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Compensation and unmixing are common methods used to determine the true amount of fluorescence from a fluorochrome when using either
traditional or full spectrum Flow Cytometry to carry out multicolor experiments. In these cases, it is necessary to use appropriate single color
controls which adhere to all the appropriate rules. If any of these rules are not met compensation or unmixing may not be correct. Totroubleshoot
the acquired panel we need to use a quantitative approach todetermine if compensation and unmixing are correctly determined.

Secondary Stain |ndex(SSI) Overcompensated Correct Compensation
SSI=-1.15 SSI1=-0.02
A quantitative metric should be used when determining the success of
unmixing or compensation. The SSI can be calculated with the MFI of the N ;
positive and negative population along with the SD of the negative * h
population, all for the secondary detector(s)/fluorochrome(s).
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' Helpful Hints

* Proper controlsare necessary for asuccessful run. Ensure you match your
control and experimental fluorochromes exactly, check signal intensity and
use the correct negative for your single colors

* Manual compensation or unmixing, or visual tweaking of software derived
results should never be done

*  When testing a panel for thefirst time, run both single color beads and cellsto
check which is best for your specific panel
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