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JCRB4190 AIKI1: passage procedure

Reagents

@Culture medium: Keratinocyte SFM (1x) kit (Gibco Cat.# 1700504 2)
OPBS(-)

@0.25%Trypsin-0.02%EDTA (in PBS(-))

@®1% Trypsin inhibitor in PBS(-)*

* Dissolve trypsin inhibitor (Gibco cat.No.17075029, 7000 BAEE unit/mg
protein) (powder) in PBS(-) to 1%, filter sterilize, dispense into small
alquots, and store frozen. Dilute to 0.25% in PBS(-) before use.

Passaging (for 60-mm dish)

1. Wash the culture with PBS(-) once.

2. Add 2 mL 0.25%Trypsin-0.02%EDTA to dish, and incubate at 37 C for 3

- 5 min. (The cells will become round shape. Avoid the long treatment
until the cells completely detach from dish, but the treatment should be
stopped just after the cells start to detach.)

3. Terminate the trypsin activity by adding 2 mL of 0.25% trypsin inhibitor

solution, and collect the cell suspension to centrifugation tube.

4. To collect the cells remaining in dish, wash the dish with 5 mL culture
medium and transfer the medium to the centrifugation tube(3)

5. Centrifuge at about 200 xg for 4 - 5min.

6. Discard the supernatant and gently tap centrifugation tube to loosen the

cell pellet. Then resuspend the cells to fresh culture medium and seed to

new dishes at split ration 1/3 — 1/4. The suitable seeding cell density will

be 1-2x1074 cells/cm2. Pssage interval will be 4 - 5 days.

Note

The keratinocytes are weak to trypsin treatment, and too long treatment
often causes the growth problem. The treatment time should not exceed 5
min.



