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Examples of Cell culture Protocol

Culture on collagen coated 24-well plate

coating seeding

30 min Waih

500 pl/well 500 ul/we]l

Collagen (3 mg/ml) 40 pl Cell suspension 12 ml
sterile SmM AcOH  11.96 ml (/DMEM/10% FBS)
total 12ml

Culture on collagen gel with 24-well plate

collagen gel preparation seeding
Zhr'at 37°C
fZSO ul/well fSOO pl/well

Collagen (3 mg/ml) 2.0 ml Cell suspension 12 ml
" 5xDMEM 1.2 ml D* (/DMEM/10% FBS)

sterile H,O 22ml |
. FBS . 0.6ml * All solutions should be cooled on ice. Collagen
.. NaOH If necessary solution should be added last. Gently mix to avoid

Tl 6 ml (pH 7.3) foaming.

Culture in collagen gel with 24-well plate

collagen gel preparation collagen and cell suspension preparation

2'hr at 37°C ey 2 hrat 37°C
. » U =
f250 pl/well . 250 pl/well

_Collagen (3mg/ml) _ 2.0ml_ Collagen (3 mg/ml) 2.0 ml_ ™\
" 5xDMEM 1.2ml 5 __/* {7 5xDMEM 0.6 ml

sterile H,O 2.2 ml sterile H,O 0.1 ml + Cell suspension
: FBS 0.6ml | . FBS 0.3 ml (/DMEM/10% FBS) |
*..NaQH if.necessary. . LoNaOH. if necessary 30ml_J
total 6 ml (pH 7.3) total 3 ml (pH 7.3)

*All reagents should be cooled on ice. Collagen solution will form gel quickly at neutral pH with
increasing temperature. All solutions except collagen should be mixed gently and completely at first. Then,
cold collagen solution should be added. Immediately mix the solution gently to avoid air bubble formation.



