The transition to agricultural cultivation of neo-crops may fail to account for wild genetic diversity patterns: insights from the Cape Floristic Region
Appendix S1: PCR and HRM protocol
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[image: image3.emf]Region Primer Product length Direction Annealing temp. Tm (degree C) GC (%) Sequence (5'→3')

MLT_S1

217

F

62.9

64.3 50 ATTACAGATGAAACGGAAGGGC

MLT_S2 R 61.5 45 TGGGGGTTTCAAAGCAAAGG

MLT_S3

310

F

64.0

61.5 45 CCTTTGCTTTGAAACCCCCA

MLT_S4 R 66.4 36 TTCCCGTTTCATTCATTCACATTCA

MLT_U1

345

F

60.7

59.1 40 AGGTACTTCTGAATTGATCTCATCC

MLT_U2 R 62.2 52 GCAGTACTCCCCACAATTCCA
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Table S� SEQ "TableA" \* ARABIC �1�: Polymerase Chain Reaction primers used to amplify the parent region of the loci screened by HRM. Primers in bold were used for unidirectional sequencing. �� EMBED  ���





Table S� SEQ "TableA" \* ARABIC �2�: PCR amplification protocol for the primers sources from Shaw et al. 2007. See Table A1 for annealing temperatures.  See� EMBED  ���





Table S� SEQ "TableA" \* ARABIC �3�: Cyclopia specific primers used for haplotype detection via HRM analysis.�� EMBED  ���
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S3 Shaw Primers

		Region		Primer name		Annealing temp.		Primer sequence (5'-3')

		ndhA intron		ndhAx1:		55		GCY CAA TCW ATT AGT TAT GAA ATA CC

				ndhAx2:				GGT TGA CGC CAM ARA TTC CA

		atpI-atpH
Intergenic spacer		atpI:		50		TAT TTA CAA GYG GTA TTC AAG CT

				atpH:				CCA AYC CAG CAG CAA TAA C
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S4 PCR Protocol

		Step		Temperature		Duration		Cycles

		Initial Denaturing		80 oC		5 min		1

		Denaturing		95 oC		1 min		30

		Primer Annealing		See Table A3		1 min

		Temperature Ramp		65 oC		0.3 oC/s

		Primer Extension		65 oC		4 min

		Final Extension		65 oC		5 min		1

		Final Hold		12 oC		N/A		N/A
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Table 1 HRM Primers

		Region		Primer		Product length		Direction		Annealing temp.		Tm (degree C)		GC (%)		Sequence (5'→3')

		atpI-atpH
Intergenic spacer		MLT_S1		217		F		62.9		64.3		50		ATTACAGATGAAACGGAAGGGC

				MLT_S2				R				61.5		45		TGGGGGTTTCAAAGCAAAGG

				MLT_S3		310		F		64.0		61.5		45		CCTTTGCTTTGAAACCCCCA

				MLT_S4				R				66.4		36		TTCCCGTTTCATTCATTCACATTCA

		NdhA
intron		MLT_U1		345		F		60.7		59.1		40		AGGTACTTCTGAATTGATCTCATCC

				MLT_U2				R				62.2		52		GCAGTACTCCCCACAATTCCA
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