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CELPROGEN  with Complete Growth Media with Serum & Utilizing ECM pre-coated flasks.

Thawing and Recovering Cells

. Stemn Cell Research and Therapeutics WEE K #1
o If cells are not ¢ If cells are not o If cells are not
« Remove and 60-70% o If cells are not 60-70% « If cells are not 60-70%
centrifuge confluent, 60-70% confluent, 60-70% confluent, « At this point in
supernatant. remove 100% confluent, remove 100% confluent, remove 100% time, you may
« Replate cell supernatant remove 100% supernatant remove 100% supernatant want to expand
pallet from and feed cells supernatant and feed cells supernatant and feed cells the cells in
supernatant in with 7 mls of and feed cells with 7 mls of and feed cells with 7 mis of expansion
new T25 flask. new media per with 7 mls of new media per with 7 mls of new media per ecla e
e Feed the T25 flask and/ new media per T25 flask and/ new media per T25 flask and/ ECM
attached cells in|| or 10 mls for T25 flask and/ or 10 mls for T25 flask and/ or 10 mls for
Thaw Cells and o el Tl T75 flask. or 10 mls for T75 flask. or 10 mls for T75 flask.
plate T25 T75 flask. T75 flask.
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e Observe cells e Observe cells
o Observe cells that have o Observe cells that have o Observe cells
that have attached. If that have attached. If that have
attached. If and only if they attached. If and only if they attached. If
and only if they || are 60-70% and only if they are 60-70% and only if they
are 60-70% confluent, are 60-70% confluent, are 60-70%
confluent, Trypsinize and confluent, Trypsinize and confluent,
Trypsinize and Subculture 1:2 Trypsinize and Subculture 1:2 Trypsinize and
Subculture 1:2 T25 flasks. Subculture 1:2 T25 flasks. Subculture 1:2
T25 flasks. e Freeze Cells— 1 T25 flasks. e Freeze Cells-1 T25 flasks.
million per vial. million cells per
vial.
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Note: Based on the cells proliferation rate, you may be able to freeze more vials.
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Expanding cells

WEEK #2

with Expansion Media with Serum & Utilizing ECM pre-coated flasks.

e Remove and

o |If cells are not
60-70%

o If cells are not

o If cells are not
60-70%

o |If cells are not

o If cells are not
60-70%

centrifuge confluent, 60-70% confluent, 60-70% confluent, « At this point in
supernatant. remove 100% confluent, remove 100% confluent, remove 100% time
, You may
" e Replate cell supernatant remove 100% supernatant remove 100% supernatant
Trypsinize d feed cells tant and feed cells rnatant and feed cells wantto
ils and pallet from . an supernatan _ supernata _ undifferentiate
ce . supernatant in with 7 mls of and feed cells with 7 mls of and feed cells with 7 mls of .
re-plate in ‘ . - . : the cells in
; new T25 flask. new media per with 7 mls of new media per with 7 mls of new media per undifferentia-
expansion « Feed the T25 flask and/ new media per || T25 flask and/ new media per || T25 flask and/ tion  media
gécll\;la‘?ggor attached cells in or 10 mls for T25 flask and/ or 10 mls for T25 flask and/ or 10 mls for and ECM
T75 the initial flask. T75 flask. or 10 mls for T75 flask. or 10 mls for T75 flask. '
: T75 flask. T75 flask.
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o Observe cells e Observe cells
o Observe cells that have o Observe cells that have o Observe cells
that have attached. If that have attached. If that have
attached. If and only if they attached. If and only if they attached. If
and only if they are 60-70% and only if they are 60-70% and only if they
are 60-70% confluent, are 60-70% confluent, are 60-70%
confluent, Trypsinize and confluent, Trypsinize and confluent,
Trypsinize and Subculture 1:2 Trypsinize and Subculture 1:2 Trypsinize and
Subculture 1:2 T25 flasks. Subculture 1:2 T25 flasks. Subculture 1:2
T25 flasks. o Freeze Cells- 1 T25 flasks. T25 flasks.
e Freeze Cells- 1 million per vial. | |e Freeze Cells- 1 e Freeze Cells- 1
million per vial. million per vial. million per vial.
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Note: Based on the cells proliferation rate, you may be able to freeze more vials.
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Undifferentiating Cells

WEEK #3

with Undifferentiation Media with Serum & Utilizing ECM pre-coated flasks.

e Remove and

o |If cells are not
60-70%

o If cells are not

o If cells are not
60-70%

o |If cells are not

o If cells are not
60-70%

centrifuge confluent, 60-70% confluent, 60-70% confluent, RN ——
supernatant. remove 100% confluent, remove 100% confluent, remove 100% P '
Trypsinize * Replate cell supernatant remove 100% supernatant remove 100% supernatant you may
cells and pallet from and feed cells supernatant and feed cells supernatant and feed cells choose to run
replate in supernatant in with 7 mls of and feed cells with 7 mls of and feed cells with 7 mls of your cell
undifferentia- || new T25 flask. new media per with 7 mls of new media per with 7 mls of new media per based assays
tion media o Feed the T25 flask and new media per T25 flask and new media per T25 flask and or run your
and ECM attached cells in 10 mls for T75 T25 flask and 10 mls for T75 T25 flask and 10 mis for T75 undifferentia-
T25 or T75. the initial flask. || flask. 10 mis for T75 flask. 10 mls for T75 flask. tion assays.
flask. flask.
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o Observe cells e Observe cells
o Observe cells that have e Observe cells that have o Observe cells
that have attached. If that have attached. If that have
attached. If and only if they attached. If and only if they attached. If
and only if they are 60-70% and only if they are 60-70% and only if they
are 60-70% confluent, are 60-70% confluent, are 60-70%
confluent, Trypsinize and confluent, Trypsinize and confluent,
Trypsinize and Subculture 1:2 Trypsinize and Subculture 1:2 Trypsinize and
Subculture 1:2 T25 flasks. Subculture 1:2 T25 flasks. Subculture 1:2
T25 flasks. T25 flasks. T25 flasks.
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Note: Based on the cells proliferation rate, you may be able to freeze more vials.
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Differentiating Cells

WEEK #4

with Differentiation Media with Serum & Utilizing ECM pre-coated flasks.

e Remove and

o |If cells are not
60-70%

o If cells are not

o If cells are not
60-70%

o |If cells are not

o If cells are not
60-70%

centrifuge confluent, 60-70% confluent, 60-70% confluent, RN ——
supernatant. remove 100% confluent, remove 100% confluent, remove 100% P '
Trypsinize * Replate cell supernatant remove 100% supernatant remove 100% supernatant you may
cells and pallet from and feed cells supernatant and feed cells supernatant and feed cells choose to run
replate in supernatant in with 7 mls of and feed cells with 7 mls of and feed cells with 7 mls of your cell
differentia- new T25 flask. new media per with 7 mls of new media per with 7 mls of new media per based assays
tion media o Feed the T25 flask and new media per T25 flask and new media per T25 flask and or run your
and ECM attached cellsin| [ 10 mls for T75 T25 flask and 10 mls for T75 T25 flask and 10 mls for T75 differentiation
T25 or T75. the initial flask. || flask. 10 mls for T75 flask. 10 mls for T75 flask. assays.
flask. flask.
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o Observe cells
that have
attached. If
and only if they
are 60-70%
confluent,
Trypsinize and
Subculture 1:2
T25 flasks.

o Observe cells
that have
attached. If
and only if they
are 60-70%
confluent,
Trypsinize and
Subculture 1:2
T25 flasks.

o Observe cells
that have
attached. If
and only if they
are 60-70%
confluent,
Trypsinize and
Subculture 1:2
T25 flasks.

e Observe cells
that have
attached. If
and only if they
are 60-70%
confluent,
Trypsinize and
Subculture 1:2
T25 flasks.

o Observe cells
that have
attached. If
and only if they
are 60-70%
confluent,
Trypsinize and
Subculture 1:2
T25 flasks.

Note: Based on the cells proliferation rate, you may be able to freeze more vials.




