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Figure S1: Immune dot-blot for the evaluation of Alipopoprotein A, Apolipoprotein B, Apolipoprotein E and
serum albumin in starting sample, supernatant, release fraction. Blood was collected from healthy subjects,
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and four preanalytical conditions evaluated: serum, Plasma EDTA, Plasma Citrate, Plasma heparin. Plasma

and serum were isolated in parallel from the same subject. EDTA, heparin and citrate tubes were used for the
collection of plasma, while serum was obtained in clot activator tubes. Two centrifuge steps were performed
for all samples: 1500g for 10 minutes and 2500g for 10 minutes

Table S1

Raw AEB data and %CYV for experiments reported in Figure 3.

P

P2

P3

P4

P5

P6

MSP conjugation onto SiMoA beads

MSP Beads TetraBeads

SampleName| — zpg AEBmean| AEBSD | %CV Sample Name AEB AEBmean| AEBSD | %CV

P1_cd63 0,10544( 0,124339 0,11489]| 0,013364| 11,63198 P1_cd63 0,128833| 0,161021| 0,144927| 0,022761| 15,70494
P1_cd8t 0,1656| 0,1768] 0,1712] 0,00792| 4,625932] P1  [p1cast 0,250323] 0,248934] 0,249629] 0,000982] 0,393252
P1_cd9 1,581883| 1,5888] 1,585341[ 0,004891] 0,308538 P1_cd9 2,04636| 2,357509( 2,201934| 0,220015| 9,991907
P2_cd63 0,237227] 0,177583| 0,207405| 0,042175( 20,33438 P2_cd63 0,235002 0,211] 0,223001| 0,016972| 7,610852
P2_cds1 0,249907| 0,238373| 0,24414( 0,008156] 3,340758 P2 P2 cd81 0,289154| 0,261865| 0,27551| 0,019296( 7,00377
P2 cd9 5,52016| 7,4504| 6,48528[ 1,364886| 21,04591 P2 cd9 18,58898| 17,58962| 18,0893| 0,706658| 3,906499
P3_cd63 0,186779]| 0,216327| 0,201553| 0,020894( 10,36628 P3_cd63 0,266872| 0,186024| 0,226448| 0,057169| 25,24579
P3_cds1 0,308018| 0,255606| 0,281812[ 0,037061] 13,1509 P3 P3_cd1 0,36763| 0,430344| 0,398987| 0,044345( 11,1145
P3_cd9 3,087852| 4,257514] 3,672683| 0,827076] 22,51966 P3_cd9 4,459312( 3,904481| 4,181896| 0,392324| 9,381497
P4_cd63 0,076514] 0,098641| 0,087578| 0,015646( 17,86551 P4_cd63 0,133852| 0,139791| 0,136822| 0,004199| 3,068832
P4_cds1 0,162193| 0,173656| 0,167924| 0,008105][ 4,826812 P4 P4_cd1 0,228013| 0,361967| 0,29499| 0,09472| 32,10946
P4_cd9 2,952609| 3,506881] 3,229745| 0,39193] 12,135 P4_cd9 3,015256| 1,752448| 2,383852| 0,892941| 37,45789
Pscdsa | 0,116187| 0,149876] 0,133031| 0,023822| 17,90693 P5 cd63 0,201895| 0,147642| 0,174768] 0,038362] 21,95029
P5_cd8t 0,279939] 0,282119] 0,281029] 0,001541] 0,548365 P5  [p5 caet 0,238| 0,2688| 0,2534] 0,021779] 8,594668
P5 cd9 4,524079 4,608| 4,56604] 0,059341] 1,299612 P5_cd9 3,364021| 2,385425| 2,874723| 0,691972| 24,07091
P6cds3 | 0,084316] 0,072432] 0,078374] 0,008404 10,72246 P6_cd63 0,189251| 0,180176| 0,184713] 0,006418] 3,474306
P6_cds1 0,101763| 0,124241] 0,113002[ 0,015894] 14,0655 P6 P6_cd81 0,2037| 0,228304| 0,216002| 0,017398| 8,054357
P6_cd9 0,244508| 0,2266] 0,235554| 0,012663] 5,375759 P6_cd9 0,397653| 0,347879| 0,372766 0,035196| 9,441787

MSP conjugation to beads via cysteine-maleimide click reaction was monitored by RP-HPLC. A calibration
curve of MSP-Cys was used for quantification of peptide in the conjugation mixture (starting solution 100uM
peptide concentration) and in the remaining supernatant after incubation with maleimide activated beads. The
area under the curve (AUC) was measured for each run and estimated MSP concentrations were extrapolated.
The reproducibility of the conjugation was monitored in four conjugation batches leading to average
conjugation efficiency of 96.43% £ 2%.



Immunocapture
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Figure S2. A): Scheme of immunocapturing experiments in plasma samples. SIMoA paramagnetic beads
were functionalized with MSP, as well as with individual CD63, CD9, and CD81 antibodies. Beads were
incubated with a pool of 6 plasma samples according to SIMoA three step assay reported in Materials and
Methods except that the supernatant was analyzed after each incubation by immune-dot blot analysis. Two
cycles of immunocapturing were performed. B): Dot blot analysis for the EV markers Mitofillin, CD41,

MHC II and TSG101 in the plasma reference and in supernatant after the first and second cycle of
immunocapturing.
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Figure S3: A) Expression of Tetraspanins CD9/CD81/CD63, B) CD42a and C) CD62P in plasma of patients
with ST-segment elevation myocardial infarction (STEMI; red, n=12), stable angina (SA; orange, n=12). t
test : Tetraspanins - p= 0.009 CD42a - p = 0.343 CD62P - p = 0.238

The study was conducted with MSP modified beads in a customized SiMoA assay as described in the Materials
and Methods Section.
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Figure S4: Expression levels in serum and plasma were correlated by Pearson’s R test in patients with STEMI
or SA (n=12; left column). Bland Altman plots evaluating serum and plasma expression of tetraspanins (A)
CD42a (B) and CD62P (C) after normalization by Z-score (n=12; right column). Difference between serum
and plasma expression levels is reported on Y-axis; mean expression in serum and plasma is reported on X-
axis, for each EV marker. The red line indicates mean percentage underestimation of expression levels in serum
compared to matched plasma samples, together with 95% confidence interval (blue dotted lines); tertiles of
expression in serum and plasma are marked on the X-axis, together with the mean difference of serum minus
plasma in each of them



