Enhanced Reproducibility of Multicolor B-Cell Assays
Using the Automated Universal Assay Setup Features
of the BD FACSLyric™ System and Dry-Format Reagent Panels
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Introduction ONE .step (Performance QC with CS&T beads) The BD FACSLyric™ cytometer offers:
required to run standard lyse/wash assays

¢ Ease of use

Accurate and reproducible assays are the cornerstone of * Reproducible, accurate data
meaningful results from multi-site clinical trials. Two of the ACﬁUire *  Flexibility

major sources of variability in such studies are 1) setup and « Portability
cross-site standardization of instruments and 2) reagent |  BD FACSuUite software

consistency. Data presented here show that the Automated « Checks laser alignment

Universal Assay Setup functionality of the BD FACSLyric™ - Optimizes laser delay

cytometer with BD FACSuite™ software, which leverages « The instrument is fully set

« Performs instrument QC on all channels

i up to run all assays usin
,BDW CS&T and BD™ FC Beads, provides the necesse?ry Load_r « Adjusts PMTVs to match assay MFI target values Iyl;elwash or Iyse):m—wasgh
instrument setup_as well as e.nhan_ced assay po.rtablllty.. ) CS&T Assigns spillover values (SOVs) for compensation |15 AE
However, even with standardized instrumentation, variations tube

in reagent panels over time is the most common source of
variability in results from assays. BD Life Sciences has
developed multicolor dry format cocktails which minimize

. .
assay variations and provide long-term reagent stability to Repro cl b ty Of BD FACSLyrlc Cyto ters
further enhance assay reproducibility. Together these A ducibili . A ducibili .
features provide consistency in assay performance across ssay reproducibility across instruments ssay reproducibility across time
multiple instruments LP5 Median Fluorescence Intensity
PerCP- CD19+ | CD1lc | CD19+ | CD19+ | CD19+ | CD19+
BV421 |V500-C | FITC PE | cy55 |PECy7| APC CD5+ | CD23+ | Grans | CD23+ | CD22+ | cD22+ | CD79b+
Donor_| Instrument CD5 CD45 | CD11lc CD23 CD22 CD19 | CD79 MFI
#1 83611 22626 2112 2462 10013 12913 10947 [0} PerCP-
(%) #2 73390 23714 2002 2488 9847 12853 10637 g BV421 V500 FITC PE Cy55 |PE-Cy7 APC
e Assay: E | u #3 71466 | 27408 | 2047 | 2304 | oses | 12516 | 10808 o inst Day CD5 | CD45 | CDiic | cp23 | cb2z | €bi8 | cb7%b
. () AVG 76156 24581 2054 2418 9909 12761 10797 Q
Two B-cell panels (LP3 and LP5) were designed by the 2 StdDev | 6528 | 2504 | 100 % 216 | 155 2 1 83611 | 10371 | 1330 | 2462 | 10013 | 12013 | 10047
. > % CV. B8.6% 3 2.1% | 0.9% | 1.7% | 1.4% b 14 70695 | 17981 | 1145 2697 o772 | 12400 | 9205 |
TexFlow Consortium. BD prepared the panel reagents as 8 m sioi0 T 2o T 590 1 337 T tisss T iseos | oies S ) sazs0 | 18793 | 1220 | 2690 | 10185 | 12550 | 10309
multicolor dried format cocktails to maximize staining = # 82306 | 27914 | 4286 | 3547 | 11377 | 12781 | 10487 = " 43 75356 | 17774 | 1382 | 2355 | o539 | 13121 | 11183
reproducibilit > o # 80572 | 27486 | 9282 | 2960 | 11095 | 12693 | 10624 ' 77 66007 | 18696 | 1677 | 2814 | 13180 | 11631 | 10550
P Y- 7} SQ’; Ef:g —22211"5" 3;39 3320115 1;;22 1%97;’0 1;‘;33 2 AVG 75092 | 18523 | 1357 | 2605 | 10540 | 12505 | 10441
* Two donors were used for the course of the study. g o T T BT ; E : = StdDev | 7474 | 462 | 183 | 195 | 1605 | 616 | 387
* At each time point, stained samples were run on three w S UCV | 10% | 2% | 14% | 7% | 15% | 5% 4%
. o n N p=} 1 71466 19710 1323 10808
BD FACSLyric instruments set up for lyse/wash samples =) LP3 Median Fluorescence Intensit 3
. . PerCP- ° 14 64285 | 18668 1130 8546
using Universal Setup. %_ Bvaz1 |vsoo-c| Frc | pE | cyss5 |PEcy7| APc |APcH7 s 33 81762 | 19843 | 1192 11346
_Day 1: |nstruments were set Up Wlth CQC 5 L[Donor | instrument CDs CD45 | Kappa |Lambda| CD22 CD19 CD10 CD20 [ 42 43 71918 19404 1281 12715
. . . 3 78936 23062 8693 28419 9842 11843 4106 26749 ~ 77 57968 18359 1599 10211
spillover values established using the BD™ FC Beads £ = o T e T T F AVG | 69480 | 10197 | 1305 | 2464 | 10544 | 12202 | 10725
7-Color Kit. w| M AVG 72053 | 24765 | 8842 | 25061 | 9662 | 12231 | 4104 | 26265 a StdDev | o777 622 177 128 1359 1031 1082
. . 8 StdDev. 5182 2180 219 2377 359 404 102 449 < %CV 14% 3% 14% 5% 13% 8% 10%
-Days 14, 28, 33, 77: instruments were setup using 5 %,,fv ;ﬂ/; iﬂ; 2E :,Zﬂ Zagz/lu f OZZ/; iiz/; io 540? ;;:/; AVG om0 | 1saol | 1a2s | 2528 | 1osaz | iz3os | 10596
PQC. The saved Universal compensation was applied. < = oo T arers T osor T ooess Tioass T s T oiee T oees #1& 2| StdDev | sror | 708 | 182 | 200 | 1874 | 727 | s
3 w #3 77657 23158 8447 25853 10874 12555 7885 21527 %CV 12% 4% 14% 8% 13% 6% 11%
c AVG 84046 24381 8799 24067 10706 12327 8031 22130
() StdDev. 8823 2788 330 1631 257 205 141 758
Say Resu Its 2 9 Cv_| 10.5% | 11.4% | 3.8% | 6.8% | 2.4% | 17% | 1.8% | 3.4% D20 APC- o5 lambdapE  KaPPAFITC )y
& Cy7vs svart vs vs percp.  LambdaPE
e _ : oo T rs g CDASVS00-C  CDI9PE-  opro P‘: cp19pe.  CD19PE- 5.5 vs CD10 APCvs
by 3 FITC CDilc O BD FACSLyric Day vs SSC cy7 o7 cy7 Cy7 vs CD19 Kappa FITC  CD19 PE-Cy7
PE CD23 E [ M -x ‘-')‘ ! “‘ " o)
PerCP-Cys.5| CD22 ©
. PECy7 | CDI9 a #1 #1 IZI e 4 =] |
* WY ymohs APC CD79 4 & i F
¥ BV421 CD5 ?D o
CDA45 (V500-C vsoo-c_ | CD4s ~| T e T
Lymphs Donor 1, Instrument #2 0 S g
M ] = #33
-' wsee 4 o190 corbe B
o
O
#3
] W 16 18 #77
CD23 (PE-Cy7) ~ — B e ——
P3 CD23 PE Lambda PE CD5 Bv421
PerCP- . . . . . ) .
FITC | PE | cyss PE—cw‘ APC |APC—H7‘ Bva21 |v500—c Results were acquired across three instruments over a two-month timeframe. The assays delivered excellent resolution for all parameters with
Kappa | Lambda | CD22 | CD19 | CD10 | CD20 | CD5 | CD45 . . . . . N .
accurate compensation. Data was collected in the absence of daily compensation controls or any manual adjustment. Spillover values typically
Lymphs Donor i, Instrument 2 showed less than 0.5% difference over time. Analysis of the median fluorescence intensity (MFI) reproducibility of individual populations across
" e [ — CJr T instruments, a key requirement for cross-site assay portability and reproducibility, showed variances between 2% and 15% depending upon the

detector. When looking over time, similar MFI variances were seen, albeit slightly larger due to donor differences.
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— Dried reagents stabilize assay performance over time, while the enhanced features of the BD FACSLyric system enable the use of Universal Setup
to deliver equivalent results when tested using three platforms. These features enable standardization of assay results, simplifying data
comparison of the assays to deliver equivalent performance over time and across instruments.
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