
Figure 1G.6.2 Analysis of differentiation of hPSCs to definitive endoderm. (A-D) Representative hPSC
morphology and confluence prior to initiation of differentiation after replating by standard cell passaging with
EDTA (A,B) or single-cell passaging with Accutase (C,D). (E,F) Typical morphology at 24 hr after initiation
of differentiation with standard cell passaging (E) or single-cell passaging (F). (G,H) Typical morphology
of definitive endoderm 48 hr after standard cell passaging (G) or single-cell passaging (H). (I,J) Validation
of pluripotency by assessing expression of OCT4 and NANOG (single-cell passaging). (K,L) Expression
of key definitive endoderm markers SOX17 and FOXA2. (M) Gene expression changes observed during
differentiation. Cells were collected at 24 and 48 hr and analyzed by RT-qPCR. Data represent means of
three independent experiments; error bars represent standard deviation. All data were normalized to ACTB
and undifferentiated hPSCs. STD, standard cell passaging; SNG, single-cell passaging. Scale bars, 100 µm.
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12. Thaw 3 mM CHIR99021 stock solution and add to RPMI/B-27 medium (with or
without insulin) to give the concentration that results in optimal DE production
(typically, 3-4 µM). Mix well.
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