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A. Supplementary Figures

Supplementary Figure S1. Enrichment of human reticulocyte from cord blood and
isolation of reticulocyte-derived exosomes. (A) Schematic diagram of the purification
of human reticulocytes and the different ways of in vitro production and isolation of
HuRex assessed. Brilliant cresyl blue-stained thin smears of human cord blood (B)
before and (C) after reticulocyte enrichment. Diagram was designed by the author MDV
using icons from www.flaticon.com made by Freepik, Prosymbols and Vectors Market.

Supplementary Figure S2. Immunoblot analysis in HuRex. Full-length blots against
transferrin receptor (TfR), HSP70, GAPDH and stomatin displayed in the main figures.

Supplementary Figure S3. Comparative analysis with human red cell MS
proteomes. (A) Intersection of human reticulocyte MS proteomes*>-t’. Core proteome
consists of 587 proteins marked in blue. (B) Intersection of human mature RBC MS
proteomes!’2°, Core proteome consists of 1055 proteins marked in red. (C) Intersection
of HuRex proteome with the reticulocyte core proteome and the mature RBC core
proteome. Those proteins common to both core proteomes (white), to reticulocytes
(cyan), to mature RBCs (yellow) and those exclusively related to HuRex are listed in the
Supplementary Table S3. (D) Intersection of HuRex proteome with human reticulocyte

MS proteomes®>1’. All comparisons have been performed using gene name annotation.

Supplementary Figure S4. The 50 most abundant proteins in HuRex by NSAF.
Proteins, annotated by Gene ID, with the highest NSAF?” median as presented in the
Supplementary Table S5.



B. Supplementary Tables

Supplementary Table S1. List of proteins identified in human reticulocyte-derived
exosomes from different preparations by LC-MS/MS. List of grouped proteins that
have been identified at 1 %FDR and by at least 2 unique peptides, or with 1 unique
peptide if they are present in two or more preparations. After filtering out contaminant
proteins, a list of 367 proteins has being generated (presented in Sheet 1 “HuRex
proteome”). Proteins are listed based on their number of unique peptides. Sheets from
2 to 13, contain the lists of proteins identified for different subcellular locations according
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to GO annotation: “2. ER or secreted”, "3.Cytosol”, "4.Plasma membrane”, ”5.Nucleus”,
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’6.Cytoskeleton”, ”7.Lysosome”, "8.Endosome”, "9. Golgi apparatus”, 10. Endoplasmic
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reticulum”, ”11.Mitochondrion”, ”12.Peroxisome”, "13.Not retrieved”. Sheet 14 shows the
list of potential contaminants removed from the final list. Table abbreviations: ER:

extracellular region.

Supplementary Table S2. Gene Ontology enrichment analysis of human
reticulocyte-derived exosomes. GO term-enrichment analysis of HuRex proteome at
biological process (Sheet 1), cellular component (Sheet 2) and molecular function (Sheet
3) level performed with Database for Annotation, Visualization and Integrated Discovery

(David 6.8)%1. All GO terms with their statistical analysis are shown.

Supplementary Table S3. Lists of proteins from the comparative analysis with
human red cell MS proteomes. In sheet 1: list of proteins common to both reticulocyte
and mature RBC core proteomes (white), to reticulocytes (cyan), to mature RBCs
(yellow) and those exclusively related to HuRex (green) that were obtained according to
the analysis shown in Supplementary Figure S2. In sheet 2: plasma membrane proteins

and in sheet 3: cytosol proteins.

Supplementary Table S4. Rex proteins conserved among different species.
Proteins common between HuRex and previously reported proteome from rat exosomes

at day 2 of in vitro differentiation’® (sheet 1).

Supplementary Table S5. Relative protein abundance in HuRex by NSAF. Relative
protein abundance was estimated with the calculation of the protein quantification index
NSAF®" for every protein, denoted by each gene ID, identified in every HuRex
preparation. Mean, median and standard deviation of the NSAF values from the all

preparations are included in the last three columns (sheet 1).



C. Video 1

Confocal microscopy analysis of a LPS mDC pulsed with HuRexpi and then with green
fluorescent HIV-1 VLP. Movie shows 3D reconstruction of the maximum intensity
fluorescence of the x-y sections collected throughout the whole cell z-volume every 0.2

pum. DAPI-stained nucleus is depicted.
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