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Supplementary Figure 1. Analysis of ETA mRNA expression in normal colon and tumor colon

tissues from the Oncomine database (n is number of samples).
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Supplementary Table 1. Primers used in this study (underlining indicates the restriction
enzyme sites).

Primer Name Primer Nucleotide Sequence (5 — 3’)
MSJ#01 GAGCCTGGTGCCGCGCGGCTCCCGGGACAACCCTGAGAGATACAGTGCAA
MSJ#02 GGTGATGGTGATGGTGAGAAGCTTCATTCATGGAGTCTTTATGCGACGAA

GCGGAATTCCATATGCTAAAGCTCCTTGACAACTGGGACAGCGTGACCTCCACCTTCAGC

MSJ#03 AAGCTGCGCGAACAGCTCGGCCCTGTGACCCAGGAGTTCTGGGATAACCTGGAAAAGG
MSJH04 CTCCTGCCACTTCTTCTGGAAGTCGTCCAGGTAGGGCTGCACCTTGGCCTTCACCTCCT
CCAGATCCTTGCTCATCTCCTGCCTCAGGCCCTCTGTCTCCTTTTCCAGGTTATCCCAGAA
MSJH05 CCAGAAGAAGTGGCAGGAGGAGATGGAGCTCTACCGCCAGAAGGTGGAGCCGCTGCGCGC
AGAGCTCCAAGAGGGCGCGCGCCAGAAGCTGCACGAGCTGCAAGAGAAGCTGAGCCCACT
MSJH06 GGCGCGCGGCCAAGCGCTGGCGCAGCTCGTCGCTGTAGGGGGCCAGATGCGTGCGCAGC
GCGTCCACATGGGCGCGCGCGCGGTCGCGCATCTCCTCGCCCAGTGGGCTCAGCTTCTCTT
MSJH07 TTGGCCGCGCGCCTTGAGGCTCTCAAGGAGAACGGCGGCGCCAGACTGGCCGAGTACCAC
GCCAAGGCCACCGAGCATCTGAGCACGCTCAGCGAGAAGGCCAAGCCCGCGCTCGAGGAC
MSJH08 GAATTCGGATCCTCACTGGGTGTTGAGCTTCTTAGTGTACTCCTCGAGAGCGCTCAGGAAG
CTGACCTTGAAGCTCTCCAGCACGGGCAGCAGGCCTTGGCGGAGGTCCTCGAGCGLCGGG
MSJ#09 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGCAGGTGCAGCTGGTGCAGTCTGG
MSJ#10 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGCAGGTCAACTTAAGGGAGTCTGG
MSJ#11 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGGAGGTGCAGCTGGTGGAGTCTGG
MSJ#12 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGCAGGTGCAGCTGCAGGAGTCGGG
MSJ#13 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGGAGGTGCAGCTGTTGCAGTCTGC
MSJ#14 GCTACCGTGGCCCAGCCGGCCATGGCGATGGCGCAGGTACAGCTGCAGCAGTCAGG
MSJ#15 CAGATCCACCTCCACCGGAACCTCCACCTCCAGAGCTCCCTCCACCTGAGGAGACGGTGACCAGGGTGCC
MSJ#16 CAGATCCACCTCCACCGGAACCTCCACCTCCAGAGCTCCCTCCACCTGAAGAGACGGTGACCATTGTCCC
MSJ#17 CAGATCCACCTCCACCGGAACCTCCACCTCCAGAGCTCCCTCCACCTGAGGAGACGGTGACCAGGGTTCC
MSJ#18 CAGATCCACCTCCACCGGAACCTCCACCTCCAGAGCTCCCTCCACCTGAGGAGACGGTGACCGTGGTTCC
MSJ#19 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGACATCCAGATGACCCAGTCTCC
MSJ#20 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGATGTTGTGATGACTCAGTCTCC
MSJ#21 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGAAATTGTGTTGACGCAGTCTCC
MSI#22 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGACATCGTGATGACCCAGTCTCC
MSJ#23 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGAAACGACACTCACGCAGTCTCC
MSJ#24 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCGAAATTGTGCTGACTCAGTCTCC
MSJ#25 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCCAGTCTGTGTTGACGCAGCCGCC
MSJ#26 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCCAGTCTGCCCTGACTCAGCCTGC
MSI#27 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCTCCTATGTGCTGACTCAGCCACC
MSJ#28 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCTCTTCTGAGCTGACTCAGGACCC
MSJ#29 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCCACGTTATACTGACTCAACCGCC
MSJ#30 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCCAGGCTGTGCTCACTCAGCCGTC
MSJ#31 GGTTCCGGTGGAGGTGGATCTGGTGGAGGTGCTAGCAATTTTATGCTGACTCAGCCCCA
MSJ#32 GGTGCTGGCCCCCGAGGCCCGTACGTTTGATTTCCACCTTGGTCCC
MSJ#33 GGTGCTGGCCCCCGAGGCCCGTACGTTTGATCTCCAGCTTGGTCCC
MSJ#34 GGTGCTGGCCCCCGAGGCCCGTACGTTTGATATCCACTTTGGTCCC
MSJ#35 GGTGCTGGCCCCCGAGGCCCGTACGTTTGATCTCCACCTTGGTCCC
MSJ#36 GGTGCTGGCCCCCGAGGCCCGTACGTTTAATCTCCAGTCGTGTCCC
MSJ#37 GGTGCTGGCCCCCGAGGCCCGTACCTAGGACGGTGACCTTGGTCCC
MSJ#38 GGTGCTGGCCCCCGAGGCCCGTACCTAGGACGGTCAGCTTGGTCCC
MSJ#39 GGTGCTGGCCCCCGAGGCCCGTACCTAAAACGGTGAGCTGGGTCCC
MSJ#40 GCTACCGTGGCCCAGCCGGCCATGGCG
MSJ#41 GGCCTCGGGGGCCAGCACC
MSJ#H42 CCACAGGCGCGCACTCCGAGGTGCAGCTGGTGGAG
MSJ#43 CCTGGTCACCGTCTCCTCAGCAAGCTTCAAGGGCCCA
MSJ#44 TGGGCCCTTGAAGCTTGCTGAGGAGACGGTGACCAGG
MSJ#45 CGAGCTTCTAGATCATTTACCCGGGGACAGGGAG
MSJ#46 CCACAGGCGCGCACTCCGGACATCGTGATGACCCAGTCTCC
MSJ#H47 GGACCAAGGTGGAGATCAAACGTACGGCGGCCGCAC
MSJ#48 GTGCGGCCGCCGTACGTTTGATCTCCACCTTGGTCC
MSJ#49 CGAGCTTCTAGAGCACTCTCCCCTGTTGAAGC
MSJ#50 GGTTCCCTTGTGAGCCTTGA

MSJ#51 AGGAAASGTGCCTGTGATGGG




Supplementary Table 2. Plasmids used in this study.

. - Reference
Plasmid Relevant characteristics
or source
pP9 Ap;, T7 promoter, thrombin cleavage site, P9 gene in pRSETx 28
Apr, T7 promoter, thrombin cleavage site, .
PPS-mETa P9 gene, mouse ETx in pP9 This study
0P9-hET, Apy, T7 promoter, thrombin Fleavage site, o
P9 gene, human ETa in pP9
pET28a(+) Kan,, T7 promoter, thrombin cleavage site, polyhistidine tag Novagen
PET28-MSP1 Kan,, T7 promc_)ter, thron'1b.|n.c|eavage site, il
N-terminal polyhistidine tag
pMAZ-IgH-GlycoT Trastuzumab H chain gene in pMAZ-IgH-H23 21
pMAZ-IgL-GlycoT Trastuzumab L chain gene in pMAZ-IgL-H23 21
pComb3X Ap:, lac promoter, polyhistidine tag, HA tag in phagemid 2
pEL3X Modified Sfil restriction nucleotide sequence in pComb3X This study
DET282-Guss Kan,, T7 promoter, thrombin cleavage site, -

N-terminal polyhistidine tag, human Ggiz gene in pET28a(+)




Supplementary Table 3. Output phage titers after each round of screening of the human scFv

phage display library against human ETa.

Round 1 2 3 4 5

Number of washes 2 3 3 6 10

Output phage titer (cfu/ml) 2x10® 15x10® 2x10®° 1.8x10° 1x10°




