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Specialized Flow Cytometry Solutions

Spectral nOverlay Instructions

1.

Preface

This tool enables the comparison of normalized spectral signatures to gauge fluorochrome
unigueness, to determine if dye alterations occurred, or simply to visualize autofluorescence
contributions.
Data from exported statistics csv files are loaded using an embedded macro and can be stored

in the “Dye Reference” or “Cell Reference” sheets of the document for future use.

This tool can also be modified to overlay non-normalized signatures, a practice that can
sometimes be useful when comparing raw MFI values.
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| uvis UVie .
Dye 1 MFl+ 1762 796 522 525 652 909 2038 B68 986 430 2779 | 3417 | 2698 | 2643 | 1808 954 1582 | 165(]
Dye 1 MFI- 1752 797 529 531 540 903 2042 B83 992 420 1723 106 60 66 63 39 1602 | 166(
Dye 1 MFI diff. 10 -1 -7 -B 12 0 -3 -15 -b 10 1056 | 3311 | 2638 | 2577 | 1745 915 -20 -10
Dye 1 0.001 | 0.000 | 0.000 | 0.000 | 0.001 | 0.000 | 0.000 |-0.001 | 0.000 | 0.001 | 0.057 | 0.178 | 0.141 | 0.138 | 0.094 | 0.049 | -0.001 | -0.00
Dye 2 MFI+ 23105 | 13759 | 9351 | 8902 | 10450 | 14259 [ 19260 | 9150 | 7000 | 2959 | 25024 | 55397 | 44414 | 43757 | 28225 | 15170 | 10124 | 2013
Dye 2 MFI- 23224 | 13861 | 9464 | 8991 | 10546 | 14333 [ 19321 | 5099 | 6BSS | 2847 | 6283 554 411 470 359 2BE | 10322 | 2055
Dye 2 MFI diff. -119 | -102 | -113 | -89 | -96 | -74 | -61 31 105 | 112 | 18741 | 54843 | 44003 | 43287 | 27866 | 14882 | -198 | -457)
Dye 2 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.000 | 0.056 | 0.165 | 0.132 | 0.150 | 0.084 | 0.045 | -0.001 | -0.00
Select a Dye
Select a Dye
Select a Dye
Beads MFl+ 149359| 144098| 157121
Beads MFI- 22819 | 13540 | 9338 | 8833 | 10504 [ 14201 | 187853 | 5048 | 6854 | 2842 | 5609 555 427 472 357 267 5712 | 2024
Beads MFI diff. 220481|398435| 214882| 140526 133594|142920| 85763 | 24635 | 8845 | 2399 | 380 | 637 | 175 | 185 | 113 | 177 | 2211 | 2923
Beads 0.555 0538 0.355 | 0.335 ( 0.359 | 0.215 ( 0.062 ( 0.022 ( 0.006 | 0.001 ( 0.002 | 0.000 ( 0.000 | 0.000 ( 0.000 | 0.006 | O.00
Cells MFI+ 3855 | 5196 | 3114 | 2552 | 2776 | 3711 | 5841 | 3670 | 3656 | 1861 | 2406 | 1173 | 1120 | 1281 929 712 1474 | 2434
Cells MFI- 1152 | 824 | B11 | 896 | 1225 | 1971 | 4584 | 3241 | 3331 | 1748 | 2458 | 1180 | 1083 | 1245 | 893 | 649 [ 1503 | 2364
Cells MFI diff. 2705 | 4372 | 2305 | 1656 | 1551 | 1740 | 13257 | 428 325 113 -52 -7 37 36 36 63 -29 64
Cells 0.618 0527 | 0.379 | 0.355 ( 0.398 | 0.288 ( 0.098 | 0.074 ( 0.026 |-0.012 (-0.002 | 0.008 | 0.008 | 0.008 | 0.014 (-0.007 | 0.01

Select a Cell Type

Dye 1 | Reset 1 | Beads | Reset B |

Dye2 | Reset2| Cells
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2. Navigating and Using the nOverlay Tool

Open the nOverlay Excel spreadsheet. If warned that the macros have been disabled,
click the “Enable Content” button.

SECURITY WARNING Macros have been disabled.

Enable Content




WORK-FLOW

Specialized Flow Cytometry Soiutrons

e Go to the Developer tab > View Code > double-click Module 1, and modify the path in the
first line for Buttonl through Button4 to reflect the location of your statistic files (an
example is provided).

Sub Buttonl Click()

Workbooks.open ("C:\Files\Work\WORK-FLOW\3 Resources\FlowPublic\2 - Upcoming Update\noverlay Reference csv\l.csv")
Workbooks ("nOverlay.xlsm") .Worksheets ("nOverlay") .Range ("B2:BM3") .Value = _

Workbooks ("l.csv") .Worksheets ("1") .Range ("B2:BM4") .Value

Workbooks ("l.csv") .Close SaveChanges:=False

End Sub

e The csv statistics files provided in this package were generated with Cytek™ SpectroFlo®
on a 5-laser 64-parameter Aurora and must be labelled as follows:

1 for Dye 1| 2 for Dye 2 | B for Beads | C for Cells

e Click the desired button to load the content of a statistics file and display them on the
graph.

Dye 1 ‘ Reset 1 ‘ Beads | Reset B |

Dye2 | Reset2| Cells | ResetcC |

e The normalized values can be copied and pasted to the “Dye Reference” sheet for future
use.

Dye1 0.001 [ 0.000 | 0.000 | 0.000 | 0.001 | 0.000 | 0.000 | -0.001 | 0.000 | 0001 | 0.057 [ 0.178 [ 0:141 [ 0.138 [ 0.094 | 0.049 [-0.001 |

e Torecall a saved reference, click the “Select a Dye” drop-down menu.

|Se|ecta Dye ] - |

Note: using the “Select a Cell Type” one can recall an autofluorescence signature from
the “Cells Reference” sheet.

e Toremove a spectral signature from the graph, simply delete the value in the “Select Dye”
or “Select a Cell Type” (column A) or click the Reset button associated with the signature.

e Values for the similarity metric, r?, can be found to the left of the graph for several pairs
of signatures.




