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Supplementary Tablel Primers designed for vector construction, qRT-PCR and sequencing
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Gene name Primer sequence (5'-3") Purpose
RhANS F:GGAACTTGCCCTCGGCGTGG R:ATCACGATGGAGTTGGGCACGC
RhANR F:AACCACAAGACCACCAAGAACTG R:ACTCGGTCAACGGGTCATCC
RhCHS F:CTACTTTCGTATCACCAACAGCG

R:TTCAGTCAAATACATATAACGCTTC

RhCHSa F:CGAGATATCACAATGGTGACCGT R:GGTGCAATTGCTGATCCACG

RhCHSc F:CCCAATATCGAAATGGTGACTGTCG ~ R:TGGAATTTCTTCTTGAGCTCAACCT

RhC4H F:ATGTTCGACAGGAGATTTGAAAGCG R:ATTATACTCGAAGCTCTGCGCCAAC

RhDFR F:CACCGTGCGAGACCCTGCTAA R:TCAAAATCCATAGGAGTGGCGACA 7JtE = PCR (H
RhF3’H F:GCCCTTCTCGTCCTCCCAA R:GCACCACCCACGGCTGATTG %)

RhLAR F:AAGGTGAGGCGTGCGATTGAGAA R: CGGAACAACCTCTGAAGGATGCT ~ qRT-PCR (R.hybrida)
Rh3GTS F: GAAGTAGGGAAGGTGATGAGAAGC ~ R: TCAAATTGGCGCAGCTAGATC

RhPAL F:AAGATTTTGCGAGAAGGATTTGC

R:GCATTCTTCTCATTCTCACCATTTGT
RhUFGT F:GAGCCACAAAGTTGCTAGTTCTAG R: CTTTTTGCCGGAACTCGAGAAG
RhF3H F:AGGTTGTCCATAGCCACATTCCA R:
AGGTCCTTGCTCATCTTCTTCTTGT
RhCHI F:ATGCCATCTCTCCAAGAATCAAAT
R:AGAACACATCAAAAAGTGCCGAA
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RhGTI F: AATCCCCAACATCCTCCAAGTCCT R:TTAGTAGAGCGGTCAAACAACAGC
RhFLS F: TGGAGGGATACGGAACATTTTTA R: CACCACCTTGTGTAGATTCTTTGC
RhMYB22 F.-TTATGTGGTATTTAGGGTTTAGGAT
R:TCTCTGGTTCTAAGGTCAAACTATT

RcGAPDH F:TGAAGGGTGGTGCCAAGAA R:AAGGGGAGCAAGACAGTTGG
NtC4H F:CCAGCGTAATTTAGTTGTTGTG R:CCATATCTTGACCTTTTCCAGT
NtEF-1a F:TGGTTGTGACTTTTGGTCCCA R:ACAAACCCACGCTTGAGATCC
Nt4CL F:TCATTGACGAGGATGACGAG R:TGGGATGGTTGAGAAGAAGG
NtCHS F:AAGCAAGAGAAACTAAAGGCTACAAG R:AAATCCAAAAAGCACACCCCAT
F:CGGGTGCCTCCATTCTTTTTATC
NtCHI
R:CCTGACACTCTTTCGGCGATACTAC
NtF3H F:CCAGACAAACCAGATGGATGGATAG  R:CAAGGGTAAGGTCGGGCTGTG P & PCR (@
F:TGGCTATTTCATTCCAAAAGGCTCA )
NtF3'H
R:CTTCAAAGTCATTTCCTCGCACATC gqRT-PCR
NtFLS F:CTTGAAGGGAAAAGGGGTTGG R:CGCAACTTCTCGCAGCCTCT (N.tabacum ‘NC89
NtDFR F:GCAGTTGCTTCCCTTTTCTACC R:TTCCCCATTGGTTGACTTTCC )
NtLAR F:TCAATGGTGCGAAAGGACTC R:TGCTGCAGAGAATATCAACC
NtANR F:CATTTGACTTTCCCAAACGC R:ATTGGGCTTTTGAGTTGTGC
F:GTGCCTGGGTTACAACTTTTCTATG
NIANS
R:CATTGCTTAGGATTTCAAGGGTGTC
F:ATGTTGAAGGGCTAAAAGAAAGAGC
NtUFGT
R:CAAGTCCCAGCTGATACATATTCCC
R &
pMDI18-RhMYB22 F:TTCATTTGGAGAGAACACGGGGGAC  R:GAAGAAGTCGTCCTCTAAAC
Gene cloning
V4T R A A 2
pBWA(V)HS-
F:AACACGGGGGACTTTGCAACATGGAGGGTTTCGGCGTGAGAAAAG Construction of
RhMYB22-
R:CCTGAAGCGGCCGCTGTACATGCGTAGAAGTTGTTGACTAGATCATGGC subcellular
GLosgfp

localization vector

& %48 R.hybrida Canary' il 52 UL R. hybrida Baby Romantica®

S1: RIFAEHII. S2: CHIFALHEIM. S3: RIFEE
S1: Unopened bud stage. S2: Initial flowering stage. S3: Fully-opened bud stage
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Supplementary Fig. 1. Phenotypes of flowers of R. hybrida ‘Canary’ and R. hybrida ‘Baby Romantica’



REMYB22
REMYBI-1 :
FaMYBIO :
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The red and blue lines indicate the R2 and R3 domains, the black box indicate the motifs that interact with bHLH, the ANDV motifs and
motif 6
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Supplementary Fig. 2 Sequence alignment of RhMYB22 with known R2R3MYBs involved in anthocyanin

biosynthesis



