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Supplementary Information

Establishment of the stable HEK293T:CD63-eGFP cell line

The HEK293T:CD63-eGFP stable cell line was generated by lentiviral mediated gene transfer of human CD63 cDNA (GenBank accession number CR542096) fused to the N-terminus of eGFP. First, the coding region of CD63 without stop-codon was amplified via PCR from HEK293T cDNA by using the oligonucleotides 5’ACCGATCTCGAGCAATGGCGGTGGAAGGAGGAATG and 3’ACCGATGAATTCTCACCTCGTAGCCACTTCTGATACT, thereby introducing flanking XhoI/EcoRI restriction sites, and cloned into the peGFP-N1 plasmid (Takara Bio Europe/SAS). Next, the CD63-eGFP ORF was transferred to the lentiviral pCL6-IEGwo expression plasmid (kindly provided by Helmut Hanenberg, University Hospital Essen) via NheI/BsrGI restriction sites. The CD63-eGFP expression cassette of the resulting lentiviral plasmid pCL6-CD63eGFP was confirmed by sequencing. 

Lentiviral supernatants were produced as described previously46. Briefly, HEK293T cells were co-transfected with the plasmids pCL6-CD63-eGFP, pCD/NL-BH and pcoPE47-49 using the transfection reagent JetPEI (Polyplus, Illkrich Cedex). 16 h post transfection, gene expression from the human cytomegalovirus (CMV) immediate-early gene enhancer/promoter was induced with 10 mM sodium butyrate (Sigma Aldrich) for 6-8 h before fresh medium was added to the cells, and the supernatant was collected 20 h later. Viral particles were pelleted at 25,000 xg for 90 minutes at 4˚C. The supernatant was discarded and the pellet was resuspended in 2 ml of Iscove’s Modified Dulbecco’s Media supplemented with 20% FBS and 1% P/S. Aliquots were stored at -80°C until usage. HEK293T cells were transduced by overnight exposure to virus stocks, passaged at least twice, and subsequently sort-purified (eGFP expression) on a BD FACSAria IIIu cell sorter. The established cell line was passaged at least 5 times before experiments were performed.
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Supplementary Figure 1. Uncropped WB analysis of Figure 1F. (A) N2a-derived EVs and (B) C2C12-derived EVs immunoblot analysis.
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Supplementary Figure 2. (A) Western Blot (WB) analysis of TFF/BE-SEC purified vesicles (2.5x1010 particles per well). (B) Uncropped WB analysis of Supplementary Figure 2A.
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Supplementary Figure 3. Uncropped WB analysis of Figure 2F.
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Supplementary Figure 4. Dose-dependent EVs uptake on recipient cells. Overlaid histograms of TFF/BE-SEC and UC purified samples. Different amounts of CD63-eGFP labelled-EVs (5x109 and 1x1010 particles, measurements based on NTA light scatter mode) were added to recipient cells and internalization was quantified flow cytometrically.

[image: image5.png]GFP

@ Scatter

k-

150+

| 1
(= (=]
o n
-—

(wu) azis sapo





Supplementary Figure 5. HEK293T:CD63-eGFP particle mode size. NTA mode size analysis of BE-SEC and UC isolated HEK293T:CD63-eGFP EVs in light scatter and GFP mode.
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