HaCaT or SCC cell lines, 1/2 x 25 cm? flask / well (c.a. 3 x 106 cells/ well)

human dermal fibroblasts, 1 x ¢10 cm dish / 1 2 x 6 well plates

HaCaT: MCDB153 (Ca++=0.1 mM) / Gentamicin (10 pg/ml) / EGF (10 ng/ml)
/ 5% dialyzed FBS
fibroblasts: DMEM / Gentamicin (10 ug/ml) / 10% FBS
collagen gel 10 x concentrated MEM
3D culture MCDB153 : DMEM= 1: 1 / Gentamicin (10 pg/ml) / 10% FBS
EGF 10 ng/ml

bovine pituitary extract (Gibco 0.1 mg/ml)

insulin 5 pg/ml
hydrocortisone 1.4 uM
putrescine 60 uM
ethanolamine 0.1 mM
phosphoethanolamine 0.1 mM
sodium selenite 25 nM
collagen gel ( Cellmatrix type IA)

collagen gel neutralizing buffer: 0.05 N NaOH / 2.2% NaHCO, / 200 mM HEPES
0.05 N NaOH 100 ml  NaHCO3 2.2 g, HEPES 4.77 ¢

EDTA-PBS: 0.02% EDTA2Na / PBS, autoclaved
trypsin solution: 0.01% trypsin / 0.02% EDTA2Na / PBS
trypsin (Sigma, type | etc.) EDTA-PBS 0.1g / 10 ml
(100 x stock sol.) EDTA-PBS 10
(10 x stock sol.)



flask
25 cm?
10 cm
(6 well)
(Falcon 2350)

(21 6)
(6 well plate,
10 x MEM neutralizing buffer FBS
10 cm 1,200 rpm
(32 m) 10 x MEM (4 ml) neutralizing buffer (4 m) 8: 1. 1
well 2 3ml tube
well 3 ml 6 well total 22
ml
4 ml FBS
6 well 3 ml/well Co2 30
30 DMEM / Gentamicin (10 ug/ml) /
10% FBS 2 ml
25 cm? Flask 6 (10 cm dish ) etc.
6ml 3D culture medium 3ml/ well



(21 G) 1 cm 90 Plate
Plate

3ml 7/ well

6 well plate

3D culture medium 12 ml



