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Work Flow Diagram: Human Embryonic Stem Cell Culture
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Diagram 1: General & MEF feeder layer preparation

1. Preparation (~2 weeks)
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a. Order all reagents & supplies
b. Order timed, pregnant Cf-1 mice

2. MEF derivation, culture and testing (~2.5 weeks)
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¢. Prepare MEF media and reagents

d. Derive MEFs and freeze

e. Culture and test MEFs for contamination (2 weeks)
Note: mycoplasma detection may be by external
lab fests and requires additional 4 weeks for resuffs

3. MEF cuiture, irradiation and plating {(~3 weeks)
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1. Thaw fresh MEF aliquot and culture
g. Coaf plates with gelatin
h. Irradiate MEFs, plate as feeder layer
i. Culture MEFs continuously for new feeder plates
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