Additional material
Additional file 1: Table S1. Expression changes in HONE1 hybrid Cells (compared to

parental HONEL1 cells) assayed by Stem Cell Signaling PCR Array

Gene Symbol Fold change Pathways

ACVR1 3.6351 TGF-B Superfamily Signaling

ACVR1B 1.0512 TGF-B Superfamily Signaling

ACVRI1C 4.0897 TGF-B Superfamily Signaling

ACVR2A 38.9081 TGF-B Superfamily Signaling

ACVR2B 4.9314 TGF-B Superfamily Signaling

ACVRL1 0.8134 TGF-B Superfamily Signaling

AMHR2 1.8302 TGF-B Superfamily Signaling

BCL9 0.8901 Whnt Signaling

BCLIL 1.948 Wnt Signaling

BMPR1A 6.3731 TGF-B Superfamily Signaling

BMPR1B 5.5098 TGF-B Superfamily Signaling

BMPR2 2.0591 TGF-B Superfamily Signaling

CREBBP 3.9231 TGF-B Superfamily Signaling

CTNNB1 (B-CATENIN) [4.0615 Wnt Signaling

E2F5 1.6495 TGF-B Superfamily Signaling

ENG 0.2817 TGF-B Superfamily Signaling

EP300 1.7802 TGF-B Superfamily Signaling

FGFR1 1.0439 Fibroblast Growth Factor (FGF) Signaling
FGFR2 15.8016 Fibroblast Growth Factor (FGF) Signaling
FGFR3 0.7032 Fibroblast Growth Factor (FGF) Signaling
FGFR4 0.1951 Fibroblast Growth Factor (FGF) Signaling
FzD1 1.5933 Whnt Signaling

FZD2 0.2256 Whnt Signaling

FZD3 13.6611 Wnt Signaling

FZD4 2.0734 Whnt Signaling

FzZD5 9.727 Whnt Signaling

FZD6 13.0141 Whnt Signaling

FzD7 0.4836 Whnt Signaling

FzD8 3.3683 Whnt Signaling

FZD9 0.5996 Whnt Signaling

GLI1 0.5556 Hedgehog Signaling

GLI2 0.4803 Hedgehog Signaling

GLI3 1.6725 Hedgehog Signaling

IL6ST 16.3589 Pluripotency Maintenance




LEF1 1.6609 Wnt Signaling

LIFR 17.9014 Pluripotency Maintenance
LRP5 0.8247 Wnit Signaling

LRP6 3.4629 Whnt Signaling

LTBP1 3.9779 TGF-B Superfamily Signaling
LTBP2 2.8919 TGF-B Superfamily Signaling
LTBP3 0.5042 TGF-B Superfamily Signaling
LTBP4 2.6982 TGF-B Superfamily Signaling
NCSTN 0.9474 Notch Signaling

NFATS 29.0809 Wnit Signaling

NFATC1 0.6338 Whnt Signaling

NFATC2 0.5404 Wnt Signaling

NFATC3 1.9616 Whnt Signaling

NFATC4 29.2832 Wnt Signaling

NOTCH1 0.3615 Notch Signaling

NOTCH2 1.3398 Notch Signaling

NOTCH3 1.7195 Notch Signaling

NOTCH4 1.5713 Notch Signaling

PSEN1 1.0014 Notch Signaling

PSEN2 0.5832 Notch Signaling

PSENEN 0.3516 Notch Signaling

PTCH1 1.2243 Hedgehog Signaling
PTCHD2 1.4661 Hedgehog Signaling

PYGO2 0.1499 Wnt Signaling

RBL1 3.5113 TGF-B Superfamily Signaling
RBL2 5.7438 TGF-B Superfamily Signaling
RBPJL 1.2852 Notch Signaling

RGMA 0.4938 TGF-B Superfamily Signaling
SMAD1 2.912 TGF-B Superfamily Signaling
SMAD2 27.3222 TGF-B Superfamily Signaling
SMAD3 2.7359 TGF-B Superfamily Signaling
SMAD4 2.5527 TGF-B Superfamily Signaling
SMAD5 21.887 TGF-B Superfamily Signaling
SMADG6 0.274 TGF-B Superfamily Signaling
SMAD7 1.7802 TGF-B Superfamily Signaling
SMAD9 10.4977 TGF-B Superfamily Signaling
SMO 1.5823 Hedgehog Signaling

SP1 1.1111 TGF-B Superfamily Signaling
STAT3 1.3775 Pluripotency Maintenance
SUFU 0.6122 Hedgehog Signaling

TCF7 (TCF1) 1.2941 Whnt Signaling




TCF7L1 (TCF3) 1.7195 Whnt Signaling
TCF7L2 (TCF4) 2.3817 Whnt Signaling
TGFBR1 6.3731 TGF-B Superfamily Signaling
TGFBR2 4.9657 TGF-B Superfamily Signaling
TGFBR3 3.7633 TGF-B Superfamily Signaling
TGFBRAP1 0.8022 TGF-B Superfamily Signaling
VANGL2 1.1991 Wnt Signaling
ZEB2 7.1206 TGF-B Superfamily Signaling

http://sabiosciences.com/rt pcr product/HTML/PAHS-047A.html

Additional file 2: Table S2. Primers used in RT-PCR and qPCR analyses

Annealing
Product temperature
Name Sequences size (bp) (°C) Reference®
GAPDH F? GAAGGTGAAGGTCGGAGTC 226 55
GAPDH R? GAAGATGGTGATGGGATTTC
Sox2 F CAGTACAACTCCATGACCAGCTCG 277 55
Sox2 R AGTGCTGGGACATGTGAAGTCTGC
qSOX2 F? TGCTGCCTCTTTAAGACTAGGAC 75 60
qSOX2 R? CCTGGGGCTCAAACTTCTCT
CTNNB1 F TAGAGGCTCTTGTGCGTACTGTCC 385 55
CTNNB1R CCTTCAACTATTTCTTCCATGCGG
CTNNB1 1F° GTCCTTCACTCAAGAACAAGTAGC 474 55
CTNNB1 1R° GCCAGTAAGCCCTCACGATGATGG
gCTNNB1 F GGCTTGGAATGAGACTGCTGAT 115 60
qCTNNB1 R® CTGGCCATATCCACCAGAGTG
KIf4 F CGAACCCACACAGGTGAGAA 68 55 [1]
KIf4 R GAGCGGGCGAATTTCCAT
qKLF4 F? GGGAGAAGACACTGCGTCA 88 62
qKLF4 R® GGAAGCACTGGGGGAAGT
c-Myc F AGGCCACAGCAAACCTCCTC 300 59
c-MycR TCCAACTCCGGGATCTGGTC
Axin2 F CGCAGCAGTTTGGCGGCAGCA 350 55
Axin2 R AGGGTCCTGGGTGAACAGGTGGG
TcflF CAGTGTCCTCCAGCAGCCTG 191 60
TcflR GCTGCTGCCCTCATCACCCC
Tcf3 F GAAATCACCAGTCACCGTGAAA 251 53 [2]
Tcf3 R ACCAGGTTGGGTAGAGCTGCG
Nanog F ACTGGCCGAAGAATAGCAATGG 331 55
Nanog R AAGGCAGCCTCCAAGTCACTGG
UPL-NANOG-F1? ATGCCTCACACGGAGACTGT 66 60
UPL-NANOG-R1? AGGGCTGTCCTGAATAAGCA
OCT4 F CTTGCTGCAGAAGTGGGTGGAGGAA 169 55 NIH website®
OCT4R CTGCAGTGTGGGTTTCGGGCA


http://sabiosciences.com/rt_pcr_product/HTML/PAHS-047A.html

UPL-OCT4-F1°
UPL-OCT4-R1°
p53 F

p53R

CD9F

CD9R

CD24 F
CD24R
CD44s5
CD44s11

Thy1 F (CD90)
Thy1 R (CD90)
PROM1 F (CD133)
PROM1 R (CD133)
Twistl F
Twistl R
Snaill F

Snaill R
CyclinD1 F
CyclinD1R
hSlug-5
hSlug-3
hFn1-5

hFn1-3
hNcad-5
hNcad-3
E-Cadherin F
E-Cadherin R

CCTGTCTCCGTCACCACTCT
GGCACAAACTCCAGGTTTTC
TACTGGGACGGAACAGCTTTGAGG
CAGCCTGGGCATCCTTGAGTTCC

GTGCATGCTGGGACTGTTCTTCGGCTTC

CACGCCCCCAGCCAAACCACAGCAG
TGAAGAACATGTGAGAGGTTTGAC
GAAAACTGAATCTCCATTCCACAA
GCAGCACTTCAGGAGGTTACAT
CAAGAGGGATGCCAAGATGAT
GACCCGTGAGACAAAGAAGC
GCCCTCACACTTGACCAGTT
AATGCACCAGCGACAGAAG
CATTCAAGAGAGTTCGCAAGTC
GGAGTCCGCAGTCTTACGAG
TCTGGAGGACCTGGTAGAGG
CTGCTACAAGGCCATGTCCGGACC
CATCCTGAGCAGCCGGACTCTTGG
CTGTGCTGCGAAGTGGAAACCAT
TTCATGGCCAGCGGGAAGACCTC
GGGGAGAAGCCTTTTTCTTG
TCCTCATGTTTGTGCAGGAG
CAGTGGGAGACCTCGAGAAG
TCCCTCGGAACATCAGAAAC
ACAGTGGCCACCTACAAAGG
CCGAGATGGGGTTGATAATG
TGGAGGAATTCTTGCTTTGC
CGTACATGTCAGCCAGCTTC
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® For gPCR analysis. GAPDH F/R were used for both RT-PCR and gPCR analyses

®B-catenin exon 3/5 analysis

¢ http://stemcells.nih.gov/research/nihresearch/scunit/pages/RTPCR.aspx
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Additional file 3: Table S3. Antibodies used

Antibody Concentration Catalog # Company

B-catenin 1:1000° 9587 Cell Signaling
Oct4 1:1000 2750 Cell Signaling
Nanog 1:1000 4903 Cell Signaling
AXxin2 1:1000 2151 Cell Signaling
p53 1:1000 2527 Cell Signaling
Kif4 1;1000 4038 Cell Signaling
Sox2 1:1000 3579 Cell Signaling
E-cadherin  1:1000? 610181 BD Pharmingen
N-cadherin  1:1000 ab18203  Abcam
CyclinD1 1:50 SC-753 Santa Cruz Biotechnology
Zebl 1:500 3396 Cell Signaling
Fnl 1:1000 555867 BD Pharmingen
a-tubulin 1:5000 CP06 Calbiochem

% For IHC staining, the concentration is 1:50



