StarBright Red Dyes: Superior Dyes for Flow Cytometry
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StarBright Streptavidin Conjugates Used to Build Tetramers to Identify Antigen Specific T Cells

StarBright Red Dyes Have Unique Spectral Signatures

The StarBright™ Dye range is expanding as we release StarBright Red Dyes excited by the 640 nm laser. They }
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Fig. 2. Spectral signatures of StarBright Red (SBR) Dyes. A, SBR Dyes have a unique signature when viewed on a spectral analyzer. o 3 _ . ﬁ 21083 ﬁ b.24
B, SBR Dyes have a low similarity index, thus can be used in multiplex panels. Data were collected and analyzed on a Cytek Aurora (Cytek e " _ _ -:.x 10’ q 10
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Fig. 1. Excitation and Emission spectra for StarBright Red Dyes. Dotted lines are excitation spectra and solid lines = " ;- - : o C : .
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Staining conditions for multiplex panel: Human peripheral blood mononuclear cells (PBMCs) were incubated with a cocktail containing eight : o e e " O § " O f 1 - O '
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Staining for stain index: Peripheral blood mononuclear cells (PBMCs) were stained with StarBright conjugated anti-human CD4 for 1 hour at ] 2o 3 cb3 CDSUﬁ,IB:SHH A CD3+Cha+sEVa S tet A Ch3+eDs E;BVS"SH
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PBMC stimulation for tetramer staining: HLA-A*02:01 PBMCs were stimulated for 9 days with EBV BMLF-1 Pepmix (JPT Peptide O ] z g 5187 2
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Tetramer assembly: Tetramers were assembled using biotinylated monomer HLA-A*02:01 loaded with either EBVBMLF-1 or a negative peptide , ] i -3 SBV510 Negative tet
(TB-0011-M and TB0029-M respectively, MBL international) and either a SBV510-SA or PE-SA. The biotinylated monomers and fluorophore-SA A M T o
conjugates were assembled per the NIH tetramer protocol. (https://tetramer.yerkes.emory.edu/support/protocols#10) ESC CD3 SBV760
CD4 SBR775 Fig. 4. StarBright Dyes in combination with MHC | monomers form tetramers and identify EBV BMLF-1 specific T cell responses. PBMCs were stimulated for 9 days with EBV BMLF-1
Stain index (SI) calculation: Cells were gated for single cells, scatter, lymphocytes, and the positive and negative populations within the B cells Tregs Pepmix (JPT Peptide Technologies) and stained with anti-CD3, CD8 in the presence or absence of tetramers. (A) All PBMCs were gated on CD3+ and CD8+, CD3+CD8+ cells visualized in
lymphocyte gate. The median fluorescence intensity (MFI) of the negative and positive populations and the robust standard deviation (rSD) for o i I’4 SBV510 vs. PE. (B) PBMCs were stained with anti-CD3, CD8, and either singly with SBV510 BMLF-1 tet, PE BMLF-1 tet, or both . (C) PBMCs were stained with anti-CD3, CD8, and either
the negative populations were quantified. The stain index was calculated with the following formula: S| =(MFIpos—-MFIneg)/(2XSDneg) ] ) 3 singly with SBV510 Negative tet, PE Negative tet, or both.
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Data collection and analysis: Spectral signatures and similarity index were collected on a Cytek 5-laser 64 channel Aurora (Cytek Biosciences). o E - §
Data for the multiplex and tetramer studies were collected on a 5-laser, 30-parameter ZE5 Cell Analyzer. 150,000 cells were collected for the £ ‘cp3.cots-cozo- O B
multiplex panels and 60,000 cells for the single-stained controls and CD4 samples. Analysis was performed using FlowJo 10.8 (BD Biosciences). L & ey
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Table 1. Bio-Rad reagents usedin the multiplex panel. _ _ « StarBright Red Dyes have narrow excitation and emission spectra and unique spectral signatures
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Fig. 3. StarBright Red Dyes in multiplex with other dyes do not require special buffers. Human PBMCs were stained with an
CD3 SBV760 MCA463SBV760 8-color panel and data were analyzed on a 5-laser 30-parameter ZE5 Cell Analyzer.
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Antibodies shown in red are pre-launch material. APC, allophycocyanin; DAPI, 4',6-diamidino-2-phenylindole; FITC, fluorescein ° %Q’ %Q’ @ %Q’ © %Q’ 6‘27 @ o 9 9 9 9 9 9 9 9 9 9o 9 9 %Q’ @ 9 99 %@ @ @

isothiocyanate PE, phycoerythrin; SBV, StarBright Violet.

Color-coding by laser: UV, , Blue, , Red
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Fig. 4. StarBright Dyes have a broad range of brightness, providing greater flexibility for building multiplex panels. Slis
calculated based on StarBright anti-CD4 staining of human PBMCs. Data were acquired on a ZE5 Cell Analyzer.

Visit us at bio-rad-antibodies.com/StarBright


https://tetramer.yerkes.emory.edu/support/protocols#10

	Slide 1

