Supplemental Text

Supplemental Figure 1 Vistaplot for the so eye enhancer genomic region. The three
Ey binding sites are marked by red arrows.

Binding Site Sequencesfor constructing new Ey PWM (Figure 2)
Dmel shfl tccatcacgtatgaatgggt +

Dyak shfl tccatcacgtatgaatgggt
Dpse shfl cccatcacgtatgaatgggce
Dmel shf2 gatataacacttgagtgggc
Dyak shf2 taaataacacttgagtgggc
Dere shf2  gccttctcacgtgtttgtge
Dmel vhal tatgttccacttgactgegg
Dere vhal tgtgttccacttgactgcgg
Dyak vhal tatgttccacttgactgcgg
Dana vhal ttattaatgctcgactgcaa
Dpse vhal ttattgccgcttgactgegg
Dmoj vhal ttgttagcacttgactgcge
Dvir vhal ttgttagcacttgactgcgc
Dmel optix2 tctttgcagcctgaatgggt
Dere optix2 tctttgcagcctcaatgggt
Dmoj optix2 tctttgcagcctgaatgggt
Dana optix2 cttttgcagcctgaatgggt
Dpse optix2 cttctgcagectgaatgggt
Dvir optix2 ctcttgcagctgaataagtt
Dyak optix2 tctttgcagcctgaatgggt
Dmel optix3 attttcacgcacgaatggag
Dyak optix3 tggggcacacacgaatggag+
Dana optix3 atttttacacttgaatggat  +
Dpse optix3 acttttgggctccattggga  +
Dmoj optix3 gtgtttacgcttcattgaat
Dere optix3 ctccattcgtgtgtgaaaat
Dvir optix3 ctccaagccttttgtttttg
Dmel eya3 tgtcgtccacttgattgaac
Dyak eya3 tgtcgtccacttgattgaac
Dana eya3 tgtcgtccacttgattgaac
Dpse eya3 tgtcgtccacttgattgaac
Dvir eya3 tgtcgtctatctaattgaac
Dmoj eya3 tgtcgtctacctgattgaac
Dere eya3 tgtctgccacttgattgaac +
Dmel sol  ctccacacgaatgagtgasa +
Dsm sol ctccacacgaatgagtgasa +
Dvir sol  ctccacacgaatgagtgasa +
Dyak sol ctccacacgaatgagtgasa +
Dere sol  ctccacacgaatgagtgaaa +
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ctcttgccacgtgagtcage
tccttgecacgtgagtgage
tccttgecacgtgagtgage
tccttgecacgtgagtgage
tccttgecacgtgagtgage
tccttgecacgtgagtgage
tccttgecacgtgagtgage
tccttgtcacgtgaataage
ttaattcccectcactggge
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ttaattcccectcactggge
ttaattcccectcactggge
ttaattcccectcaatggge
ttaattcccectcactggge
ttaattcccectcactggge
ttaattccccatcaatggge
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Oligo Sequencesfor Ey Gel Shift Assay (Figureb)

sol wt
so3 wt
shfl wt
shf2 wt
vhal wt
optix2 wt
optix3 wt
eya3 wt

sol mut
so3 mut
shfl mut
shf2 mut
vhal mut
optix2 mut
optix3 mut
eya3 mut

TTTAACTTT
TTAAAATTA
TTCCCGTCC
TTTGGGGAT
TTCACTTAT
TTGCATTCT
TTGGCCATT
TTCAAGCTG

TTTAACTTT
TTAAAATTA
TTCCCGTCC
TTTGGGGAT
TTCACTTAT
TTGCATTCT
TTGGCCATT
TTCAAGCTG

CACACGAATGAGTG
ATTCCCCCTCACTG
ATCACGTATGAATG
ATAACACTTGAGTG
GTTCCACTTGACTG
TTGCAGCCTGAATG
TTCACGCACGAATG
TCTGCCACTTGATT

CGCAGGAAGGTGGA
ACTTGCCCACCCAC
AGCAGGTAAGTAGC
ACAAGACTAGCGGA
GATCGACTGGTCGA
TCGCGGCCAGTAGC
TCCAGGCAGGTAGC
TCCGCGACTAGTTG

GAGAACT
GGCACAA
GGTTGAT
GGCTTTT
CGGAAAA
GGTTTAA
GAGCGAC
GAACCGG

GAGAACT
GGCACAA
GGTTGAT
GGCTTTT
CGGAAAA
GGTTTAA
GAGCGAC
CAACCGG



