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Figure S1. Evaluation of the expression of Wntl1 (A) and Gpcl (B) in miPS-LLCcm cells by rt-qPCR.
GAPDH was used as endogenous control and each bar represent mean + SD of three data points.
Student’s t-test was used to measure the level of significance. (“p < 0.01; ns, not significant).
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Figure S2. Expression and purification of rhsfCR-1. (A) Schematic drawing of recombinant human
Cripto-1 construct fused to a His-tag. Site-directed mutagenesis was carried out in plasmid pBO188
to have S codon to a stop codon at 161 to express under the control of T7 promoter (*resultant
plasmid named as pBO1801); (B) SDS-PAGE analysis of the transformant expressing rhsfCR-1. Lane
1, molecular weight markers; 2, whole cell lysate; 3, soluble fraction of whole cell lysate; 4, inclusion
bodies; (C) chromatographic isolation of rhsfCR-1 through CM650M cation exchange column under a
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gradient of NaCl; (D) SDS-PAGE of purified refolded rhsfCR-1 protein. Lane 1, molecular weight
markers; 2, purified rhsfCR-1.

0 5 15 min

pAkt A e

R
Akt TS
pErk1/2 ——
Erk1/2 —
B-actin  ——

rhsfCR-1 " + : 2

Figure S3. Akt and Erk1/2 phosphorylation assay in miPS-LLCcm cells. Western blot was performed
to detect phosphorylation status of Akt and Erk1/2 in miPS-LLCcm cells, treated with 1 ug/ml rhCR-
1 for 5 and 15 min in the absence of serum after serum starvation. Beta-actin was used as a control.

A B
’ 7
ek
8
6 s
Z 7 =
w &
3 -
(=]
:° i
§¢ E a
] W
2 3 =
5 £ 2
& 2 &
1
N I I |
0
0
0 X 0 1
rhsfCR-1 (pgimL) rhsICR-1 (ug/mL)

Figure S4. Evaluation of the expression of PTEN (A) and Lefty (B) in miPS-LLCcm cells on adherent
culture after 24 h of treatment with rhsfCR-1 by rt-qPCR. GAPDH was used as endogenous control
and each bar represent mean + SD of three data points. Student t-test were conducted to analysis the

s

level of significance (™" p <0.001).
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Figure S5. rt-qPCR analysis of Beta-catenin in miPS-LLCcm cells on adherent culture after 24 h of
treatment with rhsfCR-1. GAPDH was used as endogenous control and each bar represent mean + SD
of three data points. Student’s t-test was used to measure the level of significance. (“p<0.01; ns, not
significant).

Table S1. Limiting dilution analysis for sphere formation

Group Cells plated per well Number of wells positive Sphere-forming frequency (95% CI)

0 pug/ml 100 80/84
0 pg/ml 10 12/84 1/40 (1/51 - 1/32)
0 pug/ml 1 2/84
1 pg/ml 100 69/84
1 pg/ml 10 5/84 1/69 (1/87 - 1/54)™

1 pg/ml 1 0/84
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Table S2. List of primers used in the experiments.

No | Names Forward Primer Sequence (5'-->3) Reverse Primer Sequence (5'-->3")
1 | Nanog AGGGTCTGCTACTGAGATGCTCTG | AACCCAAGCACGTATCAGGG
2 | Oct3/4 TCTTTCCACCAGGCCCCCGGCTC TGCGGGCGGACATGGGGAGATCC
3 | Sox2 TAGAGCTAGACTCCGGGCGATGA TIGCCTTAAACAAGACCACGAAA
4 | Kifa GGACTTACAAAATGCCAAGGGGTG | TCGCTTCCTCTTCCTCCGACACA
5 | c-Myc TGACCTAACTCGAGGAGGAGCTGG | AAGTTTGAGGCAGTTAAAATTATGGCTGA
AATC AGC
6 | E-cadherin AACCCAAGCACGTATCAGGG GGGGTCTGTGACAACAACGA
7 | Snail GGAGTTGACTACCGACCTTGC TGGAAGGTGAACTCCACACAC
8 | MMP2 CAAGTTCCCCGGCGATGTC TICTGGTCAAGGTCACCTGTC
9 | MMP9 CTGGACAGCCAGACACTAAAG CTCGCGGCAAGTCTTCAGAG
10 | Twistl GCCGGAGACCTAGATGTCATTGT TTAAAAGTGTGCCCCACGCC
11 | Twist2 CTCACGAGCGTCTCAGCTAC TIGTCCAGGTGCCGAAAGTC
12 | CD31 AACTCCTTC ACCATCAACAGC AAT GAC GTA GCT CTC GGT GTG
ATC
Cripto-1 GGGGTACTTCTCATCCAGTGTG ACTGTTCTGTATCCCCACGG
14 | Nodal ATTTGCCAGACAGAAGCCAAC TCCTCCACAATCATGTCCTIG
15 | ALK4 CTCAATGGAAGGGTCGGAGG GGGACCAAACGATACATGGC
16 | ACVR2B ACGACTTTGTGGCTGTGAAG ICAGTTCGTTCCACGTGATGATG
17 | GRP78 GTGTGTGAGACCAGAACCGT GCAGTCAGGCAGGAGTCITA
18 | GADPH AACGGCACAGTCAAGGCCGA ACCCTTITGGCTCCACCCTT
19 | PTEN CCTGCAGAAAGACTTGAAGGTGT CAAAAGGATACTGTGCAACTCTGC
20 | Leftyl AGCTCAAGGCAATTGTGACC TCATCTCTGAGGCGACACAC
21 | Wntll ACACTGTAAACAGCTGGAGGG CGTGTACCTCTCTCCAGGTCAA
22 | Gpcl AGGATGCTAGTGATGACGGC AGCTGAGGTCITCIGICCCT
23 |p21
IGCCCGAGAACGGTGGAACTT IGACAAGGCCACGTGGTCCTC
24 | Betacatenin | TCCCATCCACGCAGTTITGAC TCCTCATCGTITAGCAGTTITIGT
25 | Cripto-1 GAG CACCTC GTG GCT TGA AGG GTAGTT CTG GAGTCCTICAAGCCA
(mutagenesis) | ACT CCA GAACTAC CGAGGTGCTC
26 |T7 Promoter primer Terminator primer
(Sequencing) | (TAATACGACTCACTATAGG) (GCTAGTTATTGCTCAGCGG)
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