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Supplemental Figure S6. pPIpA containing culture supernatants do not enhance
LLO-dependent lysis of sheep red blood cells. Measurement of LLO-associated
hemolytic activity as assessed by lysis of sheep red blood cells from serial dilutions of
mixed culture supernatants of bacterial strains grown shaking in LB for 5 hours at 37°C.
Hemolytic activity was determined as the reciprocal of supernatant dilution at which 50%
lysis was observed and the data is reported as the percentage of WT, with WT values set
to 100%. Assays were carried out using a 1:1 ratio of mixed culture supernatants to
determine if supernatants derived from a Aily mutant, which does not produce secreted
LLO but still produces the pPplA peptide, could directly enhance the lysis of RBC when
added to supernatants derived from the Appl4 mutant, which does not contain peptide but
contains LLO. Lysis activity was compared to Appl/A culture supernatants mixed with
supernatants from a AhlyApplA double mutant (no secreted peptide). No enhancement of
cell lysis was observed when supernatants containing peptide but no LLO were mixed
with supernatants containing LLO but no peptide. Data is representative of three
independent experiments.



