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Figure 1. Staining Performance. (A) CHO cells were transfected with mock- or BCMA- C) VHH BCMA CAR BCMA-CAR
(scFv)CAR and stained with BD (0.4 pug for BV421, others at 0.1 pg/test) or competitor BCMA
CAR Detection Reagents (at recommended concentrations) with epitope tag antibody co-stain 100
for 30 min at RT. (B) T cells purified by negative depletion from healthy donors were activated o Figure 2 Rare Cell Detection. (A) Model. Jurkat-CAR clone isolated from BCMA (scFv)CAR lentivirus-infected cells was spiked
(CAR-T) cell Manufactu ring with anti-CD3/28 beads + IL-2 for 2d before infection with BCMA-CAR lentivirus, followed by 8% into PBMC from a healthy donor in the Associate Sample Collection Program (ASCP) at approximately 4% and 9 additional
expansion for 7-10 days and cryopreservation. Thawed cells were stained with the indicated ZZ m descending 2-fold dilutions. (B) Representative Conjugate Data (PE). Jurkat-CAR-spiked PBMC were stained with PE-
== CAR T detection reagents (BD at 0.25 pg/test, competitors at recommended concentrations.) 0% 00t conjugated BD BCMA CAR Detection Reagent at 0.1 pg/test for 30 min at RT, following by flow cytometric analysis. Red box
e (C) Jurkat T cells were infected with BCMA (VHH) CAR before staining with BD BCMA CAR BCMA CAR " highlights detection of CAR+ cells at <0.1% of PBMC. (C) Summary. Observed percentages of CAR+ cells were plotted vs.
Lymphocyte separation AF647 Detection Reagent. predicted % based on 2-fold division of initial % to estimate ability to accurately detect CAR+ rare cells at <0.1%.
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Figure 3. Detection of low CAR expression with BCMA CAR Detection Reagent. (A)
Jurkat cells were infected with BCMA-(scFv)CAR lentivirus and single-cell cloned to
obtain CAR hi, CAR med, and CAR low clones. These were stained with BD vs. indicated
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CAR T Persistence competitor reagents at recommended concentrations for 30 min at RT (BD reagents at ug/test, competitors at recommended concentrations), following by lysis with

Expression . -
P 0.25 ug for PE and AEL'88’ 0.125 ug{test for AF647 conjugate). (B) D9t° from (A) was PharmLyse or FacsLyse buffers. (B) BCMA CAR hi clone from Fig. 3 was stained with .
used to compare ability to resolve high, medium, and low-CAR expression between BD BD BCMA CAR Detection Reagents at 0.125 for AF647, 0.25ug/test for other therapeutic procedures.

and competitor reagents. Data is displayed as % of BD staining index. Error bars are BD FACSLyric™ Flow Cytometer with the BD FACSuite™ Clinical and BD FACSuite™

S.E.M. of 3 replicate staining wells. *p-value < 0.00015; **p-value < 0.0015 applications, and BD FACS™ Universal Loader are in vitro diagnostic medical devices bearing
T ' ' ’ ' a CE mark.
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Figure 4. Buffer Compatibility. (A) Lysed whole blood (LWB) from healthy donors
was stained with BD or competitor BCMA CAR Detection Reagents (BD at 0.1

BD Flow Cytometers are Class 1 Laser Products. For Research Use Only. Not for use in diagnostic or

conjugates in the indicated BD buffers following standard protocols. C€




	Detection of Rare and Low-expressing BCMA CAR-T cells �with BD® 1-step CAR Detection Reagent

