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Legends: 

Supplementary Fig. S1. Additional images of human embryonic stem cell (hESC) colony 
morphology in pluripotency and differentiation media  

Phase contrast images of hESC colony morphology of cells cultured on Day (D) 4, 6 and 7 in 
differentiation media. Scale bars on images are 50 um.  

Supplementary Fig. S2. Western blot images of replicates of CDX2 

Lysates were collected on day 7 from cells cultured in E7-BAP as differentiation media (D) and 
on day 5 from cells cultured in mTeSR1 as pluripotency media (P). CDX2 Protein levels were 
assayed and quantified by densitometry of each protein normalized to ACTA. Western blots show 
five replicates for the experiment. Densitometry values were used in graph in Fig 2e.  

Supplementary Fig. S3. Western blot images of replicate rounds of differentiation 

Lysates were collected on day 7 from cells cultured in differentiation media (D) and on day 5 
from cells cultured in matching pluripotent media (P). Markers tested were GATA3, GATA2, 
TFAP2C, KRT7, !-hCG or "-hCG; HLA-G and GCM1. Protein levels were assayed and 
quantified by densitometry of each protein normalized to ACTA. Western blots show three 
replicate experiments for each marker for two independent rounds of differentiation. 
Densitometry values were used for graphs in Figures 3-5.  

Supplementary Fig. S4-S5. Transcript levels of pluripotency and differentiation markers 
a-k: graphs of relative transcript levels of each marker gene assayed by qRT-PCR and quantified 
using ΔΔCt normalized to ACTA in differentiation media (D) compared to the corresponding 
pluripotency media (P) mTeSR1 and MEF-CM. The difference between these figures and figures 
2-6 is that here the E7-BAP is compared to mTeSR1 to show that there is no bias from comparison 
to E8. Days in culture in each differentiation medium and matching pluripotency medium are 
shown on the X-axis. Relative transcript levels and number of replicates for each gene are on the 
Y-axis. Data are presented as mean ± standard error of the mean (SEM); The difference between 
S4 and S5 is in S5 we have shown the expression as single dots corresponding to individual 
experimental replicates. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
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