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Figure S1. Characterization of the in vitro model of epithelium. (A) Measurements of Transepithelial
electrical resistance (TEER) in RPMI 2650 cells RPMI 2650. Data are shown as mean + SEM. (B)
Optical observation of RPMI 2650 cells from the day of seeding up to 25 days in culture. Scale bar
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SSC-A:SSC-A

500 pm. (C) Alcian Blue staining of RPMI 2650 cells to verify the presence of visible mucus. (D)

Immunofluorescence staining for tight junctions marker (anti-occludin antibody, green; DAPI, blue)

on RPMI 2650 grown on a cell insert membrane for 21 days. Scale bar 10 um.
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Figure S2. Characterization of f{GFP-ASC and fGFP-EVs. (A) Representative dot plots showing the
gating strategy to verify the purity of the sorted f{GFP-ASCs positive cells. (B) Western blot analysis
of fGFP expression in fGFP-EVs. f{GFP-ASC cells and ASC-EVs derived from no-trasfected cells were
used as positive and negative control respectively. (C) Particle size comparison between total
extracted ASC-EVs and fGFP-EVs by NTA (n=5 measurements n.s.). Data are shown as mean + SEM.
(D) Markers expression in fGFP-EVs and in f{GFP-ASC parental cells: ALIX (96 kDa), HSP70 (70 kDa)
and TSG101 (45 kDa). GM130 (130 kDa) was used as negative control.
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Figure S3. Cytokines and chemokines detection. Multiplex analysis of (A) cytokines and (B)
chemokines detected in brain homogenates of EAE mice treated with ASC-EVs and PBS-injected

controls. The protein concentration of the molecules is expressed as pg/ml/mg of the total protein

content. Data are represented as the mean + SEM of one representative experiment from a series of

two similar results for n=5 mice/condition by Mann-Whitney test (*p<0.05).
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Figure S4. Clinical features of ASC-EVs daily i.n. administration in EAE mice. Clinical score and

disease parameter of MOG35-55 EAE mice treated i.n. with PBS (vehicle) or with ASC-EVs of (A)
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endpoint 1 and (B) endpoint 2. Data are represented as mean + SEM. Two-tailed Kolmogorov-

Smirnov test was used (*p<0.05, ***p<0.001). #= numbers of; n.s= not significant.
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Figure S5. Lumbar spinal cord histology of ASC-EVs daily i.n. administration in EAE mice. Repre-
sentative images of spinal cord sections for indicated markers. From the top to the bottom: CD3+
cells, demyelination (Woelcke staining), Iba-1+ cells and SMI-32 one day after the last administration
(endpoint 1, A) or 10 days later (endpoint 2, B).



