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Supplemental Table 1. List of oligonucleotide primers used for gene cloning

Gene Name

Forward primer

SIAN2(Solyc10g086250)

CACCATGAATACTCCTATGTGTGC

Reverse primer

SIANT1(Solyc10g086260)

SIANT 1like (Solyc10g086270)
SIANZIike (Solyc10g086290)

CACCATGAACAGTACATCTATGTC
CACCATGAACAGTACATCTATGTCTTCT

TTAATTAAGTAGATTCCATAAGTCAATATC
TTAATCAAGTAGATTCCATAAGTCAA

SIAN1(Solyc099065100)

CACCATGAATATTGCCAAGACA

TTAATTAAGTAAATCCCATATATCAATATCAAC

SIAN11(Solyc039097340)
SIJAF13(Solyc08g081140)

CACCATGGAGATTATACAGCCTAATAG
CACCATGGAGAATTCAAGTCAAGAATC

CTAATTAAATAGATTCCATAGGTCAATATC
TTAATTAACTCTAGGGATTATCTGATTTATTG

SIANZIike"" promoter

CACCATGGCTATGGGACACCAAGATC

TTATACTTTAAGCAGCTGCAACTTGTTAG

SIANZIike™ promoter

CACCGCTACTTCTATAATGATCAAATTA

CACCAAAATCACTATTTCGCC

TCAAGATTTCCATACTACTCTCTGAAGTG

GATATGTTAAGTCACAAATACTGCAAA
GATATGTTAAGTCACAAATACTGCAAA




Supplemental Table 2. List of oligonucleotide primers used for quantitative RT-PCR analysis

Gene Name Forward primer Reverse primer
SIAN2(Solyc10g086250) TTCCAGGAAGGACAGCAAAC AACGAGGACGAGAATGAGGA
SIANT1(Solyc109086260) ATAAGTCATGAAAATTGGGGTGAAT AGATTCCATAAGTCAATTTCAGCAG

SIANT1like"™" (Solyc109g086270) GAGGAGGTGTAACTGATTATGGAAA TCATCCCAACCATCACTTTG
SIANT 1like™™ (Solyc109086270) GAGGAGGTGTAACTAATTATGAAAA TCATCCCAACCATCACTTTG

SIANZlike (Solyc10g086290)

ATATTGCCAAGACATTGGGAGTG

CCATACTTGTCAATACATTTCCTCA

SIAN1(Solyc099065100) CTAAGAGTGCCCGCATACAGAC ATCCGAAGTGGAGTGCTCAGATA
SIJAF13(Solyc08g081140) TCAGGGGATCACTACCGAAC TCCCATCAAGGTTGGAAGAC
SIAN11(Solyc039097340) ATGAAGTGGAGCCGAGAAGA TCCATCAGCAGAAACAGA
SIMYB-ATV (Solyc079052490) GATTGGAATAGATCAAGCACATCA TTCGTTGGTAGTCTCTAATGCAAC
SIDFR(Solyc029085020) TCCGAAGACGACAACGGTTT TGACAAGCCAAGAGCCGATAA

SIANS (Solyc08g080040)

GAACTAGCACTTGGCGTCGAA

TTGCAAGCCAGGCACCATA

SIEF1a (Solyc069005060)

GCTGCTGTAACAAGATGGATGC

GGGGATTTTGTCAGGGTTGTAA

SIASR1 (Solyc049071610)

CCTGTTCCACCACAAGGACAA

GTGCCAAGTTTACCGATTTGC

*from Qiu et al. (2016)
**from Bovy et al. (2002)
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S1ANT1 MNSTSMSSLGVRKGSWTDEEDFLLRKCIDKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL S1AN2 MNTPMCASLGVRKGSWTEQEDSLLRDCIQKYGEGKWHLVPARAGLNRCRKSCRLRWLNYL
S1ANT1like MNSTSMSSLGVRKGSWTEEEDFLLRKCINKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL S1AN21like ~-MNIAKTLGVRKGSWTEDEDILLRKCIDKYGEGKWHLVPFRAGLNRCRKSCRLRWLNYL
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Supplemental Figure 1. Comparative analysis of the WT and the Aft sequences of the four R2R3 MYB
proteins under study.

(A) ClustalW alignment of WT R2R3 MYB proteins codified from the four genes located in the distal part of
the long arm of chromosome 10. (B) ClustalW alignment of Aft R2R3 MYB proteins codified from the four
genes located in the distal part of the long arm of chromosome 10. R2 and R3 MYB domains are underlined.
Symbols are as follows: “*” indicates perfect alignment; “:” indicates a site belonging to group exhibiting

strong similarity; and “.” indicates a site belonging to a group exhibiting weak similarity.



S1AN2_WT
S1AN2 Aft

S1AN2_WT
S1AN2_Aft

S1AN2_WT
S1AN2 Aft

S1AN2_WT
S1AN2 Aft

S1AN2_WT
S1AN2 Aft

S1ANT1 WT
S1ANT1 Aft

S1ANT1 WT
S1ANT1 Aft

S1ANT1 WT
S1ANT1 Aft

S1ANT1 WT
SIANT1 Aft

S1ANT1 WT
SIANT1 Aft

S1ANT1like WT
S1ANT1like Aft

S1ANT1like WT
S1ANT1like Aft

S1ANT1like WT
S1ANT1like Aft

S1ANT1like WT
S1ANT1like Aft

S1ANT1like WT
S1ANT1like Aft
S1AN21like WT

S1AN21like Aft

S1AN21like WT
S1AN21like Aft

S1AN21like WT
S1AN21like Aft

S1AN21like WT
S1AN21like Aft

S1AN21like WT
S1AN21like Aft

MNTPMCASLGVRKGSWTEQEDSLLRDCIQKYGEGKWHLVPARAGLNRCRKSCRLRWLNYL
MNTPMCASLGVRKGSWTEQEDSLLRNCIQKYGEGKWHLVPARAGLNRCRKSCRLRWLNYL

Kok ok k ok kKKK k ok hk kA k ok h kA kk ks kh A AR KAk khh kA Ak khh kA kkk Kk ko kkkKk K *k

R2 _
RPHIKRGDFAPDEQDLILRLHKLLGNRWSLIAG‘LPGRTm? KNYWNTHFHKKLSIIAP
RPHIKRGDFAPDE%DLILRLHKLLGNRWSLIAG LPGRT!i [KNYWNTHFHKKLSIIAP

Kok k ok ok k kK kkk ok hkkkkkk ok kk kK kkkkhkkkk kkkkkhkhkkkkkkhkkkkk ok kkkkkokk kk

R3
HLHPHSRPRSHPRLQIKHKSIAVTKNEI IRPOPRNESNVKKNDSHWCNNKSMITNTLDKD
HLHPHPRPRSHPRLQIKHKSIAVTKNEIIRPOPRNESNVKKNDSHWCNNKSMITNTSDKD

Kok kk ok kkkkkkkkkhkhkkkhkkhhkhkhkhkhhkhkkkhhhhkhhhhhhhkhhkkkhhhkhkkkx K kK

DKRCNEIVVNICEKPIGENTSSIDDGVEWWTNLLENCIEIEEETANTNFGKTPTMLLHEE
DKRCNEIVVNICEKPIGENTSSIDDGVEWWTNLLENCIEIEEETANTNFGKTPTMLLHEE

ok KKk K KKk ok ok ok K Kk k kK ok kK k ok ok kK k Kk k ok ok K Kk ok k ok ok Kk ok k ko Kk Kk ok ok K kK

ISPPLVNGEDNSMQQGPTNNWDDFSTDIDLWNLLN
ISPPLINDEDNSMQQGPTNNWDDFSTDIDLWNLLN

Kok kkok ak Kkkkkkkkkkkkkkkkkkkkkkkk kk kK

MNSTSMSSLGVRKGSWTDEEDFLLRKCIDKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL
MNSTSMSSLGVRKGSWTDEEDFLLRKCIDKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL

Kok kkkkkk ok khkkkk ok ok hkhkkkk ok ok hhk ok hkk kA kk ok ok khkkkhhkhkkkhkk kX kkkkkkk

R2
RPHIKRGDFEQDEVDLILRLHKLLGNRWSLIAG: "LPGRT KNYWNTNLLRKLNTTKI
RPHIKRGDFEQDEVDLILRLHKLLGNRWSLIAG: KNYWNTNLLRKLNTTKI

=
Kok kkkkk ok ok hkhkkkkk ok hkk kAR kk ok hkk ok hk kAR k ok hkkhkkhhhkhkkkkhhkkhkkhk Kk kkkx

VPREKINNKCGEISTKIEIIKPQRRKYFKSSTMKNVTINNNVILDEEEHCKEIISEKQTPDA
VPREKTNNKCGEISTKIEIIKPQPRKYFKSSTMKNITNNIVILDEEEHCKEIKSEKQTPDA

Kok kkk kkkkkkhkhkkkkkkhhhk hhkkhkhhhhhhkh - hhk hhkhhhhkhhhhhk *hkhkkhkhkxk

SMDNVDPWWINLLENCNDDIEEDEEVVINYEKTLTSLLHEEISPPLNIGEGNSMQQGQIS
SMDNVDQWWINLLENCNDDIEEDEEVVINYEKTLTSLLHEEKSPPLNIGEGNSMQQGQIS

Kok kkKkk hkkk Kk hkkhkkhkkhkhkkhkhhhhkhhkhkhkhhhhhkhhhk Hhkhhhhhhkkhhhkhkx*k

HENWGEFSLNLPPMQQGVQONDDFSAEIDLWNLLD
HENWGEFSLNLQPMQQGVQONDDFSAEIDLWNLLD

hokkkkkkkkkk  kkkokkkkkkokok ok kokok ok kK kkokok

MNSTSMSSLGVRKGSWTEQEDLLLRKCINKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL
MNSTSMSSLGVRKGSWTEEEDFLLRKCINKYGEGKWHLVPIRAGLNRCRKSCRLRWLNYL

Kok kk Kk kk ok ok hhkkkkh ok ks hk s kkhkhhk kA kkhhhkhkkkhhhk kA khhhk kA kh Kk k kK Kk Kk

R2 _
RPHIKRGDFASDEIPLILRLHKLLGNRWSLIAG LPGRTA KNYWNTNLLRKVNITKI
RPHIKRGDFASDEIPLILRLHKLLGNRWSLIAG LPGRTHA KNYWNTNLLRKVNITKI

KRk KKk Rk kK kKK kKR KKK K KKK KR KKK KKK KK KKK KKK KKK K* KKK KKK KK KKK KKK KK
VPREKFKSKRGEISTKIEI IKPQARKFISNTEKNITNNIVIVDKEEECKEIISEKQTRDA
VPREKFKSKRGEISTKIEI IKPQARKFISNTEKNVTNNIVIVDKEEECREIISEKQTRDA

Kok ok kK k ok ok k kA k ok ok kA A Kk Ak ok kk kA Ak kh ks Ak kh Kk kKRR Kk h ks Ak kKKK KK KK

SIDNGDEWWANLLENCNDDVVEEEE-GGGGGVTDYGKTITSLLHEEITPPLNGGGNIMQQ
SIDNGDEWWANLLENCNDDVVEEEEEGAGGGVTNYEKTLTSLLHEEITPPLNGGGNEFMQQ

Kok kkkkkkkhkkhkhhkhhhkhhhhhdhk K khkkkk =k *k:hhhhhhhkhhhhhhhkhhk s kxkk

EQSDGWDDFFVDIDIWDLLN
GQSDGWDDFFVDIDIWDLLN

ok Kk Kk kK ok K Kk Kk ok ok K Kk

MNIAKTLGVRKGSWTEDEDILLRKCIDKYGEGKWHLVPFRAGLNRCRKSCRLRWLNYLRP
MNIAKTLGVRKGSWTEDEDILLRKCIDKYGEGKWHLVPFRAGLNRCRKSCRLRWLNYLRP

Kok kkkkkkkkkkkkkkhhkkkkkkhkkkkkkkhkkkkkkkkkkkk ok ok kkkkok ok k% kkkk k%

R2
HIKRGDFALDEIbLILRLHKLLGNRWSLIAGR PGRT] KNYWNTHLHKKLLITPPQI
HIKRGDFAMDEIDLILRLHKLLGNRWSLIAGRLPGRTA KNYWNTHLHKKLLITP-QI
B e L1 L T T e
R3
QENKYNNTLKIITESTILRPRPRPGPOPRTFISSENNISWCTNNSMITNTLDKDDEQHNKE

QENKYNKTLKIITESTILRPRP —RPRTF|SSENNISWCTNNSMITNTLDKDDEQRNKE

Kok kk Kk kkk kK kkok ok kK kkokk Kk Sk Kk kkkk kK kkkkkkkkkkhkkkkkkkkkk + Kk Kk

IAVNICEKPTKKTPSSSIDDDGVQWWTNLLENWKEFEEEATAVLNFEEENKLLPNLLYEE
IAVNICEKPTRETPSSSIDDDGVKWWTNLLENWKEFEEEATAVLNFEEENKLLPNLLCEE

hokkkkkkkkk s s hkkkhhhhhhh s kkkkkkhhhkhhhhhhhkhhhhhkkkkhkkkkkk *k

HNSTTMQHGENDDFSVDIDLWNLEN
HNSTTMQHGENDDFSVDIDLWNLEN

Kok ke kK k ok ok ok Kk Kk k ok ok kK ok ok ok ok K K

Supplemental Figure 2. Comparative analysis of the sequences of the R2R3 MYB proteins encoded
by the WT and the Aft alleles of each gene.

(A) ClustalW alignments of WT and Aft SIAN2 proteins. (B) ClustalW alignments of WT and Aft SIANT1
proteins. (C) ClustalW alignments of WT and Aft SIANT 1like proteins. (D) ClustalW alignments of WT and Aft



SIAN2like proteins. R2 and R3 MYB domains are underlined. In each alignment the [DE]Lx2[RK]x3Lx6Lx3R
motif containing the bHLH-binding site (Zimmermann et al., 2004) is boxed in grey, the aminoacidic signature
[A/S/GINDV typical of dicot R2R3 MYBs promoting anthocyanin (Lin-Wang et al., 2010; Heppel et al., 2013)
is boxed in light purple and the KPRPR[ST]F motif, conserved in Arabidopsis MYBs involved in anthocyanin
synthesis (Stracke et al., 2001), is boxed in green. Symbols are as follows: “*” indicates perfect alignment; “:”
indicates a site belonging to group exhibiting strong similarity; and “.” indicates a site belonging to a group
exhibiting weak similarity.
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Supplemental Figure 3. ClustalW alignment of S. lycopersicum (WT), Aft and S. chilense AN2like
R2R3 MYB proteins.

R2 and R3 MYB domains are underlined. The [DE]Lx2[RK]x3Lx6Lx3R motif containing the bHLH-binding
site (Zimmermann et al., 2004) is boxed in grey, the aminoacidic signature [A/S/G]NDV typical of dicot R2R3
MYBs promoting anthocyanin (Lin-Wang et al., 2010; Heppel et al., 2013) is boxed in light purple and the
KPRPR[ST]F motif, conserved in Arabidopsis MYBs involved in anthocyanin synthesis (Stracke et al., 2001),
is boxed in green. Symbols are as follows: “*” indicates perfect alignment; “:” indicates a site belonging to
group exhibiting strong similarity; and “.” indicates a site belonging to a group exhibiting weak similarity.
Amino acids highlighted in yellow are common to Affand S. chilense proteins and not present in WT protein.
Amino acids highlighted in light blue are present only in Aft.



TN VPl R~ 7\ A A T CAB TAT TTCGCCCAT[@AAANIGCAACTGAACTTGTAT TI®GAAA Ti 54
promSIAN2like’" (&:V::Ni C TGAAAAACATCTAATEY:XoU el 70
promScANZ2like VYN CTGAAAAACATC TAATLY oS 70
consensus gaaat aactct
promSIAN2like" TTTTTCAEAAAACTTTTTTTCCATTCARATTATATTTAATG 124
NPl Al T C T TT TTCTTTTTTATTTTTATCTTCTT® TTTTTCA8AAAACT TTTTTTCCATTCARATTATATTTAATG 140
TN VPR T C T TTTTCTTTTTTATTTTTATCTTCT OAAAACTTTTTTTCCATTCAAATTATATTTAATG 140
consensus tctttttcttttttatttttatcttcett tttttca aaaactttttttccattcaaattatatttaatg
Myb binding site

oo NV Pl /Rl T T T AA AT AT GCTTCAGCATAAGAARAAGTATAT TCAAACAETTAAACATAAT TTGT TARAAT TATAATCA 194
oL NV Al T T T A A AT AT GCTTCAGCATAAGAAAAAGTATATTCAAACASTTAAACATAAT TTGT TARAAT TATAATCA 210
NN R T T T AR ATATGCTTCAGCATAAGAARAAGTATATTCAAACASTTAAACATAATTTGT TARAAT TATAATCA 210
consensus tttaaatatgcttcagcataagaaaaagtatattcaaaca ttaaacataatttgttaaaattataatca
promSIANZ2like"" EYYVIAAAATTAAAATAACATATAATAGCCC 263
promSIAN2like™" MBI AAAATTAAAATAACATATAATAGCCC 280
promScAN2like \ MMM AAAATTAAAATAACATATAATAGCCC) 279
consensus tcgccac ctccgtcttcaacttcaatttttt EtEE aaaattaaaataacatataatagccc

[ NV i~ T7\ TC TATGATCTAMNSTTTATGACATTATATTATTAATTAT TTTGCAAAATCAGAGGAACCATTATGAAA] 333
(TN VP O . T2\ TC TATGATCTAAN TTTATGACATTATATTATTAATTAT TTTGCARAATCAGAGGAACCATTATGARA 349
NNVl R N TATCTATGATCTANNTTTATGACAT TATATTATTAATTAT TTTGCARAAAT CAGAGGAACCATTATGARA 348
consensus atatctatgatctaa tttatgacattatattattaattattttgcaaaatcagaggaaccattatgaaa

GATA
TNV ICU 7\ T TACGGCACAT TTGGTTGATTACAATCCATCCACGTCCCTTCTATACTTTACTAT 403
[T N2\l 7\ T'TA CGGCACAT TTGGTTGAT TACAATCCATCCACGTCCCTTCTATACTTTACTAT 419
(oLl NI\l R 7\ T TA CGGCACATTTGGTTGATTACAATCCATCCACGTCCCTTCTATACTTTACTAT 418
consensus cattacggcacatttggttgattacaatccatccacgtceccttctatactttactatt ttcttaat tc
bHLH binding site
[ TN PN T A T AT AGATCGATAGATTTTCASTCATTTTGTATAACAAATTTGT GGAAAGAQSAAAAGARARARAAA 473
(o NV A 77\ T\ TAGATCGATAGATTTTCAMTCATTTTGTATAACAAATTTGTGGAAAGAQSAARAGARARARAAR 489
[l NNVl R T A TATAGATCGATAGATTTTCASTCATTTTGTATAACAAAT TTGTGGARAGAJAAAAAGARARARARR 488
consensus tatatagatcgatagattttca tcattttgtataacaaatttgtggaaagag aaaagaaaaaaaaa c
GATA Myb/SANT HD-ZIP

NIVl X 7, C C\CCAAAGTACARAAGGGTTTCTAAARGGTCTTTTTTCTATATAGTTGTGTTTTTAGTATTATTTCGT 543
NIVl S 7. C CACCAAAGTACARAAGGGTTTCTAAAGGTCTTTTTTCTATATAGTTGTGTTTTTAGTATTATTTCGT 559
TNVl R 7, CCACCAAAGTACARAAGGGTTTCTAAARGGTCTTTTTTCTATATAGTTGTGTTTTTAGTATTATTTCGT 558
consensus accaccaaagtacaaaagggtttctaaa ggtcttttttctatatagttgtgtttttagtattatttcgt

(o NV R T A T CATCCCCTTGT TTIAACTTTACTTTCT TICCTCT TTTTAT TRy TTARY:Y:Nil T/0) Al TT A 613
[ TNV A T A T CATCCCCTTGTTTIAACTTTACTTTC CTCTTTTTATTCHNNe T TAEehvNE THYd ANETT Al 629
(ol gelg N\l / R T A T CATCCCCTTGT TTRAACTTTACTTTCT THCCTCTTTTTAT TCh¥Ne T TAEEYA TiNe) ATTRGWAR 627
consensus tatcatcceccttgttt aactttactttctt cctctttttattc tta t +ttea tta

Myb binding site

promSIANZIike"” WERAMNSATA. . .. ove e @ A TGN CATTATAARATTTTGAAGTGT TTTGAATT, 664
promSIANZ2Iike™  BNATTHR®AC. .. ................... A U CATTATAAAAT TTTGAAGTGTTTTGAATT 674
promScAN2like  JWATTW®ACTTCACATTATTARARTCATAG AN TIEWYACATTATAAAAT TTTGAAGTGTTTTGAATT 697
consensus ta tca tta t gattataaaattttgaagtgttttgaatt

(oLl NP TN T 7 G GGG TAGAGTTATTAGCATGTATACATGTTIGATTGAAT TCAATASATT TTAMTAAAATAATITATGT, 734
TN VPl Al 77, G CGCTAGAGTTATTAGCATGTATACATGT 744
promScANZlike GGGGTAGAGTTATTAGCATGTATACATGTT@GATTGAATTCAATABATTTTASTAAAATAAT{ETATGT AN
consensus taggggtagagttattagcatgtatacatgtt gattgaattcaata atttta taaaataat tatgt
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LI R 7\ TG TTAATAAATTTATTARTATAT AAAATAT TATAT TATTTT TACT TAAAATCITTATTGTAGGCCTTA) 837
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I VPl [ A 7. 7. C TCAATAGTTGCTTT 871
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WRKY

Supplemental Figure 4. Alignment of 900 bp of ANZ2like promoter sequences of WT, Aftand S. chilense
plants. WT and Aft sequences are from the present work. The sequence of the S. chilense promoter is from
Stam et al. (2019). Major transcription factors binding sites are shown in red.
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ATTTTATGTATTTTAAATTT TATGATAATAATTAAGTTTTAAATTTATGTAGATTTTAAGTAAAATTTGTTAA
TGCAAAAATACTATTTAGGCAAAATCTGTTAGATTATACTAAATTTCCTTTT TAAGAAAAGAGAAACTTACCT
TTTGTTGTGATAGTGGCGTCCCAACCTATAACTCTAGCATGAATAGCATTTCATGCCTCCTTTTTTATTACTG
AGTCGTAAATTAATTTTGGTAGGAGTTTACAAGTTAATATATATATATATTTGATTAATTTTTTTAGTTTATA
TACAATATCTATGAAAAAAT TACTAGGTTCGTTCAACCCACAAATCCCCACTTACTATTATTTCACGTGATTA
TATGquGTCTAAATAGATGTCGAAAGAGTT GTAGACTGAG GTGGTTGAATTATCTAAGGCCACATATCAAGN
IGAGGTGACTTTGCTATGGATGAAATAGATCT CATTTTGAGACTTCACAAGCT TCTAGGCAATAdeAAGTCAG
AAATTTAGTTAAAAGAAATTCAAAAATTATTGTACATATATATTCACGAAAAGAAACTTTTGACATACARATT
TGTGTACATACTAGTCTTCCGTATATATTATAGTAAGTTGTCTTTGATGCCATATTTTTATTTTCTTTTGGTT

AGATGGTCACTTATTGCTGGGAGACTTCCGGGAAGAACAGCAAACGATGTGAAAAACTATTGGAACACACAC
(CTACACAAGAAGTTATTAATAACTCCTCAGATACAAGAGAATAAGTACAATAAAACCCTCAAGATTATCACTG
IAAAGCACTATACTACGACCACGACCAAGACCTCGACCTCGAACATTCTCAAGTGAAAATAATATTTCTTGGTG
(CACTAACAATAGTATGATCACAAACACATTAGACAAAGATGACGAACAACGCAACAAAGAAATCGCAGTAAAT)
ATTTGTGAGAAGCCAACAAGAGAAACACCGTCATCGTCTATAGACGATGATGGAGTTAAATGGTGGACAAATT
TACTGGAAAATTGGAAAGAATTTGAGGAAGAAGCAACAGCAGTATTGAACTT TGAGGAAGAAAATAAGTTGTT
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TTGGTT T[AGF\TGGTCACTTATTGCTGGGAGACTTCCTGGAAGAACAGCAAACGATGTGAAAAACTATTGGAAC
IACACACCTACACAAGAAGTTATTAATAACTCCTCCTCAGATACAAGAGAATAAGTACAATAATACCCTCAAGA
'TTATCACTGAAAGCACTATACTACGACCACGACCAAGACCAGGACCTCAACCTCGAACCTTCTCAAGTGAARA
TAATATTTCTTGGTGCACTAACAATAGTATGATCACAAACACATTAGACAAAGATGACGAACAACACAACAAA
.GAAATCGCAGTAAATATTTGTGAGAAGCCAACAAAAAAAACACCGTCATCGTCTATAGACGATGATGGAGTTC
AATGGTGGACAAATTTACTGGAAAATTGGAAAGAATTTGAGGAAGAAGCAACAGCAGTATTGAACTTTGAGGA,
IAGAAAATAAGTTGTTGCCAAATTTGTTGTATGAGGAACATAATTCAACAACCATGCAACATGGAGAAAATGAT
GACTTTTCAGTTGATATTGACCTATGGAATCTATTTAATTAG |
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ATGCAAAAATAATATTTAGGCAAAATCTATTAGATTATACTAAATTTCCTTTTTAAGAAAAGAGAAACTTAAC
CTTTTGTTGTGATAGTGGCGTCCCAACCTATAACTCTAGCATGAATAGCATTTCATGCCTCCTTTTTTATTAC
CGAGTCATAAATCAATTTCGTTAGGAGTTTACAAATTAATATACACATATATTTAGTTAAATTTTTTTAGTTC
TATATAACATCTACCAAA TTACTGGATTCGTTCAATCCACAAATCCCCACTTACTATTATTTCATGTG
AATATATGC]AGbTCTAAATAGATGTCGAAAGAGTTGTAGACTGAGGTGGTTGAATTATCTAAGGCCACATATC
AAGAGA( ACTTTGCTCTGGATGAAATAGATCTCATTTTGAGACTTCACAAGCTTCTAGGCAATAGGCAAA
T AAATTTCGTTAAAAAATATTT. AATTATTGTACATATATATATTCACGAAAAGTAATTTTTGACATA
TAAATTTACGTACATACTAGTCTCTCGAATATATTATAGTAAGTTATCTTTGATGCCATATTTTTATATTTTT

TTGGTTT@%TGGTCACTTATTGCTGGGAGACTTCCTGGAAGAACAGCAAACGATMCTATTGGAAC

ACACACCTACACAAGAAGTTATTAATAACTCCTCCTCAGATACAAGAGAATAAGTACAATAATACCCTCAAGA)
TTATCACTGAAAGCACTATACTACGACCACGACCAAGACCAGGACCTCAACCTCGAACCTTCTCAAGTGAAAA
TAATATTTCTTGGTGCACTAACAATAGTATGATCACAAACACATTAGACAAAGATGACGAACAACACAACAAA
GARATCGCAGTAAATATTTGTGAGAAGCCAACAAAAAAAACACCGTCATCGTCTATAGACGATGATGGAGTTC

\AGAAAATAAGTTGTTGCCAAATTTGTTGTATGAGGAACATAATTCAACAACCATGCAACATGGAGAAAATGAT
GACTTTTCAGTTGATATTGACCTATGGAATCTATTTAATTAG|

[ATGAATATTGCCAAGACATTGGGAGTGAGAAAAGGTTCATGGACTGAAGATGAAGATATTCTTTTGAGGARAT|
[cTATTGACAAGTATCCAGAACRRIAAGTGGCATCTTGTTCCT TTTAGAGCTGGTAAAGCGAAATTAAGATTTTA
GTTTTATAAATTTTAAATTTTATGATAATAAATAAGTTCTAAATTTATGTAGATATTAAGTAATAATTTGTTA
ATGCAAAAATAATATTTAGGCAAAATCTATTAGATTATACTAAATTTCCTTTTTAAGAAAAGAGAAACTTAAC
CTTTTGTTGTGATAGTGGCGTCCCAACCTATAACTCTAGCATGAATAGCATTTCATGCCTCCTTTTTTATTAC
CGAGTCATARATCAATTTCGTTAGGAGTTTACAAATTAATATACACATATATTTAGTTAAATTTTTTTAGTTC
ATATATAACATCTACCAAAAAAATTACTGGATTCGTTCAATCCACAAATCCCCACTTACTATTATTTCATGTG
AATATATGCAGGTCTAAATAGATGTCGARAGAGTTGTAGACTGAGGTGGTTGAATTATC TAAGGCCACATATC)
AAGAGAGGTQRE TTTGCTCTGGATGARATAGATCTCATTTTGAGACTTCACAAGCTTCTAGGCAATAGGCAAA
TCAAAAATTTCGTTAAAAAATATTTAAAAATTATTGTACATATATATATTCACGAAAAGTAATTTTTGACATA
TAAATTTACGTACATACTAGTCTCTCGAATATATTATAGTAAGTTATCTTTGATGCCATATTTTTATATTTTT
TTGGTTTAGATGGTCACTTATTGCTGEGAGACTTCCTGGAAGAACAGCAAACGAT G ARACTATTGGAAC!
[ACACACCTACACAAGAAGTTATTAATAACTCCTCCTCAGATACAAGAGAATAAGTACAATAATACCCTCAAGA)
TTATCACTGAAAGCACTATACTACGACCACGACCAAGACCAGGACCTCAACCTCGAACCTTCTCAAGTGARAA
TAATATTTCTTGGTGCACTAACAATAGTATGATCACAAACACATTAGACAAAGATGACGAACAACACAACARA
GAAATCGCAGTAAATATTTGTGAGAAGCCAACAAAAAAAACACCGTCATCGTCTATAGACGATGATGGAGTTC
AATGGTGGACAAATTTACTGGAAAATTGGAAAGAATTTGAGGAAGAAGCAACAGCAGTATTGAACTTTGAGGA)

IACCAAATTTGTTGTGTGAGGAACATAATTCAACAACCATGCAACATGGAGAAAATGATGACTTTTCAGTTGAT

BTTGACCTATGGAATCTATTTAATTAa

AGAAAATAAGTTGTTGCCAAATTTGTTGTATGAGGAACATAATTCAACAACCATGCAACATGGAGAARATGAT
GACTTTTCAGTTGATATTGACCTATGGAATCTATTTAATTAG|

Supplemental Figure 5. Alternative splicing of WT SIANZlike gene.

(A) ClustalW alignment of the cds of SIANZlike™" with the sequence of the cds of Solyc109086290.1.1 (SOL
Genomics Network). (B) Genomic sequence of SIANZIike™"
represented in yellow, at the boundaries between exons (in green) and mtrons (C) Genomic sequence of

Solyc109086290.1 (SOL Genomics Network), corresponding to SIANZlike"”,

, showing the canonical splicing sites,

, showing the canonical splicing

sites, represented in yellow, at the boundaries between exons (in green) and introns. (D E) Genomic

sequence of Solyc109086290.1 (SOL Genomics Network), corresponding to SIANZlike"”.

, showing the

canonical(represented in yellow), and the alternative (represented in orange) splicing S|tes at the boundaries
between exons (in green) and introns. In (D) and (E) the intro-exon structures of the WT pre-mRNAs of
SIANZIike inferred from the sequences of the two transcripts cloned in WT fruit peel are shown. The
premature stop codons are highlighted in red. Sequence D corresponds to the pre-mRNA of transcript 1.

Sequence E corresponds to the pre-mRNA of transcript 2.
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Supplemental Figure 6. SIAN2like in Heinz fruits is spliced and expressed similarly to Ailsa Craig
fruits.



(A) Clustal alignment of the Solyc109086290.1.1 cds (SolGenomics), the transcript sequence cloned from
the Heinz 1706 fruit peel, and the two transcript sequences cloned from the Ailsa Craig fruit peel and. (B)
gPCR analysis of the genes SIAN2 and SIANZlike carried out in the peel of Ailsa Craig (AC), Heinz 1706 and
Aft fruits at the mature green stage. Data are means of six biological replicates + SE. One-way ANOVA with
Tukey's HSD post-hoc test was performed. Different letters indicate significant differences at P<0.05.
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Supplemental Figure 7. Nucleotide and amino acid polymorVBhisms in different versions of SIAN2like.
(A) ClustalW alignment of the genomic sequences of SIANZ2like T with exon boundaries produced by the
“canonical” splicing, and SIAN2Iike™. Exons are boxed in green. The symbol “*“indicates a perfect alignment.
Single nucleotide and other polymorphisms between WT and Aft sequences are highlighted in yellow. (B)
ClustalW alignment of the protein sequence SIAN2like"" from SOL Genomics Network database
(Solyc10g086290.1.1) and the two shorter polypeptides SIAN2like_ WT_1 and SIAN2like_WT_2 produced
from the two transcripts cloned in WT fruit peel. R2 and R3 MYB domains are underlined. In the
Solyc10g086290.1.1 sequence, the [DE]Lx2[RK]x3Lx6Lx3R motif containing the bHLH-binding site
(Zimmermann et al., 2004) is boxed in grey, the aminoacidic signature [A/S/G]NDV typical of dicot R2R3
MYBs promoting anthocyanin (Lin-Wang et al., 2010; Heppel et al., 2013) is boxed in light purple and the
KPRPR[ST]F motif, conserved in Arabidopsis MYBs involved in anthocyanin synthesis (Stracke et al., 2001),
is boxed in green. Symbols are as follows: “*” indicates perfect alignment; “:” indicates a site belonging to
group exhibiting strong similarity; and “.” indicates a site belonging to a group exhibiting weak similarity.
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Supplemental Figure 8. AN2like in different tomato species.

Alignment of ANZlike gene sequences of S. lycopersicum (SIAN2like™"), Aft (SIAN2like™), S. pimpinellifolium
(SpiAN2like), S. pennellii (SpeAN2like), S. chilense (ScAN2like) and S. lycopersicoides (SlyAN2like). Green
lines underline exons.



Solyc10g086250 expression profile

D genotype sample normlized expression (RPKM)
50584 | Heinz Heinz unopened flower buds 152
S0585 |Heinz Heinz fully opened flowers 159
S0586 | Heinz Heinz 1 cm fruits 0
S0587 |Heinz Heinz 2 cm fruits 0
$0588 |Heinz Heinz 3 cm fruits 0
S0589 | Heinz Heinz mature green fruits 0.15
S0590 |Heinz Heinz breaker fruits 0
80591 |Heinz Heinz breaker+10 fruits 0
S0592 | Heinz Heinz roots 043
80593 | Heinz Heinz leaves 9.92
S0594 pimpinellifolium immature green fruits 0.56
S0595 pimpinellifolium breaker fruits 0.06
S0596 pimpinellifolium breaker+5 fruits 0
$0597 pimpinellifolium leaves 4.08

Solyc10g086260 expression profile

D genotype sample normlized expression (RPKM)
50584 |Heinz Heinz unopened flower buds 0
S0585 |Heinz Heinz fully opened flowers 0
80586 |Heinz Heinz 1 cm fruits 0
$0587 |Heinz Heinz 2 cm fruits 0
$0588 | Heinz Heinz 3 cm fruits 0
$0589 | Heinz Heinz mature green fruits 0
0590 |Heinz Heinz breaker fruits 0
S0591 | Heinz Heinz breaker+10 fruits 0
80592 | Heinz Heinzroots 0
80593 | Heinz Heinz leaves 024
S0594 pimpinellifolium immature green fruits 0
80595 pimpinellifolium breaker fruits 0
S0596 pimpinellifolium breaker+5 fruits 0
S0597 pimpinellifolium leaves 044

Solyc10g086270 expression profile

D genotype sample normlized expression (RPKM)
$0584 |Heinz Heinz unopened flower buds 045
80585 | Heinz Heinz fully opened flowers 0.13
S0586 |Heinz Heinz 1 cm fruits 0
$S0587 |Heinz Heinz 2 cm fruits 0
$0588 | Heinz Heinz 3 cm fruits 0
50589 | Heinz Heinz mature green fruits 0
$0590 |Heinz Heinz breaker fruits 0
$0591 |Heinz Heinz breaker+10 fruits 0
$0592 | Heinz Heinz roots 0
S0593 | Heinz Heinz leaves 6.06
S0594 pimpinellifolium immature green fruits 0
S0595 pimpinellifolium breaker fruits 0
50596 pimpinellifolium breaker+5 fruits 0
S0597 pimpinellifolium leaves 575

Solyc10g086290 expression profile

D genotype sample normiized expression (RPKM)
$0584 | Heinz Heinz unopened flower buds 0
50585 |Heinz Heinz fully opened flowers 0
50586 | Heinz Heinz 1 cm fruits 12
S0587 | Heinz Heinz 2 cm fruits 13
50588 | Heinz Heinz 3 cm fruits 0
S0589 |Heinz Heinz mature green fruits 0.15
$0590 | Heinz Heinz breaker fruits 0
80591 | Heinz Heinz breaker+10 fruits 0
50592 | Heinz Heinz roots 0
S0593 | Heinz Heinz leaves 0
50594 pimpinellifolium immature green fruits 294
50595 pimpinellifolium breaker fruits 0.68
50596 pimpinellifolium breaker+5 fruits 0
S0597 pimpinellifolium leaves 0




Supplemental Figure 9. Expression of R2R3 MYB genes in S. lycopersicum var. Heinz and in the wild
relative S. pimpinellifolium.

Data are from a transcriptome analysis of various tissues in tomato cultivar Heinz and S. pimpinellifolium
(Tomato Functional Genomics Database, http://ted.bti.cornell.edu/cgi-
bin/TFGD/digital/experiment.cgi?ID=D004; Tomato Genome Consortium, 2012). Data of Solyc10g086250
(SIAN2), Solyc109086260 (SIANTT), Solyc10g086270 (SIANT1like) and Solyc10g086290 (SIANZIike) are
shown.



