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1. Exosome Isolation onto a Sucrose Cushion: a method of collection by centrifugation
1.1. Conditioned media, or CM, is spent media that contains the entire secretome of cultured cells including exosomes, or extracellular membrane-bound vesicles.
1.2. Start by collecting the CM from your cells of interest.
1.3. Remove any cell debris from the CM by centrifugation. Collect the supernatant in a syringe and pass it through a .22 [prounouned: “point two-two”] micrometer filter.
1.4. Transfer this pre-cleared CM to an ultracentrifuge tube.  Then use a glass pipette to add sucrose solution directly to the bottom of the tube.
1.5. Now, spin the exosomes onto the sucrose cushion.  Remove the media and transfer the sucrose layer to a new tube containing PBS to wash the sample.  
1.6. Spin this tube, discard the supernatant, and resuspend the pelleted exosomes in PBS. 
1.7. [bookmark: _GoBack]In the following example, we will harvest exosomes from media conditioned by HEK-293 [pronounced: “heck two-nine-three”] cells grown for one week in a bioreactor flask.
2. Protocol: Isolating Exosomes from Bioreactor Conditioned Media
