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SUPPLEMENTARY MATERIALS
Supplementary Methods

Progeny analysis

Only the 34 progeny of SLS that produced >50 seeds were analysed. A minimum of 50 T1 seeds from each line were surface sterilized and sown onto MS20 and 100 mg/l kanamycin sulfate. Segregation of the transgene(s) was evaluated four weeks after sowing. A χ2 test was used to identify lines with a single locus insertion.

Molecular analysis

DNA was isolated from leaves of T0 plants using a CTAB protocol (Rogers, SO, Bendich, AJ (1985) Extraction of DNA from milligram amounts of fresh, herbarium and mummified plant tissues. Plant Mol. Biol. 5: 69-76). 
Transgene confirmation

Specific primers were designed to amplify the 35S::BBM and nos::nptII fragments, and the pepper CAPSANTHIN/CAPSORUBIN SYNTHASE gene (CCS; GU122936), which was used as a control (Supplementary Table 3). The p35S::BBM (365 bp) and the nos::nptII (464 bp) genes were each amplified in the same reaction as the CCS gene (105 bp).

TAIL PCR

TAIL-PCR (Liu, Y-G, Chen, Y (2007) High-efficiency thermal asymmetric interlaced PCR for amplification of unknown flanking sequences. BioTechniques 43:649-656) was used to determine if transgenic shoots derived from a single SLS represent the same or independent transformation events. TAIL PCR was performed on the progeny of the multiple transgenic lines obtained from 31 of the 34 SLS (Supplementary Table 1) using published primers for the T-DNA right border (RB) and 35S::BBM:GR specific primers. (Supplementary Table 3). The TAIL-PCR was performed using the RB1and LAD1-1 or LAD1-3 primers for the pre-amplification and the RB2 and AC primers for the nested PCR. 
The single fragment obtained from the progeny of SLS10 and one of the two fragments obtained from the progeny of SLS12 (SLS12b) were cloned into pCR4- (Invitrogen), verified by PCR with the RB3 and AC primers and sequenced. SLS10 and SLS12 primers were designed based on the genomic sequence at the T-DNA integration site and used with RB2 and RB3, respectively, to amplify genomic DNA from all of the SLS10 and SLS12 progeny. The CCS gene and DNA of a non-transgenic pepper plant were used as controls. 

Supplementary Tables
Supplementary Table 1 Segregation analysis of germinating seed from 35S::BnBBM:GR transgenics
	 Individual SLS
	No. progeny lines
analysed
	Segregation pattern

	
	
	one locus
	other

	1
	3
	3
	0

	2
	2
	1
	1

	3
	6
	3
	3

	4
	4
	4
	0

	5
	4
	0
	4

	6
	1
	1
	0

	7
	1
	1
	0

	8
	4
	4
	0

	9
	1
	1
	0

	10
	5
	5
	0

	11
	1
	1
	0

	12
	7
	3
	4

	13
	3
	1
	2

	14
	1
	1
	0

	15
	1
	0
	1

	16
	1
	1
	0

	17
	1
	1
	0

	18
	1
	1
	0

	19
	1
	0
	1

	20a
	2
	2
	0

	21a
	1
	1
	0

	22
	1
	0
	1

	23
	1
	0
	1

	24
	1
	1
	0

	25a
	1
	0
	1

	26a
	4
	1
	3

	27a
	1
	0
	1

	28a
	1
	1
	0

	29a
	1
	1
	0

	30a
	1
	1
	0

	31a
	1
	1
	0

	32
	1
	1
	0

	33
	1
	1
	0

	34
	1
	1
	0

	total
	67
	44
	23


a‘Ferrari’, remaining lines are ‘Fiesta’
Supplementary Table 2 Conversion of 35S::BBM:GR somatic embryos into plantlets 
	SE induction medium 
	No.

Embryos
	Conversion efficiencya (%)

	CCM + DEX
	100
	3

	CCM + DEX + TDZ
	100
	4

	CCM + DEX + BAP
	100
	50

	CCM + DEX + ZR
	100
	26


aConversion efficiency = (no. converted plantlets/no. embryos) x 100 %

CCM, co-cultivation medium; DEX, dexamethasone; TDZ, thiadiazuron; BAP, benzylaminopurine: ZR, zeatin riboside

Supplementary Table 3: Overview of primers
	
	Primer

	Transgenic confirmation
	

	35S::BBM:GR
	Forward: caatcccactatccttcgcaagaccc

Reverse: cccaatctcgggagtgactattgttg

	nos::NPTII
	Forward: aagggcgaaaaaccgtctat 

Reverse: tgtctgttgtgcccagtcat

	CCS
	Forward: gtctgtcaaagaacttgctg

Reverse: agtttaaccaaggggacagt

	TAIL PCR
	

	RB1
	gctggcgtaatagcgaagag

	RB2
	tccctttagggttccgattt

	RB3
	ggttcacaaactatcagtg

	LAD 1-1
	acgatggactccagagcggccgc(g/c/a)n(g/c/a)nnnggaa  

	LAD 1-3
	acgatggactccagagcggccgc(g/c/a)n(g/c/a)n(g/c/a)nnnccaa

	AC
	acgatggactccagag 

	Cloned T-DNA insertions
	

	SLS 10
	ttgacctttgccaatggaat

	SLS 12
	tatgtcggggcatatgatga


Supplementary Figures 

Supplementary Figure 1 PCR analysis of 35S::BBM:GR T1 progenies. 
A. Schematic overview of the primers used to amplify fragments from the 35S::BBM:GR  (365 bp) and nos::nptII (464 bp) constructs

B-C. Agarose gels showing PCR amplification 35S/BBM  (B) and nos/nptII (C) primers. Each PCR was perfomed together with the construct-specific and control CCS primers. Numbers above the lanes correspond to the SLS as shown in Supplemental Table 1, with each lane corresponding to the individual lines selected from a given SLS. N.B. not all SLS/progeny lines were included in the analysis. M = molecular size marker; F, non-transgenic Fiesta; P, 35S::BBM:GR plasmid. Lines marked with (*) and (^) represent technical replicates within a line.
Supplementary Figure 2 Characterization of 35S::BBM:GR T-DNA insertion sites 
A. TAIL-PCR of T1 progeny from shoots collected from SLS10 and SLS12. The same sized fragment was isolated from the SLS10 lines, while two different-sized fragments (a and b) were amplified from the SLS12 lines. 
B. Reamplification of the cloned SLS10 and SLS12b TAIL-PCR DNA fragments in all SLS10 and SLS12 progeny lines
 I, PCR amplification with SLS10 and RB2 primers; 
II, PCR amplification with SLS12b and RB3 primers. The primers do not amplify the DNA in lines carrying the SLS12a T-DNA insertion 
III, PCR amplification with CCS primers
F, non-transgenic Fiesta; M, molecular size marker. Lines marked with (*) and (^) represent technical replicates. 
