Western blot
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[bookmark: _GoBack]Figure 5D: Uncropped western blot for EVs characterization displaying the entire membrane. CD81 (exosomal marker) and Calnexin (ER marker) were simultaneously detected on the same membrane, confirming CD81's presence in EVs samples and Calnexin's absence. This served as a key negative control for EVs purity. Additionally, a cell pellet control, marked with an asterisk (*) and analyzed under reducing conditions, showed clear Calnexin detection but no CD81, as expected, since CD81 antibody recognition relies on conformational epitopes disrupted by reducing agents. This differential detection validated successful EVs enrichment and the specificity of the CD81 signal.
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