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Original GBS Protocol 
PstI Barcoded Adapter
Sequences can be found in Supplementary File __________
PstI Common Adapter
Forward Strand  5’- GAT CGG AAG AGC GGT TCA GCA GGA ATC CCG AG -3’
Reverse Strand   5’- CTC GGC ATT CCT GCT GAA CCG CTC TTC CGA TCT GCA -3’
GBS PCR Primer 1
5’- AAT GAT ACG GCG ACC ACC GAG ATC TAC ACT CTT TCC CTA CAC GAC GCT CTT CCG ATC T -3’
GBS PCR Primer 2
5’- CAA GCA GAA GAC GGC ATA CGA GAT CGG TCT CGG CAT TCC TGC TGA ACC GCT CTT CCG ATC T -3’
GBS “Selective” Primers with A or AG added
GBS PCR Primer 1 + PstI Overhang + A
5’- AAT GAT ACG GCG ACC ACC GAG ATC TAC ACT CTT TCC CTA CAC GAC GCT CTT CCG ATC TCT GCA A -3’
GBS PCR Primer 1 + PstI Overhang + AG
5’- AAT GAT ACG GCG ACC ACC GAG ATC TAC ACT CTT TCC CTA CAC GAC GCT CTT CCG ATC TCT GCA AG -3’
ddGBS Y-adapters and Primers
BfaI Y-adapter
Forward  5’- /5phos/ T*AA GAT CGG AAG AGC GGG CAC TTT AAG C -3’
Reverse   5’- GAT CGG TCT CGG CAT TCC TGC TGA ACC GCT CTT CCG ATC *T -3’
MluCI Y-adapter
Forward  5’- /5phos/ A*AT TAG ATC GGA AGA GCG GGC ACT TTA AGC -3’
Reverse   5’- GAT CGG TCT CGG CAT TCC TGC TGA ACC GCT CTT CCG ATC *T -3’

NlaIII Y-adapter
Forward  5’- /5phos/ A*GA TCG GAA GAG CGG GCA CTT TAA GC -3’
Reverse   5’- GAT CGG TCT CGG CAT TCC TGC TGA ACC GCT CTT CCG ATC TCA T*G -3’
ddGBS PCR Primer 2 (for Y-adapters, no multiplexing index) 
5’- CAA GCA GAA GAC GGC ATA CGA GAT CGG TCT CGG CT TCC TGC TGA A -3’
ddGBS PCR Primer 2 (for Y-adapters, ATTACTCG_D701)
5’- CAA GCA GAA GAC GGC ATA CGA GAT ATT ACT CGG TGA CTG GAG TTC AGA CGT GTG CTC TTC CGA TC -3’
ddGBS PCR Primer 2 (for Y-adapters, TCCGGAGA_D702)
5’- CAA GCA GAA GAC GGC ATA CGA GAT TCC GGA GAG TGA CTG GAG TTC AGA CGT GTG CTC TTC CGA TC -3’
ddGBS PCR Primer 2 (for Y-adapters, CGCTCATT_D703)
5’- CAA GCA GAA GAC GGC ATA CGA GAT CGC TCA TTG TGA CTG GAG TTC AGA CGT GTG CTC TTC CGA TC -3’
ddGBS PCR Primer 2 (for Y-adapters, GAGATTCC_D704)
5’- CAA GCA GAA GAC GGC ATA CGA GAT GAG ATT CCG TGA CTG GAG TTC AGA CGT GTG CTC TTC CGA TC -3’
Pst1 Barcode Adapters
	Well
	Barcode
	Strand
	Sequence

	A01
	CTCG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CTC GTG CA

	
	
	R
	CGA GAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A02
	TGCA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TGC ATG CA

	
	
	R
	TGC AAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A03
	ACTA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ACT ATG CA

	
	
	R
	TAG TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A04
	CAGA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CAG ATG CA

	
	
	R
	TCT GAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A05
	AACT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AAC TTG CA

	
	
	R
	AGT TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A06
	GCGT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GCG TTG CA

	
	
	R
	ACG CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A07
	GTAA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GTA ATG CA

	
	
	R
	TTA CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A08
	CGAT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CGA TTG CA

	
	
	R
	ATC GAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	A09
	ACCGT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ACC GTT GCA

	
	
	R
	ACG GTA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	A10
	TCACG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TCA CGT GCA

	
	
	R
	CGT GAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	A11
	CTAGG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CTA GGT GCA

	
	
	R
	CCT AGA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	A12
	ACAAA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ACA AAT GCA

	
	
	R
	TTT GTA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B01
	TTCTG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TTC TGT GCA

	
	
	R
	CAG AAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B02
	AGCCG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AGC CGT GCA

	
	
	R
	CGG CTA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B03
	GTATT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GTA TTT GCA

	
	
	R
	AAT ACA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B04
	CTGTA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CTG TAT GCA

	
	
	R
	TAC AGA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B05
	CGCTT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CGC TTT GCA

	
	
	R
	AAG CGA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B06
	GCTTA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GCT TAT GCA

	
	
	R
	TAA GCA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B07
	GGTGT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GGT GTT GCA

	
	
	R
	ACA CCA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	B08
	CCAGCT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CCA GCT TGC A

	
	
	R
	AGC TGG AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	B09
	TTCAGA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TTC AGA TGC A

	
	
	R
	TCT GAA AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	B10
	TAGGAA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TAG GAA TGC A

	
	
	R
	TTC CTA AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	B11
	GCTCTA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GCT CTA TGC A

	
	
	R
	TAG AGC AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	B12
	CCACAA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CCA CAA TGC A

	
	
	R
	TTG TGG AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	C01
	TGCGA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TGC GAT GCA

	
	
	R
	TCG CAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	C02
	CTTCCA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CTT CCA TGC A

	
	
	R
	TGG AAG AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	C03
	GAGATA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GAG ATA TGC A

	
	
	R
	TAT CTC AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	C04
	ATGCCT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ATG CCT TGC A

	
	
	R
	AGG CAT AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	C05
	TATTTTT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TAT TTT TTG CA

	
	
	R
	AAA AAT AAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C06
	CTTGCTT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CTT GCT TTG CA

	
	
	R
	AAG CAA GAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C07
	ATGAAAG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ATG AAA GTG CA

	
	
	R
	CTT TCA TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C08
	AAAAGTT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AAA AGT TTG CA

	
	
	R
	AAC TTT TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C09
	GAATTCA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GAA TTC ATG CA

	
	
	R
	TGA ATT CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C10
	GAACTTG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GAA CTT GTG CA

	
	
	R
	CAA GTT CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C11
	GGACCTA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GGA CCT ATG CA

	
	
	R
	TAG GTC CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	C12
	GTCGATT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GTC GAT TTG CA

	
	
	R
	AAT CGA CAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	D01
	AACGCCT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AAC GCC TTG CA

	
	
	R
	AGG CGT TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	D02
	AATATGG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AAT ATG GTG CA

	
	
	R
	CCA TAT TAG ATC GGA AGA GCG TCG TGT AGG GAA AGA GTG T

	D03
	ACGACTAG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT ACG ACT AGT GCA

	
	
	R
	CTA GTC GTA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D04
	AGTGGA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT AGT GGA TGC A

	
	
	R
	TCC ACT AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	D05
	TAGCATGG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TAG CAT GGT GCA

	
	
	R
	CCA TGC TAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D06
	GGTTGT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT GGT TGT TGC A

	
	
	R
	ACA ACC AGA TCG GAA GAG CGT CGT GTA GGG AAA GAG TGT

	D07
	TAGGCCAT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TAG GCC ATT GCA

	
	
	R
	ATG GCC TAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D08
	TTCCTGGA
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TTC CTG GAT GCA

	
	
	R
	TCC AGG AAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D09
	TGGTACGT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TGG TAC GTT GCA

	
	
	R
	ACG TAC CAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D10
	TCTCAGTG
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT TCT CAG TGT GCA

	
	
	R
	CAC TGA GAA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D11
	CCGGATAT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CCG GAT ATT GCA

	
	
	R
	ATA TCC GGA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	D12
	CGCCTTAT
	F
	ACA CTC TTT CCC TAC ACG ACG CTC TTC CGA TCT CGC CTT ATT GCA

	
	
	R
	ATA AGG CGA GAT CGG AAG AGC GTC GTG TAG GGA AAG AGT GT

	F01
	Common
	F
	GAT CGG AAG AGC GGT TCA GCA GGA ATG CCG AG

	
	
	R
	CTC GGC ATT CCT GCT GAA CCG CTC TTC CGA TCT GCA

	F02
	Common
	F
	GAT CGG AAG AGC GGT TCA GCA GGA ATG CCG AG

	
	
	R
	CTC GGC ATT CCT GCT GAA CCG CTC TTC CGA TCT GCA

	F03
	Common
	F
	GAT CGG AAG AGC GGT TCA GCA GGA ATG CCG AG

	
	
	R
	CTC GGC ATT CCT GCT GAA CCG CTC TTC CGA TCT GCA




