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Figure S1: A scheme of the IRIS setup. a) The microfluidic chamber composed of the chip, with
laser-drilled inlet and outlet holes, an adhesive spacer and a glass slide. b) A rendering of the
common-path interferometer IRIS setup utilized for the experiments, where the light path is highlighted
with blue arrows. The red dotted lines show the position of the microfluidic chamber, kept in place by a
clamping fixture.
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Figure S2: The fluorescence signal obtained for the analyzed EVs from staining the cargo with Syn-555,
and the membrane with a) CD9-488, CD63-647 or b) CD9-488 and CD81-488, as they are captured on
three different membrane-specific probe spots (aCD9, aCD63, aCD81). c¢) A co-localized fluorescence

image of three different capture spots on one of the chips used for the test.
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Figure S3: Verification of the amount of active antibody on the surface. The spotted percentage of
active probe versus a) the initial slope of the binding curves in Figure 4 and b) the maximum signal
obtained on the same dataset.
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Figure S4: Comparison of simulated and real binding curves of EVs. a) Simulated curves, where
increasing percentages of fast binders versus slow binders are considered. Here, kon, fast = 104M s,
korr fast = 107°871, kon siow = 10°M1s™Y, koppsow = 10719571 at different percentage of fast
and slow binders. model utilized for fitting EVs binding curves. The black line indicates the fit.
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