Multiplex PCR and SSR analysis

The amplification mix (50 µL final volume) contained: 1x KAPA plant PCR buffer (Kapa Biosystems, Inc. Boston, USA), 2.0 mM MgCl2, 2 units KAPA3G plant DNA polymerase (Kapa Biosystems, Inc. Boston, USA), 11 primer pairs added at concentrations ranging from 24 nM to 120 nM. Forward primers were labeled with 6-FAM, VIC, NED or PET fluorescent dyes, as reported in Table S1. The fluorochrome was chosen in order that the size range of fragments amplified by primers with the same colour did not overlap and primer pairs were balanced to harmonize peaks heights due to different optimal annealing temperatures and primer competition. The template, approximately 0.3 mm diameter of crude sample or 1 µL of must, was placed directly in a 0.2 mL Eppendorf tube containing the PCR reaction mix.
Amplification was performed using a GeneAMP 9700 thermal cycler (Life Tech, Foster City, CA) with an initial denaturation/activation step of 10 min at 95 °C, followed by 50 cycles at 95 °C for 30 s, 55 °C for 15 s and 72 °C for 30 s, with a final extension step of 1 min at 72 °C. PCR products (1 µL) were added to 0.1 µL GeneScan500 LIZ size standard and 8.9 µL Hi-Di formamide (Life Tech, Foster City, CA) and alleles were separated by capillary electrophoresis on ABI Prism 3110xl genetic analyzer with POP-7 polymer (Life Tech, Foster City, CA). SSR allele calling was performed using ABI Prism® GeneMapperTM software version 3.0 with a home-made bin set produced with reference varieties. Genotyping results were reported in Table S2.

Table S1 - Primer concentration and label used for the amplification of 11 microsatellite loci.

	SSR locus
	Chromosome location
	Conc. (nM)
	Labelled forward and reverse primer sequences (5’-3’)
	Allele size range*
	Reference

	VVS2
	11
	52
	F: 6-FAM - CAGCCCGTAAATGTATCCATC

R: AAATTCAAAATTCTAATTCAACTGG
	123-165
	This et al., 2004

	VVMD27
	5
	52
	F: 6-FAM - GTACCAGATCTGAATACATCCGTAAGT

R: ACGGGTATAGAGCAAACGGTGT
	175-223
	This et al., 2004

	VVMD7
	7
	52
	F: 6-FAM - AGAGTTGCGGAGAACAGGAT

R: CGAACCTTCACACGCTTGAT
	231-267
	This et al., 2004

	VMC6E1
	14
	32
	F: VIC - CACTGGCCTGTTGGGAGATAAT

R: CCTTCAACTGGAAAAGCCTGTC
	122-175
	Crespan 2003

	VrZAG62
	7
	28
	F: VIC - GGTGAAATGGGCACCGAACACACGC

R: CCATGTCTCTCCTCAGCTTCTCAGC
	173-219
	This et al., 2004

	VVMD5
	16
	120
	F: VIC - CTAGAGCTACGCCAATCCAA

R: TATACCAAAAATCATATTCCTAAA
	220-268
	This et al., 2004

	VMCNG4b9
	6
	36
	F: NED - CTGGGGAGCATATACACATACCAG

R: CTCTCTCTTCCCGATAGCCACC
	138-188
	Welter et al. 2007

	VrZAG79
	5
	24
	F: NED - AGATTGTGGAGGAGGGAACAAACCG

R: TGCCCCCATTTTCAAACTCCCTTCC
	236-270
	This et al., 2004

	VMC6F1
	2
	120
	F: PET - GAGTAAGAGAGAAGCAAGAAAA

R: GAGTAAGAGAGAAGCAAGAAAA
	121-169
	Crespan, 2003

	VMC6G1
	11
	100
	F: PET - TGCATAGTGCTGTAGGCCATTG

R: TCTGTCATTGCTGTCCCTTTCA
	169-197
	Crespan, 2003

	VVMD28
	3
	64
	F: PET - AACAATTCAATGAAAAGAGAGAGAGAGA

R: TCATCAATTTCGTATCTCTATTTGCTG
	216-285
	Bowers et al. 1999

	*Data from CRA-VIT molecular database (unpublished). Very rarely, peaks may fall in the overlapping allele size range. In this case, a separate amplification for ambiguous loci is recommended. 


Table S2 - Genotyping results using 11 SSR loci. Allele lengths are in bp. 

	Variety
	VVS2
	VVMD5
	VVMD7
	VVMD27
	VrZAG62
	VrZAG79
	VMCNG4b9
	VMC6E1
	VMC6F1*
	VMC6G1
	VVMD28

	Merlot
	139:151
	226:236
	239:247
	189:191
	193:193
	258:258
	162:172
	151:151
	133:139
	169:191
	231:237

	Cabernet Sauvignon
	139:151
	232:240
	239:239
	175:189
	187:193
	246:246
	168:176
	141:165
	133:139
	169:191
	237:239

	Chardonnay
	137:143
	234:238
	239:243
	181:189
	187:195
	242:244
	158:158
	143:151
	139:145
	177:197
	221:231

	Glera
	133:143
	226:246
	239:247
	179:194
	187:203
	248:258
	166:176
	141:151
	133:139
	169:197
	239:247

	Millardet et Grasset 101-14
	133:143
	256:266
	243:251
	197:207
	171:189
	254:256
	150:164
	131:151
	0:0
	177:185
	245:253

	Richter 110
	137:143
	234:268
	231:257
	189:205
	195:213
	242:258
	160:172
	129:133
	133: -
	177:183
	223:237

	Paulsen 1103
	137:147
	236:236
	233:257
	203:207
	195:213
	250:262
	160:163
	129:133
	133: -
	177:179
	245:255

	Kober 5BB
	141:149
	236:266
	233:265
	191:211
	199:213
	250:258
	152:166
	129:157
	137: -
	177:183
	219:255

	Unknown seedless table grape 1
	135:135
	226:236
	239:249
	179:181
	185:187
	254:258
	138:176
	165:169
	139:139
	191:193
	237:251

	Unknown seeded table grape 2
	135:151
	234:238
	249:255
	185:194
	203:203
	250:256
	158:176
	165:165
	131:131
	169:169
	247:261

	Unknown seeded table grape 3
	135:151
	236:238
	239:249
	181:181
	185:187
	246:258
	138:158
	165:169
	139:139
	187:193
	261:261

	Unknown seeded table grape 4
	133:135
	226:232
	239:249
	185:185
	185:187
	242:250
	150:158
	143:167
	139:139
	177:191
	237:261


*: ‘0’: null allele; ‘-’ possible null allele (Crespan et al., 2009).
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