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Supplementary Figure 1. Growth of Dil-labelled S. pyogenes cells. Two S. pyogenes strains, SSI-1
and JRS4, were grown at 37°C in THY medium, supplemented with final concentrations of 1, 2, 4uM
Dil solution. Growth of bacterial cells were measured at OD590 and shown in growth curve (A). The
grown bacterial cells labelled with Dil (red) were further observed by fluorescence microscopy (B).
Scale bar, Sum.
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#1

#6 #7 #8 #9 #10 #11 #12 #13
KO category

C Energy production and conversion
D Cell cycle control, cell division, chromosome partitioning
E Amino acid transport and metabolism
F Nucleotide transport and metabolism
G Carbohydrate transport and metabolism
H Coenzyme transport and metabolism
| Lipid transport and metabolism
J Translation, ribosomal structure and biogenesis
L Replication, recombination and repair
M Cell wall/membrane/envelope biogenesis
N Cell motility
(o) Posttranslational modification, protein turnover, chaperones
P Inorganic ion transport and metabolism
R General function prediction only
S Function unknown
T Signal transduction mechanisms
u Intracellular trafficking, secretion, and vesicular transport
\ Defense mechanisms
#1 Environmental information Processing
#2  Carbohydrate metabolism
#3  Gentic Information Processing
#4  Gentic Information Processing (protein families)
#5  Metabolism (protein families)
#6  Cellular Processes
#7  Human Diseases
#8  Metabolism of cofactors and vitamins
#9  Metabolism of other amino acids
#10 Energy metabolism
#11  Signalling and cellular processes
#12 Glycan biosynthesis and metabolism
#13  Lipid metabolism

Supplementary Figure 2. COG and KO classification of proteins identified in EVs from SSI-1
and JRS4. Common or strain-specific proteins identified in EVs from SSI-1 and JRS4 were analyzed
for COG (A) or KO classification (B). COGs were predicted by searching the amino acid sequences
of the genes against COG hidden Markov models downloaded from the eggNOG 4.5 database.
Protein functions were further assigned using BlastKOALA tool via KEGG database.
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Supplementary Figure 3. Uptake of Dil-labelled EVs and the efficiency in dTHP-1 cells
incubated at 4°C. A) The dTHP-1 cells were co-incubated with 10 ug of Dil-labled EVs (red)
solution for 2 h at 4 °C and observed by confocal fluorescence microscopy. Cellular DNA was
stained with DAPI (blue). Scale bar, 5 um. B) Flow cytometric analysis of the fluorescence
transferred by EVs into dTHP-1 cells. The staining of directly labelled cells and the negative control
(cells treated with 4uM Dil solution) are shown as overlays. The PE fluorescence intensity was

measured after 2 h incubation period.
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Supplementary Figure 4. Transcriptional level of cytokine expressions at 4°C. 10 ug of EVs
solution was treated with dTHP-1 cells and incubated for 4 h at 4°C. The transcriptional level of IL-8,
TNF-a, IL-1 beta, and IL-18 were examined using real-time PCR assay. Data represent the mean +

SEM of independent experiments.
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Supplementary Figure 5. Quantification and size distribution of the EVs released from the slo
mutants of S. pyogenes SSI-1 and JRS4. Quantification and size distribution of S. pyogenes Aslo
EVs were analyzed by NanoSight (left-hand panel), and EV numbers (particles/CFU) were calculated
from NanoSight data and the total cells in colony forming unit (CFU)/ml (right-hand panel). All
experiments were performed in duplicate. Data represent the mean + SEM of independent
experiments.
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