Supplementary File 1
	Name
	Sequence

	hb-P2
(hb intron included)
	CTGTCGACTCCTGACCAACGTAATCCCCATAGAAAACCGGTGGAAAATTCGCAGCTCGCTGCTAAGCTGGCCATCCGCTAAGCTCCCGGATCATCCAAATCCAAGTGCGCATAATTTTTTGTTTCTGCTCTAATCCAGAATGGATCAAGAGCGCAATCCTCAATCCGCGATCCGTGATCCTCGATTCCCGACCGATCCGCGACCTGTACCTGACTTCCCGTCACCTCTGCCCATCTAATCCCTTGACGCGTGCATCCGTCTACCTGAGCGATATATAAACTAATGCCTGTTGCAATTGTTCAGTCAGTCACGAGTTTGTTACCACTGCGACAACACAACAGAAGCAGCACCAATAATATACTTGCAAATCCTTACGAAAATCCCGACAAATTTGGAATATACTTCGATACAATCGCAATCATACGCACTGAGCGGCCACGAAACGGTAGGATATTGTTAGCCATTACCAAGTGTCTCCATTTTGAACACAAAATCACTCAAATCGCCTTCAGGGGGTGGGTGCCGCCCAGCCACCCCTGACGTATTTTTTGTTAGGGGTGGTGCCGCAAGCACACCAAAAAAAGAGAAAAAAAAAATAAAAGCGAGGAAAAATAAAATGAAAAACAAGCGGAAAAAAAGAGGAAAAAACTCGACGCAGGCGCAGTGCATGAATGAATAAATGAATATGCCCACTAACCCCACTCTCTCTGTTTTCTTATCCATTACAGCCGTCTAGAGCCGCCAAGG

	iRFP
	ATGGCGCGTAAGGTCGATCTCACCTCCTGCGATCGCGAGCCGATCCACATCCCCGGCAGCATTCAGCCGTGCGGCTGTCTCCTAGCCTGCGACGCGCAGGCGGTGCGGATCACGCGCATTACGGAAAATGCCGGCGCGTTCTTTGGACGCGAAACTCCGCGGGTCGGTGAGCTACTCGCCGATTACTTCGGCGAGACCGAAGCCCATGCGCTGCGCAACGCACTGGCGCAGTCCTCCGATCCAAAGCGACCGGCGCTGATCTTCGGTTGGCGCGACGGCCTGACCGGCCGCACCTTCGACATCTCACTGCATCGCCATGACGGTACATCGATCATCGAGTTCGAGCCTGCGGCGGCCGAACAGGCCGACAATCCGCTGCGGCTGACGCGGCAGATCATCGCGCGCACCAAAGAACTGAAGTCGCTCGAAGAGATGGCCGCACGGGTGCCGCGCTATCTGCAGGCGATGCTCGGCTATCACCGCGTGATGTTGTACCGCTTCGCGGACGACGGCTCCGGGATGGTGATCGGCGAGGCGAAGCGCAGCGACCTCGAGAGCTTTCTCGGTCAGCACTTTCCGGCGTCGCTGGTCCCGCAGCAGGCGCGGCTACTGTACTTGAAGAACGCGATCCGCGTGGTCTCGGATTCGCGCGGCATCAGCAGCCGGATCGTGCCCGAGCACGACGCCTCCGGCGCCGCGCTCGATCTGTCGTTCGCGCACCTGCGCAGCATCTCGCCCTGCCATCTCGAATTTCTGCGGAACATGGGCGTCAGCGCCTCGATGTCGCTGTCGATCATCATTGACGGCACGCTATGGGGATTGATCATCTGTCATCATTACGAGCCGCGTGCCGTGCCGATGGCGCAGCGCGTCGCGGCCGAAATGTTCGCCGACTTCTTATCGCTGCACTTCACCGCCGCCCACCACCAACGCTAA

	MS2
	GGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCCTACGGTACTTATTGCCAAGAAAGCACGAGCATCAGCCGTGCCTCAATGTCGAATCTGCAAACGACGACGATCACGCGTCGCTCCAGTATTCCAGGGTTCATCAGATCC

	HSBG promoter
	ACCGCCGGAGTATAAATAGAGGCGCTTCGTCTACGGAGCGACAATTCAATTCAAACAAGCAAAGTGAACACGTCGCTAAGCGAAAGCTAAGCAAATAAACAAGCGCAGCTGAACAAGCTAAACAATCGGGGTACGGCTAGCA

	B6
	TCGACTCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	B9
	TCGACTCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGATCCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	B12
	TCGACTCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGATCCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	H6
	TCGGTACCATAGTTTTTTGAGTATCGATAGTTTTTTGAGTCCATATTTTTTGAGTACTCATAGTTTTTTGAGTATCGATAGTTTTTTGAGTCCATATTTTTTGAGTGTCGACGGTATCGATAAGCGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	H6B6
	TCGGTACCACTCAAAAAATATGGACTCAAAAAACTATCGATACTCAAAAAACTATGAGTACTCAAAAAATATGGACTCAAAAAACTATCGATACTCAAAAAACTATGGTACCGTACCCCGTCGACTCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	Z2
	TCATGGATCTCAGGTAGTAACTGACCAGGTAGGAGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	Z2B6
	TCATGGATCCAGGTAGTAACTGACCAGGTAGCTATGGTACCGTACCCCGTCGACTCATGGGATTAGACTCGAGGGATTAGACCGGGATTAGAACCTGGGGATCGGGGATTAGACTCGAGGGATTAGACCGGGATTAGAGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	Z6
	TCATGGATCCAGGTAGATATCGCACAGGTAGCGATCATACAGGTAGCCTAGATCCAGGTAGTCAATGATCAGGTAGTAACTGACCAGGTAGGATCCAAGCTTATCGATTTCGAACCCTCGACCGCCGGAGTATAAATA

	[bookmark: _Hlk78478596]Oligo for 5’ cut Fw
	5’-GTCGGTCTAATTGATTCCTAAATT-3’

	Oligo for 5’ cut Rv
	5’-AAACAATTTAGGAATCAATTAGAC-3’

	Oligo for 3’ cut Fw
	5’-GTCGGAATGAACGAAAACAGTATC-3’

	Oligo for 3’ cut Rv
	5’-AAACGATACTGTTTTCGTTCATTC-3’

	[bookmark: _Hlk78486588]Bcdnull_5HR_fw
	5’- TAAGAGACGTATAGGAGACCTATAGTGTCTTCGGGGCCGATTCGAAAACT
TTCTGCTGCC-3’

	[bookmark: _Hlk78486603]Bcdnull_5HR_rv
	5’-TTTAACGTACGTCACAATATGATTATCTTTCTAGGGTTAATCAATTAGACAAGTG
TCGAATGTTTAATTTG-3’

	[bookmark: _Hlk78487262]Bcdnull_DsRed_fw
	5’- ACAAAAATTCAAATTAAACATTCGACACTTGTCTAATTGATTAACCCTAGAAA
GATAATC-3’

	[bookmark: _Hlk78487305]Bcdnull_DsRed_rv
	5’- ATTTTTAAATTCATAAGATTTTCGGGAAAACCAGATACTGTTAACCCTAG
AAAGATAGTC-3’

	[bookmark: _Hlk78486621]Bcdnull_3HR_fw
	5’-GCGCGCTCTTCGTAACAGTATCTGGTTTTCCCGAA-3’

	[bookmark: _Hlk78486642]Bcdnull_3HR_rv
	5’-TATAGCTCTTCACGGCTGGTGAAGGCAGTCCGTGA-3’


Supplementary File 1. Promoter sequences of hb-P2, synthetic MS2 reporters and oligonucleotides required for generating the  bcd molecular null allele. The sequences are shown in modules, as arranged in Figure 1 in the main text. The TATA boxes of hb-P2 and HSBG promoter are highlighted in bold. In the binding array sequences, the binding sites for each protein are highlighted in grey (Bcd), green (Hb) and yellow (Zelda). For clarity, the binding array sequences are shown up to the TATA box of HSBG promoter.

