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Validation

Sample sizes for each experiment were stated in Statistical analysis. Sample sizes were determined empirically, and similar in size to most
existing studies in the same field. For in vitro assays, n=3. For in vivo rabbit experiments, n = 5 of rabbits were used for each group (Deng, H.,
Yang, W., Zhou, Z. et al. Nat Commun 11, 4951 (2020)). No statistical method was used to predetermine sample size.

No data was excluded.

Every experiment at replication was successful. All experiments were performed for a minimum of three independent replicates with similar
results. For in vivo experiment, reproducibility was verified by similar results of bacterial CFU in the small intestine and fluid accumulation for
individual animal within the group. All replications were successful.

Rabbits were randomly groups.

Because all data was quantification of CFU and relative expression, and are not subjective, blinding was not relevant. All experiments were
performed by the same researcher for data consistency, blinding was not possible.

Mouse monoclonal Anti-RNA polymerase (BioLegend, 663104), Anti-mouse IgG (Thermo Fisher Scientific, 31430), HRP-conjugated
anti-His antibody (R&D System, MAB050H), Caspase-1 antibody (Santa Cruz Biotechnology, sc-56036), Mouse polyclonal anti-VopD1
antibody was described in previous studies (Zhou et al. Virulence, 2010, 1: 260-72. PMID: 21178451, DOI: 10.4161/viru.1.4.12318).

All antibodies were validated according to respective manufacturer's information. The quality test data was shown on the
manufacturers' websites:

Mouse monoclonal Anti-RNA polymerase (BioLegend, 663104)

https://www.biolegend.com/en-us/products/purified-anti-e-coli-rna-polymerase-alpha-antibody-14680

Anti-mouse IgG (Thermo Fisher Scientific, 31430)

https://www.thermofisher.com/antibody/product/Goat-anti-Mouse-IgG-H-L-Secondary-Antibody-Polyclonal/31430

HRP-conjugated anti-His antibody (R&D System, MAB050H)

https://www.rndsystems.com/products/his-tag-horseradish-peroxidase-conjugated-antibody-ad1110_mab050h

Caspase-1 antibody (Santa Cruz Biotechnology, sc-56036)

https://www.scbt.com/p/caspase-1-antibody-14f468

Mouse polyclonal anti-VopD1 antibody

Mouse polyclonal anti-VopD1 antibody was described in previous studies (Zhou et al. Virulence, 2010, 1: 260-72. PMID: 21178451,
DOI: 10.4161/viru.1.4.12318)

https://www.tandfonline.com/doi/full/10.4161/viru.1.4.12318




