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Table S1.
RT-PCR

Sequences of the oligonucleotide primers used for quantitative real time

In the first column GenBank Accession N° of each sequence is also specified

MRNA Forward primer Reverse primer
preLegrpla 5’-ATCGGTTTTGAAGTTTCTGTTTTA-3’ 5’-GCCATCAAGTTCCTGACCAT-3’
(AK246918)

mLegrpla 5’-AAGTAGTCGACTCGAAGATCATT-3> | 5-TTGTCTTCCACCACCGAAACCA-3’
(JQ613215)

asLegrpla 5’-TTATACCATTCCTTGAAACGATCA-3’ | 5-TTGTCTTCCACCACCGAAACCA-3’
(AK323933)

preLegrplb 5’-ATGTTTCTCCCCCTCATGC-3’ 5’-CCCTTCAATAGCATCCCTCA-3’
(AK320592)

mLegrplb 5’-GTGGTCGAATCCAAGATCATC-3’ 5’-GTAACCACCCCCGCCTCTT-3’
(AK224744)

asLegrplb 5’-ATTCCAATTCCCCGAAACGATCATC-3’ 5’-GTAACCACCCCCGCCTCTT-3’
(JQ613216)

preLegrplc S TTTTGTGTTTATTCACCATC-3’ 5’-TGATGTTACGACCATCAAGG-3’
(AK324061)

mLegrplc 5’-AATGTGGTCGACTCCAAGATT-3’ 5’-CAAAACCGCCGCCGCCGCCG-3
(AK323723)

asLegrplc 5’-ATTCCATTCCTTTATACGATT-3’ 5’-CAAAACCGCCGCCGCCGCCG-3
(JQ613217)

LeEFla 5’-GCTGGTATCTCCAAAGATGGTC-3’ 5’-CATGTTGTCTCCTTCAAAACCA-3’
(X14449)




Fig. S1. Alignment of (A) pre-mRNA, (B) mature mRNA and (C) protein sequences of
Legrpla, Legrplb and Legrplc. Start and stop codons are highlighted in yellow. Intron

regions are highlighted in gray. First part of introns that are retained in the alternative
splicing is underlined. RNP1 and RNP2 are highlighted in red.
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ACTTAGCGATGCTTTCTCTACCTACGGCGAAGTAGTCGACTCGAAGGTCCGTTTGTTGCA
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**x *k Kdkhkkhkik Kkk *khkkk * Kk **x

AAGC----AGAAATCAGATCCGAGCCCATTTTTTGGTTTCGTTGATGACCTTCTGTTACT
GGGC----AGAGATCGGATCCGAGCC————— TTTGGCTTCG---ATGACCCTCTGTTACT
CAGCTAGCAGAGATCGGATCG——————————— TTGATCTCTTTAAT--CTCTCTGTTACT

**x *k*k Kkhkk Khkkk *k*k ** **x * Rk o

GA-TTACTATCT----CTAT-CTCTGGTTTACTTGATTCAT-CTGTTACT----GTTACT
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GGTAGATCGAGAGGATTTGGTTTTGTTACCTTTACTGATGAGAAATCCATGAGGAATGCA

**x **k Fkkhkkhkkkik X K k%
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LeGRP1b CCGTGATGTTACCCTGTGGATCC-TTGTTTACAAAGTTCTCATGAATGGAAGTGAATGGA 757

LeGRP1c CCGTGAGGGATTTGTGCAAATTT-CAATCTA--AAGTTTT————————- AAATGATCAAC 670

LeGRP1a GT-TGATAAGATACTGTGAATCTGTATTTTGCGAAGTTCC-ATGGAATCAAGTAAA-AGC 692
*k*k ** ** * * *hkkkk ** * *

LeGRP1b GATTTATTAAAAAAAAAAAAAAAAAAAA 785

LeGRP1c CCCTTTTCTAAAAAAAAAA-———————— 689

LeGRP1a ATGTTTGCGAAAAAAAAAAAAA-————— 714
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* - =kk **k -k -k%x *x*k *hkhkhk-Kkkkikk K
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Fig. S2. Images of BX04 cells expressing GRP1a-c, CspA or pBS grown at 18°C. E. coli
BX04 containing pBS-GRP1la-c, pBS-CSPA (positive control) or pBS (negative control)
were grown in LB medium at 18°C for 3 days or at 37°C overnight and observed under a

light microscope.
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Fig. S3. Representatives SDS-PAGEs showing protein bands and loading control. (A)
Thirty micrograms of IG (lane 1), MG (lane 2) and RR (lane 1) protein extracts at zt0 were
loaded in each lane of the 12% SDS-PAGE. (B) Thirty micrograms of IG protein extracts at
zt 0, 4, 8, 12, 16 and 20 (lanes 1 to 6, respectively) were loaded in each lane of the 12%
SDS-PAGE. Bands of molecular weight marker (line 7) are shown. (C) Thirty micrograms
of MG protein extracts at zt 0, 4, 8, 12, 16 and 20 (lanes 1 to 6, respectively) were loaded in
each lane of the 12% SDS-PAGE.
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Fig. S4. Confocal microscopies showing DAPI and GFP fluorescences in cells of
mesocarp tissues infiltrated with p35S::GFP or with empty vector (p35S). Analysis was
conducted 7 days after infiltration. DAPI fluorescence indicates the position of nuclei; GFP
fluorescence indicates the localization of GFP. Images were merged to show signal overlap.
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Fig. S5. Tomato plants with immature green (IG), mature green (MG) or red ripe (RR)
fruits grown under a 16-h light/8-h dark photoperiod were transferred to continuous light
for a 24 h period and Legrpla-c premature (pre-), mature (m)- and alternative spliced (as)-
mRNA were analysed in these fruits. It is shown in this figure, the peak of each Legrp form
at IG (A, zt20 in relation to zt16), at MG (B, zt12 in relation to zt0) and at RR (zt8 in
relation to zt0). The means of the results obtained, using 3 independent mRNAs as
template, are shown. Y axis refers to the fold difference in a particular transcript level
relative to the Ct values corresponding to LeEF1a. Standard deviations are shown. For each
form, points with the same letters are not significantly different (P < 0.05).
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Fig. S6. Spearman rank order correlation analysis of the different forms of Legrpla-c
transcripts levels in tomato fruit at IG (A), MG (B) and RR (C) stages. Cell content shows
the correlation coefficient with P < 0.05 for each pair of transcripts analysed. Positive and
negative correlation coefficients are shown in red and blue scales, respectively. For positive
correlation coefficients both transcripts tend to increase. For negative correlation
coefficients one transcript tends to decrease while the other to increase. Pairs with P > 0.05
are shown in white cells and there is no significant relationship between the two variables.
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Fig. S7. Analysis of (A) LeGRP1a, (B) LeGRP1b and (C) GRP1c promoter sequences.
Predicted cis-elements are highlighted in gray. (-) Symbol indicates cis-elements in the
minus strand. The ATG start codon is shown in bold and underlined letters.

(A)

AGAGGCAGCAATTTTGCTCTGGTGGGTAAGTCGCTGTTGGTGCAACAATTTTACCATTTTGGTTA
ATATAAAATTTTATATACTGTTTTAAAATTTTTTGTTAATATTTTTTGGGCAACTTTCACATATAG
CAAACAAAAAATTCATATTTGTATGCTATAACAAACTTTGCATAATTGCGCTCCATAGCAAACAT
AAAACTGTATAATTTGCTATACATATATAATTGTATAATTTGCTGACCTAAATTGTATAATTCGC
TGGCATAAATTGTATAATTCGCTGACCTATTTCGCTGCAATTGTATAATTTGTTTTGCATACAGTT
GACTCGAATTAAAATGTATGTATATTGCATAATTATAAGTGTATAACAAGAAGATATATATTTTT
CTCGCTTTATACAAAAACAGAAACACAATATATACACTTCTGTTGTATAAAGCTAGAGAAAATT
STKSTI(-) STKSTI1(+)
GTATTTCACTGCAATTGTATAATTCGTTGGCCTTTTTCTCCGCAATATTTGAAGTAAAATATTTGT
AAATTGTATAATTAAGTGTATAAAGCGAGAGAGGCGAGTGAGAATGGAGAGTGACGAGCGAGA
TTTTTGGGAGAGAGACGcTincs,I}x((J}r)TTTTAGCTAATGTTTTTATGAAGCACAATTAAATCAAACC

CIACADIANLELHC
CTAACTATTTCATTTAATTTATATTATTAGTTTTCTATTATATATACAATTTTCCCTATTTTGTATC

CTTTAGGCTTTTGGACTTTTATTTTAAAGCTTATTCAAGTTTTTATTATTATTAAAATCTCGATCA
STKSTI(-) STKSTI1(+)
AATTTTTTTGAGTCAAAGAAAAGTGATGAGTTAGGGATGATTTGGACATTTTCTTTGGCAAAATA

EVENINGAT
TCTTACACCCTAAGCCCAATTACTTAAAAGCCCATGGACACCTAGCTTCTGCCGCCTATAAAATA

GCCCORE
TGGGCTTTTCTGTTTAATTTTCATCGCATCTCTCATTTCAGATATTTICATTAGGGTTTCTCTTTTC
EVENINGAT (-)

TGGTTTCTCAGTTCAGTTTAATG

(B)
TCCCCATACAATATTCTAAAAAATTTCTCAACTAGTCCCTTTCAATTACACTATATAAACTTATG
GTATGACGCAGATGTAAATCTTATAACTTAATTACATCATACGAAATATGTAAAATTGTAACAA
AAATAATAAGACATGTTTATACTTTAATTACATGATATTAAATTTGTACAGGTGAGATGGAGTGG
GTGGTCAGAAGTCCTCTCTCGigis"l:rl}g")rATTTGAACTATTCATCTTTTTTCTTTTCCTTCACCCATA
GTATGTGTTTTACAACGGATTTTAAAGCGAGAGAAGTAAATGTAATCACAAATTATGAAGAAAC
ATAACTTTGTTAATTAAGATCE}Elé%régg}AAATTTTGTTCATTTATTAATTATTTTCTCAATTTTTC

CATGATTTAAGGGCTGTTAATTGTATATTTCTATGATGATTTAAATTTGACATCTATATTAATATT



CCTCTTTTGGAATATATTGAGATGCCTTTTAAATGAATTTAGTATCATTTATATAGACGTCAACTA
GAGTTTAAGATTGAGTAATCTTTAAAAATTCTAATTGAAACTGAATACACATTATAGAGTCTCAA
TTCGAATTGAACATGTATT?lIFI'\SgIIX(gTCTCACAAAATTGCAATCGAAACTAGACCCACTTTCTAGA
ATTTCAATTTAAATTGAACATATCTTATAAAGTCCTAAAAAATTTCAATCTCTTACCGTGGAGAC
TCAAATTTAATTTAGAACCTCAACTAi?%igfllgﬁfTCTAATGGGCATGTTTATGTAATTTCAAACAC
TTCAGGGCCTTCTTCAGTAACATTATGTTGTATAATAGAGTATTGGCAAGTTGAGAAACACGACA
AACACTAAACGGACAAATTTTTTAACTGCACTCTTAACCCGGGTTGCATAGGAGTTAGGAATAG
ACCGCCGTGCACGATTAGTTTAACTGGCCCAAGGGTAAAACCTAGGCTCCTAATCCAGCCTATA
AATGAAGGCAAATTTTCCCCAATTTCTCCACAGCTCTTCCTTCACATTCTCTTCAGGGTTTCTCTA

GTAGTCTCTCTGAAAAAAAATG

©
TGTACTTAAAAGCTGAAATAACTTTTACTAAATGGCCAAAAGTTATAACTCTAAGGGTCATTTGG

ACAAATGCATGGATTATCTATAAATTATAAATTAATAATATTAGAGTTAGTTTTTATTAAGTGTT

MYBLEPR
TAATTCGTTGTTTTATTTTATTTTATGTTTGATTTAATATTTTAGAAATAGTCTTTTTCTTTATTTAT
POLLENILELATS52 STKSTI1(-)

TAAGTGTTTAATTCGTTGTTTTTCATTTTATTTTATGTTTGATTTAATATTTTAGAAACAGTCTTTT
POLLENILELATS2
TTTATTATACTCTTGAATTATTATGAGATTTTATATTTCATTTACTTTGTCAAGTTAGATATTAAA

TATAAATTTAATTTTTTTTTTAGGTTTGATATTCCACCATAGTGATCCTTGATAGTACGATATATT
TCTAATTTTTTTTCTGTTGGTCAAGTATACCTTAACTTAACATGAATTTAAGGTTAATTAAATTGT
TTAAGTATACAAATCTTACTTTTTAAAAAAAAATAGTTCAAGCGATCAATTGACGAACTACATTT
TAAAAAATAATGAAAAGATCACCCGATATAACAAATCAAACATAGAGATTTTTTTTTAATTAAT
TTATGAAATTATCAAATTACATGGATTGAATTTGAAGAATTTAAAAGATTGTATATAAATATTCT

CATATAAATTAAAAAAGAAAAATTAAATTACAAAAAGAAAATTAGGAAAAAACATTAGGGGAT
POLLENILELATS2 POLLENILELATS2 IBOX
AATTAAGTTATTTAAGGATCTTATTGGAAGATCATTAAACGTTGAATTAGTTATCCATCCTTTTCT
CIACADIANLELHC (-)
AGGAATTAGATAAGATCTAACTAATTTTTATTTTATTTAGAATAAAATAAAATATGAGGCGTATG
IBOX
TGATTGTTAATGAGGAGTAGTTATCCATTAGCGTCGCAATCGGTAAGTAAGTAGTGGTTCTAGTG

GGCATGAAAAGTAGTGTGGTTGTGCTATAAAAGGGGCATGGAATTTGTAGAGAGAAAATGCAC
POLLENILELATS52
ATCCATCAGTATTGAAAAAGAATG



