INDEPENDENT TEST
*Basic things you should know/know how to do:

START UP PROCEDURE
· Are you wearing a lab coat and gloves?
· Turn on the machine
· Check the fluidic levels
· Be able to empty and refill the waste container with bleach
· Be able to refill the sheath container with sheath fluid
· Load the software
· Do the System Startup Program
· Are you in the correct mode? (tube vs plate) If not, how do you properly switch? (turn off the machine and flip the little flag, then turn the machine on again) 
· If in plate mode: fill up the appropriate wells with water, and make sure the software/cytometer knows what type of wells you are using (flat bottom/V bottom/U bottom). Did you take out the plastic block to load the plate?
COMPENSATION
· Do you know what compensation is and why it is needed/used?
· Open a new compensation
· Select the appropriate channels with the appropriate color channel name
· Run through your negative and positive controls
· Did you adjust the gates appropriately for both the negative (unstained) and positive controls?
· If needed, did you adjust the threshold appropriately? Do you know what threshold is?
· Start with recommended gains. What is the difference between recommended and default gains? Did you adjust your gains appropriately based off of your negative control? What are the different ways you can adjust the gains on the Cytoflex?
· Check the abort rate. What is a good abort rate? What even is the abort rate?
· Check you flow rate and adjust properly if needed. Are you keeping your flow rate consistent or changing between/mid sample?
· If you adjusted your gains midway through a control, did you go back and rerun previous controls under the new gains?
· Once recording, did you keep your gains and threshold, or continue to mess with them? (if you changed anything while recording, then you need to re-record any previous controls)
· How many events should you typically collect in compensation?
· Did you bring enough sample to last through compensation? Did you bring enough negative control to last through compensation and your sample runs? What happens if you run out of sample during a run and what should you do afterwards?
· Calculate the compensation matrix. What do those numbers mean?
· Save the matrix under the appropriate place, and not just under the desktop
RUNNING SAMPLES
· Set up a new experiment and name it properly under the right folder
· Select the appropriate channels with the appropriate dye names (it has to be exactly the same way that the compensation was set up)
· Import the compensation matrix/gains
· Set appropriate stopping rules for your specific experiment
· Do you know how to pull up the acquisition settings?
· Pull up dot plots, histograms, etc. Do you know how to adjust/scale the graphs so you see all your population and under the appropriate channel?
· Pull up a time plot
· Set up an appropriate gate(s). Do you know how to apply gates to other plots/graphs?
· Apply a gate to all samples
· Set up doublet discrimination. Why is that important?
· Zoom in or out on a graph
· Do you know how to pull up the statistics chart?
· While running samples:
· Check abort rate
· Check you flow rate and adjust properly if needed. Are you keeping your flow rate consistent once recording or changing between/mid sample? How does flow rate influence abort rate? 
· Are your samples appropriately concentrated for the Cytoflex? 
· Do backflush between each sample
· Did you leave the gains and threshold from your compensation alone?
· Rename each sample appropriately
· Retrieve the FCS files (or PDF version if you wish)
· Plate mode specifically:
· [bookmark: _GoBack]Select the correct wells for your plate and/or indicate which wells are empty on the software
· Select the appropriate well bottom (flat/V/U)
SHUT DOWN PROCEDURE
· Run a Daily Clean in either plate or tube mode
· If in plate mode: fill up the appropriate wells with water and cleaning solution, and make sure the software/cytometer knows what type of wells you are using (flat bottom/V bottom/U bottom)
· Do you know the difference between when to do a flush vs a full shut down?
· Exit out of the software and shut off the cytometer
· Log off
· Clean up the space around you and take everything back to your lab
· Fill out and drop a card in the box on the way out 



*We don’t ask that you become a flow cytometry expert or anything, but do know these basics.  
