21 Color panel tested on the ZE5 by DG (10/30/20)

Voltage |
FSC-488 330
SSC-488 583
Rank | Fluorophore | Voltage Notes

1| PE 540

2 | APC 600

3 | FITC 500

4 | Bv421 535

5 | PECy7 650

6 | BV510 550

7 | PE/Dazzle594 575

8 | APC/Cy7 650

9 | BV605 600
10 | BV786 600
11 | BV711 600
12 | BV650 650
13 | BUV395 600
14 | BUV563 600
15 | BUV737 600
16 | BUV805 650

Comp issue with PEDazzle 594 and autofluorescence,
17 | PerCPCy5.5 580 however, good if not using Dazzle594
18 | APC/Fire 810 700 Not best signal and big comp with APC/Cy7
19 | BUV661 600 Very bad spillover into APC
20 | BUV496 600 Poor signal
Dim and bad spillover into PerCPCy5.5. BUV661, and

21 | AlexaFluor 700 640 BUV737 spilling in badly as well.

*This ranking is based on a combination of brightness on the ZE5, antibody availability,
spillover into other channels, and fluorophore cost. There is no exact formula used, but rather
David's qualitative assessment.

Method: B6 mouse LN cells (1x1076 per well) were single stained at 1:200 with anti-
CD4 (clone GK1.5) conjugated to each color listed above in FACS buffer for 15
minutes on ice, washed 2 times, and run in 96 well plates. Voltages were adjusted for
good separation of the positive and negative peak, with positive signal ranging from
1073-1074. All antibodies were purchased from Biolegend or BD Biosciences.




Compensation Matrix x
=3 D Heignt
Spillover
FITC, PerCP-C.. BUV 661, BUV 737, BUV 805, BUV 395, BUV 563, BUV 496, BV650, BV 711, BV786, BV421, BV60S5, BV510, PE-Cyl, PE-Dazzl. PE  Alexa 700, APC-CyT, APC-Fire.. APC,

FITC,, 1 0.00% 0.00% 0.00% 0.00% 0.00% 1.25% 3.61% 0.00% 0.00% 0.00% 0.00% 0.00% 0.00% 0.00% 0.00% 0.25% 0.00% 0.00% 0.00% 0.00%
PerCP-C.. | 3.23% 1 484% | 1654% | 000% 0.00% 3.89% | 0.16% 186% | 1161% | 0.05% 0.00% 4.65% 0.00% 263% | 63.50% | 19.65% | 1.71% | 0.10% | 0.10% 2.79%
BUV 661, 007% 6.42% 1 085% | 015% | 004% | &72% 151% | 13.73% | 1.79% | 0.09% | 002% | 7.60% 250% | 0.04% 158% | 053% | 018% | 0.16% | 023% | 440%
BUV 737, | 0.01% 261% | 1582% 1 178% 0.00% 069% | 0.06% 196% | 13.76% | 4.20% 0.00% 112% | 026% 1.27% 013% | 002% | 056% | 050% | 002% | 061%
BUV 805, 001% 129% | 7.63% | 58.15% 1 001% | 022% | 0.04% | 090% | 952% | 23.59% | 000% 0356% | 0.12% | 7.27% 004% | 001% | 0.19% 379% | 426% | 022%

BUV 395, 040% | 077% | 1255% | 2278% | 40.05% 1 2089% | 17.15% | 0.23% 0.00% 044% | 013% | 029% 0.00% 033% 0.18% | 0.13% 0.00% 0.00% 042% | 0.18%

BUV563, 081% | 035% | 020% | 041% | 071% | 028% 1 16.74% | 014% | 018% | 021% | 024% 226% | 1232% | 032% 0.83% | 8.01% | 040% | 013% | 025% | 011%
BUV 496, | 2.63% 1.20% 172% 2.86% 5.18% 361% 3% 1 038% | 093% 1.02% 3IN% | 048% | 2608% | 071% 030% | 028% 147% | 071% | 067% | 041%
BY 650, | 0.10% | 2671% | 1425% | 0.05% 0.00% 0.00% 058% | 0.57% 1 11.19% | 042% | 008% | 5333% | 13.84% | 0.04% 5.13% 181% | 022% | 030% | 053% | 1139%
é BY 711, | 001% | 1981% | 3.07% | 7.89% | 0.02% 0.00% 0.04% | 0.04% | 2375% 1 417% | 001% | 11.56% | 297% | 043% 107% | 030% 3.70% | 014% | 0.05% 1.86%
§ BV 786,, 0.00% T60% | 0.75% 6.90% 342% 0.00% 0.02% | 0.01% 6.12% | 4448% 1 0.00% 3.80% | 005% | 17.27% | 023% | 003% 1.18% 6.65% 6.21% | 055%
N BV421, | 002% | 003% | 008% | 0.15% | 033% | 015% | 014% | 012% 542% | 1342% | 0.66% 1 466% | 007% | 0.01% 001% | 001% | 004% | 002% | 002% | 001%
BV 603, | 053% 0.00% 0.50% 0.00% 0.00% 0.00% 240% 219% | 1855% | 025% | 029% | 041% 1 3260% | 016% | 1621% | 7.14% | 0.07% 0.00% 0.00% 0.09%
BY510, | 417% | 021% 0.00% 0.18% 0.00% 0.00% 058% | 23.24% | 0.70% 1.79% 156% | 11.87% | 0.62% 1 0.00% 0.00% 007% | 0.25% 0.00% 0.00% 0.00%
PE-CyT7,, 0.00% 4.01% 111% | 089% | 033% 0.00% 004% | 001% | 030% | 086% | 072% 0.00% 0.63% 0.00% 1 216% | 039% | 052% | 8.01% | 475% | 080%
PE-Dazzl..| 0.00% 001% | 082% | 001% | 003% 000% | 1277% | 0.02% 135% | 001% | 001% 000% | 19.92% | 000% 0.68% 1 37.19% | 004% | 002% | 001% | 0.13%
PE., 0.00% 001% | 001% | 001% | 001% 000% | 2755% | 001% | 001% | 001% | 001% 0.00% 737% 0.00% 177% | 1811% 1 003% | 001% 0.00% 0.00%
Alexa70..| 000% | 3543% | 93.65% | 91.10% | 023% 0.00% 0.00% 0.00% | 10.94% | 33.07% | 0.68% 0.00% 0.02% 0.00% 142% 0.06% 0.00% 1 942% | 480% | 63.72%

APC-Cy7,, | 0.00% 6.99% | 1433% | 3684% | 9.26% 0.00% 0.00% 0.00% 154% | 11.85% | 745% 0.00% 001% | 001% | 2055% | 0.01% 000% | 2032% 1 2520% | 10.94%
APC-Fire..| 0.10% 3.64% 640% | 2241% | 1685% | 0.00% 0.12% 0.00% 0.88% 6.16% 5.21% 0.00% 0.00% 000% | 11.35% | 0.04% 000% | 11.53% | 55.71% 1 6.36%

APC 0.00% 992% | 11461% | 0.24% 0.00% 0.00% 0.00% 000% | 1204% | 1.76% 0.02% 0.00% 0.02% 0.00% 0.02% 0.07% 0.00% 1.14% 299% 512% 1

**Table reads as Fluorophore on interest in the columns (along the top) and spillover into the other channels of interest
in the rows. Eg. you can see BUV661 spills very strongly into the Alexa700 (95%) and APC channels (114%).



