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Figure S1. FACS analysis of the anti-hCD81-PE antibody on human and murine cells. We used the 

M14 human melanoma cell line as human model and the GL261 murine glioma cell line as mouse 

model. The green box encloses the histograms related to the test of the anti-human CD81 on the 

human M14 and murine GL261 cells specifically evidencing CD81 on human cells. The orange box 

encloses the histograms related to the test of an anti-mouse CD81 on the murine GL261 cells to 

evidence CD81 on murine cells as control. Corresponding IgG conjugated with phycoerythrin (PE) 

were used as control isotype in the negative samples.  Debris and aggregates were excluded from the 

analysis by a gating process as shown on the left panels in the cytograms forward scatter (FSC)/side 

scatter (SSC). Ten-thousand events were acquired in each sample by a Gallios 8 color, equipped with 

3 lasers (488nm Blue, 561 Yellow-Green and 638nm Red), Beckman Coulter Life Science, Indianapolis 

USA. The percentage in each histogram represents the fraction of positive cells. 
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Figure S2. Hierarchical clustering analysis of the human-specific miRNAs released in the mice total 

plasma and enriched in the sEVs. (A) Clustering analysis was performed considering the data in the 

total plasma and sEV cargo at day 23 post-implantation. (B) Regression analysis between the two 

compartments, R² = 0.0021. 
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Figure S3. miRNA abundance analysis in cell cultures. (A) Rank abundance curve of the miRNAs 

expressed in the sEVs released in M14 cell culture medium. The threshold was set at the value of 2% 

miRNA expression (horizontal line). (B) The most abundant miRNAs are shown in the ring graph 

and the number reported in each slice of the ring represents the percentage of expression of the 

indicated miRNA. 
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Figure S4. miRNA expression analysis by Taqman Array MicroRNA Cards in M14 melanoma tumor 

xenografts from mice brain. (A) Normalized expression levels of miRNAs found in sEV of our 

experimental model and expressed in M14 melanoma tumor xenograft. (B) Normalized expression 

levels of miRNAs found in total plasma of our experimental model and expressed in M14 melanoma 

tumor xenografts. Mean delta Ct (∆Ct) values have been calculated on two pool replicates, 

normalizing each miRNA on the average of two housekeeping genes. The higher the 1/Mean ∆Ct 

value, the higher the miRNA expression. Bars represent standard error in each histogram. 


