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Figure S1. Characterization of SUVs and LUVs mixtures by fluoMDS and NTA. (a,b) The
size distributions of the SUV and LUV samples were measured by DLS. (c,d) Mixtures of
SUV and LUV were analyzed by fluoMDS by measuring the diffusion profiles of the sample
at 12 positions in the microfluidic channel (red line) and fitting them with a linear
combination of simulated profiles from a library of standards (black dashed line). (e,f) The
distributions of the diffusion coefficients obtained from the fitting for the mixtures of SUV
and LUV were translated into the size distributions of the samples. (g,h) The mixtures of SUV
and LUV were also sized by NTA in light scattering mode.
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Figure S2. Diffusion profiles along the microfluidic channel of the mixture of rhodamine-
containing LUV and SUV and GFP-containing LUVs. When only GFP was excited, the
diffusion profile at the end of the microfluidic channel appeared narrower that the ones
obtained for rhodamine, meaning that the GFP-containing particles are larger.
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Figure S3. Binding specificity of the anti-CD63 antibody to CD63-positive EVs. (a) The anti-
CD63 antibody alone did not form large aggregates. (b) Fluorescent particles were not
detected when blocked EVs were mixed with an isotype of the anti-CD63 antibody. (c) In

contrast, a peak corresponding to EVs was observed when the anti-CD63 antibody was added
to EVs.
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Figure S4. Experimental and fitted diffusion profiles obtained for the MSC-EV sample

stained with a photoactivatable silicon rhodamine, Fluram and an anti-CD63 1gG coupled to
eFluor660.
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Figure S5. Characterization of 293F-derived EVs. (a) NTA in light scattering mode of
particle size distribution. (b) Sample particle and protein concentration measured by NTA and
UBCA, respectively. (c) Western blot for EV markers (CD63, CD81, ALIX, TSG101) and

potential contaminant (Calnexin). (d) TEM pictures at 5000- and 35000-times magnification
of the EV samples.

1000 nm



WILEY-VCH

Photoactivatable =
il ; Fluram anti-CD63 IgG - eFluor660
silicon rhodamine
5 25 - 5 5
Experimental Experimental Experimental
— - — Fit = - — Fit —_ ——Fit
T 4 ' T 201} ! R4 :
5 5 L g l
"ESM.‘,IH ?‘31'5“:1“!;, }%35'.1“
= { = || I I = o
g2t bbby %1.onutt:'ﬂ:!5‘fr4 sl {]]]]
sHEEEL L g w.:t::w=~=.=.:;~. RN
| I [ | I ‘ i1 | i
St b il h T S os ‘l\,‘"m/w”»v‘v“'” AL S et H
i }‘v‘l,’”\ Ly ]UL/"_,H AW v [V Y \ Y IJUI\ U“ /\ ’v‘\v/\/"
0 1000 2000 3000 0 1000 2000 3000 0 1000 2000 3000
Channel position [ym] Channel position [um] Channel position [pzm]

Figure S6. Experimental and fitted diffusion profiles obtained for the 293F-EV sample
stained with a photoactivatable silicon rhodamine, Fluram and an anti-CD63 1gG coupled to
eFluor660.



