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Cell line source(s)

National Center for Biotechnology Information (NCBI) GenBank under accession numbers NC_007795.1 (S. aureus 8325; https://www.ncbi.nlm.nih.gov/nuccore/
NC_007795), CP000046.1 (S. aureus COL; https://www.ncbi.nlm.nih.gov/nuccore/CP000046), BA000017.4 (S. aureus Mu50; https://www.ncbi.nlm.nih.gov/nuccore/
BA000017.4), BX571856.1 (S. aureus MRSA252; https://www.ncbi.nlm.nih.gov/nuccore/BX571856.1), and AF288215.1 (S. aureus RN5881; https://
www.ncbi.nlm.nih.gov/nuccore/AF288215.1). Source data are provided with this paper.

No statistical methods were used to predetermine sample size. The sample size was chosen to include at least 3 biologically independent
experiments. Sample size was based on standard sample sizes from our past experiments and similarly to what is described for similar
experiments in published articles (cf. Maudet et al. Nat. Commun. 2014 5:4718; Aguilar & Cruz et al. Nat Microbiol. 2020 5:192)

No data were excluded from the analysis.

Experiments were independently performed at least 3 times, and all attempts of replication were successful.

Animals were randomly assigned to experimental groups. For in vitro experiments, cultured cells were uniformly plated, with random
allocation of treatment.

Blinding was not performed in this study. Image acquisition and analysis are automated, and independent of the researcher performing the
experiment.

rabbit polyclonal anti-staphopain A antibody (1:1,000; antibodies online, ABIN967004; RRID:AB_2894409), anti-rabbit IgG coupled to
horseradish peroxidase (1:10,000, GE Healthcare, NA934)

anti-staphopain A antibody was validated in our study by western-blot in samples of S. aureus insertional transposon mutants of scpA
(Figure 6C and S7G)

HeLa-229 (ATCC, CCL-2.1), U2OS (ATCC, HTB-96), EA.hy926 (ATCC, CRL-2922), THP1 (ATCC, TIB-202), and HEK293T (ATCC,
CRL-3216) were acquired from ATCC/LGC Standards. HeLa-229 cells stably expressing mCherry-Galectin3 and HeLa-229 cells
stably expressing mRFP-CWT escape marker were generated in the Eulalio and Mano laboratories, as described in the
Methods section. Human umbilical vein endothelial cells (HUVEC; Lonza, C2519A) were acquired from Lonza.




