Sun et al. Genome Biology
(2020) 21:143
https://doi.org/10.1186/s13059-020-02063-7

RESEARCH

Open Access

3D genome architecture coordinates trans
and cis regulation of differentially
expressed ear and tassel genes in maize
Yonghao Sun1†, Liang Dong1†, Ying Zhang1, Da Lin2, Weize Xu2, Changxiong Ke1, Linqian Han1, Lulu Deng2,
Guoliang Li1, David Jackson1,3, Xingwang Li1* and Fang Yang1*
* Correspondence: xingwangli@mail.
hzau.edu.cn; fyang@mail.hzau.edu.
cn
†
Yonghao Sun and Liang Dong
contributed equally to this work.
1
National Key Laboratory of Crop
Genetic Improvement, Huazhong
Agricultural University, Wuhan
430070, People’s Republic of China
Full list of author information is
available at the end of the article

Abstract
Background: Maize ears and tassels are two separate types of inflorescence which
are initiated by similar developmental processes but gradually develop distinct
architectures. However, coordinated trans and cis regulation of differentially
expressed genes determining ear and tassel architecture within the 3D genome
context is largely unknown.
Results: We identify 56,055 and 52,633 open chromatin regions (OCRs) in
developing maize ear and tassel primordia using ATAC-seq and characterize
combinatorial epigenome features around these OCRs using ChIP-seq, Bisulfite-seq,
and RNA-seq datasets. Our integrative analysis of coordinated epigenetic
modification and transcription factor binding to OCRs highlights the cis and trans
regulation of differentially expressed genes in ear and tassel controlling inflorescence
architecture. We further systematically map chromatin interactions at high-resolution
in corresponding tissues using in situ digestion-ligation-only Hi-C (DLO Hi-C). The
extensive chromatin loops connecting OCRs and genes provide a 3D view on cisand trans-regulatory modules responsible for ear- and tassel-specific gene expression.
We find that intergenic SNPs tend to locate in distal OCRs, and our chromatin
interaction maps provide a potential mechanism for trait-associated intergenic SNPs
that may contribute to phenotypic variation by influencing target gene expression
through chromatin loops.
Conclusions: Our comprehensive epigenome annotations and 3D genome maps
serve as valuable resource and provide a deep understanding of the complex
regulatory mechanisms of genes underlying developmental and morphological
diversities between maize ear and tassel.
Keywords: Maize inflorescence, 3D genome, Epigenetic modifications, Trans and cis
regulation, Differential expression, GWAS
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Background
In eukaryotes, open chromatin regions (OCRs) along the genome with depleted nucleosomes harbor various categories of cis-regulatory elements (CREs), including promoters, enhancers, and insulators, and are accessible to different trans-acting factors,
such as transcription factors (TFs) that dynamically modulate gene expression [1–7].
Using high-throughput open chromatin mapping technologies, extensive local CREs
proximal to genes and distal CREs in intergenic regions have been identified in mammals and plants [1, 4, 6, 8–12]. Different CREs exhibit distinct epigenetic marks, including histone posttranslational modifications (PTMs), DNA methylation, and chromatin
accessibility. For example, mammalian enhancers are frequently marked by H3K27ac
and H3K4me1 [13, 14]. Recent advances in studies of 3D genome organization found
that regulatory elements, including enhancers, promoters, and insulators, frequently
form chromatin loops and affect the expression of associated genes [15–18]. To elucidate genome-wide cis-element impacts on transcriptional regulation, extensive highresolution chromatin maps have been obtained using Hi-C and chromatin interaction
analysis with paired-end tag sequencing (ChIA-PET) technologies in animals [16, 17,
19]. In recent years, higher-order genome structures for Arabidopsis, rice, maize, and
other plants have also been obtained via Hi-C technology [20–25]; however, comprehensive high-resolution chromatin maps involving regulatory elements are still deficient, due to the limited resolution of Hi-C maps. Recent studies of long-range
regulatory element interactions in maize seedlings using ChIA-PET technology greatly
improve the resolution and reveal the important roles of chromatin loops in gene expression and phenotypic variation [10, 26]. Gene pairs with loops between promoter
proximal regions in maize tend to be transcriptionally coordinated, indicating they
might be involved in the same developmental process [10, 26].
Maize (Zea mays) is a major crop worldwide with two types of inflorescence, the tassel and ear, which initiate by similar developmental processes but develop distinct architectures. Tassel and ear primordia originate from shoot apical meristems and
axillary meristems, respectively [27]. They are both made by inflorescence meristems
(IMs), which initiate spikelet pair meristems (SPMs) that develop into spikelet meristems (SMs) then floret meristems (FMs). Tassel primordia additionally develop several
branch meristems (BMs) from the base resulting in their distinct architecture. At the
floral organ stage, the tassel and ear become male and female inflorescences as a result
of the degeneration of gynoecium primordia in the tassel florets and stamen primordia
in the ear florets, respectively [28–31]. Several genes controlling the inflorescence
architecture and sex determination in maize have been characterized [32–38]. TASSEL
BRANCHED 1 (TB1) is a well-known domestication gene that suppresses vegetative
branching (tillers) [39–41]; tb1 mutants develop more elongated tillers tipped with a
male inflorescence, due to a lack of suppression of axillary meristems and of stamens.
TB1 is more strongly expressed in stamen primordia of ear florets than in tassel florets
and may suppress outgrowth of the ear. TASSELSEED1 and 2 (TS1 and TS2) encode
hydroxysteroid dehydrogenases that participate in JA biosynthesis, and produce a cell
death signal for pistil abortion in tassel florets [31, 32, 35]. An upstream regulator,
SILKLESS1 (SK1), is expressed specifically in upper florets of the ear, where it protects
pistils from TS1- and TS2-mediated elimination signals [38, 42]. Therefore, the temporally and spatially specific expression of related genes contributes to the morphological
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difference and sex determination in ear and tassel [29, 31, 32, 35, 38, 40]. In addition,
GWASs found that a large proportion of genetic variants reside in CREs and are associated with ear- and tassel-related agronomic trait variation [43–48]. However, how these
CREs exert control on the differential expression of key genes is largely unknown.
In this study, we identified extensive local and distal OCRs in ear and tassel, respectively, and characterized their epigenetic features by investigating genome-wide chromatin accessibility, DNA methylation, and three types of histone modification. The
dynamic chromatin states of OCRs affected TF access and were significantly associated
with gene expression, which help explain the differences in ear and tassel architectures.
We also generated high-resolution chromatin interaction maps using in situ digestionligation-only Hi-C (DLO Hi-C) method [49]. A large number of chromatin loops were
detected in immature ear and tassel, and the genome topology and the dynamic epigenetic states of these loops were further investigated. Potential trans- and cis-regulatory
modules regulating ear- and tassel-enriched gene expression were associated with loops
connecting OCRs and genes. We also found that many intergenic SNPs identified in
GWAS for ear and tassel agronomic traits are in chromatin loops. Our results highlight
how chromatin loops and epigenetic states of OCRs regulate gene expression to influence the different architectures and identities of the maize ear and tassel.

Results
Mapping OCRs and epigenome marks in young ear and tassel

Protein trans factors bind CREs in OCRs and regulate gene expression [1, 2, 50]. To explore CREs related to differentially expressed genes during ear and tassel differentiation, we first identified OCRs in 2–4 mm ear and tassel primordia of maize (Fig. 1a)
using ATAC-seq. The datasets generated from 2 replicates were highly reproducible
(Additional file 1: Figure S1a, Additional file 2: Table S1), and 56,055 and 52,633 OCRs
were identified in ear and tassel, respectively, including many tissue-specific OCRs
(Fig. 1b, Additional file 2: Table S2 and S3). Approximately 63% of the OCRs were
close to genes and were defined as local OCRs (LoOCRs: the genomic regions from 3
kb upstream of transcription start sites (TSS), spanning the gene body, to transcription
termination sites (TTS) of genes). The remaining OCRs (~ 37%) were located outside
the genic regions and defined as distal OCRs (dOCRs) which might be involved in
long-range chromatin interactions for transcriptional regulation (Fig. 1c, d). Given the
activity of CREs in mammals is associated with certain epigenetic features [13, 51, 52],
we investigated the chromatin signatures flanking LoOCRs and dOCRs in ear and tassel, by generating global maps of 3 types of histone modification (active H3K4me3 and
H3K9ac and repressive H3K27me3), as well as DNA methylation (Fig. 1d, Additional file 2: Table S2). The analyses of these highly reproducible (Pearson’s correlation
coefficients from 0.92 to 0.97) epigenome datasets showed that both H3K4me3 and
H3K9ac modifications at dOCRs were weaker than those at LoOCRs in both ear and
tassel (Fig. 1e, Additional file 1: Figure S1a and S2a). In addition, we found H3K9ac, an
enhancer flag in mammals, was depleted in many dOCRs (Fig. 1e, Additional file 1: Figure S2a). In the case of H3K27me3 modification, a low enrichment was present in both
LoOCRs and dOCRs, but some exceptional OCRs with strong enrichment of
H3K27me3 were also observed (Fig. 1e, Additional file 1: Figure S2a). We also found
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Fig. 1 Characterization of OCRs and epigenome marks in maize ear and tassel. a Developing ears and
tassels (2–4 mm) were dissected for all experiments. Bar = 0.3 mm. b A large proportion (80–85%) of OCRs
overlapped between ear and tassel, but there were also some tissue-specific OCRs. c Distribution of local
and distal OCRs and 3 types of histone modification (H3K4me3, H3K9ac, and H3K27me3) in ear and tassel. d
Gene expression (RNA-seq), chromatin accessibility (ATAC-seq), H3K4me3, H3K9ac, H3K27me3, and DNA
methylation (CG) profiles on a selected region of chromosome 10 (75.75–76.1 Mb). LoOCRs and dOCRs in
ear and tassel are indicated by red and yellow bars at the bottom, respectively. Gray shading shows an
example of dynamic chromatin accessibility and histone modifications with the altered transcription of a
nearby gene between ear and tassel. e Epigenome profiles at LoOCRs and dOCRs centered on OCR
summits in ear. Shown are regions ± 3 kb from OCR summits. f The correlation between gene expression
levels and different clusters of chromatin accessibility and histone modifications in ear. g The percentages
of dOCRs that overlap intergenic transcripts in the same tissue in ear and tassel showing that ~ 12% of
dOCRs are transcribed. Control: the same number of distal regions as dOCRs generated by randomly
shifting dOCRs. h Comparison of transcription levels showing that coding genes have a higher expression
level than transcribed dOCRs. The Wilcoxon test was used to test significance. i, j DNA motifs enriched in
LoOCRs (i) and dOCRs (j) of ear. The corresponding candidate motif-binding TFs are shown

that the majority of LoOCRs and dOCRs had low DNA methylation, supporting their
predicted regulatory functions (Fig. 1e, Additional file 1: Figure S2a). To understand
the significance of these chromatin features, we compared them to gene expression
levels and found that genes that associated with local chromatin accessibility and active
histone modifications (H3K4me3 and H3K9ac) were significantly more active than
those with repressive H3K27me3 or lacking all modifications (Fig. 1f, Additional file 1:
Figure S2b). We also found that dOCRs tended to overlap with expressed intergenic
transcripts, which might represent putative enhancer RNAs (Fig. 1g), and the level of
dOCR-associated transcripts was lower than that of protein-coding genes, consistent
with the attribute of non-coding RNAs (Fig. 1h, p < 2e−16, Wilcoxon test). We next
asked about the potential information content of OCRs and found that many putative
TF binding motifs were enriched in LoOCRs and dOCRs, such as predicted TCP, LBD,
SBP, HB, and EREB binding motifs (Fig. 1i, j, Additional file 1: Figure S2c, d) [53, 54],
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suggesting that OCRs containing potential CREs recruit different TFs to regulate gene
expression. These results highlight the combinatorial effects of OCRs with various epigenetic features on transcriptional regulation in developing maize ears and tassels.

Dynamic local OCRs and histone modifications contribute to differential expression of
genes between ear and tassel

The discrepancy in architectures between ear and tassel is likely due to transcriptional differences. We identified 434 ear-enriched and 818 tassel-enriched genes from our generated reproducible RNA-seq datasets (FPKM fold change > 1.5, q value < 0.01) (Fig. 2a,
Additional file 1: Figure S1b, Additional file 2: Table S1 and S4). Some key genes for ear development, including TB1, GRASSY TILLERS1 (GT1), and ANTHER EAR1 (AN1) [33, 36, 55],
were among these ear-enriched genes, while tassel-enriched genes included SK1, TS1, and
TS2 [32, 35, 38]. The differentially expressed genes (DEGs) between ear and tassel primordia
were enriched in pathways responding to oxygen-containing compound, hormone, and transcription factor activity by gene ontology (GO) analysis using agrigo [56] (Additional file 1:
Figure S3a, b). Particularly, ear-enriched genes were enriched in pathway of gibberellin (GA),
which positively controls ear development [55, 57, 58], and tassel-enriched genes were
enriched in pathway of jasmonic acid (JA), which mediated pistil abortion in tassels [32, 35,
59, 60]. We further explored the effects of chromatin accessibility and histone modifications
on differential gene expression in ear and tassel and found that the ear- and tassel-enriched
genes followed similar trends, as they both exhibited more open chromatin and active
H3K4me3 modifications and fewer repressive H3K27me3 modifications (p < 0.01, Wilcoxon
test) (Fig. 2b–d). Next, we analyzed differential peaks of ATAC-seq and histone ChIP-seq
using DiffBind [61] to identify differential enrichments of OCRs, H3K4me3, and H3K27me3
between ear and tassel, including differential local and distal enrichments (Fig. 2e, Additional file 2: Table S5, S6 and S7). Genes nearby these differential local enrichments exhibited
different expression levels (Fig. 2f, g). Genes associated with tassel-enriched LoOCRs and
H3K4me3 modifications and tassel-depleted H3K27me3 modifications were more highly
expressed in tassel than in ear (p < 2.7e−9, Wilcoxon test) (Fig. 2g), and genes associated with
ear-enriched H3K4me3 modifications were more highly expressed in ear than in tassel (p =
2.8e−4, Wilcoxon test) (Fig. 2f). The ear-enriched LoOCRs and ear-depleted H3K27me3 modifications overlapped more ear-enriched genes than tassel-enriched genes, although the overall
expression levels of genes associated were not observed significantly different between ear and
tassel (Fig. 2f, h, Additional file 1: Figure S3c, d). Overall, 111 (26%) of the ear-enriched genes
and 426 (52%) of the tassel-enriched genes were found to be correlated with changes in at
least one type of chromatin feature (Fig. 2i, j, Additional file 2: Table S4), including some inflorescence development, sex determination, and hormone-related genes, such as GT1, SK1,
lipoxygenase3 (ZmLOX3), TB1, AN1, TS1, and TS2 [32, 35, 36, 38, 40, 55] (Fig. 2k–m and
Fig. 3i, Additional file 1: Figure S3e-h). We observed that combined chromatin feature changes have greater impacts on the expression dynamics of associated genes
than a single chromatin feature change, suggesting that gene expression could be
fine-tuned by the coordination of multiple chromatin features (Fig. 2n). Taken together, our results demonstrate that the dynamics of local chromatin accessibility
and histone modifications are correlated to differential expression of genes that
may play important roles in the development and identity of ear and tassel.
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Fig. 2 Dynamic LoOCRs and histone modifications associated with differences in gene expression
between ear and tassel. a MA plot showing differentially expressed genes between ear and tassel,
with some known genes marked (highlighted dots with orange circles). Blue dots: 818 tassel-enriched
genes; red dots: 434 ear-enriched genes. DEGs were defined with the following criteria: q value <
0.01, FC (fold change) > 1.5. b–d Average signal intensities of ATAC-seq (b), H3K27me3 (c), and
H3K4me3 (d) ± 3 kb around the transcription start sites (TSSs) of ear-enriched genes (upper panel) and
tassel-enriched genes (lower panel). Ear-enriched genes showed more open chromatin states, stronger
H3K4me3, and weaker H3K27me3 modifications in ear, and tassel-enriched genes showed the same
results in tassel. The Wilcoxon test was used to test significance. e Number of differentially enriched
local and distal OCRs, H3K4me3, and H3K27me3 modifications in ear and tassel. f, g Expression levels
of genes with ear-enriched LoOCRs and H3K4me3 and ear-depleted H3K27me3 modifications in ear
(f) and genes with tassel-enriched LoOCRs and H3K4me3 and tassel-depleted H3K27me3 modifications
in tassel (g). The Wilcoxon test was used to test significance. ns—p > 0.05. h Venn diagram showing
the overlap between tissue-enriched genes and genes associated with tissue-enriched LoOCRs. i, j
Numbers of ear-enriched (i) and tassel-enriched (j) genes associated with different chromatin features
that are differentially present between ear and tassel. k–m Examples of an ear-enriched gene, GT1
(branch suppression) (k), and tassel-enriched genes, SK1 (sex determination) (l) and ZmLOX3 (JA
biosynthesis) (m), showing differences in their expression and chromatin states in ear and tassel. n FC
(fold change) in the expression of tassel-enriched gene sets associated with single or combined
chromatin state changes. The numbers of gene in different gene sets are shown at the bottom. K4,
H3K4me3; K27, H3K27me3. *p < 0.05, **p < 0.01, ****p < 0.0001
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Fig. 3 Dynamic TF binding to LoOCRs contributes to differential gene expression between ear and tassel. a
Percentages of TF binding sites (TFBSs) for 3 TFs identified by in vivo ChIP-seq and TF binding sites for 14
TFs identified by in vitro DAP-seq that overlap with LoOCRs and dOCRs in ear. Controls: the same number
of local and distal regions as LoOCRs and dOCRs, respectively, generated by randomly shifting dOCRs. b
Distribution of the intensity of TF binding centered on ATAC-seq peak summits ordered from bottom to
top by descending peak q value in ear. Shown are the regions ± 3 kb from peak summits. c Ear-enriched
genes that respond to ABA, auxin, JA, and GA targeted by ear-enriched expressed TB1 identified by in vivo
ChIP-seq. FC, fold change. The color scale indicates the log of fold changes in expression (log2FC). d, e
Overlaps of binding sites of KN1 and FEA4 on OCRs (d) and their bound genes (e) in ear. f The OCRs near
TGA1 overlapped with the potential binding sites of TB1, FEA4, and KN1. g Differential expression levels
(FPKM) of 6 tassel-enriched TFs in ear and tassel. FCs (fold changes of “FPKM + 1”) are shown in ascending
order in the right-hand column in the heatmap. h A proposed network of 6 tassel-enriched TFs (top two
rows) and their potentially regulated genes (bottom two rows) involved in JA biosynthesis and response.
These regulated genes are tassel-enriched and show more open chromatin states in tassel than in ear,
except for TS2, ZmLOX5, and ZmAOS1c. ZmZIM16 and ZmZIM28 show self-binding. i A tassel-enriched gene
TS1 (sex determination) shows higher chromatin accessibility and more H3K4me3 modifications in tassel
than in ear. Its LoOCRs overlapped with the binding sites of 5 tassel-enriched TFs (ChIP-seq panel)

Dynamic TF binding to LoOCRs drives differential gene expression between ear and
tassel

The OCRs with appropriate chromatin structure and environment serve as docks that
allow TFs to bind specific DNA sequences and regulate gene transcription [62, 63]. A
large number of TFs were found differentially expressed between ear and tassel (Additional file 1: Figure S4a). We therefore examined the correlation between OCRs and
TF binding sites (TFBSs) using three in vivo ChIP-seq datasets, including KNOTTED 1
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(KN1), a meristem maintenance regulator [64]; FASCIATED EAR 4 (FEA4), a regulator
of meristem size [65]; and TB1, a regulator of meristem determinacy and an important
domestication gene [66]. More than 90% of high-confident binding sites for these 3 TFs
overlapped with LoOCRs or dOCRs (Fig. 3a, Additional file 1: Figure S4b), suggesting
that these overlapping sites might be the regulatory regions of the three TFs present in
ear and tassel. We further analyzed public DAP-seq (DNA affinity purification sequencing) data of AUXIN RESPONSE FACTOR (ARF) TFs [67] and also found more binding sites of TFs overlapping with OCRs than controls, although the proportion was
lower than that for the in vivo ChIP binding sites (Fig. 3a, Additional file 1: Figure
S4b). In addition, we found that the intensity of open chromatin signals was positively
correlated with binding peaks of KN1 and FEA4 in ear (Fig. 3b). TB1, an ear-enriched
gene, targeted the LoOCRs of 135 (31%) ear-enriched genes, including hormone response genes, which might contribute to the differential expression of these genes between ear and tassel (Fig. 3c, Additional file 1: Figure S4c, Additional file 2: Table S4).
Moreover, we observed 1195 overlapped binding sites of KN1 and FEA4 that occupied
651 common target genes in ear, suggesting they function together in some cases to
regulate transcription (Fig. 3d, e, Additional file 2: Table S8). We also found that ~ 30%
of the TB1 target genes in tiller buds were overlapped with the targets of KN1 or
FEA4. For example, one co-bound gene is teosinte glume architecture 1 (tga1), a domestication gene responsible for the reduced, soft glumes found in modern maize compared to teosinte, previously reported as a putative TB1 target [66, 68], and here, we
found it was also bound by FEA4 and KN1 (Fig. 3f).
To investigate the potential regulatory mechanism of tassel-specific TFs, we retrieved the
binding sites of six tassel-enriched TFs (3 ZIMs, 2 EREBs, and 1 TCP) from the pre-release
cistrome database for 112 TFs’ ChIP-seq in maize leaf protoplast (http://www.epigenome.
cuhk.edu.hk/C3C4.html) (Fig. 3g). We found that > 65% of the binding sites of these six TFs
overlapped with OCRs in tassel, although the tissues were different. Therefore, we speculated
that the TF binding sites overlapping with tassel OCRs were potential regulatory sites of these
TFs in tassel and were used for further analysis. The LoOCRs of 411 (~ 50%) of the tasselenriched genes were found to have at least one binding site of these TFs, which may represent
tassel-specific TF regulation relative to ear (Additional file 2: Table S4). Several genes involved
in JA biosynthesis and signaling were potentially bound by these 6 TFs, consistent with JA is
required for male reproductive identity and suppression of female organ biogenesis [32, 35,
60]. We then constructed a proposed regulatory network comprising of the 6 tassel-enriched
TFs and their potential targets that are all tassel upregulated, including JA biosynthesis genes
(such as TS1 and TS2, ZmLOX3, and allene oxide synthase2b (ZmAOS2b)), JA response genes
(such as jasmonate ZIM-domain protein ZmJAZ6 and ZmJAZ7) [59, 69], and others
(Fig. 3h). Except for TS2, ZmLOX5, and ZmAOS1c, the other target genes were also
found to have more open chromatin states in tassel than in ear (Additional file 2:
Table S4). For example, TS1, which had higher chromatin accessibility and H3K4me3
modification in tassel compared to ear, was bound by multiple tassel-specific TFs
(Fig. 3i). Interestingly, we found that TFs ZmZIM16 and ZmZIM28 could bind their
own LoOCRs, suggesting the existence of self-regulatory feedback mechanisms
(Fig. 3h). In summary, these results demonstrate that multiple tissue-specific TFs
could bind OCRs of target genes and drive their tissue-specific expression to control
inflorescence development and determine identity between ear and tassel.

Page 8 of 25

Sun et al. Genome Biology

(2020) 21:143

Mapping chromatin interactions in maize ear and tassel

Long-range chromatin interactions between CREs and target genes can also have functional implications in transcriptional regulation [16, 17, 19]. We thus adopted the in
situ DLO Hi-C method [49] and generated highly reproducible datasets (Pearson’s correlation coefficients, 0.90 for ear and 0.93 for tassel) and total 3.2 and 2.2 billion raw
read pairs for young ear and tassel, respectively (Fig. 4a, Additional file 1: Figure S5a,
Additional file 2: Table S1). After mapping back to the maize genome, we obtained 748
and 493 million valid interactive pair-end tags (PETs) for downstream analysis. The ratio of intrachromosomal versus interchromosomal PETs, which is generally considered
to represent the signal-to-noise ratio, in our Hi-C data was 5.36 ± 2.18 (Additional file 1:
Figure S5b, Additional file 2: Table S1), indicating our Hi-C data is of high quality
(Fig. 4a). We first determined the resolution of our Hi-C maps and found that 95.7%
and 78.3% of the ear and tassel 5-kb bins, respectively, had at least 1000 PETs, indicating our Hi-C maps reached a resolution of ~ 5 kb (Additional file 1: Figure S5c).
We next identified 15,084 and 13,178 topologically associating domains (TADs) at 5
kb resolution in ear and tassel, respectively (Additional file 1: Figure S6a). The TAD
boundaries in both ear and tassel displayed an obvious enrichment of highly expressed
genes, open chromatin, and active epigenetic marks (H3K4me3 and H3K9ac), while the
repressive marks H3K27me3 and DNA methylation were poorly enriched or depleted
(Additional file 1: Figure S6b-e). We observed that 23% and 13% of TAD boundaries
were tissue-specific for ear and tassel, respectively, and a small number of genes at
these tissue-specific TAD boundaries were differentially expressed between ear and tassel (Fig. 4b, c). We also found seven DNA motifs that were significantly enriched at
TAD boundaries relative to the background, including a motif recognized by plantspecific TCP TFs (Fig. 4c, Additional file 1: Figure S6f, g and S7, see the “Methods” section) [53, 54]. The presence of these TF binding motifs suggests that active gene expression regulation occurs at TAD boundaries. In summary, we have provided highresolution chromatin interaction maps for ear and tassel primordia, which can greatly
facilitate studies of chromatin organization and transcriptional regulation in maize.

Characterization of chromatin loops and identification of dOCR-gene connections

We further identified 42,300 and 28,748 chromatin loops in ear and tassel, respectively
(Fig. 4a, Additional file 1: Figure S5d, e, Additional file 2: Table S9 and S10). These extensive loops provide an opportunity to study the spatial relationship between CREs
and target gene expression. The genomic span of chromatin loops was mostly between
100 and 500 kb (Fig. 4d), though we also observed some loops > 2 Mb in length, which
may suggest a super-distant gene regulation mechanism (Fig. 4e). Further analysis
found a positive correlation between the number of loops and gene expression level
(Fig. 4f, Additional file 1: Figure S8a), consistent with the result of a recent ChIA-PET
study in maize [10]. We further classified chromatin loops as gene-gene loops,
intergenic-gene loops, and intergenic-intergenic loops (Fig. 4g, Additional file 2: Table
S9 and S10). We found that ~ 70% of the chromatin loops were gene-gene loops, suggesting that genes form spatial gene clusters. This is supported by the finding that the
expression of gene pairs with chromatin loops in both ear and tassel was more highly
correlated than randomly selected gene pairs separated by similar distances (p < 2e−16
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Fig. 4 Characterization of TADs and loops and the identification of dOCR-gene loops in ear and tassel. a A
representative chromatin interaction map of chromosome 1 in ear and tassel. The arrowheads mark several obvious
loops. b Number of TAD boundaries and tissue-specific TAD boundaries identified in ear and tassel. c A case of TAD
boundary difference (the boundary is visible only in ear) showing the change in expression of a gene at the boundary
(gray shading). The chromatin interaction maps are marked in blue for ear and red for tassel. A DNA motif recognized
by TCP TFs is significantly enriched in the TAD boundaries. d Number of chromatin loops with different interaction
distances in ear and tassel. e Obvious chromatin loops (> 2 Mb interaction distance) marked in blue boxes are visible
on chromosome 3 in ear. Relevant genes and loop connections are shown above the heatmap. f The correlation
between gene expression level and the number of loops in ear. g Numbers of gene-gene, intergenic-gene, and
intergenic-intergenic loops detected in ear and tassel. h The expression correlation of gene pairs with real loops is
significantly higher than that of randomly selected gene pairs with similar interaction distances (p < 2e−16 in both ear
and tassel, two-tailed t test). PCC, Pearson correlation coefficient. i, j The average epigenetic features of gene-gene
loops showing that highly expressed genes have higher chromatin accessibility together with their looped regions
than non-expressed genes in ear (i). The intergenic-gene loops have a similar tendency (j). Highly expressed genes:
FPKM > 100; non-expressed genes: FPKM < 1. The target genes and their looped regions are on the left and right sides
of the loops, respectively, in the diagram. Only loops with a distance < 500 kb are included. The Wilcoxon test was
used to test significance. k, l An example of a highly expressed gene, KN1, which exhibits active co-modifications with
its looped gene and intergenic regions in ear (k). In contrast, a non-expressed gene WRKY99 exhibits repressive comodifications with its looped gene and intergenic regions in ear (l). Gray shadings mark looped regions, and correlated
loops in heatmaps are marked with blue circles. m Number of total intergenic anchors of loops that overlap with
dOCRs in ear and tassel. Control: the same number of distal regions as dOCRs generated by randomly shifting dOCRs.
n Genes that are looped with dOCRs are significantly more highly expressed than those looped with other regions or
without loops. The Wilcoxon test was used to test significance. o Examples of four key inflorescence regulation genes
involved in chromatin loops (blue boxes) in ear. Gene loci are marked with black dots
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both in ear and tassel, two-tailed t test) (Fig. 4h, Additional file 1: Figure S8b). We also
identified 10,037 and 7395 intergenic-gene loops in ear and tassel, respectively (Fig. 4g),
which potentially mediate long-range chromatin interactions between intergenic CREs
and genes. For both gene-gene and intergenic-gene loops, the anchors tended to be
with accessible chromatin (Additional file 1: Figure S8c-f). Interestingly, we found that
not only highly expressed genes, but also their looped genes or intergenic regions
showed moderately higher chromatin accessibility than that of non-expressed genes
(p < 0.05, Wilcoxon test) (Fig. 4i, j, Additional file 1: Figure S8g, h). For instance, KN1,
a key inflorescence meristem regulator [70], together with its long-range interacting
gene and intergenic regions, had open chromatin as well as active histone modifications
(Fig. 4k). In contrast, another gene ZmWRKY99, which was not expressed in ear, had
opposite chromatin states to KN1 (Fig. 4l).
The extensive dOCRs in maize ear and tassel inspired us to investigate if the dOCRs
could interact with their target genes by intergenic-gene loops. Interestingly, we found
that more than 60% (4748/7340 in ear, 3740/5827 in tassel) of the intergenic anchors of
all intergenic-gene loops contained at least one dOCR (Fig. 4m). These dOCR-gene
loops (Additional file 2: Table S11 and S12) included the interaction between TB1,
RAP2.7, and BX1 and their long-distance regulatory regions [34, 71, 72] (Fig. 5f, Additional file 1: Figure S9). We also found that one dOCR could interact with multiple
genes in both ear and tassel (Additional file 1: Figure S10a-d). Interestingly, genes that
looped with dOCRs had significantly higher expression level than genes with nondOCR loops or with no loops (p < 2.3e−7, Wilcoxon test) (Fig. 4n), indicating that
dOCRs, which likely harbor CREs, are vital for gene regulation. Utilizing our chromatin
loop data, we also identified inflorescence development and identity genes that interact
with dOCRs or other genes (Fig. 4o, Additional file 1: Figure S10e). For instance, AN1,
a suppressor of male flower development on pistillate ears [55], was found to interact
with one dOCR and two gene regions. RAMOSA3 (RA3), UNBRANCHED2 (UB2), and
TUNICATE1 (TU1) that control inflorescence architectures [37, 73, 74] were also
found to loop with dOCRs and/or genes (Fig. 4o). Taken together, the identification of
dOCR-gene loops, which may provide CRE-gene interaction, provides a view on gene
regulation at the 3D level and a new direction for functional studies of key developmental genes.

Dynamic trans and cis dOCR regulation contributes to tissue-specific gene expression

Dynamic enhancer landscapes are involved in cell differentiation and organ development processes in a tissue-specific manner to affect target gene transcription in mammals and plants [2, 3, 17, 63]. To ask if dynamic activities of dOCRs affect tissuespecific gene expression, we focused on the dynamic dOCRs, whose accessibility or
flanking repressive H3K27me3 modification was significantly different in peaks between
ear and tassel. These dynamic dOCRs were divided into ear-active dOCRs (more open
and/or weaker H3K27me3 in ear than in tassel, n = 738) and tassel-active dOCRs (more
open and/or weaker H3K27me3 in tassel than in ear, n = 1367). We found that 34%
(250/738) and 23% (318/1367) of ear- and tassel-active dOCRs were involved in dOCRgene loops in ear and tassel, respectively (Fig. 5a, Additional file 2: Table S13 and S14).
Next, we found that these ear- and tassel-active dOCRs tended to interact with ear-
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Fig. 5 (See legend on next page.)
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(See figure on previous page.)
Fig. 5 The dynamic activities of TF-bound dOCRs contribute to tissue-specific gene expression. a Number
of total tissue-active dOCRs and tissue-active dOCRs that are involved in dOCR-gene loops in ear and tassel.
b The percentages of tissue-enriched genes involved in tissue-active dOCR-gene loops are significantly
higher than those of tissue-enriched genes involved in total dOCR-gene loops (background) in ear and
tassel. c Comparison of the percentages of tissue-enriched genes looped with tissue-active dOCRs shows
that ear-active dOCRs tend to interact with ear-enriched genes, while tassel-active dOCRs tend to interact
with tassel-enriched genes. d A schematic diagram of 3 types of TFs based on their binding to the anchors
of dOCR-gene loops. dOCR TF, TF with binding sites on only dOCRs; Local TF, TF with binding sites on only
the local OCRs of gene anchors; Joint TF, TF with binding sites on both loop anchors. e The percentages of
different types of TF binding sites (TFBSs) involved in dOCR-gene loops. dOCR TFBSs, TF binding sites in
only the dOCR anchors of dOCR-gene loops; Local TFBSs, TF binding sites in only the gene anchors of
dOCR-gene loops; Joint TFBSs, TF binding sites on both anchors of dOCR-gene loops. f Example of earactive dOCRs looping with the TB1 gene, which is highly expressed in ear but lowly expressed in tassel.
Chromatin interaction map (top panel) with obvious loops marked by arrowheads. TAD-separation scores
and TADs, chromatin loops, tissue-active dOCRs, RNA levels, epigenetic features, ChIP-seq, and DAP-seq
peaks around the dOCRs and TB1 in ear and tassel are shown. g A proposed model for TB1 regulation
showing a de-repression status in ear compared to tassel. The distal cis-regulatory element (CRE) of TB1 is
more open with less H3K27me3 modifications, leading to easier access of multiple TFs in ear than that in
tassel, which could drive an increased expression of TB1. The hexagons with different colors represent
different TFs, which might show a sequential and differential binding to CRE in ear and tassel. h Case of
tassel-active dOCRs looping to a JA response gene, ZmZIM15, which has a higher expression in tassel.
Chromatin loops, tissue-active dOCRs, RNA levels, epigenetic features, and ChIP-seq data (5 tassel-enriched
TFs) around ZmZIM15 and its dOCRs in ear and tassel are shown. The chromatin interaction map around
ZmZIM15 is shown on the left of the gene track, with loops marked by arrowheads

and tassel-enriched genes, respectively (Fig. 5b, c; Additional file 2: Table S15 and S16).
These results indicate that dOCR dynamics contribute to changes in gene expression
between ear and tassel. We next examined TF binding events at OCRs within the 3D
genome context and observed that 4–30% of TF binding sites involved in dOCR-gene
loops were distributed at both anchors of dOCR-gene loops, while the remaining TF
binding sites were present either at dOCRs’ anchor or at gene anchor (Fig. 5d, e). This
result suggests that transcriptional regulation of genes requires the cooperation of distal
and local OCRs to recruit relevant gene expression regulators.
As one case, a genetically mapped distal region (∼ 58–69 kb upstream of the TSS of
TB1) is known to regulate TB1 transcription to control branching [34]. TB1 was more
highly expressed in ear than in tassel, which helps elicit its suppression on outgrowth
of stamen primordia in ear florets [35]. In our chromatin loop data, we found 3 adjacent dOCRs (~ 59 kb, ~ 64 kb, and ~ 68 kb upstream of the TSS of TB1, respectively)
overlapping with the genetically mapped distal region of TB1 (Fig. 5f), and they had
higher chromatin accessibility and much lower H3K27me3 modification in ear than
those in tassel. Meanwhile, the TB1 gene region also showed higher open chromatin
signals, weaker H3K27me3, and stronger H3K4me3 modifications in ear compared to
tassel, suggesting that the dOCRs and gene region are co-modified to regulate TB1
transcription due to loop-induced spatial proximity. Interestingly, we also observed a
difference in TAD boundary location around the TB1 locus between ear and tassel,
with TB1 closer to a TAD boundary in ear than in tassel, in line with the observation
that highly expressed genes are enriched at boundaries [22, 75]. Furthermore, we found
that the binding sites of multiple TFs (TB1, FEA4, KN1, 3 ARFs, 2 bHLHs, 2 EREBs, 2
WRKYs, bZIP9, and HB79) overlapped with the dOCRs of TB1, suggesting that these
TFs might bind to the distal cis elements of TB1 and form a regulatory module in ear
and/or tassel. Collectively, these results suggest that the chromatin interactions between
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TB1 and its dOCRs provide 3D topology for simultaneous de-repression of H3K27me3 at
both sites in ear versus tassel, with more open chromatin to facilitate multiple TFs’ access
to activate TB1 transcription in ear (Fig. 5g). In addition, another tassel-enriched JA response gene ZmZIM15 was found to form a loop with its ~ 82 kb upstream dOCRs, which
had more open chromatin and weaker H3K27me3 modification in tassel than in ear
(Fig. 5h). Moreover, several tassel-specific TFs were found to potentially bind at both
LoOCR and dOCRs, except for ZmEREB211, which might be involved in stabilizing chromatin loops to regulate ZmZIM15 transcription. This result is consistent with the known
role of ZIM family TFs in JA responses. Additional genes with differences in long-range
interacting dOCRs between ear and tassel include RA3 [73], ZmSBP10, and SAR DEFICIENT 1 (Additional file 1: Figure S11). Taken together, we propose that dynamic dOCRs
may provide variation in chromatin structure and environment, to affect TF access and
regulate gene transcription differences between ear and tassel.

Chromatin loops link trait-associated intergenic SNPs to target genes for potential
control of phenotypic variation

Genome-wide association study (GWAS) has identified many genic and intergenic
SNPs associated with agronomic traits in maize [48, 76]. The pervasive long-range
chromatin interactions inspired us to explore the functional importance of the intergenic SNPs. We first analyzed the 0.2 million natural SNPs generated from a maize association panel of 513 inbred lines [48] and found that 23% of these SNPs located in
intergenic regions, more than 3 kb upstream or downstream of the TSS or TTS, respectively. These intergenic SNPs were found to be enriched in open chromatin regions
with strong H3K4me3, H3K9ac, and H3K27me3 modifications and low DNA methylation (Fig. 6a, b, Additional file 1: Figure S12a, b). We further observed that about 11%
of intergenic SNPs located in dOCRs, which were significantly higher than that overlapped with randomly selected distal regions (Fig. 6c), suggesting that intergenic SNPs
in dOCRs might be functional elements.
To investigate the potential mechanism of intergenic SNPs contributing to agronomic
traits, we collected publicly available SNPs that are significantly associated with ear and
tassel traits (Additional file 2: Table S17) [76], and found there were 33% (527/1621)
SNPs located in distal intergenic regions. Within a 5-kb window centered on traitassociated intergenic SNPs, 135 SNPs are involved in 305 intergenic-gene loops, which
suggested that these intergenic SNPs might influence agronomic traits by regulating
their potential target genes through loops. As one example, one flowering time SNP for
days to anthesis (DTA) immediately adjacent to one dOCR formed chromatin loops
with TERMINAL EAR 1 (TE1) and a GTPase activating protein (GAP) (Fig. 6d). te1
mutant is known to have more leaves initiated, a defect that is tightly related to flowering time [77]. We also observed that TE1 formed loops with a GAP gene and another
dOCR, which provided a spatial regulatory module related to flowering time (Fig. 6e).
In another case, an ear length (EL) SNP that located in dOCR looped with multiple target genes, suggesting these genes may play roles in regulating ear length (Fig. 6f). Taken
together, our results suggest that trait-associated intergenic SNPs may influence their
target gene expression through long-range chromatin interactions, further contributing
to phenotypic variations.

Page 14 of 25

Sun et al. Genome Biology

(2020) 21:143

Fig. 6 Intergenic SNPs tend to locate in dOCRs and connect with their target genes by intergenic-gene
loops. a, b The average distribution of chromatin accessibility (ATAC-seq), histone modifications (a), and
DNA methylation (CG, CHG, CHH) levels (b) centered at trait-associated distal SNPs in ear. c Percentages of
intergenic SNPs that overlap with dOCRs. Control uses the same number of distal regions as dOCRs by
randomly shifting dOCRs. In total, 49,117 intergenic SNPs were used for the calculation for a–c. d A
flowering time SNP (DTA, days to anthesis) adjacent to one dOCR interacts with two genes, TE1 and GAP,
through loops. e A proposed model showing the chromatin folding comprising TE1, GAP, and dOCRs. The
TE1 and GAP genes are marked in blue, and dOCRs are marked in red. dOCR1 is closer to TE1 and GAP than
dOCR2, based on the stronger chromatin interaction intensities. f An ear length (EL) SNP interacting with its
multiple potential target genes. Gray shadings mark the genome regions involved in loops, and the blue
circles mark trait-associated SNPs (d, f)

Discussion
Proper development of ear and tassel is critical for reproduction and grain yield in
maize. At an early developmental stage, the ear and tassel have very similar morphologies, but eventually establish different architectures and identities [27]. Exploring the
molecular mechanisms underlying their development is not only a key biological question to understand male and female inflorescence architecture and floral organ differentiation, but also paves the way to improve yield traits. Complex gene expression
regulatory modules involving cis-CREs and trans-protein factors are likely to be a driving force during ear and tassel development. Genome-wide identifications of CREs
based on open chromatin using DNase I hypersensitive sites (DHSs) and MNasehypersensitive (MNase HS) regions have been carried out in Arabidopsis, rice, cotton,
and maize, which greatly promoted the study of plant functional genome [1, 2, 4, 6, 9,
24]. In maize, less than 3% of its genome (coding and MNase HS regions) may give rise
to majority of phenotypic variation, greatly narrowing the scope of the functional genome [6]. The degree of chromatin accessibility of CREs and their flanking histone modifications, including active and repressive marks, and DNA methylation level have been
used to predict their activities, which can dynamically regulate gene transcription in
plants [1, 2, 4, 12]. A subsequently developed technique of assay for transposaseaccessible chromatin (ATAC-seq) has been applied in plants, which is more efficient
and less tissue-consumed to map open chromatin regions [8, 78–80].
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In this study, we identified extensively potential CREs based on open chromatin regions using ATAC-seq and characterized their epigenome features in developing ear
and tassel of maize. By integrating hundreds of DEGs between ear and tassel, we provide a valuable resource for understanding the regulation of inflorescence development
and sex determination genes, such as TB1, GT1, AN1, SK1, and TS1 [35, 38–40, 55]. In
addition, we identified GA-related genes enriched in ear and JA-related genes enriched
in tassel, consistent with previous studies that these hormones regulate development of
ear and tassel, respectively [35, 55, 58, 59, 69]. We also observed that many of the
DEGs were associated with changes of local chromatin accessibility and/or flanking histone modifications. The combined effects of different epigenetic feature changes on differential gene expression were greater than a single feature change. Our results
demonstrate that the dynamics of local chromatin accessibility and histone modifications are significantly correlated to the differential expression of genes that play important roles in the morphological differences and identity of ear and tassel.
We identified several TFs with ear or tassel preferential expression, which inspired us
to explore genome-wide TF binding sites. Using published ChIP-seq datasets generated
from different tissues (developing tassel and/or ear for KN1 and FEA4, tiller buds for
TB1, leaf protoplast for 6 tassel-enriched TFs), we found an extensive overlap between
TF binding sites and OCRs, suggesting that OCRs could act as a proxy for TF binding.
Furthermore, the signal strength of open chromatin correlated with the strength of TF
binding, indicating that OCRs can be used to predict TF access. We also found that a
considerable number of binding sites overlap between different TFs, suggesting that
they can function together to regulate transcription. To be noted, using the ChIP-seq
datasets generated from different tissues may underestimate the differences of TF binding patterns in ear and tassel, although we only considered the high-confident TF binding sites overlapping with ear/tassel OCRs for further analysis. In addition, the DNA
binding profile of TB1, which is preferentially expressed in ear, gives us valuable information to investigate organ-specific regulatory pathways. To understand tassel-specific
regulation, we examined six tassel-enriched TFs from pre-release maize cistrome data
(http://plants.ensembl.org/index.html). Interestingly, we found that 6 TF binding sites
are overlapping with the LoOCRs of half of the tassel-enriched genes, indicating their
key roles in tassel-specific regulation. A regulatory network of JA biosynthesis and responses derived from these 6 tassel-enriched TFs provides a critical view on the mechanism of JA signaling in controlling pistil abortion during tassel development. Taken
together, our results demonstrate that TFs tend to bind the LoOCRs of target genes,
and suggest these differentially expressed TFs are critical to determine inflorescence development and architecture.
3D genome topology already provides a lot of information to investigate the genome
structure and interaction between CREs and genes in animal [16, 17, 19, 81]. The higherorder genome structures for Arabidopsis, rice, maize, and other plants have been obtained
via Hi-C technology [20–23, 25, 82]. However, high-resolution chromatin maps involving
regulatory elements are still deficient, due to the limited resolution of Hi-C maps. Recent
studies of long-range regulatory element interactions in maize seedlings using ChIA-PET
technology greatly improve the resolution and reveal the important roles of chromatin
loops in gene expression and phenotypic variation [10, 26]. In maize, several long-distance
regulatory regions for TB1, ZmRap2.7, BX1, UNBRANCHED 3 (UB3), and ZmCCT9,
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which are related to important agronomic traits, have been genetically mapped. These regions likely contain CREs and control their target gene expression [34, 71, 72, 83, 84]. The
widespread presence of dOCRs in ear and tassel therefore prompted us to investigate the
chromatin interactions between dOCRs and potential target genes. Our high-resolution
chromatin interaction maps obtained via in situ DLO Hi-C technology [49] revealed obvious genome topologies typical of chromatin loops. Most of the loops we identified were
gene-gene loops, suggesting extensive regulatory regions in the vicinity of genes. We also
identified thousands of dOCR-gene loops, consistent with a recent work on long-range
cis-regulatory elements in the seedling of maize [85]. Interestingly, we found that genes
that interacted with dOCRs tended to be more highly expressed, suggesting that these
loops contain CREs. The regulatory input of genes could come from either local or distal
binding of TFs, and often comes about through cooperation between multiple TFs in the
so-called cis-regulatory modules [3]. Enhancers and their activities can influence the binding ability of regulatory TFs to regulate stage-specific gene expression, critical for animal
and plant development [2, 3, 17]. In our study, we found that dOCR activity correlated
with gene expression differences between ear and tassel. TFs can be recruited by dOCRs,
or by LoOCRs of the dOCR-gene loops, to regulate transcription. We also observed that
both anchors of dOCR-gene loops can be simultaneously bound by the same transcription
factors, suggesting that these factors may stabilize the dOCR-gene interactions.
The distal OCR to gene chromatin interactions identified in this study provides a
mechanism for cooperative epigenetic modifications and transcription factor binding.
In the case of TB1, an important domestication gene [34], both the TB1 and its dOCRs
(~ 64 kb upstream) were more open and contained substantially fewer H3K27me3 modifications in ear than in tassel, indicating that these dOCRs and the TB1 gene may be
co-modified due to their loop-driven spatial proximity. Our findings highlight a new
mechanism for the enriched TB1 expression in ear. Furthermore, the binding of several
TFs, including KN1, FEA4, and potentially bHLHs, EREBs, WRKYs, ARFs, and TB1 itself, to the dOCRs of TB1 may be involved in the dynamics of epigenetic features.
Meanwhile, TB1 was enriched with H3K4me3 marks in only the ear. Thus, we speculate that the more active epigenetic features at the TB1 might be the reason for its
more open state in ear, which would facilitate TF access and higher TB1 transcription
in ear. In this way, the differential expression of TB1 can influence development and
morphological differences between ear and tassel.
In recent years, several GWASs have identified a large number of ear and tassel trait
relevant SNPs [48, 76], with many falling into intergenic regions. However, how these
SNPs function to control ear and tassel architectures and yield is largely unknown. Our
analysis revealed that 33% of agronomic trait-associated SNPs were in distal intergenic
regions, suggesting they may function at a distance through 3D folding or cis regulation. Furthermore, some of these intergenic SNPs located in dOCRs, suggesting they
may influence the functions of CREs and their target genes. Chromatin loops identified
in this study provide valuable information on connections between these traitassociated intergenic SNPs and their potential target genes, important for understanding the regulatory mechanism of these SNPs. As an interesting case, a SNP for flowering time immediately adjacent to one dOCR was found to form a loop with the gene,
TE1, whose mutation interrupts leaf initiation and leads to form more leaves, a process
tightly related to flowering time [80]. Particularly, TE1 was also found to interact with
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another dOCR and the gene GAP through chromatin loops which provided a spatial
regulatory module for a comprehensive understanding of TE1 and its components on
the control of flowering time and the relevant traits. These results demonstrate that
trait-associated intergenic SNPs can be linked to target genes to understand their potential roles in phenotypic variation.
In summary, our comprehensive epigenome characterization on distal and local
OCRs, and high-resolution 3D genome maps, provides a deep understanding of the
control of differential transcription underlying developmental and morphological diversity of the maize ear and tassel. Our genome-wide identification of OCRs aids an
underlying CRE annotation to illustrate the dynamic cis and trans regulation of target
genes. Integrated analysis of coordinated epigenetic modifications and TF binding on
distal and local OCRs showed that the 3D genome topology can coordinate trans and
cis regulation of differentially expressed genes in ear and tassel. In addition, agronomic
trait-associated intergenic SNPs can be connected to potential target genes via loops
that may control phenotypic variations. These findings provide insights into ear- and
tassel-specific regulatory pathways and can be utilized in crop improvement.

Conclusions
We generate high-resolution Hi-C maps and characterize epigenome features of OCRs
in maize ear and tassel, which are the two types of inflorescences critical for corn yield.
Our findings highlight the epigenetic features of OCRs and TFs binding to OCRs responsible for the cis and trans regulation on DEGs that may control ear and tassel inflorescence architecture and identity. We also identified extensive chromatin loops
connecting OCRs and genes that provide a 3D view on cis- and trans-regulatory modules for ear- and tassel-specific gene expression. We finally propose a potential mechanism for ear and tassel trait-associated intergenic SNPs that may contribute to
phenotypic variation by influencing target gene expression through loops. In a general
perspective, our comprehensive characterizations on OCRs at epigenetic level, cis and
trans levels, as well as at 3D view would provide a deep understanding of gene differential regulation underlying developmental and morphological diversity in maize.
Methods
Materials

Ear and tassel at 2–4 mm in length were harvested from maize inbred line B73 grown
in the field. For Hi-C and ChIP-seq, the samples were cross-linked in PBS with 1% formaldehyde for 15 min under vacuum, and the fixation was terminated by adding glycine
to 0.2 M for another 5 min under vacuum. Then, cross-linked samples were rinsed
thrice with deionized water and immediately frozen in liquid nitrogen and stored at −
80 °C before use. The RNA-seq datasets had 3 replicates, and ATAC-seq, ChIP-seq,
and Hi-C datasets had 2 replicates for each tissue. BS-seq had one replicate with sufficient sequencing depth (30×).
Hi-C library preparation

The Hi-C libraries were constructed according to the published in situ DLO Hi-C
protocol with some modifications [49]. For each replicate, about 60 cross-linked ears or
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tassels were chopped with a razor blade in PP buffer (1× PBS containing 1× protease
inhibitor) to obtain the nuclei. After the mixture was filtered through miracloth, SDS
was added to the filtrate to a final concentration of 0.5% to permeabilize the nuclei at
65 °C for 5 min. Then, SDS was immediately quenched by adding Triton X-100 to a
final concentration of 1% and the mixture was incubated at 37 °C for 10 min. Next, the
nuclei were pelleted and washed once with PP buffer, then were incubated in 400 μl
MseI digestion buffer with 30 μl MseI restriction enzyme (NEB, R0525L) and 1% Triton
X-100 for 8–10 h at 37 °C with rotation at 15 rpm. After digestion, MseI half-linkers
(forward strand: 5′-[5Phos]TAGTCGGAGAACCAG/iBiodT/AG-3′, reverse strand: 5′CTAGCTACTG GTTCTCCGAC-3′) were ligated to the digestion fragment ends using
T4 DNA ligase (Thermo, EL0012). After half-linker ligation, the nuclei were pelleted by
centrifugation and washed two times with 1.5 ml PT buffer (1× PBS containing 0.5%
Triton X-100). Next, the fragment-end phosphorylation, in situ proximity ligation, reversal of cross-linking, and DNA purification were performed as described [49]. The
purified DNA fragments which contained the linker at ligation junctions were captured
by Dynabeads™ M-280 Streptavidin (Thermo, 60210) and used to construct sequencing
library based on Tn5 transposase (VAHTS, TD501). The final amplicons were sizeselected using DNA clean beads (KAPA) and submitted for paired-end sequencing (2 ×
150 bp) using Illumina Hiseq X-Ten (Annoroad Biotechnology).

Hi-C data analysis

B73 AGPv4 reference genome was used to analyze all the data. For Hi-C, we filtered
linkers and mapped the sequences against the maize genome using ChIA-PET2 [86].
Unmapped reads, low-quality mapped reads (mapping quality scores < 10), and PCR
duplicates were removed. Next, the DLO-HiC-Tools [87] were used to remove PETs of
self-ligation, re-ligation, and dangling. The iterative correction matrixes of different resolutions were generated using HiC-Pro [88], and the TADs and TAD boundaries at 5kb resolution were identified using HiCExplorer [75]. The TAD boundaries located
within 10 kb were considered conserved between ear and tassel. Loop calling was performed using Juicer HICCUPS [89] with 5-kb and 10-kb bin size and default parameters. The aggregate enrichment of peaks was measured by Juicer Aggregate Peak
Analysis (APA) [89] at 5-kb resolution. Chromatin interaction heatmaps were produced
using Juicebox [90].

ATAC-seq library preparation

The ATAC-seq libraries were constructed according to the previous study with some
modifications [91]. Intact nuclei were isolated from ~ 10 fresh ears and tassels as described in Hi-C library preparation. After filtration through Miracloth, Triton X-100
was added to a final concentration of 0.3% and the samples were incubated for 10 min
on ice. The nuclei were pelleted by centrifugation and were resuspended in 20 μl 1×
TTBL buffer (VAHTS, TD501), and the integrity and amount of nuclei were controlled
before processing. For each library, ~ 10,000 nuclei were treated with Tn5 (VAHTS,
TD501) in the presence of 0.3% Triton X-100. The transposition reaction was carried
out at 37 °C for 30 min. Then, the sample was immediately purified using a Qiagen
MinElute kit and the purified fragments were amplified for 10–13 cycles to construct a
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library, according to the instructions (VAHTS, TD501). The amplicons were subjected
for size selection using DNA clean beads (KAPA) and for paired-end sequencing (2 ×
150 bp) using Illumina Hiseq X-Ten.
RNA-seq, BS-seq, and ChIP-seq library preparation

Total RNA of ears and tassels were extracted using Direct-zol RNA Miniprep (Zymo
Research), and libraries were constructed using NEBNext Ultra Directional RNA Library Prep Kit according to the instructions; BS-seq libraries were constructed as previously described [92]. About 50 (for each replicate) cross-linked ears or tassels were
used to construct ChIP-seq libraries as previously described [10].
RNA-seq, BS-seq, ATAC-seq, and ChIP-seq data analysis

The quality of raw sequencing data was controlled using Trimmomatic with parameters
“LEADING:20 TRAILING:20 SLIDINGWINDOW:4:15 MINLEN:20” [93]. The clean
data of RNA-seq was mapped to the genome using HISAT2 [94] with the default settings. The uniquely mapped reads (mapping quality > 10) were used to calculate the
gene expression levels, and differentially expressed genes were called using Cufflinks
programs [95]. BS-seq data was processed using Bismark [96], and the ATAC-seq and
ChIP-seq clean data was mapped to the genome using bowtie2 [97] with the default parameters. After removing PCR duplicates and low-quality reads (mapping quality
score < 10) using samtools [98], we used MACS2 [99] to call peaks with parameters
(ATAC-seq: --shift -100 --extsize 200 --nomodel -B -SPMR; H3K4me3: default parameters; H3K9ac and H3K27me3: --broad --broad-cutoff 0.05).
GO analysis

GO analysis was performed using Agrigo v2.0 [56] (http://systemsbiology.cau.edu.cn/
agriGO v2/index.php).
Analysis of dynamic chromatin states

We used DiffBind [61] to call the differential peaks of ATAC-seq, H3K4me3, and
H3K27me3 between ear and tassel with default parameters. These differential peaks included local and distal peaks and were regarded as differential enrichment of OCRs,
H3K4me3, and H3K27me3 modifications. Then, we divided these differential enriched
features into ear- and tassel-enriched OCRs and H3K4me3, and ear- and tassel-depleted
H3K27me3. The BEDtools were applied [100] to identify adjacent genes of the differential
peaks, which were located within 3 kb upstream of transcription start sites and the transcription termination sites of genes. The Venn diagrams were plotted in http://bioinformatics.psb.ugent.be/webtools/Venn/. We used chromHMM [101] for chromatin state
clustering. All genome browsers were plotted using pyGenomeTracks [75].
TF ChIP-seq and DAP-seq analysis

ChIP-seq data for TB1, FEA4, and KN1 were downloaded from NCBI SRA or GEO (accession numbers PRJNA517683, GSE61954, and GSE39161). Reads were mapped to the
maize genome version 4 using bowtie2 [97]. After removing duplicates, the bam files
were used to generate the normalized (RPKM) bigwig files for genome browser plots.
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MACS2 was used to call peaks for TB1 with default parameters, and only peaks present
in both replicates were used for analysis. For FEA4, KN1, and ARFs (DAP-seq GEO accession: GSE111857), the processed peak files were obtained from the GEO accessions,
respectively, and the peak coordinates were transferred to maize genome version 4
using assembly converter in the EnsemblPlants database. Only peaks present in both
replicates for FEA4 and in both ear and tassel data for KN1 were used for analysis. The
ChIP-seq data generated from leaf protoplast was obtained from the pre-release maize
cistrome data collection (http://www.epigenome.cuhk. edu.hk/C3C4.html), and the TF
browser tracks were obtained from JBbrowse at the website above.

Motif analysis of OCRs and TAD boundaries

For LoOCRs and dOCRs, they were adjusted to the same size (200 bp) centered peak
summits and de novo motif discoveries of these loci sequences were performed using
DREME in the MEME suite with default settings. We selected the fully conserved TAD
boundaries between ear and tassel for accuracy and focused on the motifs associated
with OCRs in conserved TAD boundaries, given that the interactions between potential
structural proteins and DNA are more likely located in easily accessible chromatin regions [23]. These OCRs were then divided into two categories as previously described
[75]: promoter OCRs (OCRs overlapping with regions between 1 kb upstream and 200
bp downstream of transcription start sites) and the remaining non-promoter OCRs.
We randomly selected the same number of promoter OCRs and non-promoter OCRs
outside of TAD boundaries as background. All the OCRs were adjusted to the same
size (200 bp) centered peak summit. The 4 sequence datasets were subjected to the de
novo motif analysis separately using MEME-chip with default settings [102].

Co-expression analysis of gene pairs with chromatin loops

To investigate the correlation for gene pairs in chromatin loops, the Pearson correlation coefficient (PCC) of gene pairs was calculated using RNA-seq datasets of 65 different tissues from B73 [103]. As a control, we randomly selected gene pairs with
similar chromatin distances and calculated the PCCs. The real gene pairs and randomly
selected gene pairs were then assigned to 1000 batches, and the average PCCs of each
batch were used for box plots.

Supplementary information
Supplementary information accompanies this paper at https://doi.org/10.1186/s13059-020-02063-7.
Additional file 1: Figure S1. Reproducibility analysis between replicates. Figure S2. Mapping of OCRs and
epigenome marks. Figure S3. GO analysis of DEGs and dynamic LoOCRs and chromatin modifications associated
with differential gene expression between ear and tassel. Figure S4. OCRs can be a platform for TF binding.
Figure S5. Quality control of Hi-C data. Figure S6. Characterization of TADs. Figure S7. De novo motif analysis of
TAD boundaries. Figure S8. Characterization of chromatin loops. Figure S9. Interaction between genes and their
genetically mapped regions. Figure S10. Characterization of dOCR-gene loops in which some known genes are involved. Figure S11. Dynamic activities of dOCRs contribute to tissue-specific gene expression. Figure S12. Epigenetic features around distal trait-associated SNPs.
Additional file 2: Table S1. Summary of data generated in this study. Table S2. Open chromatin regions in ear.
Table S3. Open chromatin regions in tassel. Table S4. Differentially expressed gene with their changed
epigenetic feature and bound TF in ear and tassel. Table S5. Differential OCRs. Table S6. Differential H3K4me3.
Table S7. Differential H3K27me3. Table S8. Genes co-bound by TFs in ear. Table S9. Chromatin loops in ear.
Table S10. Chromatin loops in tassel. Table S11. dOCR-gene loops in ear. Table S12. dOCR-gene loops in tassel.
Table S13. Ear-active dOCR-gene loops. Table S14. Tassel-active dOCR-gene loops. Table S15. The number of

Page 21 of 25

Sun et al. Genome Biology

(2020) 21:143

genes looped by dOCRs. Table S16. The number of tissue-enriched genes looped by tissue-active dOCRs. Table
S17. Significant ear and tassel trait-associated SNPs used for analysis.
Additional file 3. Review history.
Acknowledgements
We would like to thank Dr. Gang Cao (Huazhong Agricultural University) for his instructive discussion and Dr. Silin
Zhong (The Chinese University of Hong Kong) for his advice on using pre-release cistrome ChIP-seq database.
Review history
The review history is available as Additional file 3.
Peer review information
Yixin Yao was the primary editor on this article and managed its editorial process and peer review in collaboration
with the rest of the editorial team.
Authors’ contributions
F.Y., Y.S., and X.L. conceived the study. Y.S. and Y.Z. generated the data with some assistance from D.L., L.D., and C.K.
Y.S. and L.D. performed the data analysis with some help from L.H., L.L.D., G.L., and W.X. Y.S., XL., F.Y., and D.J. wrote
the manuscript. The authors read and approved the final manuscript.
Funding
This work was supported by the National Key Research and Development Program of China (2016YFD0100404 to F.Y.),
the National Natural Science Foundation of China (31571680 and 31871633), the Open funds of the National Key
Laboratory of Crop Genetic Improvement, and the Fundamental Research Funds for the Central Universities
(ZK201906, ZK201908, and 2662016PY097).
Availability of data and materials
All the sequencing data generated in this study have been deposited in NCBI SRA under the accession number
PRJNA599454 [104]. The ChIP-seq data for FEA4 (GSE61954), KN1 (GSE39161), and TB1 (PRJNA517683) were downloaded from NCBI GEO or SRA [64–66]. The ChIP-seq data generated from leaf protoplast was obtained from the prerelease maize cistrome data collection (http://www.epigenome.cuhk. edu.hk/C3C4.html). The ear and tassel traitassociated intergenic SNPs were obtained from a recent review [76].
Ethics approval and consent to participate
Not applicable.
Consent for publication
Not applicable.
Competing interests
The authors declare that they have no competing interests.
Author details
1
National Key Laboratory of Crop Genetic Improvement, Huazhong Agricultural University, Wuhan 430070, People’s
Republic of China. 2State Key Laboratory of Agricultural Microbiology, Huazhong Agricultural University, Wuhan,
People’s Republic of China. 3Cold Spring Harbor Laboratory, Cold Spring Harbor, NY 11724, USA.
Received: 17 January 2020 Accepted: 27 May 2020

References
1. Zhu B, Zhang W, Zhang T, Liu B, Jiang J. Genome-wide prediction and validation of intergenic enhancers in Arabidopsis
using open chromatin signatures. Plant Cell. 2015;27(9):2415–26.
2. Yan W, Chen D, Schumacher J, Durantini D, Engelhorn J, Chen M, et al. Dynamic control of enhancer activity drives
stage-specific gene expression during flower morphogenesis. Nat Commun. 2019;10(1):1705.
3. Andersson R, Sandelin A. Determinants of enhancer and promoter activities of regulatory elements. Nat Rev Genet.
2020;21(2):71–87.
4. Oka R, Zicola J, Weber B, Anderson SN, Hodgman C, Gent JI, et al. Genome-wide mapping of transcriptional enhancer
candidates using DNA and chromatin features in maize. Genome Biol. 2017;18(1):137.
5. Spitz F, Furlong EEM. Transcription factors: from enhancer binding to developmental control. Nat Rev Genet. 2012;13(9):613–26.
6. Rodgers-Melnick E, Vera DL, Bass HW, Buckler ES. Open chromatin reveals the functional maize genome. Proc Natl Acad
Sci U S A. 2016;113(22):E3177–84.
7. Zhao H, Zhang W, Chen L, Wang L, Marand AP, Wu Y, et al. Proliferation of regulatory DNA elements derived from
transposable elements in the maize genome. Plant Physiol. 2018;176(4):2789–803.
8. Maher KA, Bajic M, Kajala K, Reynoso M, Pauluzzi G, West DA, et al. Profiling of accessible chromatin regions across multiple plant
species and cell types reveals common gene regulatory principles and new control modules. Plant Cell. 2018;30(1):15–36.
9. Zhang W, Wu Y, Schnable JC, Zeng Z, Freeling M, Crawford GE, et al. High-resolution mapping of open chromatin in
the rice genome. Genome Res. 2012;22(1):151–62.
10. Peng Y, Xiong D, Zhao L, Ouyang W, Wang S, Sun J, et al. Chromatin interaction maps reveal genetic regulation for
quantitative traits in maize. Nat Commun. 2019;10(1):2632.

Page 22 of 25

Sun et al. Genome Biology

(2020) 21:143

11. Zhang T, Marand AP, Jiang J. PlantDHS: a database for DNase I hypersensitive sites in plants. Nucleic Acids Res. 2016;
44(D1):D1148–53.
12. Weber B, Zicola J, Oka R, Stam M. Plant enhancers: a call for discovery. Trends Plant Sci. 2016;21(11):974–87.
13. Heintzman ND, Hon GC, Hawkins RD, Kheradpour P, Stark A, Harp LF, et al. Histone modifications at human enhancers
reflect global cell-type-specific gene expression. Nature. 2009;459(7243):108–12.
14. Bonn S, Zinzen RP, Girardot C, Gustafson EH, Perez-Gonzalez A, Delhomme N, et al. Tissue-specific analysis of chromatin
state identifies temporal signatures of enhancer activity during embryonic development. Nat Genet. 2012;44(2):148–56.
15. Lieberman-Aiden E, van Berkum NL, Williams L, Imakaev M, Ragoczy T, Telling A, et al. Comprehensive mapping of longrange interactions reveals folding principles of the human genome. Science. 2009;326(5950):289–93.
16. Li G, Ruan X, Auerbach RK, Sandhu KS, Zheng M, Wang P, et al. Extensive promoter-centered chromatin interactions
provide a topological basis for transcription regulation. Cell. 2012;148(1–2):84–98.
17. Kwon K-RK, Tang Z, Mathe E, Qian J, Sung M-H, Li G, et al. Interactome maps of mouse gene regulatory domains reveal
basic principles of transcriptional regulation. Cell. 2013;155(7):1507–20.
18. Mifsud B, Tavares-Cadete F, Young AN, Sugar R, Schoenfelder S, Ferreira L, et al. Mapping long-range promoter contacts
in human cells with high-resolution capture Hi-C. Nat Genet. 2015;47(6):598–606.
19. Rao SSP, Huntley MH, Durand NC, Stamenova EK, Bochkov ID, Robinson JT, et al. A three-dimensional map of the
human genome at kilobase resolution reveals principles of chromatin looping. Cell. 2014;159(7):1665–80.
20. Grob S, Schmid MW, Grossniklaus U. Hi-C analysis in Arabidopsis identifies the KNOT, a structure with similarities to the
flamenco locus of Drosophila. Mol Cell. 2014;55(5):678–93.
21. Wang C, Liu C, Roqueiro D, Grimm D, Schwab R, Becker C, et al. Genome-wide analysis of local chromatin packing in
Arabidopsis thaliana. Genome Res. 2015;25(2):246–56.
22. Dong P, Tu X, Chu P-Y, Lü P, Zhu N, Grierson D, et al. 3D chromatin architecture of large plant genomes determined by
local A/B compartments. Mol Plant. 2017;10(12):1497–509.
23. Liu C, Cheng Y-J, Wang J-W, Weigel D. Prominent topologically associated domains differentiate global chromatin
packing in rice from Arabidopsis. Nat Plants. 2017;3(9):742–8.
24. Wang M, Tu L, Lin M, Lin Z, Wang P, Yang Q, et al. Asymmetric subgenome selection and cis-regulatory divergence
during cotton domestication. Nat Genet. 2017;49(4):579–87.
25. Dong P, Tu X, Li H, Zhang J, Grierson D, Li P, et al. Tissue-specific Hi-C analyses of rice, foxtail millet and maize suggest
non-canonical function of plant chromatin domains. J Integr Plant Biol. 2020;62(2):201–17.
26. Li E, Liu H, Huang L, Zhang X, Dong X, Song W, et al. Long-range interactions between proximal and distal regulatory
regions in maize. Nat Commun. 2019;10(1):2633.
27. Kynast RG. Handbook of maize: its biology. Ann Bot. 2012;109(7):vii–viii.
28. Cheng PC, Greyson RI, Walden DB. Organ initiation and the development of unisexual flowers in the tassel and ear of
Zea mays. Am J Bot. 1983;70(3):450–62.
29. Dellaporta SL, Calderon-Urrea A. The sex determination process in maize. Science. 1994;266(5190):1501–5.
30. Irish EE. Regulation of sex determination in maize. BioEssays. 1996;18:363–9.
31. Calderon-Urrea A, Dellaporta SL. Cell death and cell protection genes determine the fate of pistils in maize.
Development. 1999;126(3):435–41.
32. DeLong A, Calderon-Urrea A, Dellaporta SL. Sex determination gene TASSELSEED2 of maize encodes a short-chain
alcohol dehydrogenase required for stage-specific floral organ abortion. Cell. 1993;74(4):757–68.
33. Doebley J, Stec A, Gustus C. teosinte branched1 and the origin of maize: evidence for epistasis and the evolution of
dominance. Genetics. 1995;141(1):333–46.
34. Clark RM, Wagler TN, Quijada P, Doebley J. A distant upstream enhancer at the maize domestication gene tb1 has
pleiotropic effects on plant and inflorescent architecture. Nat Genet. 2006;38(5):594–7.
35. Acosta IF, Laparra H, Romero SP, Schmelz E, Hamberg M, Mottinger JP, et al. tasselseed1 is a lipoxygenase affecting
jasmonic acid signaling in sex determination of maize. Science. 2009;323(5911):262–5.
36. Whipple CJ, Kebrom TH, Weber AL, Yang F, Hall D, Meeley R, et al. grassy tillers1 promotes apical dominance in maize
and responds to shade signals in the grasses. Proc Natl Acad Sci U S A. 2011;108(33):E506–12.
37. Wingen LU, Münster T, Faigl W, Deleu W, Sommer H, Saedler H, et al. Molecular genetic basis of pod corn (Tunicate
maize). Proc Natl Acad Sci U S A. 2012;109(18):7115–20.
38. Hayward AP, Moreno MA, Howard TP, Hague J, Nelson K, Heffelfinger C, et al. Control of sexuality by the sk1-encoded
UDP-glycosyltransferase of maize. Sci Adv. 2016;2(10):e1600991.
39. Doebley J, Stec A, Hubbard L. The evolution of apical dominance in maize. Nature. 1997;386(6624):485–8.
40. Hubbard L, McSteen P, Doebley J, Hake S. Expression patterns and mutant phenotype of teosinte branched1 correlate
with growth suppression in maize and teosinte. Genetics. 2002;162(4):1927–35.
41. Studer A, Zhao Q, Ross-Ibarra J, Doebley J. Identification of a functional transposon insertion in the maize domestication
gene tb1. Nat Genet. 2011;43(11):1160–3.
42. Irish EE, Langdale JA, Nelson TM. Interactions between tassel seed genes and other sex determining genes in maize.
Dev Genet. 1994;15(2):155–71.
43. Brown CD, Mangravite LM, Engelhardt BE. Integrative modeling of eQTLs and cis-regulatory elements suggests
mechanisms underlying cell type specificity of eQTLs. PLoS Genet. 2013;9(8):e1003649.
44. Gallagher MD, Chen-Plotkin AS. The post-GWAS era: from association to function. Am J Hum Genet. 2018;102(5):717–30.
45. van Arensbergen J, Pagie L, FitzPatrick VD, de Haas M, Baltissen MP, Comoglio F, et al. High-throughput identification of
human SNPs affecting regulatory element activity. Nat Genet. 2019;51(7):1160–9.
46. Xiao Y, Tong H, Yang X, Xu S, Pan Q, Qiao F, et al. Genome-wide dissection of the maize ear genetic architecture using
multiple populations. New Phytol. 2016;210(3):1095–106.
47. Wu X, Li Y, Shi Y, Song Y, Zhang D, Li C, et al. Joint-linkage mapping and GWAS reveal extensive genetic loci that
regulate male inflorescence size in maize. Plant Biotechnol J. 2016;14(7):1551–62.
48. Yang N, Lu Y, Yang X, Huang J, Zhou Y, Ali F, et al. Genome wide association studies using a new nonparametric model
reveal the genetic architecture of 17 agronomic traits in an enlarged maize association panel. PLoS Genet. 2014;10(9):
e1004573.

Page 23 of 25

Sun et al. Genome Biology

(2020) 21:143

49. Lin D, Hong P, Zhang S, Xu W, Jamal M, Yan K, et al. Digestion-ligation-only Hi-C is an efficient and cost-effective
method for chromosome conformation capture. Nat Genet. 2018;50(5):754–63.
50. Shlyueva D, Stampfel G, Stark A. Transcriptional enhancers: from properties to genome-wide predictions. Nat Rev Genet.
2014;15(4):272–86.
51. Heintzman ND, Stuart RK, Hon G, Fu Y, Ching CW, Hawkins RD, et al. Distinct and predictive chromatin signatures of
transcriptional promoters and enhancers in the human genome. Nat Genet. 2007;39(3):311–8.
52. Charlet J, Duymich CE, Lay FD, Mundbjerg K, Dalsgaard Sørensen K, Liang G, et al. Bivalent regions of cytosine methylation
and H3K27 acetylation suggest an active role for DNA methylation at enhancers. Mol Cell. 2016;62(3):422–31.
53. O’Malley RC, Huang S-SC, Song L, Lewsey MG, Bartlett A, Nery JR, et al. Cistrome and epicistrome features shape the
regulatory DNA landscape. Cell. 2016;165(5):1280–92.
54. Chow C-N, Lee T-Y, Hung Y-C, Li G-Z, Tseng K-C, Liu Y-H, et al. PlantPAN3.0: a new and updated resource for
reconstructing transcriptional regulatory networks from ChIP-seq experiments in plants. Nucleic Acids Res. 2019;47(D1):
D1155–63.
55. Bensen RJ, Johal GS, Crane VC, Tossberg JT, Schnable PS, Meeley RB, et al. Cloning and characterization of the maize
An1 gene. Plant Cell. 1995;7(1):75–84.
56. Tian T, Liu Y, Yan H, You Q, Yi X, Du Z, et al. agriGO v2.0: a GO analysis toolkit for the agricultural community, 2017
update. Nucleic Acids Res. 2017;45(W1):W122–9.
57. Chen Y, Hou M, Liu L, Wu S, Shen Y, Ishiyama K, et al. The maize DWARF1 encodes a gibberellin 3-Oxidase and is dual
localized to the nucleus and cytosol1. Plant Physiol. 2014;166(4):2028–39.
58. White CN, Proebsting WM, Hedden P, Rivin CJ. Gibberellins and seed development in maize. I. Evidence that
gibberellin/abscisic acid balance governs germination versus maturation pathways. Plant Physiol. 2000;122(4):1081–8.
59. Borrego EJ, Kolomiets MV. Synthesis and functions of jasmonates in maize. Plants (Basel). 2016;5(4):41.
60. Yan Y, Christensen S, Isakeit T, Engelberth J, Meeley R, Hayward A, et al. Disruption of OPR7 and OPR8 reveals the
versatile functions of jasmonic acid in maize development and defense. Plant Cell. 2012;24(4):1420–36.
61. Stark R, Brown GD. DiffBind: differential binding analysis of ChIP-Seq peak data. Bioconductor.
62. Friman ET, Deluz C, Meireles-Filho AC, Govindan S, Gardeux V, Deplancke B, et al. Dynamic regulation of chromatin
accessibility by pluripotency transcription factors across the cell cycle. eLife. 2019;8:e50087.
63. Li P, Leonard WJ. Chromatin accessibility and interactions in the transcriptional regulation of T cells. Front Immunol.
2018;9:2738.
64. Bolduc N, Yilmaz A, Mejia-Guerra MK, Morohashi K, O’Connor D, Grotewold E, et al. Unraveling the KNOTTED1 regulatory
network in maize meristems. Genes Dev. 2012;26(15):1685–90.
65. Pautler M, Eveland AL, LaRue T, Yang F, Weeks R, Lunde C, et al. FASCIATED EAR4 encodes a bZIP transcription factor
that regulates shoot meristem size in maize. Plant Cell. 2015;27(1):104–20.
66. Dong Z, Xiao Y, Govindarajulu R, Feil R, Siddoway ML, Nielsen T, et al. The regulatory landscape of a core maize
domestication module controlling bud dormancy and growth repression. Nat Commun. 2019;10(1):3810.
67. Galli M, Khakhar A, Lu Z, Chen Z, Sen S, Joshi T, et al. The DNA binding landscape of the maize AUXIN RESPONSE
FACTOR family. Nat Commun. 2018;9(1):4526.
68. Studer AJ, Wang H, Doebley JF. Selection during maize domestication targeted a gene network controlling plant and
inflorescence architecture. Genetics. 2017;207(2):755–65.
69. Yan Y, Huang P-C, Borrego E, Kolomiets M. New perspectives into jasmonate roles in maize. Plant Signal Behav. 2014;
9(10):e970442.
70. Vollbrecht E, Reiser L, Hake S. Shoot meristem size is dependent on inbred background and presence of the maize
homeobox gene, knotted1. Development. 2000;127(14):3161–72.
71. Castelletti S, Tuberosa R, Pindo M, Salvi S. A MITE transposon insertion is associated with differential methylation at the
maize flowering time QTL Vgt1. G3 (Bethesda). 2014;4(5):805–12.
72. Zheng L, McMullen MD, Bauer E, Schön C-C, Gierl A, Frey M. Prolonged expression of the BX1 signature enzyme is
associated with a recombination hotspot in the benzoxazinoid gene cluster in Zea mays. J Exp Bot. 2015;66(13):3917–30.
73. Satoh-Nagasawa N, Nagasawa N, Malcomber S, Sakai H, Jackson D. A trehalose metabolic enzyme controls inflorescence
architecture in maize. Nature. 2006;441(7090):227–30.
74. Chuck GS, Brown PJ, Meeley R, Hake S. Maize SBP-box transcription factors unbranched2 and unbranched3 affect yield
traits by regulating the rate of lateral primordia initiation. Proc Natl Acad Sci U S A. 2014;111(52):18775–80.
75. Ramírez F, Bhardwaj V, Arrigoni L, Lam KC, Grüning BA, Villaveces J, et al. High-resolution TADs reveal DNA sequences
underlying genome organization in flies. Nat Commun. 2018;9(1):189.
76. Li M, Zhong W, Yang F, Zhang Z. Genetic and molecular mechanisms of quantitative trait loci controlling maize
inflorescence architecture. Plant Cell Physiol. 2018;59(3):448–57.
77. Veit B, Briggs SP, Schmidt RJ, Yanofsky MF, Hake S. Regulation of leaf initiation by the terminal ear 1 gene of maize.
Nature. 1998;393(6681):166–8.
78. Lu Z, Hofmeister BT, Vollmers C, DuBois RM, Schmitz RJ. Combining ATAC-seq with nuclei sorting for discovery of cisregulatory regions in plant genomes. Nucleic Acids Res. 2017;45(6):e41.
79. Bajic M, Maher KA, Deal RB. Identification of open chromatin regions in plant genomes using ATAC-Seq. Methods Mol
Biol. 2018;1675:183–201.
80. Tannenbaum M, Sarusi-Portuguez A, Krispil R, Schwartz M, Loza O, Benichou JIC, et al. Regulatory chromatin landscape
in Arabidopsis thaliana roots uncovered by coupling INTACT and ATAC-seq. Plant Methods. 2018;14:113.
81. Sanborn AL, Rao SSP, Huang S-C, Durand NC, Huntley MH, Jewett AI, et al. Chromatin extrusion explains key features of
loop and domain formation in wild-type and engineered genomes. Proc Natl Acad Sci U S A. 2015;112(47):E6456–65.
82. Wang M, Wang P, Lin M, Ye Z, Li G, Tu L, et al. Evolutionary dynamics of 3D genome architecture following
polyploidization in cotton. Nat Plants. 2018;4(2):90–7.
83. Liu L, Du Y, Shen X, Li M, Sun W, Huang J, et al. KRN4 controls quantitative variation in maize kernel row number. PLoS
Genet. 2015;11(11):e1005670.
84. Huang C, Sun H, Xu D, Chen Q, Liang Y, Wang X, et al. ZmCCT9 enhances maize adaptation to higher latitudes. Proc
Natl Acad Sci U S A. 2018;115(2):E334–41.

Page 24 of 25

Sun et al. Genome Biology

(2020) 21:143

85. Ricci WA, Lu Z, Ji L, Marand AP, Ethridge CL, Murphy NG, et al. Widespread long-range cis -regulatory elements in the
maize genome. Nat Plants. 2019;5(12):1237–49.
86. Li G, Chen Y, Snyder MP, Zhang MQ. ChIA-PET2: a versatile and flexible pipeline for ChIA-PET data analysis. Nucleic Acids
Res. 2017;45(1):e4.
87. Hong P, Jiang H, Xu W, Lin D, Xu Q, Cao G, et al. The DLO Hi-C tool for Digestion-Ligation-Only Hi-C chromosome
conformation capture data analysis. Genes. 2020;11(3):289.
88. Servant N, Varoquaux N, Lajoie BR, Viara E, Chen C-J, Vert J-P, et al. HiC-Pro: an optimized and flexible pipeline for Hi-C
data processing. Genome Biol. 2015;16:259.
89. Durand NC, Shamim MS, Machol I, Rao SSP, Huntley MH, Lander ES, et al. Juicer provides a one-click system for
analyzing loop-resolution Hi-C experiments. Cell Syst. 2016;3(1):95–8.
90. Durand NC, Robinson JT, Shamim MS, Machol I, Mesirov JP, Lander ES, et al. Juicebox provides a visualization system for
Hi-C contact maps with unlimited zoom. Cell Syst. 2016;3(1):99–101.
91. Buenrostro JD, Giresi PG, Zaba LC, Chang HY, Greenleaf WJ. Transposition of native chromatin for fast and sensitive
epigenomic profiling of open chromatin, DNA-binding proteins and nucleosome position. Nat Methods. 2013;10(12):
1213–8.
92. Li Q, Hermanson PJ, Springer NM. Detection of DNA methylation by whole-genome bisulfite sequencing. Methods Mol
Biol. 2018;1676:185–96.
93. Bolger AM, Lohse M, Usadel B. Trimmomatic: a flexible trimmer for Illumina sequence data. Bioinformatics. 2014;30(15):
2114–20.
94. Kim D, Langmead B, Salzberg SL. HISAT: a fast spliced aligner with low memory requirements. Nat Methods. 2015;12(4):
357–60.
95. Trapnell C, Williams BA, Pertea G, Mortazavi A, Kwan G, van Baren MJ, et al. Transcript assembly and quantification by
RNA-Seq reveals unannotated transcripts and isoform switching during cell differentiation. Nat Biotechnol. 2010;28(5):
511–5.
96. Krueger F, Andrews SR. Bismark: a flexible aligner and methylation caller for bisulfite-seq applications. Bioinformatics.
2011;27(11):1571–2.
97. Langmead B, Salzberg SL. Fast gapped-read alignment with Bowtie 2. Nat Methods. 2012;9(4):357–9.
98. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The sequence alignment/map format and SAMtools.
Bioinformatics. 2009;25(16):2078–9.
99. Zhang Y, Liu T, Meyer CA, Eeckhoute J, Johnson DS, Bernstein BE, et al. Model-based analysis of ChIP-Seq (MACS).
Genome Biol. 2008;9(9):R137.
100. Quinlan AR, Hall IM. BEDTools: a flexible suite of utilities for comparing genomic features. Bioinformatics. 2010;26(6):841–2.
101. Ernst J, Kellis M. ChromHMM: automating chromatin-state discovery and characterization. Nat Methods. 2012;9(3):215–6.
102. Ma W, Noble WS, Bailey TL. Motif-based analysis of large nucleotide data sets using MEME-ChIP. Nat Protoc. 2014;9(6):
1428–50.
103. Li L, Briskine R, Schaefer R, Schnable PS, Myers CL, Flagel LE, et al. Co-expression network analysis of duplicate genes in
maize (Zea mays L.) reveals no subgenome bias. BMC Genomics. 2016;17(1):875.
104. Sun Y, Dong L, Zhang Y, Lin D, Xu W, Ke C, Han L, Deng L, Li G, Jackson D, Li X, Yang F. 3D genome architecture
coordinates trans and cis regulation of differentially expressed ear and tassel genes in maize. RNA-seq, ATAC-seq,
histone ChIP-seq, Hi-C and BS-seq datasets. NCBI. https://www.ncbi.nlm.nih.gov/bioproject/ PRJNA599454 (2020).
Accessed 21 May 2020.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.

Page 25 of 25

