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Supplementary Figure 1
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Genomic region surrounding PIGP exon 3
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Supplementary Figure 1 DNA sequences surrounding the knock-in site at PIGP exon 3 in the
Donor-PIGPex3 plasmid (top) and the DLD-1-derived PIGP reporter clone (bottom). Target
sequences of a Cas9 nuclease and Cas9 nickases are shaded in blue and green, respectively,
with darker shading on their neighboring protospacer adjacent motifs (PAMs). Numbers with plus
or minus signs near Cas9 target sites indicate the distance from the knock-in site (£0) to
theoretical cleavage sites within individual Cas9 target sites. Nucleotides shown by red and green
bold letters represent a PIGP truncating mutation in the DLD-1-derived PIGP reporter clone and
its corresponding wild-type sequence in Donor-PIGPex3, respectively. Upper case and lower case

letters indicate exonic and intronic sequences, respectively.
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Supplementary Figure 2
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Supplementary Figure 2 DNA sequences surrounding the knock-in site at PIGP exon 2 in the
Donor-PIGPex2 plasmid (top) and the HCT116-derived PIGP reporter clone (bottom). For
annotations of the numbers and colors shown in this figure, see the legend for Supplementary

Figure 1.
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Supplementary Table 1: Cas9 target sites with PAMs

Target name Sequence
Creation of the initial deletion
PIGP-nuclease-A ACTGTTGTGAGGATTAACGGGGG
PIGP-nuclease-B AAGGGATGACTAGTTCACATIGG
Extension of the deletion in HCT116
TTC3-nuclease-C TAAATCCATAGGCTGACACAGGG

Junction-nuclease-D CTGTTGTGAGGATTAACATTGGG
PIGP correction assay using the DLD-1-derived PIGP reporter clone

PIGP-nickase-1 GAGCTAGAAGAACTGAAAGGAGG
PIGP-nickase-2 AATCATTTCTGAGTTAATCAGGG
PIGP-nickase-3 GGGCCTTTATTCCTGAATCTIGG
PIGP-nickase-4 TTTAATATATTTCTTAAATGAGG
PIGP-nuclease-E TACAGTACTTTACCTCTAGAGGG
PIGP correction assay using the HCT116-derived PIGP reporter clone

PIGP-nickase-5 AGAATGGATCAATGGTGCCALCGG
PIGP-nickase-6 AGCGTCAGCGATGTGCTCCGIGG
PIGP-nickase-7 TGAACGCCAGAAAAAGCCCCIGG
PIGP-nickase-8 GTGACAAGGGAAGAATACATIGG
PIGP-nuclease-F TGGAAAATTCACCGTCGCCATIGG

PAM, protospacer adjacent motif
Underlining indicates PAM sequences.
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Supplementary Table 2: PCR primers generated in this study

Primer name Sequence
Creation of dual sgRNA vectors
U6 promoter-F 5-CCTAGGICTAGAGAGGGCCTATTTCCCATGATTCC
CAG-R 5-CCATTTACCGTAAGTTATGTAAC
Creation of Donor-PIGPex3
PIGPint2-F2 5-CTTTTAGAGCTCATTCGTGAGCACTTGTAA
PIGPint3-R 5-TTTTCTGGATCCTGCATTATCTCTATTTCCTT
Creation of Donor-PIGPex2
TTC3ex1-R 5-CTCGGCTGCAGCGGGACAA
PIGPint2-R1 5-CCTACCCCATAGAACTGTITCATGCGTC
Analytical PCRs probing deletions
PIGPint2-F1 5-TGGCTGACTTCACTCTGCTG
PIGPint2-R2 5-AGCTTCTAATCCTTGACATACTCTT

PIGPdownstream-F1 5-CAGGGTGAGGCAACTAAGCA

PIGPdownstream-R1 5-CCAGCCTACAAAGCCCTTCA

TTC3intl-F 5-GCCACCTTGGCTTCTCTTGT

TTC3intl-R 5-CACCTCACCTGCCACTAAAG
Production of PIGP Southern probe

PIGPdownstream-F2 5-CTGAGTTTTGGTCAAGCAGGG

PIGPdownstream-R2 5-ACACTAAACTGATCATGACCCTCA

PCR, polymerase chain reaction
Underlining indicates the restriction enzyme sites used for the incorporation of PCR products
into a plasmid.
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