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Figure S1. Experimental workflow. B16F1 mouse melanoma cells were cultured in sEV-depleted serum-containing

(OptiClone or Biowest FBS) or serum-free medium. For morphology and survival analysis, cells were monitored daily
and counted with trypan blue staining after 72 hours. On the third day conditioned media were harvested and vesicles
were isolated by filtration and differential ultracentrifugation. Three sample types were measured immediately (Fresh
sEV, Ctrl sEV, w/o FBS sEV); the w/ wash sEV sample was generated by an additional washing step, i.e., re-suspension
in PBS and a second round of ultracentrifugation; and the Frozen sEV sample was stored at -80 °C for 3 months. Vesicle
isolates were analyzed with NTA and LC-MS/MS. Heatmaps were generated by hierarchical clustering using the
MORPHEUS program, and pathway enrichment analyses were performed using the ShinyGO 0.76.3 software with the
default parameters. Abbreviations: FBS - fetal bovine serum, LC-MS/MS - liquid chromatography - tandem mass
spectrometry, NTA — nanoparticle tracking analysis, SEV — small extracellular vesicle, UC — ultracentrifugation. Figure
was created with BioRender.com.
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Figure S2. Transmission electron microscopy of the Ctrl sEV isolates. Images show the vesicles in different dilutions

50 nm

and magnifications.
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Figure S3. Nanoparticle tracking analysis of the five sEV samples. The figures represent the size distribution of the
isolated Fresh sEV (A), Frozen sEV (B), Ctrl sEV (C), w/o FBS sEV (D), and w/ wash sEV (E) samples (black and red
lines represent the mean and the standard deviation of the concentration; C: particle concentration; Me: mean diameter

size).
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Figure S4. Pearson’s correlation analysis on the protein content of the five SEV samples. Dot plots show the relationship
between the Fresh sEV and Frozen sEV samples (A) and also between the Ctrl sEV and w/ wash sEV (B), Ctrl sEV and
w/o FBS sEV (C), and also between the w/ wash sEV and the w/o FBS sEV samples (D). Correlation coefficients were
obtained using Pearson’s correlation analysis.
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Figure S5. The influence of PBS washing on the biological and molecular functions of the melanoma proteins. Bar charts
show the top 20 GO terms for the elevated (A) and downregulated (B) biological processes—ranked by fold
enrichment—of the associated mouse proteins in the w/ wash sEV sample as compared to the Ctrl sEV sample. Bar
charts show the top 20 GO terms for the elevated (C) and downregulated (D) molecular functions—ranked by fold
enrichment—of the associated mouse proteins in the w/ wash sEV sample as compared to the Ctrl sEV sample.

Changing colors of the bars represent the decreasing fold enrichment values.



