Acetylsalicylic acid differentially limits the activation and expression of cell
death markers in human platelets exposed to Staphylococcus aureus strains
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Supplemental data

Supplemental Figure 1
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Supplemental Figure 1. S. aureus SaB24 alters platelet morphology. Platelets from healthy
blood donors were stained with a Dylight 550 anti-CD41 antibody and analyzed by
immunofluorescence microscopy after a 30-min exposure to (a) Tyrode’s buffer (negative control),
(b) TRAP (positive control), or (c) eGFP S. aureus clinical strain SaB24. Images are representative

of 5 independent experiments.



Supplemental Figure 2
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Supplemental Figure 2. Level of platelet activation after Staphylococcus aureus stimulation.
Expression levels of the CD62P (a) and CD63 (b) activation markers on platelets were analyzed
after stimulation for 30 min with staphylococcal strains [clinical strains (SaB), S. condimenti (Sc) or
S. aureus ATCC 43866 (ATCC43866)], TRAP (as a positive control) or Tyrode’s buffer (as a
negative control, NS). Membrane expression of CD62P and CD63 after gating on CD41 was
assessed by flow cytometry. One representative cytogram is presented for each condition with the
isotype control (gray fill and dashed lines) and the marker CD62P or CD63 (white fill and solid

lines).
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Supplemental Figure 3. Effect of ASA on S. aureus-induced platelet aggregation observed for

5/35 platelet samples.

Platelet aggregation was assessed using a thrombo-aggregometer following stimulation for 30 min
with staphylococcal strains (a, SaB24; b, SaB24; c, SaB32; d, SaB32; e, ATCC43866), ASA,
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fluvastatin or control vehicle (water). TRAP was added as a positive control at the end of the
stimulation. The data from the 5/35 platelet samples that presented aggregation upon bacterial
stimulation are shown. The aggregation baseline was approximately 20% due to the added volume.



Supplemental Figure 4
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Supplemental Figure 4. Purity of the PRP preparation. Platelet purity was assessed using flow
cytometry after staining cells with monoclonal antibodies against CD3 (specific marker for T cells),
CD14 (specific marker for monocytes), CD15 (specific marker for neutrophils), CD19 (specific
marker for B cells) or CD41 (specific marker for platelets). The data (mean + SD; n = 5
experiments) are expressed as the percentage of positive cells.



Supplemental Figure 5

60000+

3 NS

Bl TRAP

B Sc

EX] ATTC 43866

RANTES (pg/ml)

3 NS

Bl TRAP

B Sc

ES]l ATCC 43866

Fluvastatin (pM)

Supplemental Figure 5. Determination of the optimal concentrations of ASA and fluvastatin.
RANTES release by platelets following a 30-min exposure to S.condimenti or S. aureus
ATCC43866 strains (MOI of 0.1) in the presence of increasing concentrations of ASA (a, ranging
from 0 to 5000 puM) or fluvastatin (b, ranging from 0 to 100 puM). *p<0.05; **p<0.01;
****p<0.0001 (two-way ANOVA with repeated measures and the Bonferroni post hoc test;

stimulated vs. unstimulated, NS).



Supplemental Table 1

SAB19 SAB24 SAB31 SAB32 ATCC43866

cap 5 - + - - +

icaA + + + + +

icaD + + + + +

bbp + + + + +

clfB (cons)

ebh (cons)

eno + + + + +

fnbA + + + + +

map

sdrC + + + + +

vwb + + + + ¥

SSL-2total + + + + +

SSL-4total

SSL-6total

SSL-8total

SSL10total + + + + +

SETB3total + + + + +

setB1 + + + + +

Tstl (consens) - - - - R

SAB19 SAB24 SAB31 SAB32 ATCC43866
entA (N3+5) / entP - - - - -
entC - - - - -
entE - - - - -
entH - - - - -
ent) - - - - -
entL - - - - -

entNTOT - - - - -

entN (other than RF122) - - - - -

entQ - - - - -

entU - - - - -
entCM+4 probe2 - - - - -
lukSTOT + + + + +
lukS (ST22+ST45) nd + +
lukFndPV - - - - -
lukFndPV (P83) - - - - -
lukD + - + + +
lukX + + + + +
lukY + nd + + +

hl + + + + +




SAB19 SAB24 SAB31 SAB32 ATCC43866

hllNTOT + + + + +

hilll (other than RF+22)

hibndprobe 1

hibndprobe 3

sak + - - + +

scn + + + + +

etB - - - - -

edinA - - - - -

edinC - - - - -

arcBndSCC - - - - -

arcDndSCC - - - - -

aur (cons)

aur (MRSA252)

splB + - + + +

SSpA + + + + +

sspPTOT + + + + +

sspP (other than ST93)

Supplemental Table 1. Genotyping of clinical and reference S. aureus strains.

The S. aureus reference strain ATCC43866 strain and 4 S. aureus clinical strains isolated from bacteremia patients (SaB) 19, 24, 31, 32 were genotyped with
the S. aureus Genotyping Kit 2.0 (Alere Technologies GmbH, Jena, Germany). Briefly, strains were grown on Colombia blood agar, and the DNA was

extracted, amplified and assessed as recommended by the manufacturer.
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