Supplementary Material
Supplementary methods
MTG labelling of EVs
To identify EV population at flow cytometry, SEC-purified plasma EVs or PPP containing EVs were labeled with MITO Tracker Green FM (MTG) (Molecular Probes-Invitrogen) at 100 nM for 15 min at RT or PKH67 Green Fluorescent Cell Linker Kit for General Cell Membrane Labeling (Sigma-Aldrich), according to manufacturer’s instructions. 
EV treatment with thiol-blocking reagents before MTG labelling
SEC-purified plasma EVs (from two different samples) were diluted  in PBS  and treated for 30 min at 37°C with different oxidant and alkylating agents: 1mM 6,6’-dinitro 3,3’-dithiobenzoic acid (DTNB), 1 mM N-ethylmaleimide (NEM),1 mM  diamede (DIA),10 mM  t-butyl-hydroperoxide (t-BHP) and 10 mM Hydrogen peroxide (HP). At the end of the treatment, EVs were centrifugated (100.000g) for 20 min, resuspended in 100 µl PBS and MTG labelled for 15 min before flow cytometry analysis. Moreover, SEC-purified plasma EVs, from three different samples, were treated with 10 mM HP for 30 min at 37°C and stained with MTG. 
Detergent Treatment of EVs
SEC-purified EVs or PPP containing EVs, were untreated or treated for 15 min at RT with 0.075% Triton-X100 in PBS. After detergent incubation, MTG was added to the samples 15 min before cytofluorimetric analysis. Flow-Count Fluorospheres (Beckman Coulter, California,USA) were used to determine the exact event number in EV gate. 

EAAT2 detection on EVs isolated from U251 and K562 cell line supernatants
The U251 and K562 cell lines were cultured according to ATCC guidelines. The culture medium was supplemented with 10% exosome-depleted FBS ≥90% (Gibco). U251- and K562-derived EVs, isolated from cell-free culture supernatants by centrifugation (100.000g for 20 min), were used for EAAT2 detection in western blot analysis. Cultured U251 cells were stimulated with TNF-α (10 ng/mL), LPS (50 µg/mL) or serum starved, for the last 4 hrs of culture. Cell-free supernatant from treated and untreated U251 cells was used to isolate EVs for EAAT2 detection in flow cytometry.  PE-conjugated rabbit IgG isotype (Bioss, Boston- Massachusetts USA) was used as negative control in flow cytometry.
Supplementary Results 
The proteomic analysis of SEC-purified plasma and CSF EVs identified a repertoire of 250 and 152 proteins, respectively (Supplementary table 1 and 5). The list of proteins obtained from each plasma and CSF sample group were reported in Supplementary Tables 2, 3, 4 and Supplementary Tables 6 and 7, respectively. 
Supplementary tables 1,2,3,4,5,6,7.
Efficiency and specificity of MTG binding to EV free-thiol groups 
To identify EV population by FACS analysis, the flow cytometer was adjusted to cover the EV size range between 0.5 and 1 µm, as shown in Supplementary Fig. 2A. 
MTG labelling reagent, covalently binding to proteins by reacting with free thiol groups of cysteine residues, was used as a simple fluorescent probe to rapidly identify EVs suspended in plasma without the need to isolate them before flow cytometry analysis. In order to assess the efficiency of the MTG labelling technique for EVs, the lipophilic PKH67 Green dye or MTG-green dye were used to stain SEC-purified plasma EVs. MTG and PKH67 fluorescent dyes detected the same size-based population of EVs, as indicated in Supplementary Fig. 2B. Moreover, the Triton X-100 treatment of SEC-purified plasma EVs or not purified EVs (PPP containing EVs), labelled with MTG, showed that most of EV population disappeared  for 89% and 78% respectively, indicating that the thiol-based fluorescence labelling method is appropriate for EV staining (Supplementary Fig. 2C and 2D). To demonstrate the specificity of MTG binding to free thiol groups in EVs, various thiol-blocking reagents were used to treat different samples of SEC-purified plasma EVs. All reagents used for EV treatments, alkylating reagents (NEM, DTNB and DIA) and oxidant reagents (t-BHP and HP), caused a mean fluorescence intensity (MFI) decrease of the EV-MTG+ (data not shown). In particular, in three different samples, the oxidant reagent HP was reported to significantly decrease the MFI of EV-MTG+ compared to untreated EVs (Supplementary Fig.2E).

Supplementary Figure 1. Pairwise comparison of shared EV proteins. The matrix charts showing pairwise comparison of shared EV proteins (expressed both as a number and a percentage) between subjects belonging to the same group analysed. The chart was generated using the FunRich tool available at http://www.funrich.org. 
A1-6, B1-5, H1-5, L1-4, M1-3: patient’s identification letter.
Supplementary Figure 2. Flow cytometric detection of plasma EVs. (A) Gating strategy: on the left, forward scatter distribution histogram of a mixture of monodisperse beads of three different diameters ranging between 0.5 and 1 µm which were used as size reference beads to construct the EVs gate within the sensitivity limit of the cytometer. On the right, an illustrative scattergram of SEC-purified plasma EVs with size reference beads for EVs gate setting. Only events in the EVs size range between 0.5 and 1 um were included in the analysis. (B) Labelling of EVs with PKH67 or MTG green dyes. On the left, representative EV population in 0,5-1 µm gate. On the right, overlay histogram of PKH67- and MTG-labelled EVs in the gate. Unlabelled EVs were used as control. (C) (D) Effects of Triton X-100 treatment on SEC-purified or not purified (PPP) plasma EVs. On the left representative population of EVs in 0,5-1 µm gate (untreated EVs). In the middle representative population of EVs after 0,075% Triton X-100 treatment. On the right, overlay histogram of MTG-positive EV percentage before (grey) and after (black) Triton X-100 treatment. The event number of each EV sample was determined by employing Flow-Count fluorosferes (Beckman Coulter) used as internal reference counting beads. (E) Specificity of MTG binding to EV free thiol groups. The fluorescence histogram showing MFI of MTG-labelled SEC-purified plasma EVs untreated or treated with 10 mM HP, from three different samples. The MFI values (reported in the figure) were confirmed by a second experiment using the same three samples. Student’s t- test showed a statistically significant difference (P≤ 0,01) between the two groups (untreated and HP treated EVs).
Supplementary Figure 3. (A) Representative histogram of one out of two experiments showing flow cytometry analysis of EAAT2+EVs in MTG-positive gate in culture supernatant from untreated or treated U251 cell line.
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Supplementary table 8. Statistical analysis of EV-EAAT2 plasma level and gender.
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