Fig. S1. Eve and Runt expression in dorsal muscles in zup mutant embryos. Dorsolateral views of three abdominal
segments of stage 15 embryos are shown. (A) Wild-type embryo. Eve (red) and Col (green) are expressed in the DAI
(dotted circled in one segment) and DA3 muscles, respectively. (B) DA1 Eve expression is preserved in up®? embryos.

(C) Wild-type Runt expression in two rows of nuclei in the DO2 muscle (white-dotted circled in one segment). (D) Runt
expression reveals an abnormal clustering of the DO2 nuclei.



Fig. S2. Cumulative muscle defects in double col’, tup*? mutant embryos. (A,B) $3-Tubulin staining of stage 16 wild-
type (A) and col’, tup** (B) embryos. (A’,B") High-magnification views of the dorsal and dorsolateral muscles in three
segments (framed region in A,B). (B,B’) Major disorganization of the dorsal musculature and lack of muscle at the DA3

position (white asterisk) are observed.
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Fig. 3. Tup does not repress col transcription prior to the PC stage. (A,B) Col expression in wild-type (A) and twi>tup
(B) embryos at stage 10. (C-F) col transcription in wild-type (C,E) and twi>tup (D,F) embryos. (A-D) Promuscular col
expression is unaffected in twi>tup conditions; (E,F) DA3 col transcription is fully repressed at stage 15. The DA3 muscle
is dotted circled in one wild-type segment. The white asterisk indicates col transcription in multidendritic neurons.



GGAAATGCAgcgcggcTCGTCAGTGTCAGgtGTCAzaagtcggacatcggacgactgaggCATTACAGAAATATCT 75
TGATAACTCAATCTccgAATCTTAAAAGgggggaggatactgcggAAAACgCCAgCGTCAtggaagtcagecTGT 150
CAGTCagctcaGATCccagcgGATCATGACt tcgcagttcaatggagcaggagecggtggaaatattgeccacaaag 225
ccgtggccacARATTGGCT tGATCGYTGCCGGCTTGAAGTCAATTTGCgaCgGCTTAGG cccacggatecgttecga 300
tcgatcgatcgattggcatcagtctgactctcatctgactgaaaatcggaaaactgacttgccgactgacggact 375
aaatctqccgagcaathCTAAGTAcctggggaTGAGgGACAAACGAchGcGAAathCtccaca 450 Twist
GCaCACAATTAt ccaacTGACAGE gACGATGTGTTA=GAAATGCCaAAAtacaagcgagttttcgaggttgagaa 525
ctaggtgatactgtggaaatgttgtttagtactttaagtaaagtaaagtaaatgttcgattaacctttatataac 600
taataactaactagtttcagaaacaattaaatatgtagaaaccaatgcggctcacattgaagcctccgaaaaccg 675
cgagatgcaatacacccgcttgataccctttctecctacaaaaacaaacaccgaataatggaatatgaaaatgatg 750
aaggaagttaatggaaaatctgtggcacccaaaggccagggccacggactggaagcggcagecgtggatgcageca 825
gcagcggatcccagggaaccagaggchCACATGGcGCCccctgtchGCATTTATCAtggggcctcchaGCA. 900 -
CgacgGGCTAATGGATGcAgCagggaaaaatagaggcagataggtacaatgggtgagggageggg 975
tggcaggcagatccgatccgaagegaaccgaaccGGecaCaGGCCACACTTTCAAATTCATATTTATTGTCTAGGC 1050
TGcGGaCTGAGTGCATTTTTATATATGGCAGTCCATTTGCcgccgactctecccaccagetcccaaaaACCAAAAT 1125
AAACAATAATTgaacatgcacgcaaagaaattaatgagtttcattagccacctacttattgaaaaacttaatagg 1200
atgtatataaatgtcataagaattcaggaactgaatcaattcctcagaatatgaactcattgaaaatatgtgett 1275
cgagagtgcacttaaatttctttgegtgtatgagcggAAAGGARATCGCattgtagtgcacaatcagggggatac 1350
aaggagccgTGTAggccgt gAAATGCYtGGCATTTTAAAAGGTTCCACATTTTGGGGGTCAz2aagt cggggGCT 1425
AATTGCATTGATTAGCTGACGGaGCgttttgccgegecatcaaagtegecttcgeggeccaggagaaatgatgggge 1500
aacggtgggttaaggcggggtactGAGGCAAGTCAGCTGTCACTCAACGTGGCGACATGTTTACTTgot tggcagt 1575
caaaaacggaaBAAAAtAaAAAaCccttgttgcccctttgaageccacaaaaccaaagccaaaaaaaaaaaaaaaaa 1650
aaaaaaacgagaaacgagaaaaaatccatagaaagAAAGAAGAAACCaAGCCGaaaAACACGGAaACTTTTGAG: 1725
CaTGCCGCAAATGAAACGAAAACat ttTgt tGTTTgCATTCATATTTCAATATT ttcctctcatggttattgggt 1800
ggtgtgagatgttattagaagatgcttgaattccaatctaccgagcgatcgatcggtggagtaaaaagagecggtG 1875
ATCAAAGGTGaGCGactccggagggtcgacggtcgatgggecagtegectaatgecgetggegatgecaaattgac 1950
ataatgtggcgtttaacaaattcccaaacaatgcacatccatcaaagatccaacggtcaggatcagggctgcaca 2025
agtgaccaggggactataaagatattgaagattgcattcaaaagatattattctcaagggaggaagtgtaaatga 2100
aatattattgggatactttggtatatcgaattagaatgaagagatgcgattttgtatatttgcataccaaaacca 2175
atcaatcttaatagatgattcgttgctgtacatgcgctttaatatattcccatcacgtaatgctctacatacatt 2250
ccccagccctaatcctctctgaaattceccececctceccaattgagtegtatctgaagaggcggeccaaaggecgtatetttt 2325
tggaggggcagctgcattggcgatcggegttcgatcgececgegttggataaaccgcageccaaageccgaaaAAGGTG 2400
TAGAAAAAGtAAAtGACAtaatgcaGCATCAtcacggatggatggatggttggatggatggatggatagattgag 2475
ggctgatctttggatcggcagacagggcattaggctaatcggatggceccggtgggtcacccagacagatattgtaa 2550
caccagagagataagacccgaggaacaaaaagtgccgceccecctttgtcgeccatcgcaacgecttttcacgecteecgece 2625
agcctccagatgtgttcctceccecccecceccecctaaaaccgaatctgaatcggaatctcectatctgtatectgcatgtggacga 2700
gcatctttgtatctccgeatctecggegttcecactgtgtgtgtttgeccagagatgegttaaacggggaataagee 2775
gcttttgtagtaagcatgagcgccttaaagagacctgagctcaggtaaacctgttagagtttagtgtacgaaggce 2850
caCAAAATGGCCUAgAGCGt cgctgTAAATTCGATTTGCATTtgGgccaagggaaatccGCcagtGCCCatggeC 2925
TAATGCgTTAATCACTt TTcGAAAGCGT cAATTGAATGtCgCGTGgCAGGAACt cgGCAATTt tgattgagggga 3000
cgagatgagaTCGaAATCAactacgaaAATCAACTGCTCTAATAAATTGTcgcccgaatgacttgtgtggecatgg 3075
gagagtgggagttccttggggtgACGCCTTaCacttgtccctcaattcgatccaagecgecatecgagaaaccac 3150
ccatctgcatccatccgetggegaat ggeccGCCACGTGE gCt gGACAATTGTTGTTTATACTAACAATTTGTGAG 3225
GCAGGAAGATGAACATTTAGCtGGATAACCCAATCCtcttGCCACGccTGATTGCCCGCcaatgtgg 3300

Fig. S4. Nucleotide sequence of D. melanogaster Tup-DME. FlyBase positions (release: r5.42) 2L:
18897397..18900688. Conserved sequences in D. melanogaster, D. sechellia, D. simulans, D. yakuba, D. erecta, D.
pseudoobscura, D. persimilis, D. ananassae and D.willistoni are in black bold characters. Putative binding sites for

Mef2 (purple) and Twi (yellow) were positioned using Jaspar, Consite and Genomatix (MatInspector) matrix models.
Their position is indicated in the margin. Only matrix similarities greater than 0.9 were considered. In grey is region
corresponding to the ChiP-ChIP data from E. E. Furlong laboratories (http://furlonglab.embl.de/data/browse_chip_mod/).
This region includes late binding sites for twist (6-8 hours) and for Mef2 (6-8 hours, 8-10 hours and 10-12 hours).
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