PBMC (Peripheral blood mononuclear cell) isolation protocol
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< PBMC isolation>

1. Blood tubeli| Y222 S&9| #2| ZE X = pbs: blood = 1:1 & =Lt
2. ficol (*1¥): blood = 1:2 £ ficol & blood 90| =MAEHA =Lt

3. 700g, 25C, accel 5, decel:0 22 20& centri.

4. Centri 2 7h20| plasma®t ficol 7t20| & transfer pipette2= Tt (OF2f

mETRCES

(transfer pipette= O|2| uv &2=F ALESIY HEZ U3)

5. PBS £ 50ml tube2 75 XA 1800rpm, 25T accel:9, decel9 22 10&

centri. (ficol washing)

6. Plain RPMI 2 10ml suspension & cell counting. (monocyte 7t B0 L2 =

media 2 & suspension S}i0f&l)

<Monocyte isolation>
*MACS buffer Z=/d: 0.5% BSA, 2mM EDTA in TBS, pH 7.2 (filtering)

1. Buffer 30ul/107 cells 2 suspension L},



2. Fc gamma receptor blocking reagent 10ul/107 cells

3. Biotin-antibody cocktail 10ul/107 cells 2 @11 4C, 102 incubation A|ZILC},
4. Buffer 180 pl Z+=C}.

5. Anti-Biotin microbeads 20ul/107 cells 21 4C, 15& incubation A|ZIC.

6. Buffer 10ml '€ 1800rpm, 5& centri.

7. Buffer 500ul/108 cells '@ 11 suspension.

8. Rinse MS: 500pl, LS: 3ml x 3tHA St

9. MACS column 2 O|&3dliA separation A|ZICt (MS: total 2x108 cells, LS: 2x10°

cells)

10. Washing MS: 500ul, LS: 3ml x 3% SHC}



