Table S2 PCR protocols of the multiplexes used to screen the HiDRAS germplasm. MP name: name of the multiplex PCR; SSR: SSR markers present in the multiplex; LG: linkage group on which the SSRs have been mapped; Fragment analysis: indicate the instrument used to separate the amplicons; For and Rev primer conc (μM): Concentration of the different primers in the multiplex PCR; Labelling: fluorochrom used to label the primer; Polymerase MP kit: Name of the kit used for the multiplex; dNTPs (mM): nucleotides concentration; Additional chemicals: final concentration of chemicals added to improve the multiplex; DNA (ng): Amount of DNA used in the PCR reaction; Cycling conditions: PCR profile used for the specific multiplex; Vol: final volume of the PCR reaction.
	MP name
	SSRs
	LG
	Fragment analysis
	For primer conc (μM)
	Rev primer conc (μM)
	Labelling
	Polymerase     MP Kit
	dNTPs (mM)
	Additional chemicals
	DNA (ng)
	Cycling conditions
	Vol (μl)

	Hi1/6
	Hi02c07
	1
	ABI 3100
	0.08
	0.08
	PET
	Ptaq, Invitrogene
	0.2

 
	Mg2+ 1.5mM

 
	10

 
	94°C 5', 10 cycles: 94°C 30'', 58-53°C 45'' (dropping 0.5°C per cycle) and 72°C 1', 25 cycles: 94°C 30'', 53°C 45'' and 72°C 1'; 72°C 15''
	10μl

 

	
	CH05a05
	6
	
	0.08
	0.08
	VIC
	
	
	
	
	
	

	
	CH-Vf1
	1
	
	0.08
	0.08
	NED
	
	
	
	
	
	

	 
	CH03d12
	6
	
	0.08
	0.08
	6FAM
	
	
	
	
	
	

	Hi2a
	CN493139SSR
	2
	ABI 3100
	0.033
	0.033
	NED
	Amersham-Pharmacia
	0.1

 
	Mg2+  0.75mM

 
	10

 
	94°C 2.5'; 33 cycles: 94°C 30'', 55°C 30'' and 72°C 1'; 72°C 5'
	10μl

 

	
	CH03d01
	2
	
	0.042
	0.042
	HEX
	
	
	
	
	
	

	
	CH02f06
	2
	
	0.045
	0.045
	6-FAM
	
	
	
	
	
	

	 
	CH05e03
	2
	
	0.068
	0.068
	HEX
	
	
	
	
	
	

	Hi3
	CH03g07
	3
	LI-COR 4200 
(Dual laser)
	0.065
	0.175
	IRD 800
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	94°C 5', 38 cycles: 94°C 30'', 60°C 30'' and 72°C 1', 72°C 10'
	10μl

 

	
	Hi03d06
	3
	
	0.05
	0.15
	IRD 700
	
	
	
	
	
	

	 
	AU223657SSR
	3
	
	0.03
	0.1
	IRD 800
	
	
	
	
	
	

	Hi4ab
	CH02c02b
	4
	ABI 310
	0.19
	0.19
	NED
	MJ Fermentas
	0.25

 
	Mg2+ 1.8mM

 
	10

 
	94°C 2.5'; 5 cycles: 94°C 30'', 65 - 61°C for 1' (dropping 1°C per cycle) and 72°C 1', 30 cycles: 94°C 30'', 60°C 1', 72°C 1'; 72°C 10'
	15 µl

 

	
	CH04e03
	5
	
	0.13
	0.13
	NED
	
	
	
	
	
	

	
	CH04e02
	4
	
	0.17
	0.17
	6-FAM
	
	
	
	
	
	

	Hi4b
	CH02g01 
	13
	ABI 3100
	0.12
	0.28
	NED
	Ptaq, Invitrogene

 
	0.2

 
	Mg2+ 1.5mM

 
	10

 
	identical to Hi1/6
	10μl

 

	
	Hi23g02 
	4
	
	0.12
	0.28
	PET
	
	
	
	
	
	

	
	NZ02b01 
	15
	
	0.12
	0.28
	6FAM
	
	
	
	
	
	

	 
	CH05d02 
	4
	
	0.12
	0.28
	VIC
	
	
	
	
	
	

	Hi4/5
	Hi22f12
	5
	ABI 3100
	1.25
	1.25
	HEX
	Taq DNA Polymerase
	0.2

 
	Mg2+ 1.5mM

 
	10

 
	94°C 5', 10 cycles: 94°C 30'', 65-55°C 30'' (dropping 1°C per cycle) and 72°C 1', 25 cycles: 94°C 30'', 55°C 30'' and 72°C 1'; 72°C 5' 
	20 µl

 

	 
	NZEST67774
	4
	
	1
	1
	NED
	
	
	
	
	
	

	Hi5
	Hi04a08
	5
	LI-COR 4200 
(Dual laser)
	0.02
	0.1
	IRD 700
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	CH03a09
	5
	
	0.015
	0.075
	IRD 700
	
	
	
	
	
	

	 
	Hi04d02
	5/?
	
	0.03
	0.125
	IRD 800
	
	
	
	
	
	

	Hi5/10
	CH05e06
	5
	ABI 3100
	0.040
	0.040
	VIC
	Amersham-Pharmacia
	0.1

 
	Mg2+  0.75mM

 
	10

 
	94°C 2.5', 33 cycles: 94°C 30'', 56°C 30'' and 72°C 1', 72°C 5'
	10μl

 

	
	CH02b12
	5
	
	0.090
	0.090
	PET
	
	
	
	
	
	

	
	Hi03a10
	7
	
	0.090
	0.090
	NED
	
	
	
	
	
	

	
	MS06g03
	10
	
	0.018
	0.018
	6-FAM
	
	
	
	
	
	

	 
	CH02b03b
	10
	
	0.065
	0.065
	6-FAM
	
	
	
	
	
	

	Hi7/16
	CH04e05
	7/?
	LI-COR 4200 
(Dual laser)
	0.02
	0.125
	IRD 800
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	CN444794SSR
	7
	
	0.15
	0.325
	IRD 700
	
	
	
	
	
	

	
	CH05c06
	16
	
	0.035
	0.125
	IRD 700
	
	
	
	
	
	

	 
	CH05a04
	16
	
	0.4
	0.125
	IRD 700
	
	
	
	
	
	

	Hi8
	CH01c06
	8
	LI-COR 4200 
(Dual laser)
	0.015
	0.1
	IRD 800
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	CH01f09
	8
	
	0.1
	0.225
	IRD 700
	
	
	
	
	
	

	
	CH01h10
	8
	
	0.03
	0.125
	IRD 800
	
	
	
	
	
	

	 
	Hi23g12
	8/?
	
	0.015
	0.1
	IRD 700
	
	
	
	
	
	

	Hi9
	CH01f03b
	9
	LI-COR 4200 
(Dual laser)
	0.02
	0.1
	IRD 700
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	Hi05e07
	9
	
	0.015
	0.075
	IRD 800
	
	
	
	
	
	

	
	CH01h02
	9
	
	0.03
	0.1
	IRD 700
	
	
	
	
	
	

	 
	CN444542SSR
	9
	
	0.015
	0.075
	IRD 800
	
	
	
	
	
	

	Hi10c
	CH03d11
	10
	ABI 3100
	1
	1
	NED
	Taq DNA Polymerase
	0.2

 
	Mg2+ 1.5mM

 
	10

 
	identital to Hi5/10
	20 µl

 

	
	CH02b07
	10
	
	0.875
	0.875
	6-FAM
	
	
	
	
	
	

	
	CH02c11
	10
	
	1.75
	1.75
	HEX
	
	
	
	
	
	

	 
	CH04g09
	10/5
	
	1.5
	1.5
	HEX
	
	
	
	
	
	

	Hi11
	CH04h02
	11
	ABI 3100
	0.2
	0.2
	TAMRA
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	none

 
	10

 
	95°C 15', 30 cycles: 94°C 30'', 60°C 1'30'' and 72°C 1', 60°C 15', 72°C 15'
	10 µl

 

	
	Hi07d11
	11/?
	
	0.2
	0.2
	HEX
	
	
	
	
	
	

	
	CH02d08
	11
	
	0.2
	0.2
	FLUO
	
	
	
	
	
	

	
	CH04a12
	11
	
	0.2
	0.2
	FLUO
	
	
	
	
	
	

	 
	Hi16d02
	11
	
	0.2
	0.2
	HEX
	
	
	
	
	
	

	Hi12a
	CH04c06
	10/17
	ABI 3100
	0.093
	0.093
	NED
	Amersham-Pharmacia
	0.05

 
	none

 
	10

 
	94°C 5'; 37 cycles: 94°C 30'', 60°C 30'' and 72°C 45''; 72°C 8'
	10μl

 

	
	CH05d04
	12
	
	0.240
	0.240
	HEX
	
	
	
	
	
	

	
	CH01d03
	4/12
	
	0.200
	0.200
	HEX
	
	
	
	
	
	

	
	CH04d02
	12
	
	0.067
	0.067
	NED
	
	
	
	
	
	

	
	CH04g04
	12
	
	0.187
	0.187
	6FAM
	
	
	
	
	
	

	 
	CH01h01
	17
	
	0.120
	0.120
	6FAM
	
	
	
	
	
	

	Hi12b
	CH01g12
	12
	LI-COR 4200 
(Dual laser)
	0.03
	0.125
	IRD 800
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	CH03c02
	12
	
	0.02
	0.125
	IRD 700
	
	
	
	
	
	

	 
	Hi07f01
	12
	
	0.02
	0.125
	IRD 700
	
	
	
	
	
	

	Hi13a
	Hi04g05
	13
	ABI 3100
	0.17
	0.17
	VIC
	Ptaq, Invitrogene
	0.2
	Mg2+ 1.5mM
	10
	identical to Hi1/6
	 15μl

	
	CH03e03
	3
	
	0.17
	0.17
	NED
	
	
	
	
	
	

	
	CH05h05
	13
	
	0.17
	0.17
	6FAM
	
	
	
	
	
	

	
	GD147
	13
	
	0.17
	0.17
	PET
	
	
	
	
	
	

	 
	HB03-SSRd
	6
	
	0.05
	0.05
	6FAM
	Ptaq, Invitrogene
	0.2
	Mg2+ 1.5mM
	10
	identital to Hi5/10
	 10μl

	Hi13b
	CH05f04
	13
	ABI 3100
	0.12
	0.28
	NED
	Ptaq, Invitrogene
	0.2

 
	Mg2+ 1.5mM

 
	10

 
	identical to Hi1/6
	10μl

 

	
	GD103 
	5
	
	0.12
	0.28
	VIC
	
	
	
	
	
	

	
	NH009b 
	13
	
	0.12
	0.28
	6FAM
	
	
	
	
	
	

	 
	CH05g08 
	1
	
	0.12
	0.28
	PET
	
	
	
	
	
	

	Hi14
	CH01g05
	14
	LI-COR 4200 
(Dual laser)
	0.04
	0.1
	IRD 700
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	CH04c07
	14
	
	0.03
	0.075
	IRD 800
	
	
	
	
	
	

	 
	MDAJ761SSR
	14
	
	0.015
	0.075
	IRD 800
	
	
	
	
	
	

	Hi15
	CH02c09
	15
	ABI 3100
	0.15
	0.15
	HEX
	Taq DNA Polymerase
	0.2

 
	Mg2+ 1.5mM

 
	5

 
	94°C 2.5', 33 cycles: 94°C 30'', 65°C 30'', 72°C 1'; 72°C 5'
	20 µl

 

	
	CH01d08
	15
	
	0.15
	0.15
	6-FAM
	
	
	
	
	
	

	
	CH02d11
	15
	
	0.12
	0.12
	NED
	
	
	
	
	
	

	 
	Hi03g06
	15
	
	0.12
	0.12
	NED
	
	
	
	
	
	

	Hi16
	CH02a03
	16
	LI-COR 4200 
(Dual laser)
	0.015
	0.1
	IRD 700
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	Q-Solution: 0.5x final conc.
	10

 
	Identical to Hi3
	10μl

 

	
	Hi04e04
	16
	
	0.02
	0.1
	IRD 700
	
	
	
	
	
	

	 
	CH04f10
	16
	
	0.04
	0.15
	IRD 800
	
	
	
	
	
	

	Hi17
	AT000174SSR
	17
	ABI 3100
	0.2
	0.2
	FLUO
	Qiagen Multiplex PCR Kit
	conc. unknown (Kit)
	none

 
	10

 
	identical to Hi11
	10 µl

 

	
	Hi03c05
	17
	
	0.2
	0.2
	HEX
	
	
	
	
	
	

	
	Hi02f12
	17
	
	0.2
	0.2
	FLUO
	
	
	
	
	
	

	
	CH05d08
	9/17
	
	0.2
	0.2
	HEX
	
	
	
	
	
	

	
	Hi07h02
	17
	
	0.2
	0.2
	FLUO
	
	
	
	
	
	

	 
	CH04g07
	11
	
	0.2
	0.2
	TAMRA
	
	
	
	
	
	


a CH02g01 worked in this multiplex at PRI, CH02g01 moved to MP Hi4b for germplasm screen
b CH05d02 and Hi23g02 worked in this multiplex at PRI, both  moved to MP Hi4b for germplasm screen
c PCRs performed separately for CH04g09

d PCRs performed separately.  2μl HB03AT loaded with 1μl MPHi13
? unknown map position of the second locus of the presumed multilocus SSR
