67232_screenshot_1.mp4
· 2.2.2 Launching the sorter software on the computer. 00:00:02-00:00:38

67232_screenshot_2.mp4
· 2.7.1 Open QC Protocol on the software (see comment) 00:00:02-00:00:23
· 2.8.2 Saving the QC acquisition in the software Alignment protocol 00:00:24-00:01:00 

67232_screenshot_3.mp4
· 2.10.4 Open Drop Delay Protocol 00:00:03-00:00:13
Select Sort > Drop Delay Wizard > Select Sort Logic in the sorter software > Select Edit and define the region to be sorted 00:00:14-00:00:29
Select Run: 10 drops will be placed on the slide 00:00:30-00:01:20
· 2.10.5 Verify with a fluorescent microscope that 97 percent of fluorescent beads are present on the fifth puddle and if everything is correct, click OK > Finish 00:01:21-00:01:27
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3.2	
· On sorter software open a new protocol (on toolbar select File > Protocol > New). 00:00:02-00:00:08
· On the sorter software click Data Acquisition setting; on the window Acquisition Parameter, select the channels of interest and disable the others. For this specific panel the signal abled are: 488-FSC1, 488-FSC2, 488-SSC and 488-513/26 (for CFSE signal). 00:00:09-00:01:30
· Select Acquisition > Start; a window of sample properties will appeared, insert the name of the sample and click OK. 00:01:31-00:01:43
· Create the panel, with the plot of interest and create the gating strategy. On the toolbar of sorter software, select Histogram > Create histogram. In the workspace create three dot plot, the first one with on x axis 488-FSC1 Height-Log parameter and on y axis 488-SSC Height-Log, the second one with on x axis 488-FSC2 Height-Log parameter and on y axis 488-SSC Height-Log, the third one with on x axis 488-513/26 CFSE Height-Log parameter and on y axis 488-SSC Height-Log. 00:01:44-00:02:51
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3.3	
· Click Acquisition > Start and insert the name of the sample (Unstained EVs) 00:00:02-00:00:17
· Acquire the control sample. Stop acquisition and save the data 00:00:18-00:00:43
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3.4
· Click Acquisition > Start and insert the name of the sample (PBS + CFSE) 00:00:02-00:00:17
· Acquire the control sample. Stop acquisition and save the data 00:00:18-00:00:44
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3.5
· Click Acquisition > Start and insert the name of the sample (EVs CFSE) 00:00:02-00:00:17
· Acquire the sample and check the flow rate. Number of events/sec must be around 5,000 events/sec. Stop acquisition. 00:00:18-00:00:42
· Draw a region identifying the CFSE positive events and one identifying the CFSE negative events. 00:00:43-00:01:42
· On Sort Tab identify the region/s to be sort. Work in a Purify Mode and chose 1-2 drop in Drop Envelope. 00:01:43-00:02:01
· Click Sort > Start.  00:02:02-00:02:55
· Click Sort > Stop and save the data. 00:02:56-00:03:12
· Save sort setting. On the toolbar of sorter software select Sort > Save Sort Settings. 00:03:13-00:03:39
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3.13
· Click Acquisition > Start and insert the name of the sample (PBS filtred). Acquire 0.22 micrometer- filtred PBS and check that no CFSE-positive events are present. Stop acquisition and save the data. 00:00:02-00:00:41
· Click Acquisition > Start and insert the name of the sample (EVs CFSE pos). Acquire the sample and save the data. 00:00:46-00:01:28
· Click Acquisition > Start and insert the name of the sample (EVs CFSE neg). Acquire the sample and save the data. 00:01:35-00:02:15
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