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Culturing Transcriptomically Distinct Pluripotent mESCs

This is intended as a guide only; for full experimental details please read the reference provided.

In Brief

Kolodziejczyk et al. describe a protocol that uses two different cocktails of small molecules to maintain
heterogeneous populations of mMESCs with different metabolisms. STO feeder cells were used for
MESC maintenance.

The use of 2i medium results in a heterogeneous population of blastocyst-like cells with a stable or
‘ground state’ of pluripotency. Alternative 2i (a2i) medium also results in a heterogeneous population of
blastocyst-like cells with a stable or ‘ground state’ of pluripotency, which is transcriptomically distinct
from that obtained with 2i medium. A subpopulation of 2C-like cells is present with 2i medium. No
differentiating cells are observed with either 2i or a2i.

CHIR 99021 CHIR 99021
PD 0325901 or CGP 77675
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Serum-containing medium

N2B7 basal medium

Cocktails

Serum-containing Medium 2i Medium a2i Medium

DMEM N2B27 N2B27

1X Pen/Strep CHIR 99021 3 uM CHIR 99021 3 uM
(Cat.No. 4423) (Cat.No. 4423)

15% FBS PD 0325901 1 uM CGP 77675
(Cat.No. 4192)

Beta-Mercaptoethanol 0.1 mM rhLIF 100 U/ml rhLIF 100 U/ml
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