[bookmark: __DdeLink__267230_2346605815]Cloning strategies:
[bookmark: __UnoMark__59031_1966424280][bookmark: __UnoMark__30801_14767728][bookmark: __UnoMark__38649_14767728][bookmark: __UnoMark__32181_14767728][bookmark: __UnoMark__43758_14767728][bookmark: __UnoMark__43359_14767728][bookmark: __UnoMark__42960_14767728][bookmark: __UnoMark__36703_14767728][bookmark: __UnoMark__62976_1685736274][bookmark: __UnoMark__37471_14767728][bookmark: __UnoMark__39033_14767728][bookmark: __UnoMark__18809_1073549683][bookmark: __UnoMark__39801_14767728][bookmark: __UnoMark__41365_14767728][bookmark: __UnoMark__54586_1966424280][bookmark: __UnoMark__40579_14767728][bookmark: __UnoMark__40972_14767728][bookmark: __UnoMark__37087_14767728][bookmark: __UnoMark__35935_14767728][bookmark: __UnoMark__35551_14767728][bookmark: __UnoMark__31826_14767728][bookmark: __UnoMark__24230_1073549683][bookmark: __UnoMark__19829_1073549683][bookmark: __UnoMark__39417_14767728][bookmark: __UnoMark__20480_1334992037][bookmark: __UnoMark__61769_1685736274][bookmark: __UnoMark__60565_1685736274][bookmark: __UnoMark__50682_1685736274][bookmark: __UnoMark__50386_1685736274][bookmark: __UnoMark__50087_1685736274][bookmark: __UnoMark__58617_1966424280][bookmark: __UnoMark__11323_1073549683][bookmark: __UnoMark__58164_1966424280][bookmark: __UnoMark__57543_1966424280][bookmark: __UnoMark__10568_1073549683][bookmark: __UnoMark__17849_1073549683][bookmark: __UnoMark__61382_1966424280][bookmark: __UnoMark__32896_14767728][bookmark: __UnoMark__39724_1334992037][bookmark: __UnoMark__69451_1966424280][bookmark: __UnoMark__67890_1966424280][bookmark: __UnoMark__59691_1966424280][bookmark: __UnoMark__26112_1073549683][bookmark: __UnoMark__62390_1966424280][bookmark: __UnoMark__28812_14767728][bookmark: __UnoMark__29307_14767728][bookmark: __UnoMark__29822_14767728][bookmark: __UnoMark__31142_14767728][bookmark: __UnoMark__60617_1966424280][bookmark: __UnoMark__20879_1073549683][bookmark: __UnoMark__66084_1966424280][bookmark: __UnoMark__66600_1966424280][bookmark: __UnoMark__60151_1966424280][bookmark: __UnoMark__30134_14767728][bookmark: __UnoMark__21794_1334992037][bookmark: __UnoMark__47009_1966424280][bookmark: __UnoMark__20349_1073549683][bookmark: __UnoMark__16607_1073549683][bookmark: __UnoMark__37603_1334992037][bookmark: __UnoMark__9782_1073549683][bookmark: __UnoMark__20461_14767728][bookmark: __UnoMark__45771_14767728][bookmark: __UnoMark__18318_1073549683][bookmark: __UnoMark__44571_14767728][bookmark: __UnoMark__64118_1966424280][bookmark: __UnoMark__14961_1073549683][bookmark: __UnoMark__34376_14767728][bookmark: __UnoMark__68422_1966424280][bookmark: __UnoMark__10161_1073549683][bookmark: __UnoMark__61122_1966424280][bookmark: __UnoMark__15661_1073549683][bookmark: __UnoMark__44973_14767728][bookmark: __UnoMark__33258_14767728][bookmark: __UnoMark__67374_1966424280][bookmark: __UnoMark__65568_1966424280][bookmark: __UnoMark__35367_1334992037][bookmark: __UnoMark__16128_1073549683][bookmark: __UnoMark__41194_1334992037][bookmark: __UnoMark__40958_1334992037][bookmark: __UnoMark__40188_1334992037][bookmark: __UnoMark__21364_1073549683][bookmark: __UnoMark__61886_1966424280][bookmark: __UnoMark__50542_1966424280][bookmark: __UnoMark__53066_1966424280][bookmark: __UnoMark__23098_1334992037][bookmark: __UnoMark__33089_1334992037][bookmark: __UnoMark__21861_1073549683][bookmark: __UnoMark__69963_1966424280][bookmark: __UnoMark__19320_1073549683][bookmark: __UnoMark__68951_1966424280][bookmark: __UnoMark__64632_1966424280][bookmark: __UnoMark__30433_1334992037][bookmark: __UnoMark__62894_1966424280][bookmark: __UnoMark__36075_1334992037]Primers used: (All primers were purchased from Sigma Aldrich)
	Name
	Sequence

	15X09FF
	[bookmark: __DdeLink__5_217914121][bookmark: __DdeLink__11_217914121][bookmark: __DdeLink__0_217914121][bookmark: __DdeLink__7_217914121]CACCTT TCG CGA TGC AGG GAG AAA GTG A

	15X09RR
	[bookmark: __DdeLink__3_217914121]ATG CTG CGC AGC GTG AGA AAA TGC A

	VT054822bisF
	CACCAAC GGA TTG GCG TGT TAA CCA GCG A

	VT054822bisR
	AAG CGG AAG AGG TAT CGG TGT CCT T

	VT054839FF
	CACCGGCAACTTTCAGCTCAGTTATGTCA

	VT054839RR
	CAT CGT CGC AGC GGG AAT ATG AAT T

	18C05FDsanyak
	CACCGAGTGAGTGGACCGCTATTTGTACA

	18C05Rsanyak
	GAGCTGTTTGCTATCGGGGTGCGA

	18C05FDmel
	CACCGAATGAGTGGACCGCTATTTGTACA

	18C05Rmel
	CAAGCCGTTTTCCTTTGAGGTGTCT

	18C05bDF
	[bookmark: __DdeLink__18625_1361504744]CACCCGAGTGCAGACACACAGACAGGTCT

	18C05dDF
	[bookmark: __DdeLink__18641_1361504744]CACCGTTCGCGGACCTAAGCCGCTTAAGT

	18C05aR
	TTG AGT TCC CCT TGG CCG CTG TGA A 

	18C05cR
	TCT GCT GCT CCC GTT GAT GGT GTT G

	18C05bF2
	CACCTG AAA ACG GAT CGA AAC GGC GAG T

	18C05cR2
	GGT GTT GAT TGT GCG CCA GTC AAG T 

	18C05aR2mel
	AAGCAGCTAAGCCTAGAACCCTGTTAC

	Scute-CDS-FOR
	GGTACCTGTTGATCGTTMTCCGGAA

	Scute-CDS-FOR
	AAGCTTAGTCACTGCTCCTGCCATAG

	VT054838 forward
	CTCCCCAGACTAACCCACTC

	VT054838 reverse
	AGCACAAAAAGGGCAGGAAC

	GAL4 forward
	CGAACAAGCATGCGATATTT

	GAL4 reverse
	GCTGCCGAGTCAATCGATAC

	VT054839 forward
	GGTGCATCCATCCATTCCT

	VT054839 reverse
	GCGGGAATATGAATTTTATGTAGA

	Gal4 lines sequencing forward
	ACAAGTTTGTACAAAAAAGCAGGCT

	VT054836 forward
	GACCTATGCACCAGCCATTT

	VT054836 reverse
	CGCACCGGACTTTTAATTTG

	GMR15E09 forward
	GGTGGACTCCGTTTCAGGT

	GMR15E09 reverse
	GCCGAACGGCAATAAAGTAA

	PBPGUw-GIBSON-For
	ATAGGGGTTCCGCGCACAT

	PBPGUw-GIBSON-Rev
	CTTTTATACCGCTGCGCTCGAT

	San18C05_1-1070-Rev
	ATTGCCAACTGTCCAAGAAGTC

	Yak18C05_1021-2085-For
	AAAGGAATTGTACGCAGCCAAG

	San18C05_1-1609-Rev
	TTCGGCCAAAAATTGATGAG

	Yak18C05_1571-2085-For
	TGGCATTTGTTGTTCTCTGTG

	Yak18C05_1-550-Rev
	TAATTTGGGCCCCGTGGA

	San18C05_500-2079-For
	TTTATTTATTTTGCGGACTCAGA

	San18C05_1-550-Rev
	ACCGGACTTTTAATTTGGGCCCCGTGGA

	Yak18C05_551-2085-For
	GCCCAAATTAAAAGTCCGGTGCGCCCAA

	Yak18C05_1-1550-Rev_1
	[bookmark: __DdeLink__24915_1069256797][bookmark: __DdeLink__24911_1069256797][bookmark: __DdeLink__24913_1069256797]AGGTAATCAAGTCACATTGCAGTTGTTTGC

	San18C05_1489-2079-For
	GCAATGTGACTTGATTACCTCATTTAATTGAATG

	Yak_1078-2086_San-SNP970-Rev
	acctggctctTAACTAAATTGCTGCCCCGAAC

	Yak_1-1078_San-SNP970-For
	caatttagttAAGAGCCAGGTACGCGCTA

	Yak_1535-2086_San-SNP1429-Rev
	ccaaagaaggcaaCATTTATTTCCGTGATACAACTAAAGCTG

	Yak_1-1535_San-SNP1429-For
	ggaaataaatGCTGCCTTCTTTGGAAATAGTAG

	Yak_1613-2086-San-SNP1507-Rev
	aattaaatgaggCAATCAAGTCACATTGCAGTTGTTTACC

	Yak_1-1613-San-SNP1507-For
	gtgacttgattGCCTCATTTAATTGAATGTTTAACTC

	Yak_1880-2086-San-SNP1775-Rev
	caaagtcaaataCAAGAAACGGTACATTGGTGGC

	Yak_1-1880-San-SNP1775-For
	taccgtttcttGTATTTGACTTTGTTACGCCC

	San-Yak_lines_sequencing-For
	AATGGGTCACCCCGTGTA

	San-Yak_lines_sequencing-Rev
	GGTCTCTCAGGGTTTTCAAGC

	EMSA_Yak_1775-For
	GTACCGTTTCTTTTATTTGACTTTG

	EMSA_San_T1775G-For
	[bookmark: __DdeLink__32_2109966402111]GTACCGTTTCTTGTATTTGACTTTG

	EMSA_1775-Rev
	TCTTGGTTATTATTCCGAGGTG

	18C05_Ancestral_Gibson-for
	TTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAGGCGTATCACGAGGCCCTTTCGTCTTCAAGAATTCGTTTATCACAAGTTTG

	18C05_Ancestral_Gibson-rev
	TCGATCCCCGGGCGAGCTCGGCCGGCCGTTTATCACCACTTTG



[bookmark: __UnoMark__44974_14767728][bookmark: __UnoMark__43360_14767728][bookmark: __UnoMark__37088_14767728][bookmark: __UnoMark__39034_14767728][bookmark: __UnoMark__38650_14767728][bookmark: __UnoMark__43759_14767728][bookmark: __UnoMark__42961_14767728][bookmark: __UnoMark__40973_14767728][bookmark: __UnoMark__40580_14767728][bookmark: __UnoMark__39802_14767728][bookmark: __UnoMark__35552_14767728][bookmark: __UnoMark__35936_14767728][bookmark: __UnoMark__36076_1334992037][bookmark: __UnoMark__50088_1685736274][bookmark: __UnoMark__50387_1685736274][bookmark: __UnoMark__50683_1685736274][bookmark: __UnoMark__37604_1334992037][bookmark: __UnoMark__60566_1685736274][bookmark: __UnoMark__61770_1685736274][bookmark: __UnoMark__62977_1685736274][bookmark: __UnoMark__29823_14767728][bookmark: __UnoMark__32897_14767728][bookmark: __UnoMark__41366_14767728][bookmark: __UnoMark__39418_14767728][bookmark: __UnoMark__36704_14767728][bookmark: __UnoMark__21795_1334992037][bookmark: __UnoMark__29308_14767728][bookmark: __UnoMark__30434_1334992037][bookmark: __UnoMark__30802_14767728][bookmark: __UnoMark__30135_14767728][bookmark: __UnoMark__37472_14767728][bookmark: __UnoMark__32182_14767728][bookmark: __UnoMark__44572_14767728][bookmark: __UnoMark__28813_14767728][bookmark: __UnoMark__20700_14767728][bookmark: __UnoMark__40189_1334992037][bookmark: __UnoMark__34377_14767728][bookmark: __UnoMark__33259_14767728][bookmark: __UnoMark__39725_1334992037][bookmark: __UnoMark__31827_14767728][bookmark: __UnoMark__20481_1334992037][bookmark: __UnoMark__40959_1334992037][bookmark: __UnoMark__31143_14767728][bookmark: __UnoMark__41195_1334992037][bookmark: __UnoMark__33090_1334992037][bookmark: __UnoMark__35368_1334992037][bookmark: __UnoMark__45772_14767728]PCR fragments cloned into pENTR/D-TOPO:
	Fragment
	Template
	Forward primer
	Reverse primer

	15X09
	D. melanogaster iso-1
	15X09FF
	15X09RR

	VT054822b
	D. melanogaster iso-1
	VT054822bisF
	VT054822bisR

	VT054839yak
	D. yakuba Ivory Coast
	VT054839FF
	VT054839RR

	VT054839san
	D. santomea SYN2005
	VT054839FF
	VT054839RR

	18C05_T7
	D. melanogaster T7
	18C05FDmel
	18C05Rmel

	18C05_BL2057
	D. melanogaster iso-1
	18C05FDmel
	18C05Rmel

	18C05Yakfull
	D. yakuba Ivory Coast
	18C05FDsanyak
	18C05Ryaksan

	18C05Sanfull
	D. santomea SYN2005
	18C05FDsanyak
	18C05Ryaksan

	18C05AmelBL
	D. melanogaster iso-1
	18C05FDmel
	18C05aR2mel

	18C05BmelBL
	D. melanogaster iso-1
	18C05bF2
	18C05cR2

	18C05CmelBL
	D. melanogaster iso-1
	18C05dDF
	18C05Rmel

	18C05ABmelBL
	D. melanogaster iso-1
	18C05FDmel
	18C05cR

	18C05BCmelBL
	D. melanogaster iso-1
	18C05bDF
	18C05Rmel

	18C05Asan
	D. santomea SYN2005
	18C05FDsanyak
	18C05aR

	18C05Bsan
	D. santomea SYN2005
	18C05bDF
	18C05cR2

	18C05Ayak
	D. yakuba Ivory Coast
	18C05FDsanyak
	18C05aR

	18C05Byak
	D. yakuba Ivory Coast
	18C05bF2
	18C05cR2

	18C05Cyak
	D. yakuba Ivory Coast
	18C05dDF
	18C05Ryaksan

	VT054839mel-BL2057
	D. melanogaster iso-1
	VT054839FF
	VT054839RR

	VT054839yak
	D. yakuba Ivory Coast
	VT054839FF
	VT054839RR

	VT054839san
	D. santomea SYN2005
	VT054839FF
	VT054839RR





[bookmark: __UnoMark__54588_1966424280][bookmark: __UnoMark__20881_1073549683][bookmark: __UnoMark__29309_14767728][bookmark: __UnoMark__9784_1073549683][bookmark: __UnoMark__43760_14767728][bookmark: __UnoMark__43361_14767728][bookmark: __UnoMark__42962_14767728][bookmark: __UnoMark__35937_14767728][bookmark: __UnoMark__67892_1966424280][bookmark: __UnoMark__37089_14767728][bookmark: __UnoMark__37473_14767728][bookmark: __UnoMark__38651_14767728][bookmark: __UnoMark__61888_1966424280][bookmark: __UnoMark__39419_14767728][bookmark: __UnoMark__39803_14767728][bookmark: __UnoMark__40581_14767728][bookmark: __UnoMark__36705_14767728][bookmark: __UnoMark__40974_14767728][bookmark: __UnoMark__35553_14767728][bookmark: __UnoMark__30136_14767728][bookmark: __UnoMark__32183_14767728][bookmark: __UnoMark__31828_14767728][bookmark: __UnoMark__31144_14767728][bookmark: __UnoMark__19322_1073549683][bookmark: __UnoMark__61384_1966424280][bookmark: __UnoMark__18811_1073549683][bookmark: __UnoMark__30803_14767728][bookmark: __UnoMark__47011_1966424280][bookmark: __UnoMark__10916_1073549683][bookmark: __UnoMark__58166_1966424280][bookmark: __UnoMark__39726_1334992037][bookmark: __UnoMark__50089_1685736274][bookmark: __UnoMark__50388_1685736274][bookmark: __UnoMark__50684_1685736274][bookmark: __UnoMark__60567_1685736274][bookmark: __UnoMark__61771_1685736274][bookmark: __UnoMark__66086_1966424280][bookmark: __UnoMark__39035_14767728][bookmark: __UnoMark__65570_1966424280][bookmark: __UnoMark__28814_14767728][bookmark: __UnoMark__26114_1073549683][bookmark: __UnoMark__20463_14767728][bookmark: __UnoMark__10163_1073549683][bookmark: __UnoMark__19831_1073549683][bookmark: __UnoMark__21749_14767728][bookmark: __UnoMark__16609_1073549683][bookmark: __UnoMark__41367_14767728][bookmark: __UnoMark__69453_1966424280][bookmark: __UnoMark__16130_1073549683][bookmark: __UnoMark__62978_1685736274][bookmark: __UnoMark__58619_1966424280][bookmark: __UnoMark__21863_1073549683][bookmark: __UnoMark__64120_1966424280][bookmark: __UnoMark__62392_1966424280][bookmark: __UnoMark__59033_1966424280][bookmark: __UnoMark__18320_1073549683][bookmark: __UnoMark__64634_1966424280][bookmark: __UnoMark__53068_1966424280][bookmark: __UnoMark__20351_1073549683][bookmark: __UnoMark__68424_1966424280][bookmark: __UnoMark__20701_14767728][bookmark: __UnoMark__68953_1966424280][bookmark: __UnoMark__60153_1966424280][bookmark: __UnoMark__66602_1966424280][bookmark: __UnoMark__45773_14767728][bookmark: __UnoMark__44975_14767728][bookmark: __UnoMark__44573_14767728][bookmark: __UnoMark__50544_1966424280][bookmark: __UnoMark__17851_1073549683][bookmark: __UnoMark__33260_14767728][bookmark: __UnoMark__60619_1966424280][bookmark: __UnoMark__59693_1966424280][bookmark: __UnoMark__40960_1334992037][bookmark: __UnoMark__62896_1966424280][bookmark: __UnoMark__10570_1073549683][bookmark: __UnoMark__32898_14767728][bookmark: __UnoMark__34378_14767728][bookmark: __UnoMark__15663_1073549683][bookmark: __UnoMark__37605_1334992037][bookmark: __UnoMark__41196_1334992037][bookmark: __UnoMark__40190_1334992037][bookmark: __UnoMark__67376_1966424280][bookmark: __UnoMark__61124_1966424280][bookmark: __UnoMark__21366_1073549683][bookmark: __UnoMark__57545_1966424280][bookmark: __UnoMark__29824_14767728][bookmark: __UnoMark__14963_1073549683][bookmark: __UnoMark__23100_1334992037][bookmark: __UnoMark__19168_1334992037][bookmark: __UnoMark__69965_1966424280][bookmark: __UnoMark__21796_1334992037][bookmark: __UnoMark__24232_1073549683][bookmark: __UnoMark__20482_1334992037][bookmark: __UnoMark__36077_1334992037][bookmark: __UnoMark__35369_1334992037][bookmark: __UnoMark__33091_1334992037][bookmark: __UnoMark__30435_1334992037]PCR fragments used for Gibson assembly into pBPSUw:
	#
	Fragment name
	Template
	Forward primer
	Reverse primer

	1.
	San_1-1500
	18C05_san_full-pBPSUw
	PBPGUw-GIBSON-For
	San18C05_1-1609bp-Rev

	2.
	Yak_1500-2085
	18C05_yak_full-pBPSUw
	Yak18C05_1571-2085-For
	PBPGUw-GIBSON-Rev

	3.
	Yak_1-1000
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	San18C05_1-1070-Rev

	4.
	San_1000-2085
	18C05_san_full-pBPSUw
	Yak18C05_1021-2085-For
	PBPGUw-GIBSON-Rev

	5.
	San_1-1000+Yak1001-1500
	San1-1000+Yak1001-2085-pBPGUw
	PBPGUw-GIBSON-For
	San18C05_1-1609-Rev

	6.
	San_1500-2079
	18C05_san_full-pBPSUw
	Yak18C05_1571-2085-For
	PBPGUw-GIBSON-Rev

	7.
	San_1-500
	18C05_san_full-pBPSUw
	PBPGUw-GIBSON-For
	San18C05_1-550-Rev

	8.
	Yak_500-2085
	18C05_yak_full-pBPSUw
	Yak18C05_551-2085-For
	PBPGUw-GIBSON-Rev

	9.
	Yak_1-1500
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak18C05_1-1550-Rev_1

	10.
	San_1500-2079
	18C05_san_full-pBPSUw
	San18C05_1489-2079-For
	PBPGUw-GIBSON-Rev

	11.
	San_1-1000
	18C05_san_full-pBPSUw
	PBPGUw-GIBSON-For
	San18C05_1-1070-Rev

	12.
	Yak_1001-2085
	18C05_yak_full-pBPSUw
	Yak18C05_1021-2085-For
	PBPGUw-GIBSON-Rev

	13.
	San_1001-1500+Yak1501-2085
	San1-1500+Yak1501-2085-pBPSUw
	Yak18C05_1021-2085-For
	PBPGUw-GIBSON-Rev

	14.
	Yak_1-500
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak18C05_1-550-Rev

	15.
	San_501-1500
	18C05_san_full-pBPSUw
	San18C05_500-2079bp-For
	San18C05_1-1609-Rev

	16.
	San_501-1000
	18C05_san_full-pBPSUw
	San18C05_500-2079-For
	San18C05_1-1070-Rev

	17.
	SNP-970/1
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak_1078-2086_San-SNP970-Rev

	18.
	SNP-970/2
	18C05_yak_full-pBPSUw
	Yak_1-1078_San-SNP970-For
	PBPGUw-GIBSON-Rev

	19.
	SNP-1429/1
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak_1535-2086_San-SNP1429-Rev

	20.
	SNP-1429/2
	18C05_yak_full-pBPSUw
	Yak_1-1535_San-SNP1429-For
	PBPGUw-GIBSON-Rev

	21.
	SNP-1507/1
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak_1613-2086-San-SNP1507-Rev

	22.
	SNP-1507/2
	18C05_yak_full-pBPSUw
	Yak_1-1613-San-SNP1507-For
	PBPGUw-GIBSON-Rev

	23.
	SNP-1775/1
	18C05_yak_full-pBPSUw
	PBPGUw-GIBSON-For
	Yak_1880-2086-San-SNP1775-Rev

	24.
	SNP-1775/2
	18C05_yak_full-pBPSUw
	Yak_1-1880-San-SNP1775-For
	PBPGUw-GIBSON-Rev



[bookmark: __UnoMark__39727_1334992037][bookmark: __UnoMark__40975_14767728][bookmark: __UnoMark__40582_14767728][bookmark: __UnoMark__9785_1073549683][bookmark: __UnoMark__15664_1073549683][bookmark: __UnoMark__50545_1966424280][bookmark: __UnoMark__43761_14767728][bookmark: __UnoMark__43362_14767728][bookmark: __UnoMark__42963_14767728][bookmark: __UnoMark__41368_14767728][bookmark: __UnoMark__58620_1966424280][bookmark: __UnoMark__33261_14767728][bookmark: __UnoMark__39420_14767728][bookmark: __UnoMark__39036_14767728][bookmark: __UnoMark__38652_14767728][bookmark: __UnoMark__37474_14767728][bookmark: __UnoMark__64121_1966424280][bookmark: __UnoMark__36706_14767728][bookmark: __UnoMark__35938_14767728][bookmark: __UnoMark__35554_14767728][bookmark: __UnoMark__40191_1334992037][bookmark: __UnoMark__31829_14767728][bookmark: __UnoMark__16610_1073549683][bookmark: __UnoMark__62979_1685736274][bookmark: __UnoMark__61772_1685736274][bookmark: __UnoMark__60568_1685736274][bookmark: __UnoMark__50685_1685736274][bookmark: __UnoMark__50389_1685736274][bookmark: __UnoMark__50090_1685736274][bookmark: __UnoMark__31145_14767728][bookmark: __UnoMark__62393_1966424280][bookmark: __UnoMark__57546_1966424280][bookmark: __UnoMark__37090_14767728][bookmark: __UnoMark__53069_1966424280][bookmark: __UnoMark__18812_1073549683][bookmark: __UnoMark__59694_1966424280][bookmark: __UnoMark__65571_1966424280][bookmark: __UnoMark__30436_1334992037][bookmark: __UnoMark__21367_1073549683][bookmark: __UnoMark__24233_1073549683][bookmark: __UnoMark__22798_14767728][bookmark: __UnoMark__28815_14767728][bookmark: __UnoMark__37606_1334992037][bookmark: __UnoMark__60620_1966424280][bookmark: __UnoMark__26115_1073549683][bookmark: __UnoMark__32184_14767728][bookmark: __UnoMark__16131_1073549683][bookmark: __UnoMark__47012_1966424280][bookmark: __UnoMark__54589_1966424280][bookmark: __UnoMark__29310_14767728][bookmark: __UnoMark__29825_14767728][bookmark: __UnoMark__69454_1966424280][bookmark: __UnoMark__41197_1334992037][bookmark: __UnoMark__30137_14767728][bookmark: __UnoMark__68425_1966424280][bookmark: __UnoMark__61125_1966424280][bookmark: __UnoMark__32899_14767728][bookmark: __UnoMark__67377_1966424280][bookmark: __UnoMark__19832_1073549683][bookmark: __UnoMark__36078_1334992037][bookmark: __UnoMark__58167_1966424280][bookmark: __UnoMark__66603_1966424280][bookmark: __UnoMark__66087_1966424280][bookmark: __UnoMark__44574_14767728][bookmark: __UnoMark__44976_14767728][bookmark: __UnoMark__45774_14767728][bookmark: __UnoMark__64635_1966424280][bookmark: __UnoMark__39804_14767728][bookmark: __UnoMark__61385_1966424280][bookmark: __UnoMark__20882_1073549683][bookmark: __UnoMark__67893_1966424280][bookmark: __UnoMark__40961_1334992037][bookmark: __UnoMark__35370_1334992037][bookmark: __UnoMark__30804_14767728][bookmark: __UnoMark__33092_1334992037][bookmark: __UnoMark__21797_1334992037][bookmark: __UnoMark__20483_1334992037][bookmark: __UnoMark__21864_1073549683][bookmark: __UnoMark__34379_14767728][bookmark: __UnoMark__68954_1966424280][bookmark: __UnoMark__14964_1073549683][bookmark: __UnoMark__20352_1073549683][bookmark: __UnoMark__17852_1073549683][bookmark: __UnoMark__60154_1966424280][bookmark: __UnoMark__18321_1073549683][bookmark: __UnoMark__19323_1073549683][bookmark: __UnoMark__69966_1966424280][bookmark: __UnoMark__59034_1966424280][bookmark: __UnoMark__61889_1966424280][bookmark: __UnoMark__62897_1966424280]Scheme of Gibson assembly for chimeric constructs: (See the description of the PCR fragments above)
	Construct Name
	Assembled PCR Fragments

	18C05_SSSY
	1+2

	18C05_YYSS
	3+4

	18C05_SSYS
	5+6

	18C05_SYYY
	7+8

	18C05_YYYS
	9+10

	18C05_SSYY
	11+12

	18C05_YYSY
	3+13

	18C05_YSYY
	14+16+12

	18C05_YSSY
	14+15+2

	18C05yakT970A
	17+18

	18C05YyakT1429G
	19+20

	18C05yakA1507G
	21+22

	18C05yakt1775G
	23+24



[bookmark: __UnoMark__24234_1073549683][bookmark: __UnoMark__43762_14767728][bookmark: __UnoMark__30805_14767728][bookmark: __UnoMark__65572_1966424280][bookmark: __UnoMark__43363_14767728][bookmark: __UnoMark__42964_14767728][bookmark: __UnoMark__32900_14767728][bookmark: __UnoMark__38653_14767728][bookmark: __UnoMark__37475_14767728][bookmark: __UnoMark__14965_1073549683][bookmark: __UnoMark__41369_14767728][bookmark: __UnoMark__39037_14767728][bookmark: __UnoMark__31146_14767728][bookmark: __UnoMark__21865_1073549683][bookmark: __UnoMark__39805_14767728][bookmark: __UnoMark__40583_14767728][bookmark: __UnoMark__40976_14767728][bookmark: __UnoMark__20703_14767728][bookmark: __UnoMark__36707_14767728][bookmark: __UnoMark__35939_14767728][bookmark: __UnoMark__35555_14767728][bookmark: __UnoMark__62898_1966424280][bookmark: __UnoMark__32185_14767728][bookmark: __UnoMark__31830_14767728][bookmark: __UnoMark__22799_14767728][bookmark: __UnoMark__37091_14767728][bookmark: __UnoMark__29311_14767728][bookmark: __UnoMark__66088_1966424280][bookmark: __UnoMark__66604_1966424280][bookmark: __UnoMark__50390_1685736274][bookmark: __UnoMark__50686_1685736274][bookmark: __UnoMark__60569_1685736274][bookmark: __UnoMark__61773_1685736274][bookmark: __UnoMark__62980_1685736274][bookmark: __UnoMark__29826_14767728][bookmark: __UnoMark__62394_1966424280][bookmark: __UnoMark__30138_14767728][bookmark: __UnoMark__69455_1966424280][bookmark: __UnoMark__17853_1073549683][bookmark: __UnoMark__58168_1966424280][bookmark: __UnoMark__58621_1966424280][bookmark: __UnoMark__67894_1966424280][bookmark: __UnoMark__28816_14767728][bookmark: __UnoMark__9786_1073549683][bookmark: __UnoMark__21368_1073549683][bookmark: __UnoMark__19324_1073549683][bookmark: __UnoMark__59695_1966424280][bookmark: __UnoMark__39421_14767728][bookmark: __UnoMark__18322_1073549683][bookmark: __UnoMark__61386_1966424280][bookmark: __UnoMark__40962_1334992037][bookmark: __UnoMark__16611_1073549683][bookmark: __UnoMark__50546_1966424280][bookmark: __UnoMark__16132_1073549683][bookmark: __UnoMark__30437_1334992037][bookmark: __UnoMark__60621_1966424280][bookmark: __UnoMark__69967_1966424280][bookmark: __UnoMark__68955_1966424280][bookmark: __UnoMark__53070_1966424280][bookmark: __UnoMark__57547_1966424280][bookmark: __UnoMark__45775_14767728][bookmark: __UnoMark__44977_14767728][bookmark: __UnoMark__64636_1966424280][bookmark: __UnoMark__61890_1966424280][bookmark: __UnoMark__54590_1966424280][bookmark: __UnoMark__34380_14767728][bookmark: __UnoMark__36079_1334992037][bookmark: __UnoMark__18813_1073549683][bookmark: __UnoMark__67378_1966424280][bookmark: __UnoMark__59035_1966424280][bookmark: __UnoMark__44575_14767728][bookmark: __UnoMark__20883_1073549683][bookmark: __UnoMark__39728_1334992037][bookmark: __UnoMark__37607_1334992037][bookmark: __UnoMark__41198_1334992037][bookmark: __UnoMark__40192_1334992037][bookmark: __UnoMark__61126_1966424280][bookmark: __UnoMark__47013_1966424280][bookmark: __UnoMark__15665_1073549683][bookmark: __UnoMark__10363_1073549683][bookmark: __UnoMark__21798_1334992037][bookmark: __UnoMark__20484_1334992037][bookmark: __UnoMark__60155_1966424280][bookmark: __UnoMark__20353_1073549683][bookmark: __UnoMark__19833_1073549683][bookmark: __UnoMark__26116_1073549683][bookmark: __UnoMark__33262_14767728][bookmark: __UnoMark__64122_1966424280][bookmark: __UnoMark__35371_1334992037][bookmark: __UnoMark__33093_1334992037][bookmark: __UnoMark__23102_1334992037][bookmark: __UnoMark__11125_1073549683][bookmark: __UnoMark__68426_1966424280]List of 18C05yakuba- and 18C05ancestral-SNP-pBPSUw constructs synthesized by GenScript:
	Name
	Construction

	18C05_Anc-pBPSUw
	Ordered at GenScript

	18C05_AncT1008C-pBPSUw
	Ordered at GenScript, nucleotide T at position 1008 replaced to C

	18C05_AncT1429G-pBPSUw
	Ordered at GenScript, nucleotide T at position 1429 replaced to G

	18C05_AncT1482C-pBPSUw
	Ordered at GenScript, nucleotide T at position 1482 replaced to C

	18C05_AncA1507G-pBPSUw
	Ordered at GenScript, nucleotide A at position 1507 replaced to C

	18C05_AncT1775G-pBPSUw
	Ordered at GenScript, nucleotide T at position 1775 replaced to C

	18C05_yakG869A-pBPSUw
	Ordered at GenScript, nucleotide G at position 869 replaced to A

	18C05_yakT1008C-pBPSUw
	pUC57 was ordered at GenScript and subcloned into pBPSUw using Gibson Assembly, nucleotide T at position 1008 replaced to C

	18C05_yakT1482C-pBPSUw
	pUC57 was ordered at GenScript and subcloned into pBPSUw using Gibson Assembly, nucleotide T at position 1482 replaced to C

	18C05_AncG869A-pBPSUw
	pUC57 was ordered at GenScript and subcloned into pBPSUw using Gibson Assembly, nucleotide G at position 869 replaced to A

	18C05_AncT670G-pBPSUw
	pUC57 was ordered at GenScript and subcloned into pBPSUw using Gibson Assembly, nucleotide T at position 670 replaced to G

	
	pUC57 was ordered at GenScript and subcloned into pBPSUw using Gibson Assembly, nucleotide substitutions at the indicated positions: T670G, G869A, T1008C, T1429G, T1482C, A1507G, T1775G



