
application by the distributor. Anti-MPO polyclonal (Biotin Conjugated) primary antibody (Bioss, bs-4943R-Biotin) used for ELISA was
validated for this application by the investigators in preceding study (Middleton, E.A., et al., Blood, 136, 1169-1179, 2020).

The platelet-specific Gsdmd KO (Gsdmd^fl/fl PF4-Cre) mice (by crossing Gsdmd^fl/fl mice with PF4-Cre mice) and global S100a9
deficient mice (using CRISPR/Cas9) were designed and generated (Shanghai Model Organisms Center, China). The global Tlr4
deficient (mice, mT/mG: PF4-Cre mice and wild type (WT) mice were obtained from the Jackson Laboratory. The C57BL/6J mice
were obtained from the Jackson Laboratory and backcrossed to C57BL/6 mice (Bar Harbor, USA). All mice (five-week-old, male) were
housed three per cage in controlled environment with a constant temperature of 18 °C–22 °C and a humidity of 55%–60% on a
12:12-h light/dark cycle. After acclimation for seven days, mice were supplied with food and water freely every day.

No wild animals were used in the study.

No field collected samples were used in the study.

Procedures were approved by the Institutional Animal Care and Use Committee of Guangzhou Medical University (No.
SYXK2018-266).

All participants were enrolled from Guangzhou Women and Children’s Medical Center, Guangzhou, China (Table 1).
According to international guidelines (Pediatr Crit Care Med 6, 2-8 (2005)), pediatric sepsis is defined by a suspected or
proven infection caused by any pathogen or a systemic inflammatory response syndrome associated with a high probability
of infection. The age specific vital signs and laboratory variables of pediatric sepsis were divided into six distinct categories in
Supplementary Table 3 (Curr Opin Pediatr 28, 380-387 (2016)). According to clinical spectrum of severity, it encompasses
sepsis (systemic inflammatory response syndrome in the presence of infection), severe sepsis (sepsis in the presence of
cardiovascular dysfunction, acute respiratory distress syndrome, or dysfunction of  2 organ systems) and septic shock (sepsis
with cardiovascular dysfunction persisting after at least 40 ml/kg of fluid resuscitation in one hour). The ages of patients with
sepsis were 0 to 18 years old, which are divided into 0~1 year, 1~5 years, 5-12 years and 12-18 years. All the patients with
sepsis were treated with antibiotics including cephalosporin, vancomycin and broad-spectrum penicillin after admission.

93 pediatric sepsis patients (0-18 ages) and 75 age-matched HS, who were from Guangzhou Women and Children's Medical
Center, were recruited in this study. Our medical center is a major tertiary transfer medical center in China, and thus the
patients transferred to our center are more severe than that in other hospitals. The mortality of sepsis, severe sepsis, and
septic shock was 0%, 14%, and 50% respectively (Table 1). However, the mortality of sepsis (including sepsis, severe sepsis,
and septic shock) (22%) in our cohort is consistent with that of the previous international study (25%).

The study was approved by the Institutional Review Board of Guangzhou Women and Children's Medical Center and
informed consent was obtained from each subject (Human Investigation Committee No. 2019-44102-1). Implementations
followed the International Ethical Guidelines for Research Involving Human Subjects as stated in the Helsinki Declaration.The
legal guardians of all participants signed the consent forms.

Venous blood samples were drawn from septic patients when they were enrolled first day. Venous blood samples (3 ml) were
drawn from HS and severe sepsis patients with blood collection tubes containing 3.8% trisodium citrate (w/v). In mice, blood
samples (approximately 0.8 ml) were directly obtained from the right cardiac ventricle into 3.8% trisodium citrate. Platelet-
rich plasma (PRP) was centrifuged at 250 g at 25°C for 15 minutes. PRP were then treated with 100 nM prostaglandin E1
(PGE1, Sigma, 745-65-3) and centrifuged at 1000 g for 5 minutes. After discarding the supernatant, the platelet pellet was
washed and resuspended with 3 ml Hank's Balanced Salt Solution (HBSS, Gibco, 14025092). Platelet suspensions (10^8




