Flow cytometry sample preparation
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1. Cell preparation
1) 12 well trypsin 100ul AFE3SH0 MZEE Z-2LCH1300rpm 3 min) (including neutralization step).
2) Add 200ul of FACS buffer for washing (V bottom) and resuspension.
3) Centrifugation (2000rpm, 3min)
4) Discard supernatant.
2. FcyR blocking

1) Add 50ul (per well, V bottom) of FcyR blocking solution (1 : 500 = FcyR antibody : FACS buffer) and

resuspension.

2) Incubation in ice for 30 min
3) Add 200ul of FACS buffer (total: 250ul) and centrifugation (2000rpm, 3min).
4) Discard supernatant.
3. Flow cytometry staining
*Fixation (with fixation buffer)
1) Fix buffer 200ul & ¥ suspension
2) Incubation in ice for 20 min
3) 20& O|= 2000rpm 3min
4) Discard supernatant
*Surface marker staining (dark condition)

5) Add 50ul of antibody cocktail (per well, V bottom) (commonly 200-500-fold dilution in FACS buffer)

and resuspension.
6) Incubation in ice for 30 min.
7) Add 200ul of FACS buffer (total: 250ul) and centrifugation (2000rpm, 3min).
8) Discard supernatant.
*Permeabilization (with permeabilization buffer)
9) Add 200ul of Perm buffer and suspension.
10) Incubation in ice for 30min

11) 30& O|= 2000rpm 3min centrifuge



12) Discard supernatant
*Intracellular marker staining (dark condition)

13) Add 50ul of antibody cocktail (per well, V bottom) (commonly 200-500-fold dilution in Perm buffer)

and resuspension.
14) Incubation in ice for 30 min.
15) Add 200ul of Perm buffer (total: 250ul) and centrifugation (2000rpm, 3min).
16) Discard supernatant.
17) Add 200ul of FACS buffer and resuspension.

18) FACS tubell &7|7|

4. Flow cytometry operating
1) [Cytometry setting] — Fluorescence selection

2) [Compensation settings] — create compensation controls



