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13 15 F12 / DMEM
resuspend
F12/DMEM (Hepes Buffer (156mM), glucose (0.6%), sodium bicarbonate (3mM), and glutamine
(2.5mM) ) insulin (25mg/ml), transferrin (100mg/ml), progesterone (20nM),
putrescine (60mM), and sodium selenite (30nM) EGF(Pepro Tech EC,
20ng/ml ) bFGF(Pepro Tech EC, 20ng/ml)
2.0x 10° / ml 25 cm?® culture
bottle 2-3
6 sphere 500rpm,4min
6x 10° 12well culture dish

500rpm, hr 2 medium 25 cm? culture bottle
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1. 8-9
3. DRG (Inox No.5) Ham’'s F12
(Invitrogen) (Falcon, 3001)
4, DRG 15-20
5. 0.2% Worthington Biochem., Class 3 : 37 90 0.25%
Sigma: 37 15 (Sigma: 5drops~150 pl)
6. 30% (Pharmacia Biotech.) 1,000 5
10% F12
(Sigma)
7. CO, 12

(F12/B27 (Invitrogen))
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4-8
10 cm PBS
20
5%FBS,
DMEM 6 cm
5% FBS, 0.125% collagenase (Worthington Biomedical; CLS-1), 40 unit dispase (Collaborative
#40235) DMEM 37°C

10-15 Cell strainer (Falcon #2360)
1,000 5 5ml
5 ml 9 ml 10 cm Poly-L-lysine
(mol.wt.>300,000, Sigma #P1524) 5 ml 37°C 5%C0O2

(10% dimethylsulfoxide/40% FCS/50%DMEM)

70%

2
complement-mediated cell lysis
10 cm 5 ml 0.05% -1mM EDTA 37°C 10
0.5 ml FBS 1,000 5
Thy-1.2 F7D5, Serotec #MCA02; 1,000 1ml 30
Cappel #55866; 10 DMEM 1
ml , 37°C 45 10 cm
Poly-L-lysine
Thy1.2 cell lysis
95%
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