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Confluent monolayer
Incubate at growing in flask after

37°C for 7 days about 1 week

- Medium removed and
Cells spreadin: @ .
after a [f)ew hougrs o monolayer washed in

D-PBSA (with or
without EDTA)

Incubate at 37°C i -----------
I ) "o W ;

(o) (o] Q0 0
Cells reseeded
in a fresh flask iz

Cells resuspended
Trypsin removed

in medium ready for
leaving residual film
Incubate at

counting and
reseeding
- .
Cells rounding up 37°C for 10 min
after incubation
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Trypsinize monolayer and
resuspend cells in

| medium at 1—10 x 108/ml
Add cryoprotectant,
DMSO or glycerol
to 10% VIV
C —

Add cells to
prelabeled ampules

Clip the ampules on to an aluminum cane,
insert in a cardboard tube (see Fig 20.2) and
place in an insulated foam tube and transfer

to a-70°C freezer for at least 4 h

Cardboard tube

Cork or other
insulating
/ plug

Transfer the ampules and
cane in the cardboard tube
to a liquid nitrogen freezer

Insulating tube, /
e.g., pipe lagging
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Pre-coated fissue culture vessel Ultra-low attachment cultore vess

Incubate tells at
37°C 5% €0, for
24 hours

Change to new PRIME-XV NPT Expansion X5FM
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