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Summary 

 Fruit formation comprises a series of developmental transitions among which the fruit 

set process is essential in determining crop yield. Yet, our understanding of the 

epigenetic landscape remodeling associated with the flower-to-fruit transition remains 

poor. 

 We investigated the epigenetic and transcriptomic reprogramming underlying 

pollination-dependent and auxin-induced flower-to-fruit transitions in the tomato 

(Solanum lycopersicum L.) using combined genome-wide transcriptomic profiling, 

global ChIP-sequencing and whole genomic DNA bisulfite sequencing (WGBS). 

 Variation in the expression of the overwhelming majority of genes was associated with 

change in histone mark distribution whereas changes in DNA methylation concerned 

a minor fraction of differentially expressed genes. Reprogramming of genes involved 

in processes instrumental to fruit set correlated with their H3K9ac or H3K4me3 A
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marking status but not with changes in cytosine methylation, indicating that histone 

post translational modifications rather than DNA methylation are associated with the 

remodeling of the epigenetic landscape underpinning the flower-to-fruit transition. 

 Given the prominent role previously assigned to DNA methylation in reprogramming 

key genes of the transition to ripening, the outcome of the present study supports the 

idea that the two main developmental transitions in fleshy fruit and the underlying 

transcriptomic reprogramming are associated with different modes of epigenetic 

regulations.

Key words: DNA methylation, histone post-translational modification, fruit set, pollination, 

auxin, CRISPR/Cas9, Solanum lycopersicum
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Introduction

The transition from flower to fruit, the so-called fruit set, is an important determinant of 

crop yield and in the face of global warming and fast-growing world population, 

maintaining yield stability is becoming a major challenge. Fleshy fruit development is a 

genetically programmed process comprising a series of developmental transitions 

coordinated by a complex network of signaling pathways that trigger massive 

physiological, metabolic and structural changes (Pandolfini et al., 2007). Fruit set 

proceeds normally upon successful completion of pollination and fertilization of the mature 

flower. So far, the molecular nature of the signaling networks that trigger the series of 

subordinated programs for fruit set remains poorly understood. Auxin and gibberellin (GA) 

are two central hormones involved in the flower-to-fruit transition, and application of both 

hormones to unpollinated ovaries can stimulate parthenocarpic fruit growth in several 

species (Gustafson, 1936; Bünger-Kibler & Bangerth, 1982; Wang et al., 2005; Martí et 

al., 2007; Serrani et al., 2008; de Jong et al., 2009; Mounet et al., 2012; Garcia-Hurtado et 

al., 2012). Extensive transcriptomic profiling has provided insight into the genetic 

regulators underlying fruit set in tomato (Vriezen et al., 2008; Molesini et al., 2009; Wang 

et al., 2009a; Ruiu et al., 2015; Tang et al., 2015), however, the main drivers of the 

transcriptomic reprogramming underlying this developmental transition remain largely 

undefined. 

Epigenetic remodeling is a major mechanism driving transcriptomic reprogramming 

associated with plant developmental processes (Bouyer et al., 2011; Baulcombe & Dean, 

2014; Xiao & Wagner, 2015; Lang et al., 2017; Narsai et al., 2017; Lee & Seo, 2018; Ji et 

al., 2019; Borg et al., 2020). In particular, histone modifications involving Polycomb group 

(PcG) and H3K27me3 have been shown to play key roles in developmental transitions 

such as the shift from seed to vegetative growth and from vegetative to reproductive 

phases (Pu & Sung, 2015). Histone Post Translational Modifications (HPTMs) and DNA 

methylation at cytosine residues on the 5th carbon are the main operating modes for A
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epigenetic regulations in addition to small RNAs and histone variants (Henderson & 

Jacobsen, 2007; Lauria & Rossi, 2011; Chua & Gray, 2018; Reyes et al., 2018; Zhang et 

al., 2018). DNA methylation has been found in all plants analyzed so far (Niederhuth et al., 

2016). Methylation in CG, CHG and CHH (H = A, T, and C) sequence contexts is 

maintained by Methyltransferase1 (MET1) and Chromomethylases (CMT3 and CMT2), 

respectively (Takuno et al., 2016; Niederhuth et al., 2016), whereas RNA-directed DNA 

methylation pathway (RdDM) is involved in CHH methylation maintenance (Stroud et al., 

2013; Matzke & Mosher, 2014; Yaari et al., 2019). Several studies have revealed the 

critical role of DNA demethylation in fruit ripening through de-repression of key regulator 

genes such as CNR, RIN and NOR in tomato (Zhong et al., 2013; Liu et al., 2015a; Lang 

et al., 2017; Cheng et al., 2018; Huang et al., 2019). Also, DNA demethylase 

DEMETER-like 2 (SlDML2) has been reported to actively remove methyl-groups from 

methylated DNA during fruit ripening (Liu et al., 2015a), and genome-wide DNA 

methylome studies indicated that hundreds of ripening-associated genes in sldml2 mutant 

showed negative correlation between changes in DNA methylation and changes in gene 

expression (Lang et al., 2017). 

HPTMs are a major guide to the coordinated transcriptomic reprogramming associated 

with developmental transitions, circadian clock and plant responses to stresses (Berr et 

al., 2011; Malapeira et al., 2012; Liu et al., 2014; Engelhorn et al., 2017; Gu et al., 2017; 

You et al., 2017; Lee et al., 2019; Song et al., 2019). Specific combinations of HPTMs 

have been correlated with the active or repressive state of chromatin in terms of gene 

transcription activity (Li et al., 2008; Wang et al., 2009a; Roudier et al., 2011). HPTMs 

have been also used to identify central regulators for leaf senescence in Arabidopsis (Ay 

et al., 2009; Brusslan et al., 2015) and for lipid metabolism in microalgae (Ngan et al., 

2015). A widely accepted paradigm postulates that histone acetylation is associated with 

gene activation, whereas histone methylation can be associated either with activation or 

repression depending on the lysine residue and the number of added methyl groups. 

Despite the increasing number of studies addressing the importance of histone A
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modifications in plants, none has been dedicated to its potential involvement in fruit set 

and subsequent early development. Overall, 12 histone marks have been identified in 

plants by chromatin immunoprecipitation combined with microarray analysis (ChIP-chip) 

or deep sequencing (ChIP-seq) (Zhang et al., 2009; Roudier et al., 2011; 

Sequeira-Mendes et al., 2014). H3K9ac and H3K4me3 are two well-studied histone marks 

that correlate with gene activation in diverse plant development processes including 

de-etiolation, leaf senescence, circadian clock, shoot meristem, UV-B treatment and 

abiotic stress in Arabidopsis, rice or maize (Casati et al., 2008; Charron et al., 2009; van 

Dijk et al., 2010; Hu et al., 2012; Malapeira et al., 2012; Zong et al., 2013; Schenke et al., 

2014; Brusslan et al., 2015). By contrast, H3K27me3 histone marks are often associated 

with transcriptionally silenced genes (Li et al., 2007). Methylation of H3K27 is mediated by 

Enhancer of Zeste [E(Z)], the catalytic unit of Polycomb Repressive Complex 2 (PRC2), 

an evolutionally conserved component in living organisms (Schwartz & Pirrotta, 2007). 

Knock-down of tomato SlEZ2 can significantly affect reproductive development such as 

flower morphogenesis and fruit set efficiency (Boureau et al., 2016), and repression of 

FIE, another component involved in H3K27 tri-methylation in tomato, results in 

parthenocarpic fruit formation (Liu et al., 2012). Genome-wide studies unveiled several 

targets of H3K9ac, H3K4me3 and H3K27me3 in various biological processes in 

Arabidopsis, rice and maize, yet, their putative involvement in fleshy fruit development 

remains restricted to the role of H3K27me3 in fruit ripening (Lü et al., 2018; Li et al., 2020). 

So far, the correlation between histone modifications and reprogramming of gene 

transcription have been investigated in many plant species, such as Arabidopsis (Charron 

et al., 2009; Lafos et al., 2011; Brusslan et al., 2015; You et al., 2017; Lee et al., 2019), 

maize (Rossi et al., 2007; Casati et al., 2008), rice (Li et al., 2008; Liu et al., 2015b), poplar 

(Li et al., 2019) and moss (Widiez et al., 2014). Such information is still lacking for many 

economically important crop species like tomato, a model system for fleshy fruit research. 

The flower-to-fruit transition represents a major developmental transition suited to 

investigate the role of epigenetic variation in fruit set and to address the comparative A
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contribution of DNA methylation and HPTM to the global changes in the level of gene 

transcription. Whether changes in DNA methylation have similar critical role in fruit-set as 

in fruit ripening, remains an open question. Our study expands the current view of the 

epigenetic regulation underlying transcriptional reprogramming in tomato, and provides 

new insight into the mechanisms controlling a biological process that has a decisive 

impact on yield and quality of a major crop.

Materials and Methods

Plant materials and sampling

Tomato plants Solanum lycopersicum L. cv Micro-Tom. were grown under standard 

culture chamber conditions (14-h-day/10-h-night cycle, 25/20°C day/night temperature, 

80% relative humidity, 250 mol.m-2.s-1 intense light). 

Ovary samples are collected at anthesis stage referred to as 0 days post-anthesis 

(0DPA) when stamens are still loosely enclosed by petals. Fruits at 4 days post-anthesis 

(4DPA) correspond to the whole developing fruit organ (Xiao et al., 2009; Pattison et al., 

2015). Fruit samples collected at 4 days after IAA treatment (4IAA), correspond to flowers 

emasculated one day before anthesis (to avoid accidental self-pollination), then, the 

ovaries were treated during the next four days with 10μL of 500μM indole-3-acetic acid. 

Each biological replicate corresponds to a pool of at least 50 ovaries or young fruits from 

25 plants. 

Chromatin immunoprecipitation and sequencing

ChIP assays were performed as described previously (Gendrel et al., 2005) with minor 

modifications. Tissues corresponding to 0DPA, 4DPA and 4IAA were cross-linked by 

vacuum infiltration for 15 min in 1% formaldehyde. To ensure efficient crosslinking, 4DPA 

and 4IAA fruits were cut in half prior to crosslinking. Crosslinking was stopped by adding 

glycine (0.125M final concentration) and incubating under vacuum infiltration for an A
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additional 5 min. After washing twice with cold 1xPBS solution, samples were thoroughly 

dried between paper towels, snap-frozen in liquid nitrogen and stored at -80℃. To perform 

the ChIP assay, ~1g of cross-linked tissue was ground to a fine powder in liquid nitrogen 

and then shearing of the chromatin was achieved through Diagenode Bioruptor sonication 

(5 runs of 10 cycles - 30 sec “ON” and 30 sec “OFF”). The size of the sonicated chromatin 

was within the range of 100-500bp. Ten μL of sonicated supernatant was kept aside as 

input. For each sample (120μL supernatant), dilution buffer was added to bring the final 

volume to 1.5 mL, and depending on the histone mark, either 5μL of H3K9ac or H3K4me3 

rabbit polyclonal antibody (Millipore; Cat. #07-352; Lot #2586454; Cat. #07-473; Lot 

#2430389) or 8μL of H3K27me3 rabbit polyclonal antibody (Millipore; Cat. #07-449; Lot 

#2475696) were added prior to incubation overnight (4°C - 10 rpm). For the control 

experiment without histone mark antibodies, 5μL of non-immunized rabbit IgG antibody 

(Millipore; Cat. #12-370; Lot #2426484) were added. For the empty control (Mock) no 

antibody was added. Afterward, 50μL of protein A/G agarose beads (Pierce™ Protein A/G 

UltraLink™ Resin; Thermo Scientific; Cat. #53133) were added and the samples 

incubated for 3h at 4℃. Elution was done as previously described (Gendrel et al., 2005). 

For each sample 10ng of Immunoprecipitated DNA was used for library construction and 

sequencing. Two biological replicates corresponding to independent plant materials were 

used for ChIP assays, one replicate for genome-wide sequencing and the second one for 

ChIP-qPCR experiments.

ChIP-sequencing was performed at the GeT-PlaGe core facility (INRA Toulouse). 

Sequence libraries were prepared using TruSeq ChIP Library Preparation Kit for Illumina 

Sequencing. Sequencing was performed on an Illumina HiSeq3000 with the Illumina SBS 

HiSeq3000 Reagent Kits (2x150nt paired-end reads). The enrichment of DNA fragments 

(% input) was validated by quantitative real-time PCR using primers listed in Table S1. 

Genome bisulfite treatment and sequencing

Genomic DNA was isolated from 0DPA ovaries, 4DPA and 4IAA fruits using Wizard® A
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Genomic DNA Purification Kit (Promega). 10μL of total genomic DNA were used for 

Whole Genome Bisulfite Sequencing (WGBS). WGBS was performed at the Beijing 

Genomics Institute (BGI, Hong Kong, China). WGBS libraries were prepared according to 

Bioo Scientific’s protocol using the Bioo Scientific NEXTflex Bisulfite Library Prep Kit for 

Illumina Sequencing. The bisulphite treatment was performed using the EZ DNA 

Methylation-Gold Kit (Zymo Research) followed PCR. Library quality was assessed using 

an Advanced Analytical Fragment Analyser and libraries were quantified by qPCR using 

the Kapa Library Quantification Kit. Two biological replicates were performed.

Sequencing was performed with Illumina HiSeq3000 using Illumina SBS HiSeq3000 

Reagent Kits (2 x 150 nt paired-end reads; see Table S2 for the number of reads).

RNA Sample preparation and sequencing 

For each sample total RNA was extracted from ~200mg tissue, using TRIzol RNA 

Isolation Kit (Thermo Fisher Scientific). After DNA removal (DNA-free™ DNA Removal Kit 

- Ambion), RNA was purified and the quality checked by Agilent (2100 analyzer). Only 

samples with rin > 8.6 were used for Illumina sequencing. Three biological replicates were 

performed for each sampling stage. Paired-end RNA sequencing (2x125 nt) was carried 

out at the GeT-PlaGe core facility (INRA Toulouse) using a Truseq Illumia SBS Kit V4 and 

a Hiseq2500 platform. 

Gene ontology analysis

Gene ontology (GO) analysis of selected genes was performed with the R package 

GOseq (Young et al., 2010). All GO terms used in our study were obtained from tomato 

genome website (https://solgenomics.net/). Gene length bias existing in RNA-seq was 

taken into account when the enrichment of the GO category was computed. An 

over-represented p-value of less than 0.05 was used to select significantly enriched GO 

categories. A
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Identification of putative orthologs in the tomato genome

Genes were functionally categorized based on orthologs from the well-studied model plant 

Arabidopsis, with manual re-assignment according to the tomato genome 

(Tomato_Genome_Consortium, 2012) and NCBI annotations (Table S4). Local BLASTP 

method was performed to obtain putative orthologs by blasting with Arabidopsis protein 

database (TAIR10) with E-value less than 1E−20 and maximum selection of 3 targets. 

After removing the redundancy, the putative orthologs with the highest score was selected 

for further analysis.

Generation of CRISPR/Cas9 mutants and genotyping

Constructs for CRISPR/Cas9 mutagenesis was performed following standard protocol 

(Belhaj et al., 2013; Brooks et al., 2014). Briefly, two single-guide (sg) RNAs were 

designed ahead of the coding sequence for SET domain of the target genes, using the 

CRISPR-P server (http://cbi.hzau.edu.cn/cgi-bin/CRISPR) (Lei et al., 2014). All vectors 

were assembled using the Golden Gate cloning system (Werner et al., 2012). The 

sgRNA1 and sgRNA2 were first cloned in the Level 1 vectors pICH47751 and pICH47761 

driven by the Arabidopsis U6 promoter, respectively. The Level1 constructs 

pICH47732-NOSpro::NPTII, pICH47742-35S:Cas9, pICH47751-AtU6pro:sgRNA1, and 

pICH47761-AtU6::sgRNA2 were then assembled into the Level 2 destination vector 

pAGM4723. All sgRNA sequences are listed in Table S1. For genotyping of the transgenic 

lines, genomic DNA was extracted using ReliaPrep™ gDNA Tissue Miniprep System 

(Promega). The CRISPR/Cas9-positive lines were further genotyped for mutations using 

the primers listed in Table S1. 

Results

Transcriptomic profiling of the flower-to-fruit transition 

To investigate the extent to which epigenetic modifications are associated with the A
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transcriptomic reprogramming underlying the flower-to-fruit transition, the same plant 

material samples were used for Whole Genomic DNA Bisulfite Sequencing (WGBS), 

Chromatin Immuno-Precipitation coupled to deep sequencing (ChIP-seq) and for 

genome-wide transcriptomic profiling by RNA-seq. To test first whether 

pollination-dependent and independent fruit-set share similar genetic reprogramming, 

ovaries of emasculated flowers at the anthesis stage (0 Day Post Anthesis, 0DPA) and 

young developing fruit initiated by pollination (4DPA) or by auxin (4IAA), were collected 

and subjected to RNA-seq profiling (Fig. 1a). Auxin-treated ovaries underwent active 

growth reaching the same size as pollination-induced fruit at 4 and 9 DPA, in contrast to 

control ovaries treated with mock solution that failed to grow (Fig. 1a). Deep sequencing 

generated 23 to 33 million reads depending on the sample with 79%~85% of the reads 

being uniquely mapped to the S. lycopersicum genome (ITAG2.3, Table S2). Gene count 

analysis showed that biological replicates from each stage/condition clustered together, 

with 4DPA and 4IAA samples displaying a high degree of similarity while being clearly 

distinct from 0DPA tissues (Fig. 1b). In total, transcripts corresponding to 28,466 genes, 

representing 82% of the 34,727 annotated tomato genes, were detected in at least one of 

the three samples. Using a threshold fold change >=2 and adjusted p-value <0.01, 

allowed to assign 7,582 (3,845 upregulated and 3,737 downregulated) as differentially 

expressed genes (DEGs) in pollination-induced fruit set and 5,447 (2,962 upregulated and 

2,485 downregulated) in auxin-induced fruit (Table S5). Notably, 4,219 DEGs were 

shared between auxin and pollination-induced fruit (Fig. 1c) suggesting that auxin triggers 

fruit set through a genetic reprogramming largely similar to that induced by 

pollination/fertilization. 

Biological processes enriched during fruit set 

Gene ontology (GO) analysis of the DEGs, performed separately for up- and 

down-regulated genes in pollination-dependent and auxin-induced groups, indicated that 

152 and 128 GO terms were significantly enriched in 4DPA and 4IAA samples, A
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respectively (Fig. 1d, Table S6). Among these, 83 biological processes were commonly 

enriched in up-regulated genes, including those related to cell proliferation and 

differentiation, photosynthesis and hormone regulation. Out of the 96 cell division-related 

genes identified in the tomato genome, 50 were up-regulated, reflecting the active 

ongoing cell division at early stages of fruit development (Fig. 1e). The data indicate that 

pollination and auxin-induced fruit set trigger the same subset of cell division genes, 

although pollination seems to recruit a larger set of genes during this developmental 

transition. 

RNA-seq profiling also revealed that a large number of DEGs related to “DNA 

methylation”, “histone modification”, “histone lysine methylation”, “H3-K9 methylation” and 

“histone phosphorylation”, were significantly enriched (Fig. 1d). To capture all 

epigenetic-related genes present in the tomato genome we performed genome-wide blast 

search to identify new genes related to histone modification, DNA (de)methylation, 

chromatin remodeling and Polycomb-group, based on phylogenetic relationship with those 

described in Arabidopsis. The outcome of this search extended the total number of tomato 

genes putatively involved in epigenetic processes from 111 to 213, of which 137 belong to 

histone modification category including polycomb-group, 42 to DNA methylation and 34 to 

chromatin remodeling (Table S4). Interestingly, among 20 DEGs corresponding to histone 

modifiers 12 were significantly up-regulated in 4DPA, of which 5 were also up-regulated in 

4IAA fruit (Fig. 1f). 

The transition from flower to fruit is associated with a decrease in global DNA 

methylation 

Study of methylomes already reported the critical role of DNA methylation in the 

transition to ripen of tomato fruit (Zhong et al., 2013), however, its potential contribution to 

fruit set remains unexplored. To gain insight into the dynamics of DNA methylation during 

fruit set induced by either pollination or auxin treatment, ovaries of emasculated flowers 

(0DPA) and 4DPA or 4IAA young fruit were collected, genomic DNA extracted and then A
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subjected to WGBS analysis at single-base resolution. Over 120 M paired-end reads were 

produced for each sequencing library, covering around 70% of the S. lycopersicum 

genome (ITAG2.3) (Table S2). Each methylome was sequenced with an average 

of 11-fold coverage resulting in sequencing depth comparable to DNA methylomes 

previously reported for tomato (Zhong et al., 2013; Lang et al., 2017; Lü et al., 2018). 

For each sample (0DPA, 4DPA and 4IAA) two biological replicates were treated 

separately giving rise to similar data (Fig. S1a) and revealing that on average, 83% of CG 

cytosine contexts (~530 million), 58% of CHG (~523 million) and 12% of CHH (~2,93 

billion) were methylated in 0DPA samples. The three types of methylated cytosine (5mC) 

displayed a slight decrease at 4DPA, with an average methylation level in CG, CHG and 

CHH cytosine contexts reaching 80%, 55% and 10%, respectively (Fig. 2a). A smaller, but 

not significant, decrease was also observed in 4IAA fruits. In all samples, the cytosine 

methylation levels for all cytosine contexts were at similar magnitude as that reported in 

ripening fruit (Zhong et al., 2013). To identify the differentially methylated regions (DMRs), 

bins method was used to compare 0DPA ovary either to 4DPA (4DPAvs0DPA group) or 

4IAA fruit (4IAAvs0DPA group). When considering 30%, 20% and 10% difference in DNA 

methylation level for CG, CHG and CHH contexts, respectively, 140,148 DMRs 

representing 0.29% of the tomato genome were identified in 4DPAvs0DPA group. Of 

these, 2% (2,831) corresponded to CG-DMRs, 14.2% (19,835) to CHG-DMRs and 83,8% 

(117,482) to CHH-DMRs (Fig. 2b, Table S7). A total of 88,919 DMRs (0.21% of the 

tomato genome) were identified in 4IAAvs0DPA group, among which 2.1% (1,889) 

corresponded to CG-DMRs, 16.7% (14853) to CHG-DMRs and 81.1% (72,177) to 

CHH-DMRs (Fig. 2b). Most DMRs in both 4DPA or 4IAA corresponded to 

hypo-methylation (Fig. 2c). Notably, only a small proportion of DMRs overlapped between 

the two groups (Fig. 2d) suggesting that the observed changes in DNA methylomes might 

reflect distinct features between pollination- and auxin-induced fruit set. The lower number 

of DMRs associated with auxin-induced fruit might reflect, at least partly, the absence of 

genetic reprogramming related to seed development in these parthenocarpic fruit. The A
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distribution of DMRs in the tomato genome indicated they were mostly located in 

transposable element rich regions for all cytosine contexts (Fig. S1b). 

DMRs weakly correlated with changes in gene expression during fruit set 

Cross-referencing the RNA-seq and Methylome data revealed no correlation between 

DMR and DEGs for both pollination and auxin-induced fruit set in all three types of 

cytosine contexts (Fig. 2e). Although 44% of genic DMRs corresponded to promoter 

regions (Fig. 2f), the overwhelming majority (71%) of these did not correspond to DEGs. 

Moreover, about half of up-regulated DEGs were not associated with promoter 

hypo-methylation, and half of down-regulated DEGs did not display promoter 

hyper-methylation (Fig. 2g). Notably, genes related to hormones like GA and auxin, 

known to be instrumental to the fruit set process, further illustrated that changes in 

cytosine methylation was not necessarily associated with gene expression reprogramming 

underlying the flower-to-fruit transition (Fig. S2). Indeed, SlGA20ox1, a GA synthesis 

gene, was up-regulated in both pollination and auxin-induced fruit set while undergoing 

hypo-methylation in one case and hyper-methylation in the other case (Fig. S2). The lack 

of correlation between DEGs and DMRs is also illustrated by SlARF9A, another critical 

regulator of fruit set, which showed differential regulation but no significant change in DNA 

methylation at the promoter level (Fig. S2). 

RNA-seq profiling indicated that, with the exception of the low expressing SlDML2, 

none of the tomato DML-like genes involved in DNA demethylation showed significant 

increase in expression during fruit-set either triggered by natural pollination or by auxin 

treatment (Fig. S3). On the other hand, a number of genes related to the RdDM pathway 

(13 out of 23 in total) were down-regulated during both pollination-induced and 

auxin-induced fruit set suggesting that reduced DNA methylation activities via the RdDM 

pathway may contribute to the global DNA hypomethylation observed during the 

flower-to-fruit transition. By contrast, SlMET1 and SlCMT3-like1/2, encoding enzymes 

necessary for maintenance of CG and CHG methylation, displayed increased expression A
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at 4DPA and 4IAA (Fig. S3), likely related to their putative role in maintaining DNA 

methylation following replication during the extensive cell division characterizing early 

stages of fruit development. 

Genome-wide mapping of H3K9ac, H3K4me3 and H3K27me3 histone marks 

Given the high representation within DEGs of histone modifier genes (Fig. 1d) known to 

mediate post-translational modifications of histone H3, including acetylation of lysine 9 

residues (H3K9ac) and trimethylation of lysine 4 (H3K4me3) and lysine 27 (H3K27me3), 

we investigated the genome-wide distribution of these three histone marks by ChIP-seq 

approach. The number of sequencing reads corresponding to immuno-precipitated 

chromatin and control input samples (Table S2) ranged from 48 to 80 million, and on 

average 95% of the reads mapped to the S. lycopersicum reference genome. The 

enrichment of the three marks was validated for 9 selected regions (genes) by targeted 

Real-time PCR using independent 0DPA and 4DPA samples, giving results fully 

consistent with the ChIP-seq data (Fig. S4). 

The total number of peaks corresponding to H3K9ac or H3K4me3  was higher than 

that corresponding to H3K27me3 (13,072 to 14,308) in both 0DPA and 4DPA samples 

(Fig. 3a), and depending on the sample these histone mark-associated regions cover 

4.4% to 6.8% (36 to 56 Mb) of the tomato genome sequence (Table S8). The breadth of 

the covered regions (Fig. 3b) was higher for H3K27me3 (median length 2,500 to 2,900 

bp) than for H3K4me3 (1,653 to 1,722 bp) and H3K9ac (1,748 to 1,763 bp). The three 

marks were mainly associated with gene-rich euchromatin regions, even though 

H3K27me3 displayed higher association with heterochromatin (Fig. S5a). More than 80% 

of the regions associated with H3K9ac and H3K4me3 mapped to genes, while less than 

40% of H3K27me3 were located in genic regions (Fig. 3c). Further inspection of histone 

mark-associated regions revealed that most peaks (>74% of H3K9ac, >89% of H3K4me3, 

and >88% of H3K27me3) were limited to single genes, and only a minor fraction 

encompassed two or more genes (Fig. S5b). In 0DPA tissues, 53% of the annotated A
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tomato genes were associated with H3K9ac, 54% with H3K4me3 and 19% with 

H3K27me3, and these proportions only slightly increased at 4DPA stage (60%, 56% and 

19%, respectively). 

To investigate the association pattern of the three histone marks at the gene level, the 

average read count corresponding to each mark was examined using a large set of genes 

(16982) the annotation of which has been refined by RNA end-sequencing (Zhong et al., 

2013). H3K9ac and H3K4me3 showed a similar high enrichment in a narrow region 

downstream of the Transcription Start Sites (TSS) in contrast to H3K27me3 marks that 

showed lower intensity and being located throughout the gene bodies as well as upstream 

of TSS and downstream of Transcription End Site (TES) regions (Fig. 3d, e).

To determine the putative correlation between histone marks and the expression level 

of individual genes, we profiled the ChIP signal intensity in genic regions using all genes 

that are associated with at least one of the three histone marks (23,852 genes in total). 

The data revealed that H3K9ac and H3K4me3 marks co-occur in 95% of the cases in the 

same set of genes. Moreover, a genome-wide view of gene expression levels and histone 

mark distribution revealed that these two marks strongly correlated with high levels of 

gene expression and confirmed their high enrichment at the 5’-end of genes (Fig. 3e). 

Profiling the three epigenetic marks at 4IAA fruits by ChIP-seq using the same parameters 

as indicated for 4DPA fruits, identified 24,938 regions associated with H3K9ac, 21,827 

with H3K4me3 and 13,982 with H3K27me3 (Fig. S6a and Table S8). These numbers are 

similar to those observed for pollination-induced fruits (4DPA) and so are the occupancy 

of all histone marks associated regions (Fig. S6b), the number of histone mark associated 

genes (Fig. S6c,d), and the histone mark distributions in genic regions (Fig. S6e). Overall, 

the association patterns of the three histone marks are consistent with known patterns in 

plants and other eukaryotic organisms (Zhang et al., 2007, 2009; Wang et al., 2009a; He 

et al., 2010; Zhou et al., 2010; Lafos et al., 2011; Veluchamy et al., 2015). 
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Pollination-dependent and auxin-induced fruit set share similar histone 

post-translational modifications.

Plotting the histone mark association and the expression changes revealed a strong 

correlation between H3K9ac and H3K4me3 marks and DE genes in both 

pollination-dependent and auxin-induced fruit set, whereas no such a correlation was 

observed with H3K27me3 histone marks (Fig. 4a). Genome-wide profiling of the dynamic 

changes of the three histone marks revealed that 13,451 genes were differentially 

associated (DA) with H3K9ac, 11,333 with H3K4me3 and 3,973 with H3K27me3 (Fig. 4b, 

Table S9). A high proportion of H3K9ac and H3K4me3 DA genes displayed differential 

expression in both pollination and auxin-induced fruit set, while this proportion was lower 

for H3K27me3 DA genes (Fig. 4b). Assessing the expression level for genes showing 

significant change in histone marks indicated that enrichment in H3K9ac or H3K4me3 

marks corresponded to enhanced gene transcript levels while a decrease in these marks 

was associated with reduced gene expression (Fig. 4c,d). The close similarity between 

the DEGs induced by auxin and by pollination, prompted the investigation of whether the 

two types of fruit set also share similar patterns of HPTMs. Remarkably, a high proportion 

of DA genes associated with pollination-dependent fruit set overlapped with DA in 

auxin-induced fruit initiation (Fig. 4e). While these data further emphasize the strong 

correlation between the change in histone marks and the transcriptomic reprogramming 

underlying the flower-to-fruit transition, they also clearly indicate that auxin-induced and 

pollination-dependent fruit set rely mainly on a common set of genes. 

Gain or loss of histone marks correlates with changes in the expression of 

important fruit set-related genes 

Interestingly, plotting DAs and DEGs allowed to identify a set of highly enriched GO 

terms common to pollination-dependent and auxin-induced fruit set (Fig. S7) indicating 

they might be essential for the initiation of the fruit development program. Genes involved A
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in important biological processes underlying the fruit set transition undergo concomitant 

changes in both histone marks and gene expression (Fig. S7 and Table S9 & 10). Of 

particular interest, a large number of genes related to hormones, like auxin and 

gibberellin, two hormones known to be critical for fruit initiation, were differentially 

expressed and differentially associated with histone marks (Table S11). Out of 112 

auxin-related genes identified in the tomato genome, 44 were differentially expressed 

during either pollination- or auxin-induced fruit set, of which 32 (73%) underwent 

consistent differential association with at least one transcriptionally permissive histone 

mark (Table S11). Genes involved in all aspects of auxin metabolism and responses (Fig. 

5a) were affected by these changes including auxin synthesis (tryptophan 

aminotransferases and flavin monooxygenases), transport (SlPINs, SlLAXs and SlPILSs) 

and signaling (13 Aux/IAAs and 5 Auxin Response Factors). Gibberellin related-genes 

also underwent dramatic changes in their status with 17 out of 34 displayed differential 

expression between 0 and 4DPA or 4IAA. Of these 17 DEGs, 14 were differentially 

associated with at least one histone mark (Table S8 and S10), and among these, 11 

genes displayed consistent enrichment in H3K9ac or H3K4me3 transcriptionally 

permissive histone marks, including KAO2-Like2, GA20OX1 and GID1B-like (Fig. 5b). 

Strikingly, the overwhelming majority of ethylene-related DEGs (46 out of 61) were 

down-regulated (Table S11), including those involved in ethylene biosynthesis (4 ACC 

synthases and 5 ACC oxidases) and response (5 ETRs, 1 GRL, 1 CTR, 5 EIN-like, 3 

EBFs and 23 ERFs). The vast majority of these ethylene-related DEGs (78.6%) showed 

decreased association with at least one transcriptionally permissive histone mark as 

exemplified by ACO4, ETR4 and EIL3 genes (Fig. 5c). Genes related to other hormones 

also underwent major changes in transcript levels associated with differential histone 

marks (Table S11) supporting the idea that the fruit set process requires an intricate 

multiple hormone signaling, strongly associated with changes in histone marks.

A large proportion of DEGs involved in processes essential for initiation of fruit 

development, such as cell division, hormone signaling and seed development, exhibited A
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concomitant changes in H3K9ac and H3K4me3 transcriptionally permissive histone marks 

(Table 1 and Table S9). Most cell division-related genes that displayed significant change 

in their transcript levels also showed consistent enrichment in H3K9ac and H3K4me3 

marks in both pollination-dependent (84%) and auxin-induced fruit set (86%). Likewise, 

hormone-related genes that displayed differential expression also underwent consistent 

changes in H3K9ac and H3K4me3 histone marks (Table 1). The consistency between 

differential expression and HPTMs was also observed for genes related to seed and 

embryo development, although not surprising, the number of DEGs in this category was 

much higher in pollination-dependent (456) than in auxin-induced (282) fruit set, this latter 

process leading to seedless fruit. 

Overall, the outcome of the study reveals that a high fraction of DEGs (79% to 90%) 

undergo changes in transcriptionally permissive histone marks while only a minor fraction 

(23% to 28%) display changes in cytosine methylation in their promoter region (Table 2). 

These data clearly support the notion that the transcriptomic reprogramming underlying 

fruit set is more strongly associated with HPTM than with rearrangement in cytosine 

methylation. 

Histone modifier genes putatively involved in tomato fruit set.

A large proportion (31 out of 39) of the epigenetic-related genes assigned as DEGs 

exhibited changes in histone marks (Table S9 and Fig. 6a), and mining the expression 

dataset from different tomato cultivars in the TomExpress 

(http://gbf.toulouse.inra.fr/tomexpress) database identified six differentially expressed 

histone modifiers that display an expression pattern associated with the fruit set transition 

(Fig. 6b). Further analysis of their expression levels in various tomato tissues and 

development stages revealed that SlSDG5, SlSDG16, SlSDG27, SlSDG30 and SlPRMT8 

genes encoding putative histone methyltransferases were up-regulated at the transition 

phase whereas SlJMJ17 histone demethylase gene displayed a decreased expression 

(Fig. S8). Because SlSDG27, SlSDG5, and SlSDG16 showed expression patterns that A
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fully match the flower-to-fruit transition phase we addressed the functional significance of 

these genes in tomato fruit set, using genome editing via CRISPR-Cas9 technology. No 

mutant lines could be generated for SlSDG5, suggesting that mutation in this gene might 

be lethal or detrimental to the regeneration process during plant transformation. Several 

SlSDG16 KO lines were obtained (Fig. S9) but none of these mutants gave rise to 

detectable phenotypes, suggesting a potential functional redundancy within this large 

gene family. By contrast, two different mutations in SlSDG27 were obtained, both resulting 

in a frameshift predicted to produce a truncated protein with a deletion of the complete 

SET domain and a partial deletion of the PHD domain (Fig. 6c). Consistent phenotypes 

related to fruit set were observed in these mutants exhibiting pollination-independent fruit 

formation (Fig. 6c). However, only heterozygous lines for these SlSDG27 KO-mutants 

could be selected, presumably due to the lethal effect of this mutation at the homozygous 

state. The parthenocarpic fruit produced by these lines suggest the potential ability of 

SlSDG27 to trigger the flower-to-fruit transition independently from successful fertilization 

of the flower. However, the seedless fruit did not allow obtaining progenies from these 

lines to undertake further characterization. 

Discussion

Epigenetic control operates either through repositioning of histone marks or changes 

in DNA methylation, however, the respective contribution of the two mechanisms to the 

dynamic changes of gene expression underlying various plant growth and development 

processes has been only partially explored. The flower-to-fruit transition provides a case 

study well suited for comparatively addressing the contribution of DNA methylation and 

HPTMs to the transcriptomic reprogramming underlying a developmental transition that 

has a major impact on crop yield. The outcome of the present study supports a scenario in 

which histone modification associated with transcriptional reprogrammingunderpins the 

initiation of tomato fruit development. This is different from previous reports emphasizing A
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the prominent role of DNA methylation in reprogramming key genes during the transition 

to ripening of tomato fruit (Zhong et al., 2013; Liu et al., 2015a; Lang et al., 2017). Notably, 

HPTMs are strongly associated with the global transcriptomic changes during the 

flower-to-fruit transition in both pollination-dependent and independent fruit set. 

Our study indicates that during fruit set differentially expressed genes are mainly 

associated with changes in H3K9ac or H3K4me3 marking, in line with the dynamic histone 

modifications reported in several developmental transition processes such as Arabidopsis 

meristem differentiation (Lafos et al., 2011), shoot apical meristem to inflorescence 

meristem transition (You et al., 2017), floral morphogenesis (Engelhorn et al., 2017), 

diurnal rhythms regulation (Song et al., 2019) and stomatal guard cell differentiation (Lee 

et al., 2019). By contrast, our data show that changes in H3K27me3 marks weakly 

correlate with differential expression of individual genes , similar to the situation during the 

transition from shoot apical meristem to inflorescence meristem in rice and Arabidopsis 

where in most cases gain or loss of H3K27me3 did not show correlation with changes in 

gene expression (Liu et al., 2015b; You et al., 2017). Moreover, in rice lines 

down-regulated in H3K27me3 methytransferase SDG711 expression, most of the genes 

that displayed loss of H3K27me3 mark didn’t show increased expression level (Liu et al., 

2015b). Likewise, in Arabidopsis, only a small number of genes display change in 

expression upon loss of H3K27me3 marks in PRC mutants or gain of H3K27m3 in 

demethylase mutants (Lafos et al., 2011; Lu et al., 2011; Shu et al., 2019). This supports 

the view that depletion of H3K27me3 alone is not sufficient to promote gene expression 

(Lafos et al., 2011; Lu et al., 2011; Wang et al., 2016; Shu et al., 2019). 

Although H3K27me3 repressive mark did not show clear correlation with changes in 

gene transcript levels, it may still play an active role in gene expression reprogramming 

during tomato fruit set as suggested by the down-regulation of PcG components, SlEZ2 

and FIE, that leads in both cases to altered fruit set in tomato (Liu et al., 2012; Boureau et 

al., 2016). Our data clearly indicate that increased gene expression largely correlates with 

gain of H3K9ac and H3K4me3 marks irrespective of the change in H3K27me3 marks. A
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This sustains the view that H3K9ac and H3K4me3 marks represent the main HPTMs 

events associated with gene expression reprogramming during the flower-to-fruit 

transition. It is however likely that other histone marks might also be involved in the 

transcriptional reprogramming underlying fruit-set, given that ~20% of the expressed 

genes are devoid of any of the three histone marks taken into consideration in our study. 

On the other hand, it is also possible that some active genes are not necessarily 

associated with chromatin regulation.

The data indicate that H3K9ac and H3K4me3 marks might act synergistically to 

promote gene transcription while most H3K27me3-marked genes exhibit low or no 

expression and are devoid of the two transcriptionally permissive histone marks (Fig. 3e). 

Highly expressed genes show extremely low association with H3K27me3 but high 

enrichment in H3K9ac and/or H3K4me3 suggesting that H3K9ac and H3K4me3 marks 

are mutually exclusive of H3K27me3. Some genes, in which the three marks co-exist, 

show variable expression in different tissues of the ovary which might reflect the mixed 

nature of the tissues used in the ChIP-seq experiments. Although it cannot be ruled out 

that genes detected as associated with antagonistic histone marks may correspond to two 

versions of the same gene bearing distinct marks in two different cell or tissue types. 

However, sequential ChIP performed at the cellular level provided a proof that several 

bivalent genes or regions can truly exist in plants and other organisms (Sequeira-Mendes 

et al., 2014). It has been reported that the Trithorax group (TrxG) and Polycomb group 

(PcG), known to mediate H3K4 and H3K27 histone modifications, respectively, work 

antagonistically to activate or repress overlapping set of genes (Schuettengruber et al., 

2007; Pu & Sung, 2015). In this regard, Arabidopsis AGMOUS and FLOWERING LOCUS 

C genes were shown to be a common target for H3K4me3-TrxG and H3K27me3-PcGs, 

thus, conferring to these histone modifiers key roles in the shift from embryo to seedling or 

from vegetative to reproductive phases (Saleh et al., 2007; Pien et al., 2008). Some 

critical genes have been reported to carry bivalent marks in Arabidopsis and potato (Saleh 

et al., 2007; Berr et al., 2010; Sequeira-Mendes et al., 2014; Zeng et al., 2019), and A
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accordingly, our data revealed the concomitant occurrence of H3K4me3, H3K9ac and 

H3K27me3 histone marks in a number of tomato homeobox transcription factor genes 

such as HB-BELL, HB-WOX, HB-KNOX, HB-HD-ZIP and zf-HD involved in vegetative 

(Reiser et al., 1995; Byrne et al., 2003; Mele, 2003; Du et al., 2009), or reproductive organ 

development like TAGL1, TAGL11 and RIN MADS-box (Itkin et al., 2009; Martel et al., 

2011) (Table S12).

Several studies reported the critical role of DNA demethylation during the ripening of 

tomato fruit through de-repression of key ripening regulator genes such as CNR, RIN and 

NOR (Manning et al., 2006; Li et al., 2008; Zhong et al., 2013, Liu et al, 2015). This 

process is mediated by SlDML2 DNA demethylase which was shown to exhibit high 

expression level during the fruit ripening transition. By contrast, our data showed that 

SlDML2, as well as three other DNA demethylase genes, displayed extremely low 

expression levels during the flower-to-fruit transition suggesting a minor contribution of 

DNA demethylation to changes in transcriptomic reprogramming during the fruit set 

process. Altogether, our study indicates that change in DNA methylation is weakly 

associated with the fruit set transcriptomic program, although a small set of genes 

involved in the fruit set transition might be controlled by DNA methylation. In line with this 

idea, recent DNA methylome studies in soybean and Arabidopsis seeds showed that 

changes in cytosine methylation did not correlate with changes in transcript levels of 

genes extremely important for seed development and germination (Lin et al., 2017; 

Kawakatsu et al., 2017). Taking together, it seems that different developmental transitions 

in tomato fruit might be associated with different modes of epigenetic remodeling, even 

though histone post-translational modifications have not been thoroughly addressed in the 

case of fruit ripening,

The ChIP-seq data revealed a net enrichment for the three histone marks in 4DPA and 

4IAA compared to 0DPA samples (Fig. 4a), consistent with the decreased expression of 

histone deacetylase and the up-regulation of histone methyltransferase genes revealed by 

RNA-seq during fruit set. However, impairing the expression of histone methyltransferase A
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genes that displayed expression patterns matching the fruit set transition in tomato failed 

to provide clear clues on the putative role of these histone modifiers in the fruit set 

process. In some cases, knock-out mutations in these genes might be lethal or impair the 

regeneration of essential plant organs during the genetic transformation process thus 

precluding the obtaining of the corresponding mutants. In some other cases, functional 

redundancy among members of gene families may obstruct the observation of the 

phenotypes. Nevertheless, heterozygous lines bearing a knock-out mutation within the 

SlSDG27 gene showed pollination-independent fruit formation, suggesting a potential role 

for this gene in triggering the flower-to-fruit transition. 

Overall, the present study sheds new light on the main events and regulatory 

mechanism underlying the fruit set transition, and provides novel targets for the design of 

breeding strategies aiming to ensure yield stability in the face of climate change by 

targeting not only genetic variation but also epigenetic regulation.
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Tables

Table 1. Transcriptomic changes and histone marks reprogramming of genes involved in 

processes known to be essential for fruit set.

Group DEGa DAb+DEG

Consistent changec Inconsistent changed

Nb (%) Nb (%)

4DPAvs0DPA

Cell division 50 42 (84%) 1 (2%)

Hormone-related 220 159 (72%) 21 (10%)

Embryo/seede 456 220 (48%) 33 (7%)

4IAAvs0DPA

Cell division 35 30 (86%) 2 (6%)

Hormone-related 155 133 (86%) 20 (13%)

Embryo/seed 282 108 (38%) 31 (11%)

a DEG differentially expressed genes with p-value<0.01, fold change>2;

b DA genes associated with gain/loss of H3K9ac or H3K4me3 histone marks with p-value<0.01; 

c Consistent change corresponds to enhanced expression associated with gain of H3K9ac or 

H3K4me3 marks, or to decreased expression associated with loss of H3K9ac or H3K4me3 marks;

d Inconsistent change corresponds to enhanced expression associated with loss of H3K9ac or 

H3K4me3 marks, or to decreased expression associated with gain of H3K9ac or H3K4me3 marks;

e Cluster of 12 and 19 genes from previous tissue-specific transcriptomic data (Pattison et al., 

2015);
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Table 2. Correlation between the two modes of epigenetic modifications and the 

transcriptomic changes during fruit set. Percentages for Promoter-DMR/DEG refer to 

percent of genes displaying increased DNA methylation with decreased gene expression 

level, or decreased DNA methylation level with increased gene expression level. DA/DEG 

percentages refer to changes in active histone marks with concomitant changes in 

expression level. 

Group Promoter-DMRa/DEGb DAc /DEG

4DPAvs0DPA 28% 79%

4IAAvs0DPA 23% 90%

a DMR differentially methylated regions (p-value<0.01) in 2kb promoter regions at all cytosine 

sequence contexts. Promoters associated with different changes of DMRs were removed before 

analysis.;

b DEG differentially expressed genes with p-value<0.01, fold change>2;

c DA genes differentially associated with gain/loss of H3K9ac or H3K4me3 histone marks with 

p-value<0.01; 
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Figure legends

Fig. 1. Genome-wide transcriptomic profiling of tomato genes during fruit-set 

process by natural pollination and auxin-inducing. (a) Fruit initiation program in 

tomato (cv. MicroTom). Unpollinated ovaries at 0 days post-anthesis (0 DPA) and young 

developing fruits at 4 DPA and at 4 IAA were sampled for RNA sequencing. Scale bars = 1 

cm. (b) Cluster dendrogram of gene counts in RNA-sequencing samples. Distance matrix 

of gene counts from all RNA-seq libraries were implemented by DEseq2. Dendrograms 

were generated by hierarchically clustering samples based on distance values. The darker 

blue indicates a closer distance. (c) The number of differentially expressed genes during 

fruit set. Fold change>2 and p-value<0.01. (d) GO enrichment analysis for DEGs 

regulated by pollination or auxin during fruit set. Selected significant enriched biological 

processes (BH adjusted over-represented p-value<0.05) were annotated in the Figure. 

Genes with p-value<0.05 were selected for GO analysis. (e) Differential expression of cell 

cycle related genes during fruit-set. Log2 of expression were indicated as gene 

expression in y-axis, and x-axis refers to the gene name annotated either based on 

tomato referenced studies or, when missing, according to the best corresponding ortholog 

in Arabidopsis. Gene names were ordered by the group including Common-DEGs (blue 

shaded), Auxin-specific-DEGs (yellow shaded) and Pollination-specific-DEGs (purple 

shaded). Solid line in the graph represents natural pollination while dash line represents 

auxin treatment. Genes with significant differential expression were marked by asterisks 

(** Fold > 2 and 0.001< p-value < 0.01; *** Fold > 2 and p-value < 0.001). (f) Differential 

expression of histone modification related genes during fruit-set.

Fig. 2. Differentially methylated regions (DMRs) during pollination-dependent and 

auxin-induced tomato fruit set. (a) Global DNA methylation levels in each cytosine 

context. (b) Total number of DMRs identified during pollination-induced (#4DPAvs0DPA) 

and auxin-induced (#4IAAvs0DPA) fruit set using “bins” method (window size, 100 bp and A
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gap size, 50 bp). (c) Percentage of hyper- and hypo- methylated DMRs. (d) Overlapping 

of DMRs between pollination dependent and auxin-induced fruit set, in CG, CHG and 

CHH sequence context. (e) Correlation between DEGs and DMRs during 

pollination-dependent (left panel) and auxin-induced (right panel) fruit set. X-axis 

represents log2-transformed differentially methylated (DM) fold and y-axis represents 

log2-transformed expression change. The spearman correlation coefficients (R) and 

corresponding p-value in each case were noted in each panel. Promoter genes containing 

>=2 DMRs in their promoter regions were removed for correlation analysis. (f) The 

distribution of DMRs in genic region including 2kb-upstream promoter, exon, intron and 

2kb-downstream terminator. (g) Change in expression of promoter-DMR genes during 

pollination-dependent (upper panel) and auxin-induced (lower panel) fruit set. Promoter 

DMR genes correspond to all methylated cytosines in 2kb promoter regions in all types of 

sequence context. The number of DE genes (fold change >2 or <-2 and p-value<0.01) is 

mentioned the red area of the circle for up-regulated and green area for down-regulated. 

Fig. 3. Genome-wide identification of histone modified regions during tomato 

fruit-set. (a) Number of identified regions for H3K9ac, H3K4me3 and H3K27me3. (b) 

Length distribution of the peak regions. The outliers are dotted with black color. The 

histone marks are displayed in yellow (H3K9ac), red (H3K4me3) and blue (H3K27me3). 

(c) Frequencies of peaks associated with genic and non-genic regions. A region spanning 

1.5kb upstream of the annotated transcription start site (TSS) to 0.5kb downstream of 

transcription end site (TES) was designated as genic region. Genic + repeats, the genic 

regions overlapped with TE. (d) Average association profile of input (grey), H3K9ac 

(yellow), H3K4me3 (red) and H3K27me3 (blue) in genic regions at 0 DPA and 4 DPA. The 

gene set is adapted from publicly available RNA end-sequencing data (Zhong et al., 2013) 

which defines the TSS and TES. Mean counts within 100bp window covering a total of 

2.5kb upstream to 2.5kb downstream the TSS and, 2,5kb upstream to 2,5kb downstream 

the TES were extracted and plotted. (e) Global view of gene expression and histone mark A
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association at 0 DPA. 23,852 genes were filtered by association either with H3K9ac, 

H3K4me3 or H3K27me3. The expression levels were used as anchors to sort genes. The 

occupancy of histone marks in the gene region spanning from 2kb upstream to 2kb 

downstream of CDS was represented and visualized by DeepTools. 

Fig. 4. Correlation between differentially associated marks (DA) and differentially 

expressed genes (DE) during the flower-to-fruit transition in tomato. (a) Correlation 

between DE and DA during fruit set. X-axis represents log2-transformed DA and y-axis 

represents log2-transformed expression change (DE). The spearman correlation 

coefficients (R) and the corresponding p-value were mentioned in each case. (b) DA and 

DE genes in pollination and auxin-induced fruit set. The number of DA (light green color 

bar) and DE (dark green color bar) genes (p-value<0.01) were indicated above the bars. 

“P” and “A” represent 4DPAvs0DPA and 4IAAvs0dDPA group, respectively. (c) Average 

expression level of DA genes based on fold change >=2 and p-value<0.01. The number of 

DA genes is indicated at the top of each panel. Wilcox.test was used to compare means in 

0DPA and 4DPA samples. *, p-value<0.05; ***, p-value<0.001. (d) Density profile of 

histone marks (DA fold change>2 and p-value<0.01) and gene expression change 

represented at the gene level in 0DPA and 4DPA tissues. (e) Genes differentially 

associated with histone marks (p-value<0.01) overlapping between pollination-dependent 

and auxin-induced fruit. Only DA regions corresponding to single genes were considered. 

Percent refer to the fraction of genes undergoing histone PTM in pollination (P) and auxin 

(A) induced young fruit.

Fig. 5. Differential expression and differential histone mark associations of auxin-, 

gibberellin- and ethylene-related genes during tomato fruit-set. Differential mark 

association and gene expression of (a) auxin synthesis, transport and signaling genes, (b) 

gibberellin-related genes and (c) ethylene-related genes were visualized in Integrative 
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Genomics Viewer (IGV). Histone mark associations are marked blue (upper panel) and 

gene expression red (lower panel).

Fig. 6. Histone modifier genes during tomato fruit set. (a) Differential expression and 

histone mark association of epigenetic-related genes during fruit-set. The upper panel of 

the graph corresponds to the expression profile, where x-axis refers to the gene name 

annotated either based on tomato referenced studies or, when missing, according to the 

best corresponding ortholog in Arabidopsis. Genes with significant differential expression 

were marked by asterisks (* Fold > 2 and 0.01< p-value < 0.05; ** Fold > 2 and 0.001< 

p-value < 0.01; *** Fold > 2 and p-value < 0.001). The lower panel corresponds to the 

heatmap of DEGs and DAs. The pink blocks indicate an increase in gene expression 

(fold>2 and p-value<0.01) or histone mark association (p-value <0.01); the green blocks 

indicate a decrease in gene expression (fold>2 and p-value <0.01) or histone mark 

association (p-value <0.01). The blue blocks indicate that at least two DA regions are 

found in the same gene and these DAs show both gain and loss of histone marks (p-value 

<0.01). (b) Heatmaps showing absolute mean normalized expression values. The 

expression patterns of 19 DE histone modifier genes (left panel) were assessed using 

expression datasets available in TomExpress plateform which includes several 

developmental stages and tissue types from wild species S. pimpinellifolium (Middle 

panel) and S. lycopersicum (Right panel). Of these, 6 genes showing consistent 

expression patterns among various experimental contexts are highlighted red to signify 

the potential importance of these histone modifiers in the control of the fruit set. (c) 

Knock-out of SlSDG27 in tomato leads to seedless fruit formation in CR#SDG27 plants 

generated by CRISPR/Cas9 gene editing. Two guide RNAs (sgRNA1 and sgRNA2; green 

bars) were designed for editing the target gene. Protospacer-adjacent motif (PAM) are 

indicated in blue letters. Two independent mutations within SlSDG27 sequence are shown 

in red and sequence gaps represented by dashes. The predicted truncated proteins are 

schematically illustrated to show they are impaired in PHD and SET functional domains. A
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The lower panel shows parthenocarpic fruits in heterozygous lines representative of the 

phenotypes displayed by the two SlSDG27 mutants. Bar=1cm.

A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Reference

Ay N, Irmler K, Fischer A, Uhlemann R, Reuter G, Humbeck K. 2009. Epigenetic 

programming via histone methylation at WRKY53 controls leaf senescence in Arabidopsis 

thaliana. Plant Journal 58: 333–346.

Baulcombe DC, Dean C. 2014. Epigenetic Regulation in Plant Responses to the 

Environment. Cold Spring Harbor Perspectives in Biology 6: a019471–a019471.

Berr A, McCallum EJ, Ménard R, Meyer D, Fuchs J, Dong A, Shen W-H. 2010. 

Arabidopsis SET DOMAIN GROUP2 Is Required for H3K4 Trimethylation and Is Crucial 

for Both Sporophyte and Gametophyte Development. The Plant Cell 22: 3232–3248.

Berr A, Shafiq S, Shen W-H. 2011. Histone modifications in transcriptional activation 

during plant development. Biochimica et biophysica acta 1809: 567–76.

Borg M, Jacob Y, Susaki D, LeBlanc C, Buendía D, Axelsson E, Kawashima T, Voigt 

P, Boavida L, Becker J, et al. 2020. Targeted reprogramming of H3K27me3 resets 

epigenetic memory in plant paternal chromatin. Nature Cell Biology 22: 621–629.

Boureau L, How-Kit A, Teyssier E, Drevensek S, Rainieri M, Joubès J, Stammitti L, 

Pribat A, Bowler C, Hong Y, et al. 2016. A CURLY LEAF homologue controls both 

vegetative and reproductive development of tomato plants. Plant Molecular Biology 90: 

485–501.

Bouyer D, Roudier F, Heese M, Andersen ED, Gey D, Nowack MK, Goodrich J, 

Renou J-P, Grini PE, Colot V, et al. 2011. Polycomb Repressive Complex 2 Controls the 

Embryo-to-Seedling Phase Transition (GP Copenhaver, Ed.). PLoS Genetics 7: 

e1002014.

Brusslan JA, Bonora G, Rus-Canterbury AM, Tariq F, Jaroszewicz A, Pellegrini M. 

2015. A GENOME-WIDE CHRONOLOGICAL STUDY OF GENE EXPRESSION AND 

TWO HISTONE MODIFICATIONS, H3K4ME3 AND H3K9AC, DURING 

DEVELOPMENTAL LEAF SENESCENCE. Plant physiology 168: pp.114.252999-.

Bünger-Kibler S, Bangerth F. 1982. Relationship between cell number, cell size and fruit A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

size of seeded fruits of tomato (Lycopersicon esculentum Mill.), and those induced 

parthenocarpically by the application of plant growth regulators. Plant Growth Regulation 

1: 143–154.

Byrne ME, Groover AT, Fontana JR, Martienssen RA. 2003. Phyllotactic pattern and 

stem cell fate are determined by the Arabidopsis homeobox gene BELLRINGER. 

Development 130: 3941–3950.

Casati P, Campi M, Chu F, Suzuki N, Maltby D, Guan S, Burlingame AL, Walbot V. 

2008. Histone acetylation and chromatin remodeling are required for UV-B-dependent 

transcriptional activation of regulated genes in maize. The Plant cell 20: 827–42.

Charron J-BF, He H, Elling A a, Deng XW. 2009. Dynamic landscapes of four histone 

modifications during deetiolation in Arabidopsis. The Plant cell 21: 3732–3748.

Cheng J, Niu Q, Zhang B, Chen K, Yang R, Zhu J-K, Zhang Y, Lang Z. 2018. 

Downregulation of RdDM during strawberry fruit ripening. Genome Biology 19: 212.

Chua YL, Gray JC. 2018. Histone Modifications and Transcription in Plants. Chichester, 

UK: John Wiley & Sons, Ltd.

van Dijk K, Ding Y, Malkaram S, Riethoven J-JM, Liu R, Yang J, Laczko P, Chen H, 

Xia Y, Ladunga I, et al. 2010. Dynamic changes in genome-wide histone H3 lysine 4 

methylation patterns in response to dehydration stress in Arabidopsis thaliana. BMC plant 

biology 10: 238.

Du J, Mansfield SD, Groover AT. 2009. The Populus homeobox gene ARBORKNOX2 

regulates cell differentiation during secondary growth. The Plant Journal  60: 1000–1014.

Engelhorn J, Blanvillain R, Kröner C, Parrinello H, Rohmer M, Posé D, Ott F, Schmid 

M, Carles C. 2017. Dynamics of H3K4me3 Chromatin Marks Prevails over H3K27me3 for 

Gene Regulation during Flower Morphogenesis in Arabidopsis thaliana. Epigenomes 1: 8.

Garcia-Hurtado N, Carrera E, Ruiz-Rivero O, Lopez-Gresa MP, Hedden P, Gong F, 

Garcia-Martinez JL. 2012. The characterization of transgenic tomato overexpressing 

gibberellin 20-oxidase reveals induction of parthenocarpic fruit growth, higher yield, and 

alteration of the gibberellin biosynthetic pathway. Journal of Experimental Botany 63: A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

5803–5813.

Gendrel A-V, Lippman Z, Martienssen R, Colot V. 2005. Profiling histone modification 

patterns in plants using genomic tiling microarrays. Nature methods 2: 213–218.

Gu D, Chen C-Y, Zhao M, Zhao L, Duan X, Duan J, Wu K, Liu X. 2017. Identification of 

HDA15-PIF1 as a key repression module directing the transcriptional network of seed 

germination in the dark. Nucleic Acids Research 45: 7137–7150.

Gustafson FG. 1936. Inducement of Fruit Development by Growth-Promoting Chemicals. 

Proceedings of the National Academy of Sciences 22: 628–636.

He G, Zhu X, Elling AA, Chen L, Wang X, Guo L, Liang M, He H, Zhang H, Chen F, et 

al. 2010. Global epigenetic and transcriptional trends among two rice subspecies and their 

reciprocal hybrids. Plant Cell 22: 17–33.

Henderson IR, Jacobsen SE. 2007. Epigenetic inheritance in plants. Nature 447: 418–

424.

Hu Y, Zhang L, He S, Huang M, Tan J, Zhao L, Yan S, Li H, Zhou K, Liang Y, et al. 

2012. Cold stress selectively unsilences tandem repeats in heterochromatin associated 

with accumulation of H3K9ac. Plant, Cell and Environment 35: 2130–2142.

Huang H, Liu R, Niu Q, Tang K, Zhang B, Zhang H, Chen K, Zhu J-K, Lang Z. 2019. 

Global increase in DNA methylation during orange fruit development and ripening. 

Proceedings of the National Academy of Sciences 116: 1430–1436.

Itkin M, Seybold H, Breitel D, Rogachev I, Meir S, Aharoni A. 2009. TOMATO 

AGAMOUS-LIKE 1 is a component of the fruit ripening regulatory network. The Plant 

Journal 60: 1081–95.

Ji L, Mathioni SM, Johnson S, Tucker D, Bewick AJ, Do Kim K, Daron J, Slotkin RK, 

Jackson SA, Parrott WA, et al. 2019. Genome-Wide Reinforcement of DNA Methylation 

Occurs during Somatic Embryogenesis in Soybean. The Plant Cell 31: 2315–2331.

de Jong M, Mariani C, Vriezen WH. 2009. The role of auxin and gibberellin in tomato fruit 

set. Journal of Experimental Botany 60: 1523–1532.

Kawakatsu T, Nery JR, Castanon R, Ecker JR. 2017. Dynamic DNA methylation A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

reconfiguration during seed development and germination. Genome Biology 18: 171.

Lafos M, Kroll P, Hohenstatt ML, Thorpe FL, Clarenz O, Schubert D. 2011. Dynamic 

regulation of H3K27 trimethylation during Arabidopsis differentiation. PLoS genetics 7: 

e1002040.

Lang Z, Wang Y, Tang K, Tang D, Datsenka T, Cheng J, Zhang Y, Handa AK, Zhu J-K. 

2017. Critical roles of DNA demethylation in the activation of ripening-induced genes and 

inhibition of ripening-repressed genes in tomato fruit. Proceedings of the National 

Academy of Sciences 114: E4511–E4519.

Lauria M, Rossi V. 2011. Epigenetic control of gene regulation in plants. Biochimica et 

Biophysica Acta - Gene Regulatory Mechanisms.

Lee K, Seo PJ. 2018. Dynamic Epigenetic Changes during Plant Regeneration. Trends in 

Plant Science 23: 235–247.

Lee LR, Wengier DL, Bergmann DC. 2019. Cell-type–specific transcriptome and histone 

modification dynamics during cellular reprogramming in the Arabidopsis stomatal lineage. 

Proceedings of the National Academy of Sciences 116: 21914–21924.

Li B, Carey M, Workman JJLJ. 2007. The role of chromatin during transcription. Cell 128: 

707–719.

Li Z, Jiang G, Liu X, Ding X, Zhang D, Wang X, Zhou Y, Yan H, Li T, Wu K, et al. 2020. 

Histone demethylase SlJMJ6 promotes fruit ripening by removing H3K27 methylation of 

ripening‐related genes in tomato. New Phytologist 227: 1138–1156.

Li S, Lin Y-CJ, Wang P, Zhang B, Li M, Chen S, Shi R, Tunlaya-Anukit S, Liu X, Wang 

Z, et al. 2019. The AREB1 Transcription Factor Influences Histone Acetylation to 

Regulate Drought Responses and Tolerance in Populus trichocarpa. The Plant Cell 31: 

663–686.

Li X, Wang X, He K, Ma Y, Su N, He H, Stolc V, Tongprasit W, Jin W, Jiang J, et al. 

2008. High-resolution mapping of epigenetic modifications of the rice genome uncovers 

interplay between DNA methylation, histone methylation, and gene expression. The Plant 

cell 20: 259–276.A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Lin J-Y, Le BH, Chen M, Henry KF, Hur J, Hsieh T-F, Chen P-Y, Pelletier JM, 

Pellegrini M, Fischer RL, et al. 2017. Similarity between soybean and Arabidopsis seed 

methylomes and loss of non-CG methylation does not affect seed development. 

Proceedings of the National Academy of Sciences 114: E9730–E9739.

Liu DD, Dong QL, Fang MJ, Chen KQ, Hao YJ. 2012. Ectopic expression of an apple 

apomixis-related gene MhFIE induces co-suppression and results in abnormal vegetative 

and reproductive development in tomato. Journal of Plant Physiology 169: 1866–1873.

Liu R, How-Kit A, Stammitti L, Teyssier E, Rolin D, Mortain-Bertrand A, Halle S, Liu 

M, Kong J, Wu C, et al. 2015a. A DEMETER-like DNA demethylase governs tomato fruit 

ripening. Proceedings of the National Academy of Sciences 112: 10804–10809.

Liu X, Yang S, Zhao M, Luo M, Yu C-W, Chen C-Y, Tai R, Wu K. 2014. Transcriptional 

Repression by Histone Deacetylases in Plants. Molecular Plant 7: 764–772.

Liu X, Zhou S, Wang W, Ye Y, Zhao Y, Xu Q, Zhou C, Tan F, Cheng S, Zhou D-X. 

2015b. Regulation of histone methylation and reprogramming of gene expression in the 

rice inflorescence meristem. The Plant cell 27: 1428–44.

Lu F, Cui X, Zhang S, Jenuwein T, Cao X. 2011. Arabidopsis REF6 is a histone H3 

lysine 27 demethylase. Nature genetics 43: 715–719.

Lü P, Yu S, Zhu N, Chen Y-R, Zhou B, Pan Y, Tzeng D, Fabi JP, Argyris J, 

Garcia-Mas J, et al. 2018. Genome encode analyses reveal the basis of convergent 

evolution of fleshy fruit ripening. Nature Plants 4: 784–791.

Malapeira J, Khaitova LC, Mas P. 2012. Ordered changes in histone modifications at the 

core of the Arabidopsis circadian clock. Proceedings of the National Academy of Sciences 

of the United States of America 109: 21540–5.

Manning K, Tör M, Poole M, Hong Y, Thompson AJ, King GJ, Giovannoni JJ, 

Seymour GB. 2006. A naturally occurring epigenetic mutation in a gene encoding an 

SBP-box transcription factor inhibits tomato fruit ripening. Nature Genetics 38: 948–952.

Martel C, Vrebalov J, Tafelmeyer P, Giovannoni JJ. 2011. The Tomato MADS-Box 

Transcription Factor RIPENING INHIBITOR Interacts with Promoters Involved in A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Numerous Ripening Processes in a COLORLESS NONRIPENING-Dependent Manner. 

Plant Physiology 157: 1568–1579.

Martí C, Orzáez D, Ellul P, Moreno V, Carbonell J, Granell A. 2007. Silencing of DELLA 

induces facultative parthenocarpy in tomato fruits. The Plant 52: 865–876.

Matzke MA, Mosher RA. 2014. RNA-directed DNA methylation: an epigenetic pathway of 

increasing complexity. Nature Reviews Genetics 15: 394–408.

Mele G. 2003. The knotted1-like homeobox gene BREVIPEDICELLUS regulates cell 

differentiation by modulating metabolic pathways. Genes & Development 17: 2088–2093.

Molesini B, Pandolfini T, Rotino GL, Dani V, Spena A. 2009. Aucsia Gene Silencing 

Causes Parthenocarpic Fruit Development in Tomato. Plant Physiology 149: 534–548.

Mounet F, Moing A, Kowalczyk M, Rohrmann J, Petit J, Garcia V, Maucourt M, Yano 

K, Deborde C, Aoki K, et al. 2012. Down-regulation of a single auxin efflux transport 

protein in tomato induces precocious fruit development. Journal of Experimental Botany 

63: 4901–4917.

Narsai R, Gouil Q, Secco D, Srivastava A, Karpievitch Y V., Liew LC, Lister R, 

Lewsey MG, Whelan J. 2017. Extensive transcriptomic and epigenomic remodelling 

occurs during Arabidopsis thaliana germination. Genome Biology 18: 172.

Ngan CY, Wong C-H, Choi C, Yoshinaga Y, Louie K, Jia J, Chen C, Bowen B, Cheng 

H, Leonelli L, et al. 2015. Lineage-specific chromatin signatures reveal a regulator of lipid 

metabolism in microalgae. Nature Plants 1: 1–11.

Niederhuth CE, Bewick AJ, Ji L, Alabady MS, Kim K Do, Li Q, Rohr NA, Rambani A, 

Burke JM, Udall JA, et al. 2016. Widespread natural variation of DNA methylation within 

angiosperms. Genome Biology 17: 194.

Pandolfini T, Molesini B, Spena A. 2007. Molecular dissection of the role of auxin in fruit 

initiation. Trends in Plant Science 12: 327–329.

Pattison RJ, Csukasi F, Zheng Y, Fei Z, van der Knaap E, Catalá C. 2015. 

Comprehensive Tissue-Specific Transcriptome Analysis Reveals Distinct Regulatory 

Programs during Early Tomato Fruit Development. Plant physiology 168: 1684–701.A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Pien S, Fleury D, Mylne JS, Crevillen P, Inzé D, Avramova Z, Dean C, Grossniklaus U. 

2008. ARABIDOPSIS TRITHORAX1 dynamically regulates FLOWERING LOCUS C 

activation via histone 3 lysine 4 trimethylation. The Plant cell 20: 580–588.

Pu L, Sung ZR. 2015. PcG and trxG in plants - friends or foes. Trends in Genetics 31: 

252–262.

Reiser L, Modrusan Z, Margossian L, Samach A, Ohad N, Haughn GW, Fischer RL. 

1995. The BELL1 gene encodes a homeodomain protein involved in pattern formation in 

the Arabidopsis ovule primordium. Cell 83: 735–742.

Reyes JC, Brzeski J, Jerzmanowski A. 2018. Chromatin Remodeling and Histone 

Variants in Transcriptional Regulation and in Maintaining DNA Methylation. In: Annual 

Plant Reviews online. Chichester, UK: John Wiley & Sons, Ltd, 112–135.

Rossi V, Locatelli S, Varotto S, Donn G, Pirona R, Henderson DA, Hartings H, Motto 

M. 2007. Maize Histone Deacetylase hda101 Is Involved in Plant Development, Gene 

Transcription, and Sequence-Specific Modulation of Histone Modification of Genes and 

Repeats. The Plant Cell 19: 1145–1162.

Roudier F, Ahmed I, Bérard C, Sarazin A, Mary-Huard T, Cortijo S, Bouyer D, 

Caillieux E, Duvernois-Berthet E, Al-Shikhley L, et al. 2011. Integrative epigenomic 

mapping defines four main chromatin states in Arabidopsis. The EMBO Journal 30: 1928–

1938.

Ruiu F, Picarella ME, Imanishi S, Mazzucato A. 2015. A transcriptomic approach to 

identify regulatory genes involved in fruit set of wild-type and parthenocarpic tomato 

genotypes. Plant Molecular Biology 89: 263–278.

Saleh A, Al-Abdallat A, Ndamukong I, Alvarez-Venegas R, Avramova Z. 2007. The 

Arabidopsis homologs of trithorax (ATX1) and enhancer of zeste (CLF) establish ‘bivalent 

chromatin marks’ at the silent AGAMOUS locus. Nucleic Acids Research 35: 6290–6296.

Schenke D, Cai D, Scheel D. 2014. Suppression of UV-B stress responses by flg22 is 

regulated at the chromatin level via histone modification. Plant, Cell and Environment 37: 

1716–1721.A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Schuettengruber B, Chourrout D, Vervoort M, Leblanc B, Cavalli G. 2007. Genome 

Regulation by Polycomb and Trithorax Proteins. Cell 128: 735–745.

Schwartz YB, Pirrotta V. 2007. Polycomb silencing mechanisms and the management of 

genomic programmes. Nature Reviews Genetics 8: 9–22.

Sequeira-Mendes J, Araguez I, Peiro R, Mendez-Giraldez R, Zhang X, Jacobsen SE, 

Bastolla U, Gutierrez C. 2014. The Functional Topography of the Arabidopsis Genome Is 

Organized in a Reduced Number of Linear Motifs of Chromatin States. The Plant Cell 26: 

2351–2366.

Serrani JC, Ruiz-Rivero O, Fos M, García-Martínez JL. 2008. Auxin-induced fruit-set in 

tomato is mediated in part by gibberellins. The Plant Journal 56: 922–934.

Shu J, Chen C, Thapa RK, Bian S, Nguyen V, Yu K, Yuan Z-C, Liu J, Kohalmi SE, Li C, 

et al. 2019. Genome-wide occupancy of histone H3K27 methyltransferases CURLY LEAF 

and SWINGER in Arabidopsis seedlings. Plant Direct 3: e00100.

Song Q, Huang T-Y, Yu HH, Ando A, Mas P, Ha M, Chen ZJ. 2019. Diurnal regulation of 

SDG2 and JMJ14 by circadian clock oscillators orchestrates histone modification rhythms 

in Arabidopsis. Genome Biology 20: 170.

Stroud H, Greenberg MVC, Feng S, Bernatavichute Y V., Jacobsen SE. 2013. 

Comprehensive Analysis of Silencing Mutants Reveals Complex Regulation of the 

Arabidopsis Methylome. Cell 152: 352–364.

Takuno S, Ran J-H, Gaut BS. 2016. Evolutionary patterns of genic DNA methylation vary 

across land plants. Nature Plants 2: 15222.

Tang N, Deng W, Hu G, Hu N, Li Z. 2015. Transcriptome Profiling Reveals the 

Regulatory Mechanism Underlying Pollination Dependent and Parthenocarpic Fruit Set 

Mainly Mediated by Auxin and Gibberellin (W Lu, Ed.). PLOS ONE 10: e0125355.

Tomato_Genome_Consortium. 2012. The tomato genome sequence provides insights 

into fleshy fruit evolution. Nature 485: 635–41.

Veluchamy A, Rastogi A, Lin X, Lombard B, Murik O, Thomas Y, Dingli F, Rivarola M, 

Ott S, Liu X, et al. 2015. An integrative analysis of post-translational histone modifications A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

in the marine diatom Phaeodactylum tricornutum. Genome Biology 16: 102.

Vriezen WH, Feron R, Maretto F, Keijman J, Mariani C. 2007. Changes in tomato ovary 

transcriptome demonstrate complex hormonal regulation of fruit set. New Phytologist 177: 

60–76.

Wang X, Elling AA, Li X, Li N, Peng Z, He G, Sun H, Qi Y, Liu XS, Deng XW. 2009a. 

Genome-Wide and Organ-Specific Landscapes of Epigenetic Modifications and Their 

Relationships to mRNA and Small RNA Transcriptomes in Maize. The Plant Journal 21: 

1053–1069.

Wang H, Jones B, Li ZG, Frasse P, Delalande C, Regad F, Chaabouni S, Latché A, 

Pech J-CC, Bouzayen M, et al. 2005. The tomato Aux/IAA transcription factor IAA9 is 

involved in fruit development and leaf morphogenesis. The Plant cell 17: 2676–92.

Wang H, Liu C, Cheng J, Liu J, Zhang L, He C, Shen W-H, Jin H, Xu L, Zhang Y. 2016. 

Arabidopsis Flower and Embryo Developmental Genes are Repressed in Seedlings by 

Different Combinations of Polycomb Group Proteins in Association with Distinct Sets of 

Cis-regulatory Elements (V Colot, Ed.). PLOS Genetics 12: e1005771.

Wang H, Schauer N, Usadel B, Frasse P, Zouine M, Hernould M, Latché A, Pech J-C, 

Fernie AR, Bouzayen M. 2009b. Regulatory features underlying pollination-dependent 

and -independent tomato fruit set revealed by transcript and primary metabolite profiling. 

The Plant cell 21: 1428–1452.

Widiez T, Symeonidi A, Luo C, Lam E, Lawton M, Rensing SA. 2014. The chromatin 

landscape of the moss Physcomitrella patens and its dynamics during development and 

drought stress. Plant Journal 79: 67–81.

Xiao H, Radovich C, Welty N, Hsu J, Li D, Meulia T, van der Knaap E. 2009. 

Integration of tomato reproductive developmental landmarks and expression profiles, and 

the effect of SUN on fruit shape. BMC plant biology 9: 49.

Xiao J, Wagner D. 2015. Polycomb repression in the regulation of growth and 

development in Arabidopsis. Current Opinion in Plant Biology 23: 15–24.

Yaari R, Katz A, Domb K, Harris KD, Zemach A, Ohad N. 2019. RdDM-independent de A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

novo and heterochromatin DNA methylation by plant CMT and DNMT3 orthologs. Nature 

Communications 10: 1613.

You Y, Sawikowska A, Neumann M, Posé D, Capovilla G, Langenecker T, Neher RA, 

Krajewski P, Schmid M. 2017. Temporal dynamics of gene expression and histone 

marks at the Arabidopsis shoot meristem during flowering. Nature Communications 8: 

15120.

Young MD, Wakefield MJ, Smyth GK, Oshlack A. 2010. Gene ontology analysis for 

RNA-seq: accounting for selection bias. Genome biology 11: R14.

Zeng Z, Zhang W, Marand AP, Zhu B, Buell CR, Jiang J. 2019. Cold stress induces 

enhanced chromatin accessibility and bivalent histone modifications H3K4me3 and 

H3K27me3 of active genes in potato. Genome Biology 20: 123.

Zhang X, Bernatavichute Y V, Cokus S, Pellegrini M, Jacobsen SE. 2009. 

Genome-wide analysis of mono-, di- and trimethylation of histone H3 lysine 4 in 

Arabidopsis thaliana. Genome biology 10: R62.

Zhang X, Clarenz O, Cokus S, Bernatavichute Y V., Pellegrini M, Goodrich J, 

Jacobsen SE. 2007. Whole-genome analysis of histone H3 lysine 27 trimethylation in 

Arabidopsis. PLoS Biology 5: 1026–1035.

Zhang H, Lang Z, Zhu J-K. 2018. Dynamics and function of DNA methylation in plants. 

Nature Reviews Molecular Cell Biology 19: 489–506.

Zhong S, Fei Z, Chen Y-R, Zheng Y, Huang M, Vrebalov J, McQuinn R, Gapper N, Liu 

B, Xiang J, et al. 2013. Single-base resolution methylomes of tomato fruit development 

reveal epigenome modifications associated with ripening. Nature biotechnology 31: 154–

9.

Zhou J, Wang X, He K, Charron JBF, Elling AA, Deng XW. 2010. Genome-wide 

profiling of histone H3 lysine 9 acetylation and dimethylation in arabidopsis reveals 

correlation between multiple histone marks and gene expression. Plant Molecular Biology 

72: 585–595.

Zong W, Zhong X, You J, Xiong L. 2013. Genome-wide profiling of histone A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

H3K4-tri-methylation and gene expression in rice under drought stress. Plant Molecular 

Biology 81: 175–188.

A
cc

ep
te

d 
A

rt
ic

le



This article is protected by copyright. All rights reserved

Supporting Information 

Figure S1. Cluster dendrogram of DNA cytosine methylation level in 0DPA, 4DPA and 

4IAA samples. 

Figure S2. DNA methylation profiles in promoter of GA and auxin-related genes 

differentially expressed during fruit set. 

Figure S3. Expression profile of genes involved in the regulation of DNA methylation 

during fruit set process. 

Figure S4. ChIP-qPCR validation of ChIP-seq data. 

Figure S5. Genomic distribution of H3K9ac, H3K4me3 and H3K27me3. 

Figure S6. Identification of histone modified regions in 4IAA sample. 

Figure S7. GO terms enriched in RNA-seq and ChIP-Seq datasets. 

Figure S8. Mean normalized expression of the six histone modifier genes selected. 

Figure S9. Generation of SlSDG16 knock-out lines by CRISPR/Cas9 technology. 

Table S1. Primers used in this study.

Table S2. Read mapping summary for RNA-seq, ChIP-seq, BS-seq libraries. 

Table S3. DA regions identified by MAnorm method.

Table S4. List of genes related to epigenetic regulation in tomato. 

Table S5. List of differentially expressed genes (DEGs). 

Table S6. List of GO enrichment biological processes from DEGs (p-value<0.05). 

Table S7. Identification of DMRs in CG, CHG and CHH sequence context. 

Table S8. Size of associated region for each mark and percent of the tomato genome 

covered by the three histone marks. 

Table S9. Differential expression of important fruit set-related genes and their differential 
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Table S10. Gene Ontology analysis of DEGs and active mark associated-DA genes.

Table S11. Hormone-related DEGs and DA genes. 

Table S12. Putative bivalent genes associated with both H3K9ac/H3K4me3 and 

H3K27me3. 

Supporting Methods

Method S1: Data processing of RNA-seq, ChIP-seq and RNA-seq data.

Please note: Wiley Blackwell are not responsible for the content or functionality of any 

supporting information supplied by the authors. Any queries (other than missing material) 

should be directed to the New Phytologist Central Office. 
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