Bone Marrow Derived Macrophage isolation and differentiation
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> Materials
o BA=A xA, VR, 24, 9F
¢ 70% ethanol

e Petridish
¢ 10mL ZA}7], 26G needle
. PBS

¢ Plain DMEM or RPMI B} A]

e 50 mL falcon tube
. Cell strainer
. Water bath

*  ACK buffer (RBC lysis buffer): 50mM NH4CL 4g + 10mM KHCO3 0.5g + 0.1mM EDTA up to 500ml 3X} DW,
filtering 5to] AL&

e Centrifuge

¢  Complete growth medium: RPMI-1640 Medium + 10 % FBS (New zealand) + 1% PS (Penicillin —

Streptomycin) + 20 mM L-glutamine
e 100 it culture dish

> Process

Step 1: BMDM:s isolation
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St protocol 9| A])

w2]ot WS A2 petridish o] 211 A& ol 252 JEIANA cellbench = &71.

10ml ZA}710] needle 2 26G At2] (1ml £AM|£)2 HFLIL plain DMEM E+= RPMI HiX| &
Fot 4578 (¥ 40-50ml)E FvIsH 3 (OF2 §F of2] o vix] oF s50ml).

W= PBS 7} & petridish o] 2 ¥ washing.
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cell strainer (pore size 70pm)S A2 50mlL falcon tube &] AStof] 7] @i, pipette aid =
0] 85t T4 cell & Rof =2 vJX|Z suspension A|Z] & cell strainer o] SYtA|7

27folyt A2¥XRAS =211 centrifuge 1300 rpm 4°C 5 &
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pellet 2 F-RA|Z] 2 37 waterbath of|A] 3 23t A& S50 520 AELS ESiAIA.

PBS S 50 mL77HA] @o] X1 1300 rpm 5 2 centrifuge.
Complete medium 10 mL & suspension A|7] 2= cell S 3T tube of] 22
100m dish ©f] complete medium © 2 3]A = GM-CSF/M-CSF & HX]|S 10mL E-L-

v M10OZ2 23} Q5iAE= GM-CSF 25ng/ml
v M20=2 23} QA= M-CSF 20ng/ml or L9298 X] 20%

NZE 107 cells/100m 7i&] dof &=,

GMM 9] 3% HiA|S 3 LAORE, MM 2] 42 3 UA, 5 LAHoll PBS washing 3{°] GM-CSF/M-

CSF7F 50 e A2 A2 wAlsHE.

7 dxi2] GMM/MM A S PBSwashing &= ¥ &, PBS10ml Eil 37°C QlFH|o]Eof 10 &

incubation.
Cell scraper 2 0]A] L2 hojWl & A3lstUAL 5= A|ZL0| seeding &
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