
passages had no significant differences. Data presented as mean ± SD from three independent experiments. (B) 

Fluorescence micrographs of colonies of hESCs cultured on grafted PMEDSAH and ATRP PMEDSAH showing 

expression of pluripotent markers after 5 passages. Primary antibodies OCT4 and SSEA-4 were used to detect the 

expression of these markers from hESCs cultured on grafted PMEDSAH and ATRP PMEDSAH (25nm,  105nm 

and 176nm). hESC cultured on 105nm ATRP PMEDSAH after 5 passages (C) showed expression of pluripotent 

markers in fluorescence micrographs and (D) kept a normal karyotype.  

 

Fig. 4. Modified PMEDSAH supports hESC pluripotency.  hESCs cultured on 105nm ATRP PMEDSAH after 5 

passages retained pluripotency as demonstrated by induced specific lineage differentiation with expression of 

genes representing  different germ layers. Data presented in as mean ± SD from three independent experiments .  

 

Table 1  Calculated total cell number of hESCs cultured on different substrates 

 

Table 2 EB formation with expression of genes representing different germ layers. EBs were formed from hESCs 

cultured on 105nm ATRP PMEDSAH after 5 passages.  Quantitative RT-PCR showed increasing transcript levels 

of genes representing different germ layers from EBs compared to the undifferentiated hESCs grown on 105 nm 

ATRP PMEDSAH after 5 passages.  

 

Supplementary Fig. 1. Gel architecture influences the undifferentiated colony formation of hESCs (H9 cells). Plot 

of undifferentiated colony number ratio compared to Matrigel indicated ATRP PMEDSAH with a 105nm hydrogel 

thickness led to a higher number of undifferentiated colonies compared to other experimental groups. Plot of 

undifferentiated colony area indicated no significant differences among cells cultured on different polymer 



substrates. Data presented as mean ± SD from three independent experiments (* p<0.05). 

 

Supplementary Fig. 2.  Expression of SSEA-4 in hESCs cultured on different substrates after multiple passages. 

hESCs cultured on different substrates from week 1 to week 5  were analyzed by flow cytometry to determine the 

percentage of SSEA-4 expressing cells. Background fluorescence and autofluorescence were determined using 

cells without treatment (- Control) and treated with Mouse IgG1 Phycoerythrin Isotype Control (PE).  Because cells 

grown on Matrigel decreased after each passage, the amount of cells was not enough for flow cytometry from week 

3.   
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