Supplementary

Supplementary Table S1: Demonstration of PlyC antibacterial activity.

Bacterial host Method(s) Antibacterial Reference
activity
group A streptococci Plate assay; native PAGE confirmed Nelson et al., Proc
(Streptococcus pyogenes) electrophoresis on agarose Natl Acad Sci U S A.
embedded with sensitive 2006
bacteria
group A streptococci OD600 measurements in confirmed Koller et al.,
(Streptococcus pyogenes) isotonic 30%sucrose/PBS Proteomics. 2008
w/v buffer
group C streptococci OD600 measurements in confirmed Hoopes et al., Appl
(Streptococcus equi, PBS Environ Microbiol.
Streptococcus dysgalactiae) 2009
Streptococcus: S. sobrinus, OD600 measurements in not observed | Hoopes et al., Appl
S. rattus, S. suis, S. PBS Environ Microbiol.
pneumoniae, S. oralis, S. 2009

mutans, S. agalactiae,
Staphylococcus: S. aureus,
S. epidermidis, S. hyicus,
Bacillus cereus,
Enterococcus faecalis,

Enterococcus faecium

group A streptococci OD600 measurements and | confirmed Chen et al., Sheng Wu

(Streptococcus pyogenes) plate count Gong Cheng Xue Bao.
2009

group A streptococci OD600 measurements in confirmed McGowan et al., Proc

(Streptococcus pyogenes) PBS (with kinetics) Natl Acad Sci U S A.
2012

group A streptococci in microbiological cultures of | confirmed Shen et al.,

biofilm bacterial cells recovered J Antimicrob

(Streptococcus pyogenes), from biofilms Chemother. 2013

group A streptococci, Co-culture with human confirmed Shen et al., Elife. 2016

intracellular epithelial cells and cell

(Streptococcus pyogenes), counting for recovered

bacteria
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Supplementary Table S2: Evaluation of anti-PlyC, anti-PlyCA, and anti-PlyCB IgG levels in human sera by
normal distribution analysis. The Anderson-Darling analysis tests the null-hypothesis that a cumulative
distribution curve does not vary from expected (i.e.,, Gaussian distribution). Similarly, the D’Agostina &
Pearson analysis tests whether skewness and kurtosis of the data vary significantly from expected in Gaussian

distribution.

PlyCB PlyCA PlyC
Anderson-Darling test
A2 3.391 0.5596 4.376
P value <0.0001 0.1415 <0.0001
Passed normality test
(alpha=0.05)? No Yes No
D'Agostino & Pearson test
K2 33.64 5.251 34.13
P value <0.0001 0.0724 <0.0001
Passed normality test
(alpha=0.05)? No Yes No

Supplementary Table S3: Correlations of human serum IgG reactivity to PlyC and its domains: PlyC vs.

PlyCA (first row), and PlyC vs. PlyCB (second row).

Spearmanr | p-values CI Pearsonr | p-values CI
PlyCA 0.24 0.078 -0.035 to 0.48 0.32 0.017 0.06 to 0.54
PlyCB 0.82 <0.0001 0.71 to 0.89 0.95 4.9E-30 0.92 t0 0.97




Supplementary Figure S1: Graphical representation of for immunogenic regions on PlyCA domain.
Immunogenic regions are presented: 1- 9 aa (A), 91-146 aa (B), 171-226 aa (C), 351-406aa (D).
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Supplementary Figure S2: Gel filtration of purified PlyC, PlyCA, and PlyCB. Purified proteins (10
ml each) were applied to 26/70 Sephacryl S-200 gel filtration column equilibrated in PBS. PlyC is a
~114 kDa holoenzyme composed of one PlyCA and eight PlyCB subunits. PlyCA is a ~50 kDa
monomer. PlyCB is a ~64 kDa octamer, composed of eight identical PlyCB (8 kDa) monomers.



