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Target 1 Stx2_233/stx2_268
5-GAC GGC TTG ATG TCT ATC AGG CGC GTTTTG ACC ATC TTC GGG TTTT CCC GAA GAT GGT
CAA AAC GCG CCT GAT AGA CATCAA GCC GTC-3

Target 2 Stx2_525/stx2_560
5-GAC TGC ATC CAG AGC AGT TCT GCG TTT TGT CAC TGT CAC GGG TTTT CCC GTG ACA
GTG ACA AAA CGC AGA ACT GCT CTG GAT GCA GTC-3’

Target 3 Stx2_1093/stx2_1128
5’-GAC AAG TGG CCG GGA AAG AAT ACT GGA CCAGTC GCT GGA CCCTTTT GGG TCC AGC
GAC TGG TCC AGT ATT CTT TCC CGG CCA CTT GTC-3

Hairpin oligonucleotide of Zif268/PBSII site, used as an irrelevant control:
5-GGC TTTCCA CACCGC CCACGC GGG TTTT CCC GCG TGG GCG GTG TGG AAA GCC-3’

Fig. S1 Sequences of hairpin target DNA oligonucleotides for stx2 ZFP pairs with ZFP
binding sites shown in bold.
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Fig. S2 Location of target regions of stx2 ZFP pairs in stx2 gene (1241 bp). Target
sites are highlighted for stx2_233/stx2_268 (yellow), stx2_525/stx2_560 (cyan), and
stx2_1093/stx2_1128 (light green).
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Fig. S3 lllustration of EMSA (electromobility shift assay) of engineered zinc finger
proteins (ZFPs) to target different sequences within stx2 gene. Exemplary data are
shown for (a) Stx2_233, (b) Stx2_268, and (c) Stx2_525. The ZFP concentrations (nM)
are given at the top. Top bands indicate the ZFP and DNA complex and the bottom

bands show free DNA.



Table. S1 Binding motifs identified by the Bind-n-Seq for ZFP stx2_560, stx2_1093,
and stx2_1128.

Motifs Seed Enrichment Protein Salt
cont. cont.
GTGACAGTGACAAAACGC
St2_560 % ACAAAAA ACAAAAA 0.157 50nM | 50 mM
AR AL LR oi=ele
AAGTGGCCGGGAAAGAAT
2
Stx2_1093 a8, A
= = CTTTCCCGCC 26.432 500 nM 100 mM
054 ~FamaB B~ ® o SES—“EE -
ACTGGACCAGTCGCTGGA
2
Stx2_1128 g% A T T
T AGTTGGTCG 4.345 50 nM 1 mM







