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Validation

Sample size for mouse experiments was typically estimated based on a One-way ANOVA analysis with an effect size of between 0.5 and 2 and
a power of 90% (note that final analysis was typically non-parametric or required two-way ANOVA, but this system was used to give simple
conservative estimates). Where large effects were expected, we followed the convention of using at least 5 mice per group, pooled from at
least two separate experiments.

No sample size was calculated for in vitro measurements of expression and cost of ttss-1 in strains harboring pVir plasmids (figure S1).
Expression and growth dynamics presented in figure S1 were reproducible enough between independent clones and repetitions to detect
significant variations between conditions. Moreover, controls involving reference S.Tm strains (WT and hilD mutant), well characterized in
previous publications, further validated these results.

No data were excluded in this study

All data shown is the result of pooling across at least two separate experiments with multiple cages of mice represented in each group.

Animals were randomized to experimental groups by cage, ensuring approximately equal gender distribution between the groups by pooling
across multiple experiments.

For in vitro experiments (figure S1), several clones of strains harboring the different pVir plasmids were randomly picked after construction in
order to perform independent biological replicates.

Experimenters were not blinded because the acquisition of the datasets could not be influenced by unconscious biases during experiments or
subjective readouts.

Rabbit anti-SipC polyclonal serum provided by Virotech Diagnostics GmbH (reference number: VT110712)

The specificity of this antibody for the protein SipC produced by S.Tm has been validated in several reports including:

Diard, M. et al. Stabilization of cooperative virulence by the expression of an avirulent phenotype. Nature 494, 353-356, doi:10.1038/
nature11913 (2013).

and

Bakkeren, E., Dolowschiak, T. & Diard, M. Detection of Mutations Affecting Heterogeneously Expressed Phenotypes by Colony
Immunoblot and Dedicated Semi-Automated Image Analysis Pipeline. Front Microbiol 8, 2044, doi:10.3389/fmicb.2017.02044 (2017).

In the current manuscript, sequencing of clones sorted according to SipC detection by Colony Blot using this serum validated that
mutations in hilD were responsible for the SipC negative phenotype (supplementary tables S1 to S4) as previously published.




