SUPPLEMENTARY FIGURES

SAMPLE COLLECTION
= Seminal fluid collection from Normozoospermic (NORMO, n=15),
OligoAsthenoTeratozoospermic (OAT, n=12) and Azoospermic (AZO, n=12) subjects

EV ISOLATION from human seminal plasma
= In-house optimization of a polymeric precipitation-based protocol (evGAG®)

EV IDENTIFICATION & CHARACTERIZATION
= Nanoparticle Tracking Analysis

= Cholesterol quantification assay

= Enzyme-linked immunosorbent assay

= Transmission Electron Microscopy analysis

PROTEOMIC ANALYSIS TRANSCRIPTOMIC ANALYSIS
= GEL-BASED ANALYSIS = = 2D-Electrophoresis = RNA-Seq
= MALDI-TOF-TOFMS for protein identification = Gene expression by ddPCR analysis

= Heatmap and PCA analysis of proteomic results

= GEL-FREEANALYSIS > = LC-MS/MSanalysis

= ENRICHMENT ANALYSIS of gel-based and gel-free proteomic results

Figure S1 - Flowchart of the study
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Figure S2 - Schematic representation of the in-house optimized protocol used for the isolation
of EVs from seminal plasma



