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Exosomes, important extracellular vesicles (EVs) for intercellular

communication, are difficult to distinguish from microvesicles. This study focused on multivesicular
bodies (MVBs) and optimized the isolation, fractionation, and preparation of exosomes through
stepwise direct observation using transmission electron microscopy (TEM). Fractionation under
low-salt Bis-Tris buffer conditions revealed a specific population of approximately 50 nm.
Furthermore, the presence of CD63, known to be one of the exosome markers, was confirmed by
immunoelectron microscopy. Additionally, an attempt was made to transfer EV isolation and
preparation from density gradient ultracentrifugation to tangential flow filtration, demonstrating
the effectiveness of a continuous filtration method using regenerated cellulose membranes with
different molecular weight cut-offs (MWCO). The isolation and characterization of intact EVs under
optimal conditions are critical for biomedical applications.
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