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Materials and methods Supplement

Bacterial growth curves

Overnight cultures were diluted to ODgy 0.15 in THB, grown at 37°C in a static incubator to
mid-log phase and diluted again to an ODgy of 0.05 in THB, at which point growth assessment was
started. Cell growth was measured by assessment of the ODg every 30 minutes.

DNase activity measurement

The DNase activity was tested as previously described [1].

SL.O activity measurement

The SLO activity of mid-logarithmic phase supernatants was measured using a haemolysis
assay as described [2]. Haemolytic activity was quantified as follows: 100% haemolysis was reached
by incubating red blood cells in deionised water. The reciprocal of the highest dilution of the
supernatants that resulted in 50% or more haemolysis was used to quantify SLO activity.
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Fig S1. Scheme of the M1* protein domains with position of the mutations introduced in

the B domain and schematic drawing for precise in-frame allelic replacement of the emml
gene by emm1” in M1 GAS



—®—GAS M1
1.8 —o0— GAS AM1
S2 A A ] ® GAS M1*

oD 600,,,,

0 1 2 3 4
Time [hours]

C
0.3
—e— GAS M1
—0— GAS AM1
®  GAS M1*
0.2
g
(=]
wn
w0
< 0.1
Size M1 AM1 M1* - & 09
256 128 64 32 16 8 4 2 1
[kDa] =
GAS Dilution factor

Fig S2. Characterization of the GAS MI1* strain. (A) Bacterial growth curves were
performed over 4 hours for GAS M1, AM1 and M1" strains. (B) GAS DNase activity was assessed
by agarose gel electrophoresis. One representative experiment out of 3 independent experiments is
shown. (C) SLO activity was quantified by measuring human red blood cell hemolysis, data were
pooled (means + SD) from three independent experiments each done in duplicate.
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