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Performance data
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BD Horizon" Real Fluorochromes list
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Spillover

Format Spectral Conventional Resolution (1=low, 4=high) Alternative to

@ RV544 v 0000 2 cFluor™ V547
RV828 v 0000 1 Qdot™ 800
psz v v 0000 1 FITC, Alexa Fluor™ 488, BB515, cFluor™ B515
RB545 v 0000 1 cFluor™ B548

@ RB575 v v 0000 1 PE, StarBright™ Blue 580
RB613 v v 0000 2 PE-CF594, PE-Dazzle™ 594, BB630-P2, StarBright™ Blue 615
RB670 v v 0000 2 PE-Cy5, BB660-P2, cFluor™ B675, StarBright™ Blue 675
RB70S v v 0000 5 2?&?5&3%%33755383 700, BB700, cFluor™ B690,
RB744 v v 0000 1 PE/Fire™ 744, BB755-P, cFluor™ BYG750
RB780 v v 0000 1 PE-Cy7, PerCP/Fire™ 780, BB790-P, cFluor™ BYG781
RB824 v v 0000 1 PE/Fire™ 810, PerCP/Fire™ 806, StarBright™ Blue 810
Yellow-green Laser
RY586 v v 1 PE, cFluor™ YG584
RY610 v v 1 PE-CF594, PE-Dazzle™ 594, cFluor™ BYG610
RY655 v v 3 PE-Cy5, PE/Fire™ 640, cFluor™ BYG667, StarBright™ Yellow 665
78 4 i 2 g velow 20
RY743 v v 2 PE/Fire™ 744, cFluor™ BYG750
RY775 v v 2 PE-Cy7, cFluor™ BYG781, StarBright™ Yellow 800
EBmGin%gm) v v 0000 2 APC, Alexa Fluor™ 647, cFluor™ R659, StarBright™ Red 670
RR688 v 0000 1 Alexa Fluor™ 660, cFluor™ R685

For Research Use Only. Not for use in diagnostic or therapeutic procedures.

M PE £ PE tandem dyes AJ[A]FFEH Blue Laser [ Yellow-Green Laser 3%

B AJ{KE 2B FIE Emission Max AEIAIE (e.g. RB780 Emission Max ~ 780 nm)

B ARBARMEBEER » Filter AASMKIE - BRENANARENRTBERR @ kRERSE
B Spillover : BEHU) - ARZICHREEBE - BB EEMRRETE

B Resolution * BBl @ AARENHENTEENEAE + BEIRIEFANRURRE RS
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=228 24-color panel & data

Fluorochrome marker assignment for a 24-color spectral flow cytometry
human T cell activation panel acquired on the BD FACSDiscover A8 Cell Analyzer

24-color panel

Specificity Clone Fluorochrome
CD8 RPA-T8 BUV395
UV 349 nm CD45 HI30 BUV496
CD25 2A3 BUV615
CCR7 2-L1-A BV421
CD45RA HI100 BV480
Violet 405 nm Viability N/A FVS575V
CD20 2H7 BV786
CD3 UCHT1 RV828
CD28 CD28.2 BB515
CD95 DX2 RB613
CCR6 11A9 RB670
Blue 488 nm CXCR3 1C6/CXCR3 RB705
CD127 HIL-7R-M21 RB744
KLRG1 Z7-205.rMAb RB780
CD45RO UCHL1 RB824
TIM-3 7D3 RY586
CD69 FN50 RY610
TCR7r 6 11F2 RY703
CD56 B159 RY743
CD16 3G8 RY743
CCR4 1G1 RY775
CD19 CAR Detection Reagent N/A AF647
PD-1 EH12.1 RR688
Red 637 nm
TIGIT TgMab-2 R718
CD4 RPA-T4 APC-H7

Real Dye 3%l Z2H =228 Flow Panel BYBC R




Alexa Fluor 647-A :: CAR-CD19-A

Alexa Fluor 647-A :: CAR-CD19-A

Gating scheme of T cell subsets

A) T Cell Phenotyping of Unstimulated PBMC
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A) Gating strategy for T cell phenotyping of unstimulated PBMC.

B) Expression of Memory, Activation and Inhibitory Markers Across Samples
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B) Pseudocolor plots show detection of CD19 CAR+ T cells in the stimulated PBMC sample mixed with CAR T cells. Contour plots
show expression of memory, activation and inhibitory markers in unstimulated PBMC, stimulated PBMC and CD19 CAR+ T cells.

PBMCs were isolated from a healthy donor and divided into two conditions: unstimulated and stimulated with CytoStim™
(Miltenyi Biotec). After 24 hours, both samples were collected and labeled with CD45. CAR T cells were spiked into the
stimulated sample. Samples were then stained with the remaining 23 markers of the 24-color T cell activation panel
incorporating BD Horizon RealViolet™ 828 (RV828) and RB824, along with a BD CD19 CAR Detection Reagent, and
analyzed on the BD FACSDiscover™ A8 Cell Analyzer.
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tandem dye

BD Horizon Brilliant™ Dye
BD Horizon Brilliant™ #4475 2 Uk Sirigen A FEAI B S WAB I MTFI 3 M AL (polymer dyes technology)
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Fluorochrome Emission Max  Filter* =E Yt

Horizon Brilliant™ Blue_488 nm (blue) laser line

BB515 515 nm 530/30 0000 1.B515 : FITC / Alexa Fluor®488 #7532 » j§iZ» PE channel spillover
BB700 695 nm 695/40 0000 2. BB700 : PerCP-Cy5.5 &X 5% * [&K Violet channel spillover
BV421 423 nm 450/40 0000

BV480 479 nm 525/40 0000

BV510 512 nm 525/50 0000

BV570 573 nm 575/26 0000 1. RIERIERS 220 panel TV RIE

BVG05 605 nm 610/20 0000 2. BVv421 ~ Bl/fo ~ BV510 & Violit Ia\13er %}—ﬂ%‘%%%

3. BV421 R SERE - BEL PE BRsli—K5R  RIERERRN

BV650 649 nm 660/20 0000 = AGESAT

BV711 713 nm 710/50 0000

BV750 754 nm 750/30 [ 1 Jele}

BV786 786 nm 780/60 0000

Horizon Brilliant™ UV_355 nm (UV) laser line

BUV395 395 nm 379/28 [ 1 Jele}

BUV496 496 nm 515/30 [ 1 Jele]
BUV563 564 nm 585/15 0000 1. %% BD AFEEZH - Ri5RAY UV laser 4% BRDHIRHIBER
BUV615 615 nm 616/23 0000 2. BUV395 E&4E emission wavelength » B2 E fth &5 B S B -
BUV661 660 nm 67025 ~ ©©80 R panel RERYRBEE |

BUV737 735 nm 740/35 0000
BUV805 803 nm 820/60 @000

BD Horizon™ Red Dye
BD BITHREMN/ N TEMER - TERR T MRALDEESHTEZE flow panel REIRHS] o

Fluorochrome Emission Max Filter* =E be =

Red laser line

1. BRE  BES  BASMRETE
R718 718 nm 720/40 0000 2. ATEVAE Alexa Fluor® 700 £2 APC-R700
3. 3F tandem dye * %6 BREALR AR IE BV SRR E

* Filter AR « #RHIATNAIRENRETIRARNR  WERREHSS -
* BIRBEAECRARREE &L

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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* Yellow-Green 512 1{L 247
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BB515 data

Specificity BB515 FITC Alexa Fluor® 488 HaRERARE
Human CD3 302 43 81
Human CD4 174 47 58
Human CD19 85 16 15 7 7
Mouse CD8a 86 2 50 1 U
Mouse CD11b 68 15 26 § =g § &
8 8

Spillover Into

T T
100 10° 100 S0 0 10 10° 10° 100
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BV510 PE PE-CF594
CD25 FITC CD25 BB515
Human CD4 BB515 2% 20% 6%
Human CD4 FITC 6% 27% 9%
R718 data
AR E

Specificity R718 Alexa Fluor® 700 . Pl "
Human CD3 373 131 i S~ § . g 8
Human CD4 297 89 3 R i 5

H E 3 g €
Human CD19 59 32 E z @ i
Mouse CD4 89 58 0 N
Mouse CD8a 106 51 , oow o oo

Mouse Anti-Human CD4 Alexa Fluor® 700 IL-17A BD Horizon™ R718 IL-17A

(1)
1
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=L i Flow 2753557
564219 | Human Fc Block Pure Fc 1.3070 50 ug*
Fc receptor blocking B IEE— S E S
553141 Moijse CD16/CD32 Purified 2.4G2 0.1
mg
" WA IERFR &N E S (Cyanine 28 » Bl
MonoBlock™ Leukocyte Staining Buff !
570003 | OOOn:)estoc SR el R # PE-Cy7, PE-Cy5 %% ) + 7 Fc block FJ&
fEFMNARZER
[RIRF 7 L | Horizon Brilliant™ 51455
568264 | Brilliant Stain Buffer Plus 100 tests*
BEER - AR EAMBIEE—MES
- AHRFEMARRY - BOERENAEELE -
563503 | BD FACS Pre-Sort Buffer, 250 tests
HaRRNRNAE AT
#)# Rho/ROCK FR5E » F(K B AR AEEES B M
562822 | ROCK Inhibitor (Y-27632 . N ,
( ) BT AR AR R e
e SpectraCorr'1pm Unn.1ixing and
Compensation Particles, 100 tests
BRI EE g » [ IR SR AE R AT BRI
552843 | Mouse Ig Kappa Comp Bead Set 6.0mL
9 happa ~omp B RN
552844 | Rat Ig Kappa Comp Bead Set 6.0mL
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Resolution (SI)

Fluorochrome Performance Chart — 27 /E & JR A2 ELEfE

1BEE

RB613
RB670
RB705
PE

RY703

BUV615
BV480
BV786
APC

BUV496
BV510
RV544
BV750

APC-Cy7
APC-H7

RY743
RY775
PE-Cy7
RR656

APC-R700

Cross-Laser Spillover

Chart contains representative fluorochromes compatible with a 5-laser spectral flow cytometer. Table may differ based on instrument
configuration and settings. Spillover ranking is based on cross-laser excitation and does not take into account spillover into adjacent

detectors.
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