CBA flexset assay protocol
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Materials

1. BD CBA flexset (capture, standard, detection) + assay diluent buffer, PE detection reagent,
wash buffer, setup bead (A1, A9, F1, F9, PE-F1) (0|71 [t2 Aot

2. Sample
3. 96-well V bottom
4, FACS tube

5. &4 S=0| (LIo[& uHo[ 7kX|1a R
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Methods

1. W7t BEAXt 5= 2= AO|EF}HRIQ| standard beads (2t vial®f St SO{UAF) & tube

Ol 22! = 4ml 9| assay diluent buffer €11 1527t RTY| =Lt
2. StandardE dilution & tubeE FH[SIO] assay diluentE 500ul¥ EO{= Lt
3. blank, 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128, 1:256, top (FHU)2 2 serial dilution SC}

4. Capture bead?| &&= ALHSHY FH|SHCt (WE2 total 50ul7t ERHH|, 50xH7t ME F
Tul 22, SHXI2H OP7HIM 3071 MZE 7IE2 2 20-23ul =4 )
& bead volume: (standard 107§ + E=*) x 50ul

5. Flex volume (5X): MET 1ul AtE (GHX|TH R2|l= O HHA ALE)
2} Flex bead volume: (standard 107§ + MZ=) x 1ul

6. Diluent volume: & bead volume - (2} Flex bead volume x Flexset 7§<)

Ex) (35 test x 50ul)- (35 testx5) = 1750 — 175 = 1575 ul diluent buffer 22, &Lt2| tubeOf

mixture 2 F=H|SHC}
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7. PE detection reagent® &%+ YO Z
8. TH|Bt mixed capture beadsE 50ul® assay tube (96 well v bottom) O &=Lt

9. Dilution®t standard®?t sample® 50ul® assay tube (96 well v bottom) Of 2=Ct.



10.

11.

12.

13.

14.

1AlZE RT incubation

PE-detection reagent £ 50ul % @11 & HO|E T 2A|Zt RT incubation
TmI2| wash bufferE &2 % 2000rpm, 5& centrifuge.

MBS HAHSED 300ul O wash buffer & &£ FACS tubeOil 7FAZiCE

Set up bead O|Al 22} 25ul2 A wash buffer 200ul 2 O{ A FACSO| 74 ZtC},

FACS (LSRII ZHH| AtE, OFFHLE &#eis)

1.

2.

Set up beadZ ZH| M E

Zt bead & 300 event # recording

Set up 1Hg

1.

Tube 57 ZHI: A1, A9, F1, F9, PE-F1

Parameter X|&(Log): FSC-A, FSC-W, SSC-A, SSC-W, PE-A, APC-A, APC-Cy7
Plot: FSC-A/SSC-A, APC-APC-Cy7, PE histogram

Event to display: 500 events

A9 tube Z setting: FSC/SSC meandf2 30,00022 473 — voltage = (FSC 200, SSC
200, PE 450, Apc-cy7 380, APC 40022 %) — Dot plot0| M2 Z ot ZO|A = =
beads gating (P1) — Stat view O|A ZE && mean 7t EHO[A ot & mean U2

160,000 2 MH
PE-F1 tube: PE mean #{2 6582 A7

Compensation XI¥: F1(unstained), F9 (APC), A1(APC-Cy7)



