Supplementary methods
Isolation of extracellular vesicles from urine.
Urines were collected and processed as previously described [1]. Briefly, urine samples were centrifuged at 3000 g for 15 minutes (min) to remove cell debris. Protease inhibitor cocktail (1 tablet PI/25 mL) (Sigma-Aldrich, St. Louis, MO), and sodium azide (10 mM, Sigma-Aldrich) were added to the urines before filtration (0.45 µM, Merck Millipore, Burlington, MA). Urinary extracellular vesicles (uEVs) supernatant was frozen at −80 °C.
Purification of uEVs from a 12.5-mL urine sample was conducted by ultracentrifugation at 100,000 g for 2 hours (h) at 4°C using a Rotor Type 70-Ti (OPTIMA XPN-90, Beckman Coulter, Brea, CA, USA). A second ultracentrifuge at 100,000 g for 2 h was conducted to wash the EV pellet. The EVs were resuspended in 100 µl PBS supplemented with 20% butylhydroxytoluene (BHT) (Sigma-Aldrich) and stored at -80 °C.
Nanoparticle Tracking Analysis (NTA)
NanoSight LM10 system (Malvern Panalytical, Malvern, UK) was used to measure EVs' concentration. To achieve the best particle per frame values for machine measurement, samples were diluted in 0.1 μm filtered 1 × PBS (dilution: 1:100). Each sample was measured three times and subsequently analyzed with NTA 3.2 analytical software to compute the average EV concentration (particles/ml). The analysis was performed using NTA 3.2 analytical software for all samples.
Western Blot analysis 
EVs isolated from a 20 mL urine were directly lysed in RIPA lysis buffer. After centrifugation at 14,000 rpm for 10 min, protein amounts in the supernatants were determined by the microBCA Protein Assay kit (Thermo Fisher Scientific). 5 µg of proteins were used as input and were separated on a 4-12% Bis-Tris Plus Mini Protein Gel and blotted onto nitrocellulose membranes (Thermo Fisher Scientific). The membranes were blocked in 5% milk and incubated overnight at 4°C with primary mouse antibodies against anti-CD63 (1:200), anti-Tamm-Horsfall protein (THP, 1:100), anti-Tumor Susceptibility Gene 101 (TSG101, 1:200), anti-ApolipoproteinA-1 (APOA-1, 1:100). Subsequently, the membranes were incubated with the corresponding secondary antibody against mouse (goat-α-mouse-IgG H+L HRP, Thermo Fisher Scientific). The bands were scanned using an iBright Imaging System (Thermo Fisher Scientific). All antibodies were purchased from Santa Cruz Biotechnology, USA. Full gel images are provided in Supplementary Figure 1. Analytical factors for EV isolation and characterization complied with MISEV indications [2].









[bookmark: _GoBack]


References
1.	Barreiro K, Dwivedi OP, Leparc G, Rolser M, Delic D, Forsblom C, et al. Comparison of urinary extracellular vesicle isolation methods for transcriptomic biomarker research in diabetic kidney disease. J Extracell Vesicles. 2020;10(2):e12038. 
2.	Welsh JA, Goberdhan DCI, O’Driscoll L, Buzas EI, Blenkiron C, Bussolati B, et al. Minimal information for studies of extracellular vesicles (MISEV2023): From basic to advanced approaches. J Extracell Vesicles. 2024;13(2):e12404. 
 
