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Figure S1. The protein levels of Oct4 (a) and SSEA1 (b) in NR3 cultured on RGO-50 and RGO-15 

substrates. Scale bar: 50 μm in (a, b). The immunofluorescent staining of Oct4 (c), Nanog (d) and 

SSEA1 (d) in 46C cultured on RGO-50 and RGO-15 substrates. Scale bar: 50 μm in (c, d). 
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Figure S2. a) qRT-PCR was performed to analyse the relative levels of pluripotency gene and 

mesendoderm gene during early differentiation in 46C on RGO-50 and RGO-15 substrates. b) The 

relative expression levels of Esrrb, Klf4, Rex1, Nestin, N-cad, Zfp521 and Tuj1 in 46C cultured on 

RGO-50 and RGO-15 substrates. 
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Figure S3. The fluorescence microscope images of β-catenin (a) and E-cadherin (b) in 46C on 

RGO-50 and RGO-15 substrates. Scale bar: 50 μm. The protein expression levels of β-catenin (c) 

and E-cadherin (d) of NR3 cultured on feeder, RGO-50, RGO-30 and RGO-15 substrates. Scale bar: 

50 μm in (c, d). e) The western blotting of E-cadherin in shCtrl, shE-cad-1 and shE-cad-2 cultured 

on RGO-30 substrate. f) The expression level of E-cadherin in shE-cad-1 and shE-cad-2 cultured on 

RGO-30 substrate was confirmed by qRT-PCR. ** p < 0.01, *** p < 0.001 versus shCtrl group. 
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Table S1. The list of primer sequences 

Application Gene Forward primer Reverse primer 

shRNA 

 

 

shRNA 

 

 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

qRT-PCR 

shE-cad-1 

 

 

shE-cad-2 

 

 

Nanog 

Oct4 

Sox2 

Klf4 

Esrrb 

Rex1 

Fgf5 

Otx2 

Eomes 

Dnmt3b 

Gata6 

Nestin 

Zfp521 

N-cadherin 

Tuj1 

E-cadherin 

GAPDH 

CCGGGCTGGAATCTTTGTCCATGTACTC

GAGTACATGGACAAAGATTCCAGCTTTTT

G 

CCGGCCGAGAGAGTTACCCTACATACTC

GAGTATGTAGGGTAACTCTCTCGGTTTTT

G 

CAGGTGTTTGAGGGTAGCTC 

TCTTTCCACCAGGCCCCCGGCTC 

GATCAGCATGTACCTCCCC 

GTGCAGCTTGCAGCAGTAAC 

TGGCAGGCAAGGATGACAGA 

GGAAGAAATGCTGAAGGTGGAGAC 

AAAGTCAATGGCTCCCACGAA 

CCATGACCTATACTCAGGCTTCAGG 

CCTGGTGGTGTTTTGTTGTG 

AGCGGGTATGAGGAGTGCAT 

GACGGCACCGGTCATTACC 

CTGCAGGCCACTGAAAAGTT 

GAGCGAAGAGGAGTTTTTGG 

TCCTGATATATGCCCAAGACAA 

TAGACCCCAGCGGCAACTAT 

CAGCCTTCTTTTCGGAAGACT 

GTGTTCCTACCCCCAATGTGT 

AATTCAAAAAGCTGGAATCTTTGTCCATGTACTC

GAGTACATGGACAAAGATTCCAGC 

 

AATTCAAAAACCGAGAGAGTTACCCTACATACTC

GAGTATGTAGGGTAACTCTCTCGG 

 

CGGTTCATCATGGTACAGTC 

TGCGGGCGGACATGGGGAGATCC 

CCCTCCCAATTCCCTTGTATC 

AGCGAGTTGGAAAGGATAAAGTC 

TTTACATGAGGGCCGTGGGA 

AGTCCCCATCCCCTTCAATAGC 

GGCACTTGCATGGAGTTTTCC 

GAAGCTCCATATCCCTGGGTGGAAAG 

TTTAATAGCACCGGGCACTC 

GGGAGCATCCTTCGTGTCTG 

ACAGTTGGCACAGGACAGTCC 

GACCCTGCTTCTCCTGCTC 

AGTTCCAAGGTGGAGGTCAC 

TGACCCAGTCTCTCTTCTGC 

GTTCCAGGTTCCAAGTCCACC 

GGTAGACAGCTCCCTATGACTG 

ATTGTCATACCAGGAAATGAGCTT 

 


