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Figure S1. Exemplary calculation of the assessment of tetraspanin randomness. (A) Exemplary data
transformation that showcases the extraction of the probability for an individual event. (B) Exemplary
reconstruction of unbiased, expected tetraspanin colocalization probabilities.
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Figure S2. Differences in tetraspanin colocalization between experimental outcome and calculated
random distribution of sEV derived from stem cells. (A+C+E+G) Experimental outcome of
tetraspanin colocalization on the CD9/CD63/CD81 tetraspanin capture spots of hiPS A4- (A), hiPS
C02- (C), hPL cultivated MSC- derived (E) and FCS cultivated MSC-derived (G) sEV using the
ExoView R100 platform and fluorescent antibodies. (B+D+F+H) Simulated random tetraspanin
colocalization using decision tree calculation based on experimentally determined data of hiPS A4-
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(B), hiPS C02- (D), hPL cultivated MSC- derived (F) and FCS cultivated MSC-derived (H) sEV.
Experimental data shown represents the respective tetraspanin colocalization fraction [%] out of all
detected sEV. Plotted is the mean of three independent biological with three technical replicates,
respectively. Predicted random distribution was calculated from the respective experimental data and
was generated as indicated.
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Figure S3. Differences in tetraspanin colocalization between experimental outcome and calculated
random distribution of sEV derived from fibroblasts. (A+C+E) Experimentally determined
tetraspanin colocalization on the CD9/CD63/CD8]1 tetraspanin capture spots of cardiac fibroblast- (A),
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foreskin fibroblast- (C) and lung fibroblast- derived (E) sEV using the ExoView R100 platform and
fluorescent antibodies. (B+D+F) Simulated random tetraspanin colocalization using decision tree
calculation based on experimentally determined data of cardiac fibroblast- (B), foreskin fibroblast- (D)
and lung fibroblast-derived (F) sEV. Experimental data are represented as mean of three independent
biological experiments with three technical replicates. Predicted random distribution was calculated

from the respective experimental data and was generated as indicated.
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Figure S4. Differences in tetraspanin colocalization between experimental outcome and calculated
random distribution of sEV derived from cancer cells. (A+C+E+G) Experimentally determined
tetraspanin colocalization on the CD9/CD63/CD81 tetraspanin capture spots of HelLa- (A), HepG2-
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(C), H1650- (E) and SH-SY5Y-derived (G) sEV using the ExoView R100 platform and fluorescent
antibodies. (B+D+F+H) Simulated random tetraspanin colocalization using decision tree calculation
based on experimentally determined data of HeLA- (B), HepG2- (D), H1650-(F) and SH-SY5Y-derived
(H) sEV. Experimental data are represented as mean of three independent biological experiments with
three technical replicates. Predicted random distribution was calculated from the respective
experimental data and was generated as indicated.



