Figure S1: Model system.
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(a) Timeline representing the HIPEC seeding, infection, medium renewal and collection before
SEV preparation. D: days; MOI: Multiplicity of infection. (b) HIPECs are permissive to hCMV
infection. Immunofluorescence against Immediate Early 1/2 (IE) antigens was done on HIPECs
either non-infected (NI) or at 48 h or 72 h post-infection (hpi). Green: IE; Blue: DAPI;
Magnification: 20 x. (c¢) Immunofluorescence realized against hCMV IE1/2 antigens in non-
treated MRC5 cells (Mock), or upon incubation during 24 h with either hCMV at MOI 3 (hCMV),
sEVs isolated from non-infected (sEV NI) or from hCMV-infected HIPECs (sEV hCMV).
Magnification = 20 x. Blue (upper panel): DAPI; red (lower panel): IE. Below images are
indicated the results of RT-qPCR realized against hCMV UL55 mRNAs on RNA extracted from
MRCS5 cells at 48 h post-incubation with hCMV or sEV preparations (+: amplification; -: no



amplification). Data are representative for at least three independent experiments. (d) Total
cell number counted at the time of sEV preparation, at 72 hpi, for non-infected (NI) or hCMV
infected HIPECs. Results are representative of 15 independent experiments. p<0.0001 by
paired t-test. (e) Comparison of cell growth between complete and Exofree culture medium,
by counting of HIPEC number in 12-well plates in which 10° cells were initially seeded. Symbols
represent mean + SEM for three independent experiments. A 2-way ANOVA statistical test
indicated no significant difference between complete and Exofree medium culture conditions
(p=0.4414).



Figure S2: Wide-field transmission electron microscopy.
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TEM micrographs showing sEV from HIPEC either non-infected (NI; upper panel) or infected
(hCMV; lower panel). Scale bar: 500 nm.



Figure S3: Multiplex bead-based flow cytometry comparison of stV prepared from
non-infected of hCMV-infected HIPECs.
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Bead-based multiplex analysis using the MACSPlex Exosome Kit, human (Miltenyi Biotec) were
realized on sEV preparations by flow cytometry according to the manufacturer's instructions.
This allowed the quantification of 39 different EV markers, distinguishable by flow cytometry
by a specific PE and FITC labeling. The MACSQuant Analyzer 10 flow cytometer (Miltenyi
Biotec) was used for analysis. The tool MACSQuantify was used to analyze data
(v2.11.1746.19438). GraphPad Prism (v8) software was used to perform statistical analysis of
the data. The heat-map represents the mean of 3 independent experiments, for different sV
markers indicated on the left column, for sEV prepared from non-infected of hCMV-infected
HIPECs. Blue intensity is proportional to the level of expression calculated in Median
Fluorescence Intensity, indicated on the right of the heat-map. ns, non-significant by two-way
ANOVA.



Figure S4: Wide field immuno-electron microscopy anti CD63.
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TEM micrographs showing sEV from HIPECs either non-infected (NI; upper panel) or infected
(hCMV; lower panel), after immunogold labelling against CD63. Arrow in the lower panel
indicates a CD63 positive sEV. Scale bar: 500 nm.



Figure S5: Complement to proteomic analysis.
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Western-blot showing the enrichment of the cellular Thy-1 protein in sEVs from infected
HIPECs (NI: non-infected). This result is representative of three independent experiments.



Figure S6: stV internalization by MRC5 at 2 h post-incubation.
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MCRS5 cells, observed by confocal fluorescence microcopy, upon 2h of incubation with PKH67
stained sEVs (200 sEVs/cell) prepared from non-infected (panels b), hCMV-infected (panels c)
or without sEV incubation (panels a). Green: PKH67 staining of sEV; red: actin staining by
phalloidin; blue: DAPI. Scale bar: 10 um.



Table S1: Excel file.

The mass spectrometry proteomics data have been deposited to the ProteomeXchange
Consortium via the PRIDE partner repository with the dataset identifier PXD029146.
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