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Figure 6. Effects of exogenous GABA and VGB on free amino acid contents during chestnut seed
germination. * and ** represent significant differences between the treatments and control (CK) at
p < 0.05 and p < 0.01, respectively. t0: time-point when the seed imbibition was initiated.
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Figure 7. Principal component analysis of the effects of exogenous GABA and VGB on physiological
parameters at 48 (A) and 120 h (B).

4. Discussion

Chestnut seeds are widely considered to be healthy for humans [45]. Earlier reports regarding the
substantial accumulation of GABA in chestnut seeds [7,36] provided evidence of the health benefits of
chestnuts, similar to other GABA-enriched functional foods [9,10]. Additionally, seed germination is
closely associated with the shelf-life of chestnuts and with the cultivation of rootstock seedlings [30].
Therefore, it is worth considering the high GABA level regarding its effects on the storage and
germination of chestnut seeds.

Recent genetic and physiological studies have implied that GABA is involved in responses
to abiotic stresses [46,47], as well as developmental processes, including pollen tube growth [48],
primary/adventitious root growth [37,49], and seed germination [20,21]. The recent identification
of a GABA receptor, aluminum-activated malate transporter (ALMT) [50], indicates that GABA is a
signaling molecule and not just a metabolite [51]. Consequently, GABA functions should be more
comprehensively characterized.

Previous studies revealed that endogenous GABA concentrations increase during
germination [16,17,52]. In contrast, in the current study, we observed that germination was negatively
related to endogenous GABA concentrations at the 48 and 120 h time-points following the GABA and
VGB treatments (Figures 1A and 2A). Our results were similar to those of an earlier investigation on high
lysine maize seeds [13]. We also detected a more than four-fold increase in GABA concentrations before
germination (Figure 2A), which might result from the decrease in Glu content at 48 h (Figure 6) because
Glu acts as the direct precursor of GABA production [8,51]. This further indicated that chestnut seeds
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may be useful as a GABA-enriched functional food by short-term germination induction. However,
the decrease in GABA after 48 h may be ascribed to the requirement of much more Glu for protein
synthesis or rapid degradation of GABA back to the TCA cycle during primary root growth [8,51].
However, the application of 10 mM GABA inhibited chestnut seed germination and early primary
root growth (Figure 1), which was inconsistent with the results of earlier investigations on barley [20]
and H. ammodendron [21] seeds. Moreover, blocking GABA degradation with 100 μM VGB also had
an inhibitory effect (Figure 1). We recently confirmed VGB to be detrimental to adventitious root
growth [37]. Thus, the endogenous GABA may play a specific role in the germination of chestnut seeds
and may be useful for improving chestnut seed storage during winter.

Generally, exogenous GABA promotes germination [20,21] and enhances GABA absorption in
orthodox seeds [20]. Unexpectedly, our analysis of recalcitrant chestnut seeds uncovered a transient
decrease in endogenous GABA concentrations at 48 h following the GABA and VGB treatments
(Figure 2A), which was inconsistent with the data generated during our recent investigation of
GABA- and VGB-treated poplar stem fragments [37]. Previous studies proved that embryo axes
and cotyledons exhibited contrasting responses to desiccation in Castanea sativa seeds [27], and the
embryonic axes of dormant seeds were maintained in a state of metabolic readiness under optimal
conditions [29]. Accordingly, it is possible that the results of the current study were due to the
embryos being highly sensitive to the imbibition of exogenous GABA and VGB, resulting in significant
increases in endogenous GABA concentrations, relative to the levels of cotyledon with high moisture.
However, the whole seed kernels used for measurements may have obscured the final increased GABA
concentrations in the embryos. Additionally, GABA provides the carbon skeletons in the TCA cycle [8],
which contributes to seed germination [20]. In this study, the GABA and VGB treatments altered the
metabolism of soluble sugars, organic acids, and amino acids.

Carbon and nitrogen metabolites, including those mentioned above, are significantly associated
with germination and seedling establishment [13], during which GABA critically affects carbon and
nitrogen metabolism [8]. During seed germination, as the hormone GA’s role [53], exogenous GABA
may promote starch hydrolysis to produce soluble sugars by stimulating α-amylase activity [20], but
in the current study, there were no significant changes in starch contents following the GABA and
VGB treatments (Figure 3B). This may have resulted in the decrease in soluble sugar contents at 120 h
(Figure 3A), with the resulting lack of sufficient energy leading to the inhibition of early primary
root growth (Figure 1). However, we speculated that the increase in soluble sugar levels at 48 h
may have resulted from the lipid breakdown occurring in germinating seeds [53]. We observed that
both treatments induced the considerable accumulation of H2O2 (Figure 2B), which can be mainly
produced by fatty acid β-oxidation during germination [53], contributing to the inhibition of chestnut
seed germination.

The TCA cycle activity is closely associated with seed germination [13], wherein succinate is also
the final product of GABA degradation [8]. However, the succinate contents could not be detected in
this study. Previous research demonstrated that increasing lysine levels in Arabidopsis thaliana seeds
resulted in delayed germination, which was accompanied by a significant decrease in the levels of
TCA cycle metabolites, such as citrate, malate, and succinate [13]. Hence, the observed decrease
in citrate contents at 120 h (Figure 4A) may adversely affect germination and early primary root
growth in chestnut seeds because of the associated lack of sufficient energy. Unlike the study by
Angelovici et al. [13], we detected an increase in malate contents induced by GABA and VGB treatments
(Figure 4B). This increase may block the germination and early primary root establishment of chestnut
seeds, which is supported by a recent report [54], which proved that rapidly germinating seeds have
low malate levels. Because malate is a key intermediate of the TCA cycle, we speculated that the
accumulation of malate may affect the efficient mobilization of storage compounds to supply energy
for germination and early seedling development. However, the results of our recent study implied
that malate interacting with GABA can delay poplar AR formation [37], possibly because GABA can
negatively modulate ALMT via malate [50,55,56]. Thus, we considered that changes to the metabolic
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status of malate and GABA led to physiological responses, such as the delayed seed germination and
inhibited early primary root growth observed in this study, through modulated ALMT activities.

In many plant species, most amino acids accumulate during seed germination [12]. For example, the
aspartic acid family of amino acids contributes to the onset of autotrophic growth-associated processes
during germination [13]. An exogenous nitric oxide donor (S-nitroso-N-acetyl-d,l-penicillamine)
can enhance the germination of Kabuli chickpea seeds, which coincides with an increase in amino
acid levels [57]. Exogenous H2O2 also promotes the germination of eggplant seeds, accompanied by
enhanced amino acid biosynthesis and protein expression [58]. Therefore, the observed decrease in
most of the amino acid levels at the 48 h time-point following the GABA and VGB treatments might
contribute to the inhibition of chestnut seed germination (Figure 6). At 120 h, however, only the VGB
treatment induced a considerable increase in the accumulation of 10 amino acids (Figure 6), which were
reportedly negatively associated with root growth [13,37,58–60]. Thus, VGB might have a specific role
in inhibiting early primary root growth. However, the GABA treatment did not adversely affect the
roots, which was consistent with the findings of a previous study involving Brassica napus seedlings [60],
but it inhibited chestnut seed germination. Furthermore, soluble protein contents reportedly decreased
during the seed germination of six grass species [61], but they increased significantly when the primary
root growth was inhibited at 120 h after both treatments in the current study (Figure 5). Therefore, the
two treatments appeared to negatively influence early primary root growth in chestnut seeds.

5. Conclusions

The importance of GABA for human health and plant development has been confirmed. In this
study, high GABA levels were detected in seeds before germination, implying GABA not only could
influence chestnut seed germination, but also could act as a potential compound of functional chestnut
food. This should be examined in greater detail in future studies. The application of exogenous GABA
and VGB inhibited chestnut seed germination and early primary root growth, possibly by altering
the balance between carbon and nitrogen metabolism, especially the free amino acid contents before
germination (Figure 8). The data presented herein suggested that changes to the endogenous GABA
levels in chestnut seeds might adversely affect germination. This insight may be relevant for improving
the storage of chestnut and other recalcitrant seeds over winter.

Figure 8. Model of the effects of exogenous GABA and VGB on primary carbon and nitrogen metabolism
during chestnut seed germination at 48 and 120 h. Red: increase; green: decrease; black: no significant
change; G: GABA vs. CK; V: VGB vs. CK.
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Abstract: The production of viable seeds is a key event in the life cycle of higher plants. Historically,
abscisic acid (ABA) and gibberellin (GAs) were considered the main hormones that regulate seed
formation. However, auxin has recently emerged as an essential player that modulates, in conjunction
with ABA, different cellular processes involved in seed development as well as the induction,
regulation and maintenance of primary dormancy (PD). This review examines and discusses the key
role of auxin as a signaling molecule that coordinates seed life. The cellular machinery involved in the
synthesis and transport of auxin, as well as their cellular and tissue compartmentalization, is crucial
for the development of the endosperm and seed-coat. Thus, auxin is an essential compound involved
in integuments development, and its transport from endosperm is regulated by AGAMOUS-LIKE62
(AGL62) whose transcript is specifically expressed in the endosperm. In addition, recent biochemical
and genetic evidence supports the involvement of auxins in PD. In this process, the participation of
the transcriptional regulator ABA INSENSITIVE3 (ABI3) is critical, revealing a cross-talk between
auxin and ABA signaling. Future experimental aimed at advancing knowledge of the role of auxins
in seed development and PD are also discussed.

Keywords: ABA; primary dormancy; ABI3; auxin; YUC; PIN; ARF; endosperm; integuments;
AGL62; PRC2

1. Introduction

The evolutionary success of higher plants consists of their ability to produce seeds, units responsible for
reproduction, dispersal and survival [1]. Synchronized coordination between hormone signaling networks
and environmental cues are being required to control these processes. The viable seed is an entity that
originates at the end of the development program progression from the fertilized egg and it is constituted of
three genetically different compartments [2,3]. That is filial endosperm (3n) and embryo (2n) on the one
hand, and maternal seed-coat (2n) on the other [4,5]. The Angiosperm seed development initiates when
the paternal and maternal gametes fuse to create the diploid embryo and the triploid endosperm. In most
higher plants, the endosperm initially develops as a syncytium, in which nuclear divisions are not followed
by cytokinesis. After a specific number of caryokinesis, the endosperm becomes cellularized. However,
the mechanism that regulates the transition to cellularization, a critical process in seed development,
remains unknown [6]. The endosperm is usually consumed in the dicots during seed development, while it
is retained in mature seeds of monocots. However, the developmental process of endosperm is quite highly
conserved in plants. The embryo arrest and seed lethality are produced when endosperm cellularization is
impaired. Interestingly, the auxin levels need to be tightly controlled to allow the endosperm to cellularize [7].
On the other hand, seed development relies on a strong interdependent control between three respective
compartments that constitute it [3,8–10]. Therefore, it is not surprising that all molecular events involved in
zygotic embryogenesis are tightly coordinated at the genetic and hormonal levels [9,11,12]. The analysis of
zygotic embryogenesis has been basically carried out by the characterization of mutants [13–15]. Once the
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seed tissues are completely differentiated, the embryogenic phase ends and begins the maturation phase
in which storage compounds (i.e., proteins and lipids) accumulate in the endosperm (monocots) or in
cotyledons (eudicots). Throughout maturation, desiccation tolerance is acquired and programmed cell death
occurs; finally, the primary seed dormancy is triggered preventing vivipary [1,16–18].

The phytohormone abscisic acid (ABA) regulates multiple physiological processes, including seed
maturation, embryo morphogenesis and desiccation, stomatal movements, and synthesis of stress proteins
and metabolites [19,20]. ABA is the only hormone known to induce, regulate, and maintain the primary seed
dormancy. Thus, seeds of ABA-deficient mutants germinate faster than the wild-type, and transgenic plants
constitutively expressing the ABA biosynthesis gene maintain deep seed dormancy [1,21]. During seed
development, ABA is produced in all seed compartments, as suggested by the spatiotemporal expression
of its biosynthesis genes [22,23]. ABA synthesized in the endosperm and then transported to the embryo
is involved in the induction of seed dormancy [22–25]. Likewise, ABA shows an accumulation pattern
complementary to the gibberellin (GAs), being the main hormone that inhibits all the processes induced
by them [26–28]. Regarding ABA signaling, ABA receptors PYRABACTIN RESISTANT/PYRABACTIN
RESISTANT-LIKE/REGULATORY COMPONENT OF ABA RECEPTORs (PYR/PYL/RCAR) bind to ABA to
remove the repression by PP2Cs (protein phosphatase 2C) of ABA responses [29]. ABA receptors constitute
a 14-member family [30]. The PP2C Arabidopsis cluster includes nine members (i.e., ABI1, ABI2, HAB1,
HAB2, AHG1, AHG3/AtPP2CA, HAI1, HAI2 and HAI3) which are negative regulators of early ABA
signaling [17,31–33]. Removal of PP2C repression allows downstream signaling via OST1/SnRK2.6/SnRK2E
SNF1-related protein kinases 2 (SnRK2) [32–35] (Figure 1). The Arabidopsis genome contains 10 members
of SnRK2; among them, SRK2D/SnRK2.2, SRK2E/OST1/SnRK2.6 and SRK2I/SnRK2.3 are essential for ABA
responses [35]. The phosphorylation of proteins plays a key role in this ABA signaling pathway [36].
Parallel to what is indicated, ABA is also involved in the regulation and the mechanism of action of DELAY
OF GERMINATION-1 (DOG1) a heme-binding protein and master regulator of primary dormancy (PD) that
acts in concert with ABA to delay germination [1,11,37–39]. Thus, PD and germination are regulated by ABA
signaling through a DOG1-AHG1 interaction, acting in parallel with PYL/RCAR ABA receptor-dependent
regulation [39]. DOG1 has been identified in A. thaliana as one of the major regulators of natural PD in
conjunction with ABA [40,41]. DOG1 is mainly expressed in seeds, in particular in the vascular tissues of
the developing embryo [42]. Besides, it was demonstrated that DOG1 function is not strictly limited to seed
dormancy, but that it is required for other aspects of seed maturation, in part by attenuating with ABA and
ethylene signaling components [37,43]. Recently, it was demonstrated that ethylene signaling controls seed
dormancy via DOG1 regulation [37,44].

On the other hand, a series of evidence clearly relates ABA to the mechanism and mode of action of
auxins. That is, it seems doubtless that ABA interacts with auxin to regulate various aspects of plant growth
and development [45]. Therefore, some evolutionary crosstalk must occur between both plant hormones.
However, the study on the participation of auxin in the final part of seed development (e.g., induction,
maintenance and loss of PD) is not developed enough yet. The auxin is a signaling molecule that is
present across all domains of life, including algal, moss, liverworts, lycophytes and microorganisms [46–48].
Tryptophan (L-Trp) serves as a common precursor for IAA synthesis in plants and auxin-producing bacteria
(Figure 1). The auxin is synthesized, stored, and inactivated by a multitude of parallel pathways that are all
tightly regulated [48]. Regarding the seed, it is now widely accepted that auxin biosynthesis is required
for an array of seed developmental processes (e.g., zygotic embryogenesis and endosperm development,
among others) [9,49]. High levels of free-auxins and metabolites found during both early (i.e., cell division
and expansion) and last phases of seed development (e.g., endosperm cellularization) suggest that auxin has
an essential signaling role [9,50,51]. Recent studies have shown that auxin possesses positive effects on seed
dormancy, being in conjunction with ABA the second hormone that induces seed dormancy. Thus, Liu et al.
(2013) demonstrate, at the molecular level, a role for auxin in seed dormancy through stimulation of ABA
signaling, identifying auxin as a promoter of seed dormancy [52]. On the other hand, the auxin also affects
seed germination by altering the ABA/GAs ratio [53]. Until now, the role of phytohormones in zygotic
embryogenesis mainly refers to the study of eudicots such as Arabidopsis [54]. In order to generate the
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appropriate response, the auxin polar transport causes its accumulation in specific cellular places. However,
very little is known about auxin biosynthesis and homeostasis, polar auxin transport, and response during
early embryogenesis in monocots. Interestingly, some of these features involve auxins that seem to be
conserved in both monocots and dicots seeds [55,56]. Auxin is perceived by a transient co-receptor complex
consisting of a TRANSPORT INHIBITOR1/AUXIN-SIGNALING F-BOX (TIR1/AFB) binding proteins (i.e.,
a family composed of six members in Arabidopsis) and a transcriptional repressor Aux/IAA protein whose
proteosome degradation is crucial for auxin action [48]. Regarding auxin signaling, auxin-inducible genes
(AIG) have AUXIN RESPONSE ELEMENTS (AREs) in their promoters, which are bound by dimers of the
AUXIN RESPONSE FACTOR (ARF) TFs [57]. ARFs are TFs that regulate the expression of auxin-responsive
genes [57]. In the absence of auxin or in the presence of low levels, AIG expression is prevented by the
recruitment of Aux/IAA transcriptional repressors to the promoters via their interaction with the ARFs [58].
ARFs and Aux/IAAs are encoded in Arabidopsis by large gene families with 23 and 29 members, respectively.
In the presence of high levels of auxin, AUX/IAA becomes ubiquitinated by the action of the multi-protein
E3 ubiquitin ligase complex (SCFTIR1) and are broken down by the proteosome complex. ARF can then
function, often forming ARF-ARF dimmers that allow the AIGs transcription (Figure 1). The auxin-signaling
pathway seems to be conserved in land plants [48].

 

Figure 1. (A) In the presence of ABA, the ABA receptors PYR/PYL/RCAR form a complex with PP2C,
and this inhibits the phosphatase activity of PP2C and thereby activate SnRK2. The activated SnRK2
subsequently turns on ABRE-binding protein/ABRE-binding factor (AREB/ABF) transcription factors
(TFs), which in turn activates the transcription of ABA-responsive genes. Among AREB/ABF TFs,
ABA insensitive 5 (ABI5), a member of the basic leucine zipper transcription factor family, plays a
central role in regulating ABA-responsive genes in seeds. ABI4 and ABI3, AP2-type and B3-type TFs,
respectively, have been reported to function together ABI5 to induce the expression of ABA-responsive
genes, and thereby regulate seed dormancy and germination. (B) Auxin synthesis and transport
involving TAA and YUC enzymes, and PIN, AUX/LAX and ABCB proteins. (C) When auxin levels are
low, AUX/IAAs prevent ARF regulatory action on auxin-responsive genes. (D) If the cellular auxin level
is high, auxin promotes interaction between TIR1/AFB and Aux/IAA proteins, resulting in degradation
of the Aux/IAAs and the release of ARF repression. (E) Hypothesis of interaction between auxin-ABA
to inhibit the primary seed dormancy release with ABI3 as a trigger.
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A striking aspect of the above lies in the participation of auxin as a key hormone, in conjunction
with ABA, in the regulation of specific phases of seed life. That is why this review provides the
progress made in recent years on the contribution of auxin in the fertilization process and zygotic and
post-zygotic embryogenesis phases. Given the recent demonstration of auxin involvement in the seed
PD process, this update also considers the events that have led to this outstanding discovery.

2. Key Role of Auxin in Zygotic Embryogenesis

2.1. Spatiotemporal Auxin Production during Early Embryogenesis

Seed development encompasses a set of morphological, physiological, and biochemical changes
and can be divided into three main phases: embryogenesis (including cell division and expansion,
and the beginning of endosperm and embryo development), seed maturation and desiccation [54,59].
Notably, several patterning processes are controlled by auxins. The organs and tissues involved in
embryogenesis require, among other control mechanisms, precise coordination between cell division
and cell differentiation. Embryogenesis is initiated by the zygote polarization (i.e., embryo proper
and suspensor, both symplastically connected). That is, the first step of embryonic patterning is
the establishment of the apical-basal axis, in which asymmetric distribution of auxin mediated by
PIN proteins plays a major role. In the zygote of maize and rice, genome activation occurs shortly
after fertilization (i.e., 12 h after pollination) [60]. It is noteworthy in maize that this activation
coincides with a remarkable up-regulation of a number of auxin-related genes; namely, those involved
in auxin biosynthesis and signaling [60]. Although the three main organs that constitute the seed
(i.e., seed-coat, endosperm and embryo) exhibit different morphology and functions, they must
coordinate their growth in order to achieve the seed viability [61]. Therefore, phytohormones
(i.e., auxin, cytokinins-CKs- and GAs) play key roles in the commissioning and maintenance of this
strict regulation promoted by developmental program [56]. The evidenced presence of auxin during all
seed development phases suggests that this hormone signaling has a consistent and key role throughout
seed formation [7,9,55]. Thus, mutants deficient in auxin biosynthesis, transport, and response are
defective in embryogenesis [55]. Moreover, it has been shown that auxin regulation of seed development
is concentration-dependent [61]. At present, it is well known that auxin has a critical task for the ovule
fertilization, subsequent embryogenesis, and determination of the young embryo polarity [54,55,62,63],
among other functions. Likewise, seed-produced auxin is of importance for development and growth,
and coordination of the three seed constituent organs [56]. As it happens in other plant organs, the auxin
distribution in the seed depends on its polar transport [48,49,63]. Thus, auxin plays a critical role in plant
growth and development by forming local concentration gradients [61]. Therefore, local auxin synthesis
and metabolism, intercellular transport (i.e., AUXIN1/LIKE-AUX1 family of auxin influx carriers
(AUX/LAX), PIN-FORMED family of auxin efflux carriers (PIN; with eight members in Arabidopsis
and four expressed during embryogenesis), and some members of P-GLYCOPROTEIN/ATP-BINDING
CASSETTE B4 (ABCB/PGP) family carriers) and auxin signaling (Figure 1), acting all in connection,
will determine the gradient of auxins and tissue patterning [49,56,64–66]. Cellular localization of these
carriers is indicative of the auxin flow direction, creating thus morphogenic auxin gradients. That is,
auxin has a vital role in determining embryo identity and structure (i.e., embryo axis formation and
apical-basal pattern formation during embryogenesis).

It seems now indubitable that the biosynthesis of IAA, the main auxin of plants, takes place from
L-TrP and indole-3-pyruvic acid (IPA) as the only intermediary [62]. The L-TrP aminotransferases of
the Arabidopsis family (TAA; also known as WEAK ETHYLENE INSENSITIVE8-WEI8) and YUCCA
(YUC)-type family of flavin-containing monooxygenases seems to act coordinately to control the
IAA biosynthesis in Arabidopsis. Recently, the conservation and diversification of TAA and YUCCA
functions were highlighted [62]. There are 5 TAA and 11 YUC gene members identified in the genome
of Arabidopsis. The expression patterns of both enzyme families are spatiotemporally regulated during
plant development [63,67–69]. Mutations affecting TAA and YUC have been suitable to demonstrate the
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importance of Trp-dependent IAA biosynthesis during the onset of zygotic embryogenesis [54,70,71].
As a demonstration, YUC1,4,10,11 redundantly regulate the Arabidopsis embryonic development by
modulating auxin biosynthesis at the globular stage [71]. On the other hand, the production of auxins
in stamens and gynoecium has been recently reviewed [72]. During the first phases of embryo sac
configuration, TAA1, PIN and YUC are expressed in the chalazal region of the ovule primordium,
where the integuments later arise [73–75]. The reduction in TAA1 expression results in losses of
ovules, whereas the ovules are small and scarce in pin1 mutants [73,74]. In addition, the embryo sac
cellularization is directly dependent on the setting of an auxin gradient inside the sac (i.e., the highest
auxin concentration originates synergids, followed by egg cell and finally, the lowest concentrations
originate central cell and antipodals) [73]. Therefore, it is likely there are two key roles for auxin
during ovule development: induction of embryo sac development, and control of gametophyte cell
differentiation and specification [73]. Altogether, auxin seems to be fundamental for ovule development
since its onset [73,75].

Given the small size of both pre- and recent-fertilized ovules, the molecular and hormonal processes
that take place in them are barely known. To progress in this subject, an auxin signaling sensor named
DII-VENUS was developed. Thus, high-resolution spatio-temporal information about hormone
distribution and response during plant growth and development was achieved [76]. Later, in addition
to the quantification of auxin through the use of antibodies, various reporter genes (e.g., DR5v2)
have been developed to track auxin transport, level and signaling in different zygotic embryogenic
tissues. Together, the auxin knowledge advanced considerably during onset fertilization [77]. As a
demonstration, in the ovule of Arabidopsis and other species, DR5rev::GFP was detected in the young
ovule primordia, subsequently in the tip of the nucellus and weakly in the funiculus. DR5::GFP
signal is weak or undetectable before pollination or in unpollinated controls [55]. After fertilization,
which induces an increase of reporter gene about 7 fold, DR5rev::GFP was localized in the integuments
adjoining the micropyle and near the chalazal end of the fertilized ovule [55,78,79]. Taking together all
these supporting findings [55,56,67,72], it may be pointed out that: (i) pollination leads to increased
auxin levels in the fertilized maternal tissues surrounding the embryo and a localized upregulation of
auxin response in the embryo attachment region. That is, auxin plays an essential role after fertilization;
(ii) in early globular proembryo (8-cell embryo), YUC3,4,9 constitute the auxin biosynthetic machinery
in the top suspensor cell (i.e., basal part of the embryo proper) [67], and PIN7 represents the transport
machinery that delivers auxin from the suspensor to specify the proembryo (Figure 2). More specifically,
PIN7 is suspensor specific and is polarized toward the proembryo, where the auxin response maximum
is established [67]; (iii) TAA1 and YUC1, 4 genes are expressed in few apical cells of globular proembryo
state (16-cell embryo), constituting another place of auxin accumulation and triggers polarization
of the PIN1 proteins, but not auxin signaling. These processes contribute to the specification of the
proembryo basal pole; (iv) the findings (ii) and (iii) generate an apical-basal auxin gradient provoked
by the polarized localization of the auxin efflux transporters PIN1 in Arabidopsis and maize [55,80]
and PIN7 in Arabidopsis [55]; (v) additionally, at a late globular stage, YUC1 and YUC4 were expressed
in the same embryonic apical area, and YUC8 was detected closer to the root pole. Mutations in YUC8
lead to mitotic arrest during female gametophyte development; (vi) loss of function of TAA1/TAR
and YUC genes greatly disturbs embryo development [72]. In summary, since TAA1/TAR and YUC
have a tightly controlled expression, it constitutes a means of regulating the spatiotemporal auxin
production within concrete tissues of the fertilized ovule. Interestingly, despite its different ovule
organization, a similar increase in auxin response in fertilized maternal tissues in Arabidopsis and
maize was found [55]. This fact suggests an evolutionarily conserved auxin response. On the other
hand, CKs promote auxin biosynthesis genes in various organs and the appropriate ratio of auxin/CKs
is important for embryo development [81]. Thus, studies shed light on how auxin and CKs interact
with each other to promote and maintain the development of the gynoecium [82]. Likewise, it has
been reported that auxin signaling directly activates the transcription of the CKs response regulator
genes (e.g., ARABIDOPSIS RESPONSE REGULATOR7 (ARR7) and ARR15) to reduce the CKs response
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during early embryogenesis [83]. Besides, CKs affect the apical-basal fertilized gynoecium patterning
in a similar way to the inhibition of polar auxin transport [84]. Interestingly, CKs accumulate in
the proximal region of the ovule primordium in Arabidopsis [85] and exogenous CKs increase PIN1
expression [86]. This increased PIN1 expression is reduced in cytokinins response factor (crf ) mutants [87].
Together, given the small number of results to elucidate hormonal control in the onset embryogenesis
(i.e., 1-cell, 2,4-cell, octant and dermatogen), it does not seem unfortunate to venture that CKs take an
important part in this regulation.

Figure 2. Dynamic of expression and localization (i.e., proembryo, hypophysis and suspensor)
corresponding to several genes for the biosynthesis and transport of auxins in Arabidopsis
embryos at the globular stage. LIKE-AUX1/2 (LAX1/2); highly active synthetic auxin response
element (AuxRE), is referred to as DR5; auxin efflux carrier PIN-FORMED (PIN); YUCCA (YUC);
TRYPTOPHAN AMINOTRANSFERASE OF ARABIDOPSIS (TAA1).

Finally, recent studies in ovules, mainly in Arabidopsis, have shown that PIN1 expression was
observed in the distal nucellus regions, showing polar localization in epidermal cells, which likely
coincides with the accumulation of auxin in the ovule tip prior to megasporogenesis [79,88,89].
Besides embryo cells and suspensor, a third source of auxin can be located in funiculus [88].
Interestingly, the Trp-independent IAA biosynthetic pathway, which involves the cytosol-localized
indole synthase (INS), is critical for apical-basal pattern formation during early embryogenesis in
Arabidopsis [90]. Likewise, through genetic, biochemical, and functional studies, it was recently
evidenced that the coordinated action of biosynthetic pathways of IAA-dependent and independent
of Trp regulates the zygotic embryogenesis in Arabidopsis [46,71,90]. The auxin production via
IPA is preferably involved in embryogenesis and its synthesis initially starts in the suspensor cells
(i.e., the uppermost cell), and then transported into the embryo through the efflux regulator
PIN7 [55,91]. Although the synthesis and localization of auxins are being widely studied, its regulation
is less so. However, recent findings suggest that certain TFs may be linked to auxinic regulation during
embryogenesis. Thus, the fact that one of MADS-box TFs, MADS29, a key regulator in endosperm
development, is also induced by auxin in Oryza sativa, suggests some alterations in the auxin level
during endosperm development [92].

2.2. The Hypophysis and Suspensor Identity Is Auxin-Subordinate

On the globular stage (Figure 2), when the embryogenic cells acquires its identity, the uppermost
suspensor cell differentiates into the hypophysis (HP), which generates the progenitors of the quiescent
center and columella stem cells, respectively [91]. That is, HP is the founder cell of the root,
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stem-cell system. The embryo proper plays a critical role in maintaining the identity of suspensor,
which have the embryogenic potential to form a second embryo. Therefore, normally quiescent
suspensor cells can develop a second embryo when the initial embryo is damaged, or when the auxin
response is locally blocked. That is, through a still unknown mechanism, suspensor cells can be
reprogrammed to form a second embryo. In addition to mediating HP specification, it was evidenced
that auxin is also involved to maintain suspensor cell identity [93]. An auxin response maximum
exists in the HP and this auxin accumulation is critical for HP differentiation. Auxin accumulation is
generated by polar localization of the auxin efflux transporter PIN1 (localized to the plasma membrane)
and polar auxin transport [67]. On the other hand, HP specification is transcriptionally regulated and its
asymmetric division requires protein N-terminal acetylation [94]. To summarize the HP specification,
MONOPTEROS (MP) activates their downstream targets, including TARGET OF MONOPTEROS
7 (TMO7), in future vascular and ground tissue cells. TMO7 moves from provascular cells to the
uppermost suspensor cell. Additionally, MP promotes PIN1 to the uppermost suspensor cell. Here,
both auxin responses through ARF9 and other ARFs, and TMO7 are required to specify the HP. In other
words, an increase in auxin in the basal cell of the pro-embryo relieves the repression of MP and
expression of TMO7, which moves into the suspensor top cell. When the HP divides, high auxin
is transported to the basal daughter cell triggering the inhibition of CKs signaling through direct
transcriptional activation of ARABIDOPSIS RESPONSE REGULATOR genes, ARR7 and ARR15 [95].
It is important to highlight that CKs are required in the apical daughter cell to specify the quiescent
center. This partitioning of auxin and CKs signaling is required for the proper specification of
the basal daughter cell as columella and the apical daughter cell as the quiescent center. On the
other hand, the auxin response components in the pro-embryo and the suspensor are different [93].
Recently, consistent publications have already confirmed the relationship between auxin and the
suspensor identity.

Thereby, (i) the embryo proper functions as an inhibitor to suppress the embryogenic potential
of suspensor cells and, thus, maintains the suspensor identity during normal embryogenesis. In this
process, the auxin is involved [96]. Likewise, the ribosomal gene named RPL18aB is responsible for
maintaining suspensor cell identity in A. thaliana [97]. Thus, in rpl18aB, even when the embryo proper
and suspensor were connected, the suspensor lost its identity and developed into a multicellular
structure. In this process, the polar auxin transport is disturbed in the rpl18aB embryo [98]. Lastly,
besides demonstrating the importance of auxin homeostasis in the pro-embryo-suspensor complex,
Weijers’ group also identified a genetic network involving several basic Helix Loop Helix (bHLH) TFs
that mediate auxin action in controlling suspensor development and/or maintenance of its identity [99].
That is, bHLH TFs are involved in the suspensor auxin response. Specifically, bHLH49 appears to be
a notable mediator of the auxin-dependent suppression of embryo identity in suspensor cells [99].
Interestingly, the misexpression of bHLH49 alone induced excess divisions and even the formation
of multiple embryo-like structures in suspensors, similar to the effect of inhibition of the auxin
response [99]. However, the specific role of this bHLH49 gene is under study.

2.3. Involvement of Auxins in the Coordination of Endosperm-Integuments Development

As described above, the processes of fertilization and post-fertilization of the ovule are the most
studied in relation to the auxin attributions during zygotic embryogenesis. However, the knowledge of
the auxin itinerary from its source to essential seed organs (i.e., integuments, endosperm and embryo)
and auxin distribution in them (i.e., micropylar and chalazal regions, among others), is still far from
known in detail. The use of auxin input reporters (e.g., R2D2) or auxin signaling markers (e.g., DR5;
see above) is manifested by contributing to clarify both auxin itinerary and distribution. Within this
complex puzzle, the more than likely TF AGAMOUS LIKE MADS-box domain (amino acids 6 to 66)
protein called AGL62 plays a determinant role since it is at first involved in the development of central
cell and/or endosperm [61,100]. That is, AGL62 contributes to endosperm initiation through repressing
auxin biosynthesis genes expression. Data from agl62-2 phenotype (i.e., endosperm cellularized
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prematurely and retains auxins) and AGL62 expression, support the insight that AGL62 is active during
the syncytial phase by suppressing the expression of genes needed for endosperm cellularization [100].
Interestingly, agl62 seeds fail to initiate the constitution of integuments, despite the presence of dividing
endosperm [100]. Accordingly, AGL62 seems to be essential for the generation of the signal that
starts seed-coat development [101]; the development of endosperm and seed-coat is tightly linked
to Polycomb Repressive Complex 2 (PRC2) function. Thus, removal of the endosperm inhibits
seed-coat development [102]. It is to highlight that in the early stages of endosperm development,
auxin appears to highly accumulate at the margin but is relatively low in the center of this organ [9].
This auxin distribution in maize endosperm is disrupted by the presence of the auxin transport
inhibitor N-1-naphthylphthalamic acid (NPA), resulting in a multilayered aleurone [103]. At present,
it is robustly established that endosperm cellularization is triggered by suppression of AGL62 at the
end of the syncytial phase and that this suppression is mediated by the Fertilization Independent Seed
(FIS)-PRC2 (i.e., FIS-PCR2) [99,102,104]. Moreover, AGL62 may be regulated directly or indirectly by
imprinted genes, of which genes in the FIS-PCR2 complex are the most obvious candidates. Together,
after fertilization of the central cell, the endosperm initiates a signal through the action of AGL62,
relieving the FIS mediated repression and leading to the differentiation of the ovule integuments into
the seed-coat. In Arabidopsis, the FIS-PRC2 plays a central role in mitotic repression of the central
cell and endosperm cellularization [104]. However, the pathway by which the FIS-PCR2 complex
suppresses AGL62 expression is currently unknown.

It was suggested that auxin is the putative fertilization signal that coordinates the endosperm
and seed-coat development [105]. Besides, auxin has a role in the induction of endosperm
proliferation in Arabidopsis showing that auxin levels are sufficient to override FIS-PRC2 suppression
of secondary nucleus proliferation. However, it is still unknown how auxin intervenes in the
regulation of the FIS-PRC2 complex during fertilization. On the other hand, it has been shown
that the female gametophyte cellularization is directly dependent on the establishment of an
auxin gradient inside gametophyte, defining thus the fates of the female gametophyte cells [73].
In addition, female gametophyte development requires both localized auxin biosynthesis and
auxin import from the sporophytic ovule [106]. However, auxin alone is not sufficient to form a
fully differentiated and cellularized endosperm [61,107]. Interestingly, once fertilization has been
consolidated, auxin biosynthesis in the endosperm drives its own development and is responsible
for starting the appearance of the seed-coat [54]. Likewise, through a poorly known mechanism,
auxin is transported into the integuments to support seed-coat growth [105]. Lastly, auxin exerts its
early physiological task directly in the zone where the integuments are beginning their formation [61].
Conversely, the auxin transport from seed-coat to endosperm was also found [51].

To conclude, even though the mechanism of auxin transport between sporophytic and embryonic
tissues remains elusive, very recent results further consolidate the facts indicated above. Thus,
the expression of TAA1, PIN3 and other auxin transport proteins increases in integuments following
fertilization, while the auxin signaling is very significant in both micropyle and chalazal sections of
integuments [56]; to confirm, these features are prevented when auxinic transport is hindered [108].
Together, the presence of auxin within the integuments initiates its differentiation into the seed-coat.
On the other hand, it was recently shown that fertilization causes restriction of auxin export through
funiculus, resulting in the spread of auxin throughout the integument [108]. On the other hand, increased
auxin biosynthesis in the endosperm prevents its cellularization, leading to seed arrest [19]; these results
suggest that auxin determines the timing of endosperm cellularization. Finally, an epigenetic regulation
signaling pathway activates auxin production in the endosperm and its transport from the endosperm
to the integuments. This transport requires ABCB/PGP10 auxin efflux proteins in the endosperm,
transcriptionally regulated by AGL62 [56]. Together, the data known to date suggest that auxin is
specified for regulating embryo, endosperm, and seed-coat development.
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3. The Auxin-Mediated Seed Dormancy and Auxin-ABA Relationship

Seed dormancy, conceptualized as the incapacity of a viable seed to complete germination
despite the conditions are favorable, guarantees that the seed germinates at a suitable time [16].
Dormancy is hormonally induced, maintained and strictly regulated by the modulation of suitable
hormonal signaling networks [1,11]. Abscisic acid (ABA) is the hormone known to regulate the
induction and maintain PD hindering pre-harvest sprouting (i.e., viviparism) [28,31]. However, at the
beginning of this century, a series of studies have committed auxin in seed maturation, PD and
germination. Among other findings, earlier studies showed that application of auxin inhibited
pre-harvest sprouting in wheat and promoted key tasks in equilibrating PD and seed germination
rates [109]. Likewise, it was also demonstrated that ABA represses the Arabidopsis embryonic axis
growth during seed germination by enhancing auxin transport and signaling and repressing the level
of expression of AXR2/IAA7 and possibly also AXR3/IAA17 [110]. These authors, by using an auxin
transport-defective mutant (aux1-301), show an accelerated seed to seedling transition in the presence
of ABA. This experimentation interestingly points to the fact that an auxin-ABA synergistic interaction
takes place in plant growth and development. That is, deficiencies in the auxin signaling pathway
result in ABA modified sensitivity during seed germination. On the other hand, it is also confirmed that
seed after-ripening is associated with decreased seed sensitivity to auxin [111] and that auxin signaling
pathway is activated in parallel to the acquisition of seed longevity [112]. Interestingly, some genetic
evidence has suggested the involvement of auxin in the maintenance of PD in Arabidopsis. For example,
the reduced PD in taa1 and yuc1yuc6 mutants is linked to decreased ABA sensitivity [52,112]. On the
other hand, the IAA level in mature seeds appeared to be linked to PD, since those mutants that have
reduced IAA contents also show a reduced PD phenotype [112]. However, the mechanism by which
auxin controls seed dormancy is a question not yet clearly resolved at the molecular level. Parallel,
strong genetic evidence supports a model whereby ABA-mediated inhibition of seed germination
requires intact auxin biosynthesis, transport, and signaling. Two notable lines of evidence follow.
The first involves ABI3, a TF involved in the initiation and maintenance of the maturation phase and
considered to be a major downstream component of ABA signaling. ABI3 is induced by auxin [113,114].
Though genetic and biochemical evidence has shown that ABI3 is required for auxin-activated seed
dormancy [52]. Parallel, it was also demonstrated that seeds of the Arabidopsis abi4 and abi5 mutants
are insensitive to auxin treatment during germination, indicating that ABI4 and ABI5 are important
regulators of auxin-mediated inhibition of seed germination [115]. The second evidence indicates
that auxin promotes PD and inhibits germination by enhancing ABA action, but together auxin
and ABA act synergistically to inhibit seed germination and the auxin-mediated inhibition of seed
germination is dependent on ABA [52,116]. That is, it demonstrates in Arabidopsis a molecular link
through which auxin activates ABA signaling to inhibit seed germination [52]. To demonstrate the
existence of this link, several facts were proven: (i) YUC1, YUC2, and YUC6 expression peaks during
the later stages of seed development; consequently, it is more than likely that the auxin biosynthesis
enhances during seed maturation; recently, yuc1yuc6 mutant displays a significantly decreased level
of PD and premature germination [112]; (ii) ABA function in seed germination is largely dependent
on the TIR1/AFB-AUX/IAA-ARF–mediated auxin signaling pathway; (iii) the enhancement of PD
by auxin and the inhibition of seed germination by the ABA is dependent on the function of ABI3
whose transcripts are high in dormant seeds but low after germination. At the evolutionary level, it is
interesting that the auxin regulatory mechanism evidenced by the He’s group [52] was later found
and conserved in liverworts. This last work demonstrates that endogenous auxin works as a positive
regulator of liverworts Marchantia polymorpha gemmae dormancy. Summarizing, all these shown facts
clearly reveal an unequivocal positive correlation between auxin content/signaling and PD, as it was
previously demonstrated also for ABA [117].

In considering the above evidence, it is clearly concluded that the manner in which auxin acts on PD
is far from known. On the other hand, it is well-founded that during seed germination, the microRNA
miR160 is involved in the regulation of auxin-ABA crosstalk reducing thus the ABA effect [118].
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This work demonstrates that miR160 negatively regulates ARF10 and the ABA hypersensitivity of
mARF10 (i.e., miR160-resistant form of ARF10) mutant seeds was mimicked in wild-type plants by
exogenous auxin [118]. In relation to this last finding, when auxin levels are high, the auxin-responsive
TFs ARF10 and ARF16 (i.e., positive regulators) which are targeted by miR160, indirectly promote the
ABI3 transcription, and consequently maintain PD levels and repress germination. In other words,
since ARF10 and ARF16 likely do not directly bind to the ABI3 promoter [52], they may recruit or
activate an additional seed-specific TF(s) to stimulate ABI3 expression. Conversely, at low auxin levels,
ARF10 and ARF16 are repressed by AXR2/AXR3 [110]. Genetic evidence indicates that arf10 and arf1
mutants display resistance to ABA in germination assays, whereas those defective in the transcriptional
suppressor ARF2 (i.e., arf2) display hypersensitivity [52,119]. That is, ARF2 is a negative regulator in
ABA-mediated seed germination [119]. Lately, it was demonstrated that Germostatin Resistance Locus
1 (GSR1), encoding a tandem plant homeodomain (PHD) finger protein, forms a co-repressor with
ARF16 to regulate seed germination. GSR1 physically interacts with ARF16 to possibly make up an
unknown still complex functioning in auxin signaling to regulate gene transcription. This compelling
finding indicates that GSR1 may be a member of an auxin-mediated seed germination genetic
network [120]. In this thorough work and through chemical–genetic screenings was demonstrated
that the germostatine (GS) is a small non-auxin molecule that mimics the effects of auxin and inhibits
seed germination and specifically acts on auxin-mediated seed germination [120]. Given the notable
characteristics of GS, its research has great prospects at both the genetic and molecular levels. Recently,
a preliminary, but a striking study in barley provided evidence for miR393-mediated regulation of
auxin response and its interaction with the ABA and GAs pathways during seed development and
germination [121,122]. Finally, further screening of dormancy mutants is needed to identify the missing
link in the ARF10/ARF16–ABI3 signaling cascade.

Overall, all the research done so far on the auxin-ABA interrelationship opens up a lot of
objectives, all of which are attractive. Some of them are included in the following section. However,
does auxin have any effect on ABA synthesis and GA biosynthesis/signaling pathways? If so, how does
this affect take place? A comprehensive analysis of the auxin responsiveness of ABA biosynthesis,
transport, and signaling mutants will be required to determine whether ABA acts downstream in any
auxin-regulated process and it should be reinforced through genetic and molecular approaches.

4. Future Perspectives

The main factors involved in the induction and maintenance of PD have presumably been
described. Thus, at the end of the 20th century and in these last two decades, a lot of experimentation
was done to try to understand and explain the key role of ABA in the PD process. Evidence accumulated
so far indicates that a concerted action of endogenous signals and environmental cues is required
for PD to manifest at the end of seed development. Whereby, it is necessary to continue scrutinizing
to know how endogenous and exogenous cellular signals regulate the work of the ABA. Therefore,
the identification of major genetic and molecular factors is being investigated in detail during seed
development, seed storage, and germination. During the study of auxin involvement in plant
immunity, it was evidenced that auxin protects and strictly regulates PD through enhancing ABA
signal transduction, identifying auxin as a promoter of PD [51,52]. These findings were supported,
among other consistent experimentations, by the dormancy variation among seeds with altered auxin
synthesis genes. Given that L-Trp-independent auxin biosynthesis contributes to the development of
embryogenesis in Arabidopsis, it will be of great interest to investigate its possible participation in PD
and its relation with ABA signaling. In addition, the signaling pathway linking auxin/ABI3/PD was
hypothesized to be a consequence of the recruitment of ARF10/ARF16 to control the ABI3 expression.
A lot of research will be essential to identify the IAA/Aux/ARF combination that leads specifically
to the activation of ABI3. After the very interesting results of Z.H. He’s group, a large number of
questions are emerging. Thus, do the same signals affect auxin synthesis and signaling to regulate
PD? Further expanding the question, do ABA and auxin affect the homeostasis of other hormones?
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Regarding this matter, it will be interesting to investigate how YUC genes (e.g., YUC1, YUC2, YUC6)
are regulated to fine-tune auxin biosynthesis during seed maturation. In other words, a lot of data is
lacking at the molecular level to have a coherent understanding of the interaction between ABA/auxin
biosynthetic pathways. However, a fact seems shown, ABA induces the synthesis of auxin. Therefore,
it will be important to analyze the importance of regulation of hormonal conjugation, degradation,
and control of overlapping gene sets. This thorough and complex mechanism for IAA homeostasis is
still starting to understand. In addition, one approach of great interest is, can auxin provoke cellular
responses that differ according to their cellular concentrations? If so, this fact would give an added
value to the determining role of auxin in plant development. On the other hand, recent information
demonstrates that auxin acts downstream of ABA to promote a process (e.g., root hair elongation and
seed germination). However, it is unknown if there is any process in which the ABA acts downstream
of auxin. The study of the possible points of auxin-ABA interaction (e.g., does auxin affect ABI4 and
ABI5?) in the regulation of different plant growth and developmental processes is still in its infancy.
If so, this fact would give an added value to the determining role of auxin in plant development.
On the other hand, recent information demonstrates that auxin acts downstream of ABA to promote
a process (e.g., root hair elongation and seed germination). However, it is unknown if there is any
process in which the ABA acts downstream of auxin. The study on the possible points of auxin-ABA
interaction (e.g., does auxin affect ABI4 and ABI5?) in the regulation of different plant growth and
developmental processes is still in its infancy. As is also the intervention of auxin in the seed after the
ripening process.
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Abstract: The seed is the propagule of higher plants and allows its dissemination and the survival
of the species. Seed dormancy prevents premature germination under favourable conditions.
Dormant seeds are only able to germinate in a narrow range of conditions. During after-ripening
(AR), a mechanism of dormancy release, seeds gradually lose dormancy through a period of dry
storage. This review is mainly focused on how chemical modifications of mRNA and genomic DNA,
such as oxidation and methylation, affect gene expression during late stages of seed development,
especially during dormancy. The oxidation of specific nucleotides produced by reactive oxygen
species (ROS) alters the stability of the seed stored mRNAs, being finally degraded or translated into
non-functional proteins. DNA methylation is a well-known epigenetic mechanism of controlling gene
expression. In Arabidopsis thaliana, while there is a global increase in CHH-context methylation through
embryogenesis, global DNA methylation levels remain stable during seed dormancy, decreasing
when germination occurs. The biological significance of nucleic acid oxidation and methylation upon
seed development is discussed.

Keywords: after-ripening; DNA methylation; oxidation; RNA stability; seed dormancy; seed vigour; ROS

1. Introduction: Seed Dormancy

Seeds are the first world crop, and the basic knowledge applied to enhance complex traits such
are dormancy, viability, and vigour is essential for food security and crop production. The seed
represents the sexual reproductive entity of higher plants and its development is divided into
embryogenesis, maturation, and germination. In the final stage of maturation, seeds begin to dehydrate
and acquire tolerance to desiccation and eventually can enter into a latency state named primary
dormancy [1]. Dormancy is defined as the incapacity of a mature, dry, and viable seed to germinate
under favourable conditions. Non-dormant seeds are able to temporarily block their germination if
exposed to unfavourable germination conditions upon seed imbibition. This phenomenon is referred
to as secondary dormancy [2–4]. Pre-harvest sprouting (PHS) occurs when seeds lose dormancy and
germinate in the mother plant before the dispersion takes place. PHS is an important problem in
cereal production because it reduces crop yield and quality [5]. The time course of seed dormancy
comprises induction, maintenance, and release, and it is well-known that the ABA/GA ratio governs
these transitions, although other hormones such as auxins are also involved. In the last decades,
several genes have been related to the seed dormancy process, such as those involved in ABA and
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GA signalling and metabolism, and several transcription factors belonging to B3, bZIP, and RING
finger families (ABI3, ABI5, FUS3, DESPIERTO) [6–10]. The Delay Of Germination-1 (DOG1) gene,
a quantitative trait locus controlling seed dormancy, is essential to stablish this process, but its specific
molecular function is still unknown [11]. The depth of dormancy is directly related to DOG1 protein
levels, and mutations or decreased expression of DOG1 during maturation generate seeds with reduced
dormancy [12]. It has been recently reported that the DOG1 protein forms a complex with a type
of phosphatase 2C named ABA HYPERSENSITIVE GERMINATION1 (AHG1), and this complex is
critical for seed dormancy maintenance [13–17]. The state of the art regarding DOG1 is discussed in
detail in a review included in this issue [18].

Dormancy is usually classified into the physiological, physical, chemical, morphological,
and morpho- physiological categories [19]. Physiological dormancy is abundant in the soil seed
bank, and its release is mainly governed by the after-ripening (AR) and stratification processes.
Stratification occurs when seeds undergo a time-term of cold moisture that breaks dormancy, and after-
ripening takes place when a seed gradually loses dormancy through a period of dry storage. Thus,
AR determines the dormancy degree and consequently affects the crop performance in the field [20–22].
The period of dry storage is influenced by the environmental conditions experienced by the mother
plant during seed development [23]. The AR period is also specific for each species and even for
distinct accessions, such as occurs in the Arabidopsis thaliana Columbia (Col) and Cape Verde Islands
(Cvi) ecotypes, where it ranges from one to six months, respectively [24]. In the dry state, the low
water content in the seed prevents metabolic activity, raising the question of how dormancy release
occurs at the molecular level. AR and no-AR imbibed seeds show specific gene expression patterns in
Arabidopsis thaliana (hereafter A. thaliana) and in our model of study Sisymbrium officinale [20,25–29].
Interestingly, the seed redox state fluctuates during the AR period and the reactive oxygen species
(ROS) quantity increases concomitantly with seed development, promoting dormancy release [30,31].
During the A. thaliana and Hordeum vulgare seed development, mRNAs are progressively accumulated
and some of them remain in the dry seed state, where they are specifically translated depending
on the environmental conditions [32–34]. The molecular mechanisms controlling the stored mRNA
longevity and their specific translation during seed imbibition are widely unknown. However, chemical
modifications of mRNA, such as the oxidation caused by ROS, have been related to its stability [35].
Other nucleic acid modifications, such as DNA and RNA methylation, have been also described to be
critical for A. thaliana embryogenesis and seed viability, facts that demonstrate the importance of these
chemical marks in seed biology [33,34,36]. These new findings and their relevance to seed biology
make it timely to update this topic. Here, we discuss how mRNA and genomic (gDNA) oxidation
and methylation control the expression levels of genes/proteins involved in seed dormancy release,
with emphasis in the AR process.

2. Reactive Oxygen Species (ROS) Promote Dormancy Release and Modify Stability of
Nucleic Acids

2.1. ROS Affect Dormancy Release

Reactive oxygen species (ROS), such as hydrogen peroxide (H2O2), superoxide ion (O2
•),

and hydroxyl radicals (OH•), are normally produced during cell metabolism. ROS accumulate at
different stages of seed development and have been correlated with a low degree of dormancy [31,37,38].
When ROS content reaches a threshold, seed ageing takes place. At this point an intensive degradation
of nucleic acids, proteins, and phospholipids present at the cell membrane occurs [39]. Likewise,
once the ROS threshold has been reached, dormancy is alleviated and the subsequent germination
can be initiated [31,40]. The quantity of ROS depends on the balance between the production and
scavenging carried out by the antioxidant systems. In dry seeds, the quantity of ROS increases through
storage, and this production mainly occurs by non-enzymatic processes, such as lipid peroxidation
and the Amadori–Maillard reaction, but also oxidoreductase enzymes such as NADH oxidases could
participate [41,42]. In A. thaliana mature seeds, a cuticular film in the outer side of the endosperm
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(next to the seed coat) has been identified, and this structure could limit the permeability of the seed
to outer compounds. Interestingly, when cutin biosynthesis is affected, mutant seeds display a low
degree of dormancy and a high level of lipid oxidation [43]. The storage of seeds at dry conditions (AR)
and elevated partial pressure of oxygen (EPPO) reduce dormancy faster than AR simply does [38].
Moreover, AR and dormancy release due to EPPO share QTLs such as DOG1. Since the seed levels of
DOG1 are not reduced during the AR or the imbibition, post-translational changes have been proposed
to regulate its action [44]. Recently, it has been reported that DOG1 binds to a heme-group. It is argued
that the heme-binding site of DOG1 could act as a sensor of stimuli derived from the presence of
oxygen, as it is observed in other heme-binding proteins [11,16].

ROS accumulate in seeds upon AR and dormancy release and promote germination in several
species, as illustrated by studies in A. thaliana, Pisum sativum, Helianthus annuus, Hordeum vulgare,
and Triticum aestivum [40,45–48]. In A. thaliana and H. annuus AR seeds, while ROS are localized close
to the radicle tip of the embryonic axis during imbibition, they do not have a particular distribution in
dormant embryos [49–51]. It is widely known that ROS act as signalling molecules, but H2O2 seems
to be the main responsible for redox signalling, probably because of its stability. However, OH• and
O2
• radicals are also produced and participate in radicle emergence and embryo growth probably

by their participation in cell wall modification [52–54]. In AR seeds, ROS have been described to
be involved in ethylene signalling and to alter the ABA/GA ratio by promoting the expression of
CYP707A genes involved in ABA degradation and by increasing GA biosynthesis [45,55,56]. This is in
agreement with our previous results in Sisymbrium officinale, where nitrate modifies the expression of
ABA and GA metabolic genes in AR seeds [28]. In wheat and barley, while AR dry seeds accumulate
H2O2 and singlet oxygen (1O2), non-enzymatic antioxidant content diminishes (i.e., ascorbate and
glutathione [57,58]). Several enzymes that participate in ROS homeostasis have been associated with
the germination and AR process, such as NADPH oxidases (respiratory burst oxidase homologues:
rboh), Class III peroxidases (CIII Prx) and thioredoxins (Trxo1). AtRbohB is a major producer of
O2
• in germinating A. thaliana seeds, and the AtrbohB mutants fail to after-ripen and show reduced

protein oxidation. Moreover, the inhibition of O2
• production leads to a delay in A. thaliana and

Lepidium sativum seed germination [41,59,60]. In Oryza sativa seeds, the PHS9 gene encoding a CC-type
glutaredoxin has been involved in the regulation of preharvest sprouting (PHS) through the integration
of ROS and ABA signalling [61].

2.2. Oxidation Modifies Nucleic Acid Stability during Seed Dormancy

During the AR period, the specific oxidation of mRNAs and proteins (carbonylation) has been
described in Helianthus annuus seeds [30]. The stored mRNAs in the dry seed can undergo mainly two
fates: (i) translation to their corresponding proteins during early seed imbibition and (ii) degradation.
The specific mRNA turnover is a prerequisite for dormancy breakage [15]. ROS oxidize nucleic acids
at different positions affecting their stability. The 8-hydroxyguanosine (8-OHG) is the most frequent
oxidative nucleoside in RNA molecules [62]. The oxidized mRNAs could undergo a ribosome-based
quality control to be degraded by the no-go decay pathway (NGD) or translated into non-functional
proteins [63]. The oxidation of mRNAs causes premature termination of translation or the appearance
of errors in the translation process resulting in the subsequent degradation of the proteins [62]. It has
been reported that the RNA polymerase can control the incorporation of 8-hydroxyguanosine (8-OHG)
into the growing mRNA strand during transcription and this could be a process that regulates mRNA
stability [64]. Dry seeds contain long-lived mRNAs, and the oxidation of these mRNAs has been
linked to dormancy release and seed ageing [31,35]. In Helianthus annuus and Triticum spp. AR-seeds,
the oxidation of stored mRNAs encoding enzymes involved in nutrient storage (α-amylase/trypsin
inhibitors) has been related to dormancy release [30,65,66]). A decrease in the abundance of stored
mRNAs associated to dormancy has been observed in A. thaliana AR-seeds, such as that encoding the
DELLA protein GAI [67].
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During maturation, seeds accumulate mRNAs, and some of them are degraded through the AR
period. This degradation is caused presumably by oxidation, thus altering their stability. However,
some mRNAs are stable and endure until germination. Those mRNAs that are translated during early
seed germination are highly specific, and they seem to be selected by environmental conditions [32,35].
The question of how stored long-lived mRNAs remain stable until germination and how they are
selected is poorly understood. It has been proposed that RNA binding proteins (RBPs) recruit mRNAs,
protecting them during the storage period. These RBPs recognize different types of motifs in the RNA
sequence, such as the DEAD-box helicase domain that can activate or repress translation [68]. The RBPs
can also bind to the ribosome, thus controlling translation. Moreover, ribosomes can be stored in
quiescent states, such as occurs in bacteria, yeast and animals [69]. It has been described that certain
characteristics of mRNAs determine its association to ribosomes, such as transcript length, GC content,
or the presence of upstream open reading frames (uORFs). It has been argued that the mRNA
selection by RBPs lies in the presence of specific motifs in their sequences [70]. In A. thaliana dry seeds,
stored mRNAs are mainly associated with monosomes that are transcribed during seed maturation
and translated upon early germination [22]. Recently, a consensus motif (5′-GAAGAAGAA-3′)
that is significantly overrepresented in 5′-UTR monosome-associated transcripts has been identified,
suggesting that it could play a role in the recruitment of specific RNA-binding proteins [70] (Figure 1).

Figure 1. Schematic representation of how reactive oxygen species (ROS) affect seed dormancy and
viability by the oxidation of nucleic acids (mRNA and gDNA). Blue circles depict the ribosome.

Stored seeds also suffer DNA damage caused by oxidation, which affects seed longevity.
The oxidation of the guanine at the C-8 position to produce 7,8-dihydro-8-oxoguanine (8-oxoG)
is the most common modification involved in DNA damage [71]. Overexpression of a DNA
glycosylase/apurinic/apyrimidinic lyase (AtOGG1), involved in repairing DNA by eliminating 8-oxoG,
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enhances longevity in A. thaliana seeds [72]. ROS also affect DNA methylation by the oxidation of the
methyl-5’-cytosine (m5C), which is more vulnerable to oxidation [73]. During Pyrus communis and
Quercus robur seed storage, DNA methylation pattern is modified, and this is correlated to the ROS
levels in the seed [74,75].

3. mRNA and DNA Methylation upon Seed Development

3.1. The Seed Epitranscriptome

Non-classical chemical changes, apart from capping and polyadenylation modifications, alter the
stability of mRNAs,. More than 160 chemical modifications of mRNAs have been recently reported in
A. thaliana, as a whole they are considered the epitranscriptome [76]. These alterations include
the methylation of the adenosine and cytosine nucleotides: N6-methyladenosine (m6A) and
5-methylcytosine (m5C) [77]. These mRNA modifications modulate transcript stability, and they
have been found in transcripts that are being degraded, suggesting they are involved in mRNA
turnover. However, stable mRNAs contain chemical modifications related to the alternative splicing
of introns. This fact indicates that these modifications could also regulate the expression of different
transcript variants [78]. mRNA chemical modification has been recently described as essential for plant
development, and it is considered a new emerging level of controlling gene expression [76]. In A. thaliana,
the first mRNA methylation map has revealed the presence of thousands of methylated mRNAs [79].
A new molecular system formed by RBPs has been involved in adding (writers), removing (erasers) and
recognizing (readers) chemical modifications present at the mRNA transcripts. The A. thaliana RNA
Adenosine Methylase MTA (writer) has been described to be essential for plant survival as null mta
mutants are embryo-lethal [80]. MTA is mainly expressed in dividing tissues, such as seeds upon
development. Moreover, the expression of MTA under the control of the seed-specific ABI3 promoter
rescues the lethality of null mta mutants, indicating its relevance during seed development [81].

3.2. Regulation of Seed Development through DNA Methylation

3.2.1. DNA Methylation Basis

The chemical modification of DNA by the addition of a methyl group at the fifth position on
the pyrimidine ring of cytosines is a stable and reversible epigenetic mark [82]. Centromeres and
repeated sequences are heterochromatic regions, characterized by heavily methylated DNA [83].
DNA methylation in euchromatic regions and within genes has different effects on gene expression.
While methylation within transcribed regions (the body of genes, mostly methyl-CG) is associated
with constitutive expression levels [84], DNA methylation within promoters is associated with
repression, i.e., gene silencing [85] and tissue-specific expression [83]. DNA methylation is a conserved
epigenetic mechanism that, in plants, occurs at three different sequence contexts: the symmetrical
CG and CHG, and the asymmetrical CHH, where H can be a cytosine, a thymidine or an adenine.
Symmetrical methylation can be maintained during the cell cycle by DNA METHYLTRANSFERASE 1
(MET1) and CHROMOMETHYLASE 3 (CMT3), which catalyse DNA methylation on hemi-methylated
DNA strands [86]. Asymmetrical methylation requires re-establishment after each DNA replication
round by persistent de novo methylation by DOMAINS REARRANGED METHYLTRANSFERASE
2 (DRM2) at transposons and other repeated sequences in euchromatic chromosome arms. In this
case, small RNAs cause transcriptional gene silencing by directing the addition of DNA methylation
to specific DNA sequences by nucleotide homology mediated by ARGONAUTE (AGO) proteins,
in a pathway called RNA-directed DNA methylation (RdDM) [87]. CHROMOMETHYLASE 2
(CMT2) catalyses CHH methylation at histone H1-containing heterochromatin, where DRM2 is
inhibited [88]. Alternatively, sequences that have been methylated can become demethylated either
passively or actively. Passive demethylation is due to subsequent rounds of DNA replication without
the maintenance of the methylation pattern. Active demethylation is catalysed by DNA glycosylases
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—DEMETER (DME), REPRESSOR OF SILENCING1/DEMETER-LIKE 1 (ROS1), DEMETER-LIKE 2
(DML2) and DEMETER-LIKE 3 (DML3), in A. thaliana [89].

3.2.2. DNA-Methylation and Seed Development

The initial observations of cell nuclei, during A. thaliana seed maturation, have shown small size and
very condensed chromatin, while the contrary happens during seed germination, suggesting a change
in the balance between heterochromatin and euchromatin in the transition to germination [90]. Recent
whole-genome bisulfite sequencing analysis supports these previous observations and shows that DNA
methylation is dynamic during the process of seed development [91–95] (Figure 2). DNA methylation
is known to play a critical role in seed development since mutations in MET1 and DME have been
described to affect this developmental process [96,97]. Now, we know that during seed development
there is a specific increase in global non-CG methylation, mainly due to changes in methyl-CHH and
especially at transposable elements (TEs), both in Glycine max and A. thaliana [91–95]. This increase
in global non-CG methylation occurs simultaneously throughout the seed, while CG and CHG
methylations do not change significantly during seed development or in any specific part of it [91,92,94].
In mature embryos, CHH hypermethylation in TEs matches DNA hypomethylation in the endosperm.
A role for RdDM in the establishment of this methylation is supported by the fact that 24-nt siRNAs
derived from these regions are most abundant during late embryogenesis, coinciding with elevated
expression of RdDM components [93]. Analysis of drm1 drm2 cmt3 (ddc) and drm1 drm2 cmt3 cmt2
(ddcc) mutants shows that CMT2 is also involved in this TE hypermethylation by the identification
of over 100 de-repressed TEs which show different CHH methylation compared to that of randomly
selected TEs [91]. This fact reinforces the idea that non-CG methylation and, specifically, methyl-CHH,
may be an important mechanism to avoid TE activity during seed maturation [94]. Regarding DNA
methylation within genes, it has been found that those genes that are transcribed are more likely to
be differentially methylated during seed maturation than non-expressed genes [92]. The majority of
these differentially methylated genes become transcriptionally down-regulated as seed maturation
proceeds—DNA methylation levels increase—pointing to a specific role of DNA methylation in the
repression of specific genes [92].

Figure 2. Dynamics of CHH DNA methylation (orange line) during seed development, and epigenetic
regulation of seed dormancy. The DNA methylation process has been schematised with cytidine and
5-methylcytidine molecules designed using Chimera 1.14 [98]. Epigenetic regulation of seed dormancy
has been schematised with arrows indicating a promotive effect and bars indicating a repressive effect.
Regulation through genomic imprinting is indicated within the blue box.
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The expression levels of DOG1 are regulated by various molecular mechanisms like alternative
splicing, selective polyadenylation, and non-coding RNAs [18,99], but in this review we will
highlight the consequences of DOG1 H3K9 and DNA methylation in the regulation of seed dormancy.
DNA methylation in the CHG context is perpetuated in A. thaliana by the SUVH family of histone
H3 lysine 9 N-methyltransferases. Their SRA domain binds to methylated CHG cytosines, leading
to H3K9me2 deposition. Conversely, sites of H3K9 methylation recruit DNA methyltransferases
CMT3 and CMT2, thus forming a self-reinforcing loop of repressive epigenetic marks. The seeds
of SUVH4 mutants (also known as kyp) show enhanced dormancy and up-regulation of DOG1 and
ABI3 [100], supporting that histone H3K9me2 caused by KYP/SUVH4 induces their silencing through
DNA methylation, negatively affecting seed dormancy. A possible role of the RdDM pathway in the
silencing of seed dormancy genes has been suggested from studies in cereals. In barley, the AGO4_9
gene AGO1003 is expressed differentially in the embryos of dormant and non-dormant grains [101].
In wheat, AGO802B, a wheat ortholog of an AGO4_9, is expressed during grain development and its
expression is significantly lower in preharvest sprouting-resistant varieties than in susceptible ones;
implying that DNA methylation levels could be reduced in PHS susceptible varieties compared to
resistant lines [102]. This result indicates that AGO4 is a negative regulator of dormancy, although
it is not known whether specific coding genes are subjected to silencing through RdDM or which
ones are. Recently, it has been demonstrated that mutants with loss or reduced function of the
chromatin-remodelling factor PICKLE (PKL) show increased seed dormancy; PKL directly represses
DOG1 expression [103].

Genomic imprinting is an epigenetic mechanism that alters gene expression in a parent-of-origin
manner. As a consequence, the expression of some genes depends on whether the allele was inherited
from the maternal or the paternal parent [104]. Reciprocal crosses between A. thaliana accessions
with increased seed dormancy—Cvi—and with reduced seed dormancy—C24—have suggested a
maternal inheritance of seed dormancy levels. Thus, the two populations of F-1 hybrid seeds from
these reciprocal crosses exhibit distinct levels of dormancy, which tend to phenocopy the maternal traits.
In parallel, 57 dormancy-specific maternally expressed genes have been analysed [105], but the molecular
mechanisms underpinning the regulation of these genes are yet to be elucidated. Recent studies have
shown the importance of genomic imprinting, through DNA-methylation, in regulating the expression
in the endosperm of two maternally expressed negative regulators of seed dormancy, DOG1-LIKE 4
(DOGL4) and ALLANTOINASE (ALN) [106,107]. In A. thaliana, active DNA demethylation depends
on the activity of ROS1, which directly excises methyl-C from DNA [89]. Interestingly, ros1 mutants
are hypersensitive to ABA during early seedling development [108], showing that ROS1-driven DNA
demethylation regulates seed dormancy, and the response to ABA by controlling the expression of
DOGL4, a negative regulator of seed dormancy and the ABA response. ROS1 appears to antagonize
the RdDM pathway, required for the imprinting that underlies the suppression of the paternal allele,
by reducing the high level of DNA methylation of the paternal DOGL4 promoter, and consequently
the gene repression. While both dogl4 and ros1 mutants show a decrease in germination rates and an
increase in the response to ABA, overexpression of DOGL4 in ros1 mutant background reverts the
enhanced seed dormancy and ABA hypersensitivity phenotype, which shows that ROS1 regulation of
seed dormancy is via DOGL4 [106].

DNA methylation also plays an important role in regulating the preferential maternal ALN
expression in the seed endosperm. Higher CHH methylation levels in a transposable element present
in the 5′ region of ALN, targeted by RdDM, correlate with lower expression of the gene. Paternal allele
DNA methylation appears to be established during the gametogenesis in sperm cells in this gene [107].
During seed development, cold induces further CHH methylation in this region. This mechanism
might allow seeds to store information about cold temperatures and optimize the germination timing.
Upon germination, cold-induced DNA methylation is lost, allowing optimal gene expression in the
next generation [107]. Further studies are required to understand how the RdDM machinery can
discriminate paternal from maternal alleles and maintain the different levels of methylation after
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fertilization. It is suggested that the RdDM machinery might act preferentially at methylated DNA or
that secondary imprinting such as histone modification might direct RdDM to the paternal allele [107].

During germination, although CG and CHG methylations remain stable, which indicates that
MET1 and CMT3 are active in maintenance, there is a drop in CHH methylation levels. There is,
however, no decrease in siRNAs for these hypomethylated loci nor in RdDM machinery components
abundance, which points to demethylation causing the drop [91,95]. DNA demethylases are weakly or
not expressed during germination, and demethylases mutants show no significant changes in DNA
methylation when compared to wild type [91]. This suggests that passive demethylation may be
behind the decrease in DNA methylation levels during the process of germination, although further
studies are still needed to support this assertion. More than 12,000 differential methylated regions
have been found in analyses upon A. thaliana seed germination, with a different degree of methylation
in promoters of over 1800 differently expressed genes [95]. This implies that the dynamics of DNA
methylation can regulate germination-related gene expression. Nevertheless, further studies on the
specific set of genes regulated by changes in DNA methylation levels are required to understand the
importance of this epigenetic regulation.

4. Concluding Remarks and Future Perspectives

Although the loss of seed dormancy through AR is a fact observed in a good number of seeds,
the molecular mechanisms that govern the AR process are not entirely known. It is widely accepted
that oxidation caused by ROS is the main mechanism leading the AR process. Oxidation can be a
selective mechanism for degrading specific mRNAs related to proteins that inhibit germination or
promote dormancy. The recruitment of mRNAs by RNA binding proteins (RBPs) that protect them
during the storage period has been also proposed as a selective mechanism. These results indicate the
existence of a specific mechanism that selects long-lived mRNAs essential for the progression of seed
germination (Figure 1). It is also proposed that this selective mechanism is susceptible to environmental
changes [34]. However, a more detailed molecular scenery is needed to establish the specific players
(RBPs) controlling mRNA stability, and to know if other mRNA features are determining its stability
upon seed dormancy. Apart from oxidation, other mRNA chemical modifications have been described,
such as the methylation of adenosine (m6A) and cytosine (m5C) that could modulate transcript
stability. In A. thaliana, the RNA Adenosine Methylase MTA has been found to be essential for embryo
development [80]. New studies approaching this issue are needed to know if this interesting and
emerging level to control expression could affect seed dormancy and AR.

DNA methylation is a broadly known epigenetic mechanism controlling gene expression. During
A. thaliana embryogenesis, there is a global increase in CHH-context methylation, especially at TEs,
where both RdDM and CMT2 pathways are involved. Global DNA methylation levels remain stable
during seed dormancy and show a substantial loss during germination. This decrease in DNA
methylation seems to be mainly due to passive demethylation through subsequent rounds of DNA
replication without the maintenance of the methylation pattern. Interestingly, a self-reinforcing loop of
repressive epigenetic marks seems to control DOG1 expression during seed dormancy. The relevance
of genomic imprinting, through DNA-methylation, in regulating the maternal expression of DOG4 and
ALN, negative regulators of seed dormancy, has been reported in the endosperm of A. thaliana seeds.
However, the presence of specific DNA methylation marks associated with dormancy or germination
transcriptomes remains to be elucidated.

The release of dormancy through AR is considered a major factor controlling soil seed germination
in areas where the climate is generally warm and summer is dry, such as occurs in deserts and
Mediterranean regions [109,110]. These territories occupy a significant part of the earth: deserts cover
over 25% of the land areas, and the five Mediterranean-climate regions more than 2%, where the
vascular plant flora comprises approx. 20% of the plant species in the world [111]. From an ecological
point of view, the AR requisite avoids seed germinating when a high probability of seedling death
exists, due to the elevated temperatures and low rainfalls during the summer [109]. Thus, the AR
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process can guarantee the species survival and ecosystem biodiversity, highlighting its ecological
significance. The molecular mechanisms governing dormancy release through the AR process are not
completely known, and the convergent pathways with the stratification process are still undiscovered.
Moreover, most of the studies on AR have been carried out in A. thaliana ecotypes. This has paved the
way to understand this fundamental process of seed physiology, but more knowledge in other species
is required. In conclusion, new research about how ROS and nucleic acid modifications interact with
other dormancy pathways (i.e., stratification) in A. thaliana and the other species would shed light to
the uncompleted landscape of dormancy and AR. This will provide new tools for solving relevant
agricultural problems such as pre-harvest sprouting.

Author Contributions: R.I.-F. has conceived the main idea, edited and reviewed all manuscript. R.I.-F., K.K.-G.,
E.C., and N.C.-B. have written the review. K.K.-G. has performed the images. All authors have read and agreed
with the final manuscript.

Funding: R. I-F has received funding from “Universidad Politécnica de Madrid” and “Comunidad de Madrid”
(Ref.: APOYO-JOVENES-MT0KUE-25-MKITFX).

Acknowledgments: We thank to Pilar Carbonero for the critical reading of the manuscript.

Conflicts of Interest: The authors declare that they have no conflict of interest.

References

1. Vicente-Carbajosa, J.; Carbonero, P. Seed maturation: Developing an intrusive phase to accomplish a
quiescent state. Int. J. Dev. Biol. 2005, 49, 645–651. [CrossRef]

2. Cadman, C.S.C.; Toorop, P.E.; Hilhorst, H.W.M.; Finch-Savage, W.E. Gene expression profiles of Arabidopsis
Cvi seeds during dormancy cycling indicate a common underlying dormancy control mechanism. Plant J.
2006, 46, 805–822. [CrossRef] [PubMed]

3. Holdsworth, M.J.; Bentsink, L.; Soppe, W.J.J. Molecular networks regulating Arabidopsis seed maturation,
after-ripening, dormancy and germination. New Phytol. 2008, 179, 33–54. [CrossRef] [PubMed]

4. Penfield, S. Seed dormancy and germination. Curr. Biol. 2017, 27, R874–R878. [CrossRef] [PubMed]
5. Gubler, F.; Millar, A.A.; Jacobsen, J.V. Dormancy release, ABA and pre-harvest sprouting. Curr. Opin.

Plant Biol. 2005, 8, 183–187. [CrossRef] [PubMed]
6. Finkelstein, R.; Reeves, W.; Ariizumi, T.; Steber, C. Molecular aspects of seed dormancy. Annu. Rev. Plant Biol.

2008, 59, 387–415. [CrossRef]
7. Barrero, J.M.; Millar, A.A.; Griffiths, J.; Czechowski, T.; Scheible, W.R.; Udvardi, M.; Reid, J.B.; Ross, J.J.;

Jacobsen, J.V.; Gubler, F. Gene expression profiling identifies two regulatory genes controlling dormancy and
ABA sensitivity in Arabidopsis seeds. Plant J. 2010, 61, 611–622. [CrossRef]

8. Abraham, Z.; Iglesias-Fernández, R.; Martínez, M.; Rubio-Somoza, I.; Díaz, I.; Carbonero, P.;
Vicente-Carbajosa, J. A developmental switch of gene expression in the barley seed mediated by HvVP1
(Viviparous-1) and HvGAMYB interactions. Plant Physiol. 2016, 170, 2146–2158. [CrossRef]

9. Shu, K.; Liu, X.; Xie, Q.; He, Z. Two Faces of One Seed: Hormonal regulation of dormancy and germination.
Mol. Plant 2016, 9, 34–45. [CrossRef]

10. Carbonero, P.; Iglesias-Fernández, R.; Vicente-Carbajosa, J. The AFL subfamily of B3 transcription factors:
Evolution and function in angiosperm seeds. J. Exp. Bot. 2017, 68, 871–880. [CrossRef]

11. Nonogaki, H. The long-standing paradox of seed dormancy unfolded? Trends Plant Sci. 2019, 24, 989–998.
[CrossRef] [PubMed]

12. Nakabayashi, K.; Bartsch, M.; Xiang, Y.; Miatton, E.; Pellengahr, S.; Yano, R.; Seo, M.; Soppe, W.J.J. The time
required for dormancy release in Arabidopsis is determined by DELAY OF GERMINATION1 protein levels
in freshly harvested seeds. Plant Cell 2012, 24, 2826–2838. [CrossRef] [PubMed]

13. Alonso-Blanco, C.; Bentsink, L.; Hanhart, C.J.; Blankestijn-de Vries, H.; Koornneef, M. Analysis of natural
allelic variation at seed dormancy loci of Arabidopsis thaliana. Genetics 2003, 164, 711–729. [CrossRef] [PubMed]

14. Bentsink, L.; Jowett, J.; Hanhart, C.J.; Koornneef, M. Cloning of DOG1, a quantitative trait locus controlling
seed dormancy in Arabidopsis. Proc. Natl. Acad. Sci. USA 2006, 103, 17042–17047. [CrossRef] [PubMed]

15. Née, G.; Xiang, Y.; Soppe, W.J.J. The release of dormancy, a wake-up call for seeds to germinate. Curr. Opin.
Plant Biol. 2017, 35, 8–14. [CrossRef] [PubMed]

89



Plants 2020, 9, 679

16. Nishimura, N.; Tsuchiya, W.; Moresco, J.J.; Hayashi, Y.; Satoh, K.; Kaiwa, N.; Irisa, T.; Kinoshita, T.;
Schroeder, J.I.; Yates, J.R.; et al. Control of seed dormancy and germination by DOG1-AHG1 PP2C
phosphatase complex via binding to heme. Nat. Commun. 2018, 9. [CrossRef]

17. Nonogaki, H. A repressor complex silencing ABA signaling in seeds? J. Exp. Bot. 2020. [CrossRef]
18. Carrillo-Barral, N.; del Carmen Rodríguez-Gacio, M.; Matilla, A.J. Delay of Germination-1 (DOG1): A key to

understanding seed dormancy. Plants 2020, 9, 480. [CrossRef]
19. Baskin, J.M.; Baskin, C.C. A classification system for seed dormancy. Seed Sci. Res. 2004, 14, 1–16. [CrossRef]
20. Iglesias-Fernández, R.; Matilla, A. After-ripening alters the gene expression pattern of oxidases involved in

the ethylene and gibberellin pathways during early imbibition of Sisymbrium officinale L. seeds. J. Exp. Bot.
2009, 60, 1645–1661. [CrossRef]

21. Chahtane, H.; Kim, W.; Lopez-Molina, L. Primary seed dormancy: A temporally multilayered riddle waiting
to be unlocked. J. Exp. Bot. 2017, 68, 857–869. [CrossRef] [PubMed]

22. Buijs, G.; Vogelzang, A.; Nijveen, H.; Bentsink, L. Dormancy cycling: Translation-related transcripts are the
main difference between dormant and non-dormant seeds in the field. Plant J. 2019. [CrossRef] [PubMed]

23. Donohue, K.; Dorn, L.; Griffith, C.; Kim, E.S.; Aguilera, A.; Polisetty, C.R.; Schmitt, J. The evolutionary ecology
of seed germination of Arabidopsis thaliana: Variable natural selection on germination timing. Evolution 2005,
59, 758–770. [CrossRef] [PubMed]

24. Schmuths, H.; BACHMANN, K.; WEBER, W.E.; HORRES, R.; HOFFMANN, M.H. Effects of preconditioning
and temperature during germination of 73 natural accessions of Arabidopsis thaliana. Ann. Bot. 2006, 97,
623–634. [CrossRef]

25. Nakabayashi, K.; Okamoto, M.; Koshiba, T.; Kamiya, Y.; Nambara, E. Genome-wide profiling of stored
mRNA in Arabidopsis thaliana seed germination: Epigenetic and genetic regulation of transcription in seed.
Plant J. 2005, 41, 697–709. [CrossRef]

26. Carrera, E.; Holman, T.; Medhurst, A.; Dietrich, D.; Footitt, S.; Theodoulou, F.L.; Holdsworth, M.J. Seed after-
ripening is a discrete developmental pathway associated with specific gene networks in Arabidopsis. Plant J.
2008, 53, 214–224. [CrossRef]

27. Carrillo-Barral, N.; Matilla, A.J.; Iglesias-Fernández, R.; del Carmen Rodríguez-Gacio, M. Nitrate-induced
early transcriptional changes during imbibition in non-after-ripenedSisymbrium officinaleseeds. Physiol. Plant.
2013, 148, 560–573. [CrossRef]

28. Carrillo-Barral, N.; Matilla, A.J.; del Carmen Rodríguez-Gacio, M.; Iglesias-Fernández, R. Nitrate affects
sensu-stricto germination of after-ripened Sisymbrium officinale seeds by modifying expression of SoNCED5,
SoCYP707A2 and SoGA3ox2 genes. Plant Sci. 2014, 217–218, 99–108. [CrossRef]

29. Dekkers, B.J.W.; Pearce, S.P.; van Bolderen-Veldkamp, R.P.M.; Holdsworth, M.J.; Bentsink, L. Dormant and
after-Ripened Arabidopsis thaliana seeds are distinguished by early transcriptional differences in the imbibed
state. Front. Plant Sci. 2016, 7. [CrossRef]

30. Bazin, J.; Langlade, N.; Vincourt, P.; Arribat, S.; Balzergue, S.; El-Maarouf-Bouteau, H.; Bailly, C. Targeted
mRNA oxidation regulates sunflower seed dormancy alleviation during dry after-ripening. Plant Cell 2011,
23, 2196–2208. [CrossRef]

31. Bailly, C. The signalling role of ROS in the regulation of seed germination and dormancy. Biochem. J. 2019,
476, 3019–3032. [CrossRef] [PubMed]

32. Finch-Savage, W.E.; Cadman, C.S.C.; Toorop, P.E.; Lynn, J.R.; Hilhorst, H.W.M. Seed dormancy release in
Arabidopsis Cvi by dry after-ripening, low temperature, nitrate and light shows common quantitative patterns
of gene expression directed by environmentally specific sensing. Plant J. 2007, 51, 60–78. [CrossRef] [PubMed]

33. Sano, N.; Permana, H.; Kumada, R.; Shinozaki, Y.; Tanabata, T.; Yamada, T.; Hirasawa, T.; Kanekatsu, M.
Proteomic analysis of embryonic proteins synthesized from long-Lived mRNAs during germination of rice
seeds. Plant Cell Physiol. 2012, 53, 687–698. [CrossRef] [PubMed]

34. Galland, M.; Huguet, R.; Arc, E.; Cueff, G.; Job, D.; Rajjou, L. Dynamic proteomics emphasizes the importance
of selective mRNA translation and protein turnover during Arabidopsis seed germination. Mol. Cell. Proteom.
2014, 13, 252–268. [CrossRef]

35. Sano, N.; Rajjou, L.; North, H.M. Lost in translation: Physiological roles of stored mRNAs in seed germination.
Plants 2020, 9, 347. [CrossRef]

90



Plants 2020, 9, 679

36. Xiao, W.; Custard, R.D.; Brown, R.C.; Lemmon, B.E.; Harada, J.J.; Goldberg, R.B.; Fischer, R.L. DNA
methylation is critical for Arabidopsis embroyogenesis and seed viability. Plant Cell 2006, 18, 805–814.
[CrossRef]

37. Jeevan Kumar, S.P.; Rajendra Prasad, S.; Banerjee, R.; Thammineni, C. Seed birth to death: Dual functions of
reactive oxygen species in seed physiology. Ann. Bot. 2015, 116, 663–668. [CrossRef]

38. Buijs, G.; Kodde, J.; Groot, S.P.C.; Bentsink, L. Seed dormancy release accelerated by elevated partial pressure
of oxygen is associated with DOG loci. J. Exp. Bot. 2018, 69, 3601–3608. [CrossRef]

39. Kurek, K.; Plitta-Michalak, B.; Ratajczak, E. Reactive Oxygen species as potential drivers of the seed aging
process. Plants 2019, 8, 174. [CrossRef]

40. Oracz, K.; Bouteau, H.E.-M.; Farrant, J.M.; Cooper, K.; Belghazi, M.; Job, C.; Job, D.; Corbineau, F.; Bailly, C.
ROS production and protein oxidation as a novel mechanism for seed dormancy alleviation. Plant J. 2007, 50,
452–465. [CrossRef]

41. Müller, K.; Carstens, A.C.; Linkies, A.; Torres, M.A.; Leubner-Metzger, G. The NADPH-oxidase AtrbohB
plays a role in Arabidopsis seed after-ripening. New Phytol. 2009, 184, 885–897. [CrossRef] [PubMed]

42. Ebone, L.A.; Caverzan, A.; Chavarria, G. Physiologic alterations in orthodox seeds due to deterioration
processes. Plant Physiol. Biochem. 2019, 145, 34–42. [CrossRef] [PubMed]

43. De Giorgi, J.; Piskurewicz, U.; Loubery, S.; Utz-Pugin, A.; Bailly, C.; Mène-Saffrané, L.; Lopez-Molina, L.
An endosperm-associated cuticle is required for Arabidopsis seed viability, dormancy and early control of
germination. PLOS Genet. 2015, 11, e1005708. [CrossRef] [PubMed]

44. Nakabayashi, K.; Bartsch, M.; Ding, J.; Soppe, W.J.J. Seed dormancy in Arabidopsis requires self-binding
ability of DOG1 Protein and the presence of multiple isoforms generated by alternative splicing. PLOS Genet.
2015, 11, e1005737. [CrossRef]

45. Liu, Y.; Ye, N.; Liu, R.; Chen, M.; Zhang, J. H2O2 mediates the regulation of ABA catabolism and GA
biosynthesis in Arabidopsis seed dormancy and germination. J. Exp. Bot. 2010, 61, 2979–2990. [CrossRef]

46. Barba-Espín, G.; Díaz-Vivancos, P.; Job, D.; Belghazi, M.; Job, C.; Hernández, J.A. Understanding the
role of H2O2 during pea seed germination: A combined proteomic and hormone profiling approach.
Plant. Cell Environ. 2011, 34, 1907–1919. [CrossRef]

47. Yu, Y.; Zhen, S.; Wang, S.; Wang, Y.; Cao, H.; Zhang, Y.; Li, J.; Yan, Y. Comparative transcriptome analysis of
wheat embryo and endosperm responses to ABA and H2O2 stresses during seed germination. BMC Genom.
2016, 17. [CrossRef]

48. Ishibashi, Y.; Aoki, N.; Kasa, S.; Sakamoto, M.; Kai, K.; Tomokiyo, R.; Watabe, G.; Yuasa, T.; Iwaya-Inoue, M.
The interrelationship between abscisic acid and reactive oxygen species plays a key role in barley seed
dormancy and germination. Front. Plant Sci. 2017, 8. [CrossRef]

49. Leymarie, J.; Vitkauskaité, G.; Hoang, H.H.; Gendreau, E.; Chazoule, V.; Meimoun, P.; Corbineau, F.;
El-Maarouf-Bouteau, H.; Bailly, C. Role of reactive oxygen species in the regulation of Arabidopsis seed
dormancy. Plant Cell Physiol. 2012, 53, 96–106. [CrossRef]

50. Morscher, F.; Kranner, I.; Arc, E.; Bailly, C.; Roach, T. Glutathione redox state, tocochromanols, fatty acids,
antioxidant enzymes and protein carbonylation in sunflower seed embryos associated with after-ripening
and ageing. Ann. Bot. 2015, 116, 669–678. [CrossRef]

51. Vigliocco, A.; Del Bel, Z.; Pérez-Chaca, M.V.; Molina, A.; Zirulnik, F.; Andrade, A.M.; Alemano, S.
Spatiotemporal variations in salicylic acid and hydrogen peroxide in sunflower seeds during transition from
dormancy to germination. Physiol. Plant. 2019. [CrossRef] [PubMed]

52. Müller, K.; Linkies, A.; Vreeburg, R.A.M.; Fry, S.C.; Krieger-Liszkay, A.; Leubner-Metzger, G. In vivo cell wall
loosening by hydroxyl radicals during cress seed germination and elongation growth. Plant Physiol. 2009,
150, 1855–1865. [CrossRef] [PubMed]

53. Oracz, K.; Voegele, A.; Tarkowská, D.; Jacquemoud, D.; Turečková, V.; Urbanová, T.; Strnad, M.; Sliwinska, E.;
Leubner-Metzger, G. Myrigalone A inhibits Lepidium sativum seed germination by interference with gibberellin
metabolism and apoplastic superoxide production required for embryo extension growth and endosperm
rupture. Plant Cell Physiol. 2012, 53, 81–95. [CrossRef] [PubMed]

54. Waszczak, C.; Carmody, M.; Kangasjärvi, J. Reactive Oxygen Species in plant signaling. Annu. Rev. Plant
Biol. 2018, 69, 209–236. [CrossRef]

91



Plants 2020, 9, 679

55. Oracz, K.; El-Maarouf-Bouteau, H.; Kranner, I.; Bogatek, R.; Corbineau, F.; Bailly, C. The mechanisms involved
in seed dormancy alleviation by hydrogen cyanide unravel the role of eactive Oxygen Species as key factors
of cellular signaling during germination. Plant Physiol. 2009, 150, 494–505. [CrossRef]

56. Bahin, E.; Bailly, C.; Sotta, B.; Kranner, I.; Corbineau, F.; Leymarie, J. Crosstalk between reactive oxygen
species and hormonal signalling pathways regulates grain dormancy in barley. Plant Cell Environ. 2011, 34,
980–993. [CrossRef]

57. Kaur, K.; Zhawar, V.K. Antioxidant potential of fresh and after-ripened dry embryos of two wheat cultivars
contrasting in drought tolerance. Indian J. Plant Physiol. 2016, 21, 350–354. [CrossRef]

58. Farooq, M.A.; Niazi, A.K.; Akhtar, J.; Saifullah Farooq, M.; Souri, Z.; Karimi, N.; Rengel, Z. Acquiring control:
The evolution of ROS-Induced oxidative stress and redox signaling pathways in plant stress responses.
Plant Physiol. Biochem. 2019, 141, 353–369. [CrossRef]

59. Serrato, A.J.; Crespo, J.L.; Florencio, F.J.; Cejudo, F.J. Characterization of two thioredoxins h with predominant
localization in the nucleus of aleurone and scutellum cells of germinating wheat seeds. Plant Mol. Biol. 2001,
46, 361–371. [CrossRef]

60. Ortiz-Espín, A.; Iglesias-Fernández, R.; Calderón, A.; Carbonero, P.; Sevilla, F.; Jiménez, A. Mitochondrial
AtTrxo1 is transcriptionally regulated by AtbZIP9 and AtAZF2 and affects seed germination under saline
conditions. J. Exp. Bot. 2017, 68, 1025–1038. [CrossRef]

61. Xu, F.; Tang, J.; Gao, S.; Cheng, X.; Du, L.; Chu, C. Control of rice pre-harvest sprouting by
glutaredoxin-mediated abscisic acid signaling. Plant J. 2019, 100, 1036–1051. [CrossRef] [PubMed]
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Abstract: DELAY OF GERMINATION-1 (DOG1), is a master regulator of primary dormancy (PD)
that acts in concert with ABA to delay germination. The ABA and DOG1 signaling pathways
converge since DOG1 requires protein phosphatase 2C (PP2C) to control PD. DOG1 enhances ABA
signaling through its binding to PP2C ABA HYPERSENSITIVE GERMINATION (AHG1/AHG3).
DOG1 suppresses the AHG1 action to enhance ABA sensitivity and impose PD. To carry out this
suppression, the formation of DOG1-heme complex is essential. The binding of DOG1-AHG1 to
DOG1-Heme is an independent processes but essential for DOG1 function. The quantity of active
DOG1 in mature and viable seeds is correlated with the extent of PD. Thus, dog1 mutant seeds, which
have scarce endogenous ABA and high gibberellin (GAs) content, exhibit a non-dormancy phenotype.
Despite being studied extensively in recent years, little is known about the molecular mechanism
underlying the transcriptional regulation of DOG1. However, it is well-known that the physiological
function of DOG1 is tightly regulated by a complex array of transformations that include alternative
splicing, alternative polyadenylation, histone modifications, and a cis-acting antisense non-coding
transcript (asDOG1). The DOG1 becomes modified (i.e., inactivated) during seed after-ripening
(AR), and its levels in viable seeds do not correlate with germination potential. Interestingly, it
was recently found that the transcription factor (TF) bZIP67 binds to the DOG1 promoter. This
is required to activate DOG1 expression leading to enhanced seed dormancy. On the other hand,
seed development under low-temperature conditions triggers DOG1 expression by increasing the
expression and abundance of bZIP67. Together, current data indicate that DOG1 function is not
strictly limited to PD process, but that it is also required for other facets of seed maturation, in part by
also interfering with the ethylene signaling components. Otherwise, since DOG1 also affects other
processes such us flowering and drought tolerance, the approaches to understanding its mechanism
of action and control are, at this time, still inconclusive.

Keywords: DOG1; seed dormancy; ABA; ethylene; clade-A PP2C phosphatase (AHG1; AHG3);
after-ripening; asDOG1; heme-group

1. Introduction

The seed is a key entity in the life cycle of higher plants. To this end, it enables and ensures
its survival by acquiring the primary dormancy (PD) during the maturation phase. PD is defined
as the incapacity of a viable seed to complete germination despite the conditions are favorable [1].
Dormancy is hormonally induced, maintained, and strictly regulated by the modulation of suitable
hormonal signaling networks [1]. Seeds can detect spatial and temporal environmental conditions (e.g.,
temperature, O2 and light) [1–4]. PD dormancy is a notable agronomic feature. Thus, low levels may
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produce pre-harvest sprouting, while high levels inhibit the rapid and uniform germination rate. In
both cases, there is a reduction of crop production [1,4,5]. PD is established and maintained in the viable
dry seed, and throughout several molecular paths (e.g., after-ripening (AR) and exposure to gentle
cooling) and can be broken gradually [6,7]. On the other hand, non-dormant seeds of various species
have been reported to achieve secondary dormancy (SD) upon exposure to unfavorable conditions
for germination [1]. SD occurs essentially after seed dispersal and may be induced by environmental
interactions or other special conditions.

DELAY OF GERMINATION1 (DOG1), a heme-binding protein, was identified in seeds of A.
thaliana by using a biparental recombinant inbred population derived from a cross between the deeply
dormant ecotype Cape Verde Islands (Cvi-0; high DOG1 expression) and a weakly dormant ecotype
Landsberg erecta (Ler-0; low DOG1 expression). By analyzing this recombinant inbred line (RIL)
population, seven dormancy related quantitative trait loci (QTLs) were identified [8,9]. The first of
these QTLs cloned was DOG1 which turned out to have a great impact on PD level (i.e., became the
most important regulator of PD in Arabidopsis) [2,9]. DOG1 is mainly expressed in seeds [10]. Despite
being studied extensively over the last fifteen years [10], the precise molecular mechanism underlying
the regulation of DOG1 still has gaps [10–12]. Interestingly, Li et al. (2019) provides mechanistic
insights into how ethylene (ET) signaling controls PD via DOG1 regulation. Detailed comments on
this striking work are included below.

DOG1 is a member of a small gene family. There are five DOG1-LIKE (DOGL) genes—DOGL1,
DOGL2, DOGL3, DOGL4, and DOGL5—in the Arabidopsis genome [1]. The first four DOGL genes
are located on chromosome 4 next to each other, while DOGL5 was found on chromosome 3. The
DOG1 family in Arabidopsis has several conserved domains whose functions are still under study [1,5].
DOGL1, DOGL2, and DOGL3 are relatively like DOG1, whereas DOGL4 and DOGL5 show only 28
and 30% similarity with DOG1 in amino acid sequence, respectively [1]. In parallel to Arabidopsis,
DOG1 genes have been found in other species of Brassicaceae [7,11,12] and some of Lactuca [13]. The
amino acid sequences similarity among the studied dicot DOG1 is high [7,14]. Other authors have
described DOGL genes in many monocot species, such as Hordeum vulgare, Triticum aestivum, Oryza
sativum, Zea mays, Sorghum bicolor, and Brachypodium distachyon [5,14,15] (Figure 1, Figure S1, Table S1).
A high number of AtDOG1 homologues have been described in cereals. DOG1L1-4 in cereals show
some functional conservation since they induce dormancy when ectopically expressed in Arabidopsis.
However, the amino acid sequences of cereal DOG1L do not have much similarity with those of dicot
plants. Although genes with some degree of similarity in amino acid sequence to AtDOG1 were known
to be present in species other than Arabidopsis, because of their low similarity to DOG1 it remained
to be answered whether these genes actually functioned in the regulation of PD in a broad range of
species, or only in Arabidopsis and its close relatives [11]. AtDOG1 and its homologous genes would
be good candidates to try to manipulate PD in the near future. It has been found that DOG1 expression
and PD are controlled by a cis-acting antisense transcript (asDOG1) [16]. As will be described later,
asDOG1 expression is strongly suppressed by both ABA and drought, resulting in the release of
antisense-dependent silencing of DOG1 [16]. Moreover, it was shown that DOG1 is also involved in
the seed maturation programme, seed longevity, PD release, and germination timing, this last property
being an important adaptive trait controlled by seed dormancy. At this time, the detailed involvement
of DOG1 in all these cited programmes is not yet well understood [9–11,13]. However, a notable
function of DOG1 may be the induction of PD including the temperature-dependent PD [10,17–22].
Thus, it is known that the lower the seed maturation temperature, the higher the degree of dormancy.
Concomitantly, DOG1-mRNA and protein levels also increase [17]. That is, A. thaliana accessions
located in colder climates tend to initiate DOG1 expression earlier during seed maturation. DOG1 is
involved in the induction of PD in response to cool seed-maturation temperature experienced by the
mother plant. Therefore, DOG1 is likely to exhibit environmental sensitivity [19]. Since DOG1 also
affects flowering and drought tolerance, DOG1’s study becomes much more convoluted [13,22–24].
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Figure 1. Phylogenetic tree of DOG1. Deduced DOG1 and DOG1-like amino acid sequences of
Arabidopsis thaliana (AtDOG1, AtDOGL1-5); deduced DOG1 amino acid sequences of Brassica rapa
(BrDOG1), Lactuca sativa (LsDOG1), Lepidum sativum (LesaDOG1), Sisymbrium officinale (SoDOG1); and
the homologs in cereals Brachypodium distachyon (BdDOG1L1 to L5), Hordeum vulgare (HvDOG1L1, L2,
L3, and L5), Oryza sativa (OsDOG1L1, L3, L4, and L5), Sorghum bicolor (SbDOG1L1 to L5), Triticum
aestivum (TaDOG1L1, L2, L4, and L5), and Zea mays (ZmDOG1L2 to L5) were included. Tree was
constructed with the neighbor joining method (1000 bootstrap repetitions) using MEGA X software.
Only branches with a value above 50% are shown. An additional table indicates the accession numbers
of the sequences included in the tree (Figure S1 and Table S1).

This review focuses on the reasons why DOG1 is being considered as a key signaling molecule to
coordinate the seed life and very specifically the acquisition and loss of its PD.
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2. DOG1 and Its Vital Functions during the Seed Life Cycle

In the last years, numerous studies have proved that the functions of DOG1 in plants are well
conserved. Despite its well-documented implication in PD, DOG1 molecular task still needs much
more attention [5,14,25,26].

2.1. DOG1 in Seed Maturation and Dormancy

Seed maturation is a crucial phase of seed development that comprises several developmental
processes such as reserve accumulation (e.g., seed storage proteins, SSPs), cessation of embryo growth,
acquisition of desiccation tolerance, and PD [27,28]. Although there are many transcription factors
(TFs) specifically associated with seed maturation, only ABI3, FUSCA3 (FUS3), LEAFY COTYLEDON
1 (LEC1), and LEC2 have been described as key regulators in Arabidopsis [1,4]. Mutations in these
TFs produce alterations in seed maturation, affect accumulation of SSPs, and alter ABA sensibility
and PD (e.g., abi3-lec1 and abi3-fus3 show an important reduction in SSPs content and present severe
viviparism) [1,4,11]. The induction and release of PD depend on environmental conditions (e.g.,
temperature, light, and cold) and endogenous regulators (e.g., hormones, regulatory proteins, and
chromatin status) [20,25,28]. It is noteworthy that the mechanism of endogenous plant hormonal
regulation is suggested to be highly conserved in PD and germination processes. In reference to DOG1,
its dimerization (Figure 2) is essential for its capability to impose PD [26]. However, it remains unclear
how self-dimerization is involved in DOG1 function. Specifically, the expression of DOG1 is absolutely
required for the induction of PD. Conversely, DOG1 is reduced in fully mature dry seed [10,16,23]
and DOG1-mRNA is nearly undetectable in seedlings [1,16]. It is well-known that during late seed
maturation an accumulation of the raffinose family oligosaccharides (RFO), an increase of SSPs,
heat-shock proteins (HSPs), and late embryogenesis abundant (LEA) proteins exist [28]. Transcriptomic
and metabolomic analyses of dog1-1 mutants revealed a decrease in HSP, LEA, and RFO. The expression
of ABI5 is involved in this decrease [23,29,30]. It is striking that dog1-1 mutant has reduced PD and
reduced longevity. This fact suggests a positive correlation between both processes [9,31]. Several
QTLs related to seed longevity have been identified [31]. The QTLs identified for longevity and PD
do not necessarily co-locate, proposing that the natural variations of these two characteristics are
regulated by different genetic mechanisms. The observation of a negative correlation between PD
and longevity strongly suggests that seeds are capable of extending their life span either by PD or by
an active longevity mechanism [26]. Furthermore, the analysis of dog1-1 abi3-1 suggests that DOG1
may control the chlorophyll degradation and SSPs accumulation through an interaction with ABI3.
These data also suggest that DOG1 and ABI3 work in parallel to stimulate maturation [23]. Moreover,
individual analysis of dog1 and dog1 abi3 mutants suggests that DOG1 function is not limited to PD
but that it is required for several aspects of seed maturation [23]. Likewise, variations in the DOG1
expression during the PD seem to be partially due to an epigenetic regulation (i.e., histone methylation)
(Figure 2), as will be discussed below.

ABA induces and maintains PD, while GAs releases PD and induces germination. Accordingly,
the dormancy status is regulated by the balance ABA: GAs, which will be used for the seed to interpret
the environmental conditions and therefore stay dormant or germinate [1,32–35]. Cold temperatures
exposure of maternal plants during seed maturation induces an increase in both DOG1 and PD
status [20]. Thus, accessions of Arabidopsis from the north of Europe are less dormant and exhibit
lower levels of DOG1 transcripts than the southern ones [17]. On the other hand, the level of dormancy
cycling in the field is not quantitatively related to ABA. Accordingly, the analysis of a set of accessions
of four distinct geographical areas revealed that DOG1 contributes to local adaptation [36–38]. DOG1 is
important to determine the deep dormancy phase and it could act as part of a thermal-sensing system
to affect PD level by altering the ABA sensitivity [34]. A study with buried Arabidopsis seeds showed
dynamic changes in SD intensity, which had a strong correlation with DOG1 expression level [33,36].
Murphey et al. [19] proposed that DOG1 is a relevant gene in the induction of SD in response to
temperatures. In some seeds, DOG1 induces SD because of the warm and prolonged cold stratification
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in the course of seed imbibition [20,39]. Finch-Savage and Footitt indicated in their recent update
on PD [34] that the thermo-inhibition of germination was DOG1 dependent and not reliant on an
increased amount of ABA in lab conditions; while DOG1 is of decisive importance to dormancy cycling
in field conditions in addition to its importance in determining the extent of PD. Besides, germination
only occurs in the light if DOG1 expression is low as a result of chromatin remodeling and the level of
active DOG1 protein is reduced [37].

 

Figure 2. Different molecular mechanisms regulating the gene expression and protein activity of DOG1.
The transcription of DOG1 is regulated by epigenetic modifications and probably by TFs. Additionally,
the transcription of a noncoding antisense sequence (asDOG1) acts as a negative regulator of DOG1
expression. Two different precursor mRNAs are formed due to the existence of two polyadenylation
sites in Arabidopsis. The precursor mRNAs are processed to five different mature mRNA by alternative
splicing and lately translated to three different protein isoforms (three of the five mRNA encode
the same protein isoform). DOG1 binds itself to form homodimers and can suffer post-translational
modifications associated to AR and germination processes. However, the specific nature of these
modifications is still unknown.

2.2. DOG1 Takes Part in Key Molecular Mechanisms Regulating Seed Dormancy

Recent studies in Lactuca sativa and A. thaliana reported that DOG1 stimulates the
temperature-dependent PD by affecting the levels of determined microRNAs [13]. Thus, DOG1 can
regulate PD by means of an influence on generation and/or action and processing of miR156 and miR172
microRNAs [1,13]. miRNAs are endogenous small non-coding RNAs that act as post-transcriptional
regulators of gene expression in animals and plants by targeting mRNAs for cleavage or translational
repression. miR156 accumulates in high levels during seed development and it is progressively lost
during seed storage as a result of RNA oxidation [40,41]. RNA oxidation can be carried out by reactive
oxygen species (ROS) generated in dry seeds, particularly by hydroxyl radicals [41]. Seed alleviation
of PD during AR is associated with mRNA oxidation which is prevented when seeds are maintained
dormant [40]. Therefore, DOG1 may play a role in repositioning the miR156 levels during seed
development [22], which would provide a timing mechanism for seed AR via loss of the inhibitory
effect of stored miR156 on germination. In short, DOG1 functions as an important molecular integrator
that exerts its effects on developmental phase changes, at least in part through miRNA-regulated
pathways [22].

The overexpression of AtMIR156 causes the stimulation of PD, but AtMIR172 diminishes it [13].
Interestingly, the expression of genes involved in miR156 and miR172 processing was lowered in
A. thaliana and L. sativa dry viable seeds from dog1 mutants, whereas the overexpression of MIR172
reduced seed PD [13]. It is highlighted that the essential role played by miR156 and miR172 in
sensing and integrating environmental changes, and the role of DOG1 in affecting the relationship
miR156/miR172 thus play a significant role in seed development [13]. Besides, small RNA library
of Arabidopsis seeds obtained from the field in mid-summer (low dormancy) and mid-winter (high
dormancy) possessed abundant miR156 levels at both seasonal periods. These data suggest that DOG1
maintains high miR156 levels in soil seed bank over the spatial sensing phase till PD release [33,34].
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These and other recent revised results seem to fall under the hypothesis that DOG1 is part of a
thermal sensing mechanism in the regulation of DOG1 transcription [1,34]. That is, DOG1 transduces
environmental effects during maturation to alter depth of dormancy thus linking DOG1 and dormancy
cycling. However, since DOG1 expression follows environmental cues, DOG1 does not appear to
directly determine the pattern of dormancy cycling [34,36]. In other words, although a key role of
DOG1 was detected in determining the depth of dormancy, it was still not a direct role for DOG1 in
generating altered seasonal patterns of seedling emergence [36]. Therefore, it remains unclear whether
variation in DOG1 expression can drive variation in dormancy cycling behavior.

DOG1 has been recently shown to physically interact with two phosphatases
(ABA-HYPERSENSITIVE GERMINATION 1 and 3; AHG1 and AHG3) to functionally block their
essential downstream roles in the release of seed PD [25,42] (Figure 3). AHG1 and AHG3 belong to the
clade-A type 2C PP2C family (i.e., with nine members in Arabidopsis) and act as negative regulators of
ABA signaling and seed PD [25,42]. As a result, seed PD and ABA sensitivity are increased not only
when DOG1 protein levels are enhanced [10] but also in an ahg1 ahg3 double mutant [25]. Likewise,
ahg1-1ahg3-1hai3-1 triple mutant has a deeper dormancy and also proposed that at least AHG1, AHG3,
and HAI3 are involved in the regulation of PD [42]. In addition, DOG1 controls PD by suppressing the
action of specific PP2C phosphatases, which function as a convergence point of the ABA and DOG1
pathways [25]. On the other hand, the binding of DOG1 to heme group is essential for DOG1 task
during PD [42]. Heme is an iron-binding protoporphyrin IX that regulates diverse biological activities
(e.g., signal transduction); but the study of its role in ABA signaling is still in very early stages. Binding
of DOG1 to AHG1 and heme seem to be an independent processes, though both are essential for DOG1
function in vivo [40]. Likewise, the role of the redox state of the cell in the control of seed PD is an
unexplored research field [43]. We will return to these last topics later.

Figure 3. A model for the transcriptional regulation of DOG1 gene by ethylene and low temperatures
(promotor in red; coding region in green) to induce PD in A. thaliana (adapted from Li et al. 2019 [44];
Carbonero et al. 2017 [45], and Breeze et al. 2019 [46]). Downstream of the GBL1 cis-element is INDEL,
a 285 bp sequence. INDEL is present in DOG1 promoter of Ler-0 accession (weakly dormant). However,
INDEL is absent in Cvi-0 ecotype (strong dormant). INDEL was found to directly affect the ability
of bZIP67 to transactivate DOG1 in vivo and may explain the observed variation in DOG1 transcript
levels, and consequently dormancy, between ecotypes. Such natural allelic variation in DOG1 coupled
with DOG1 expression plasticity confers substantial adaptive significance in the field, where seasonal
environmental factors can vary greatly, and the optimal timing of seed germination is primordial. ETR1:
Ethylene Response-1; DRE/CRT: Dehydration-Responsive Element/C-Repeat; TPL1: Topless-1; ERF12:
Ethylene Responsive TF-12; GBL1 and GBL2: G-Box-Like-1 and 2; SOM: Somnus.
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2.3. Strict Regulation of DOG1 during Seed Dormancy

In A. thaliana, the DOG1 gene is composed of 3 exons and 2 introns and is alternatively spliced
of the second intron thus producing five transcript variants [26] and resulting in only three different
proteins since translation of β and γ transcripts generate the same protein (Figure 2). The abundance of
each DOG1-mRNA is different; but the proportion among them remains almost unaltered in different
dormant and non-dormant accessions [2]. Recently, a short DOG1-mRNA was described [3]. This major
form, named ε, excludes the third exon and incorporates a part of the second. The nascent mRNA-ε
is formed by alternative polyadenylation and not by differential splicing [3,47]. The level of DOG1
transcripts is strongly decreased throughout the final part of seed maturation, though the abundance
of DOG1 protein does not diminish [10]. DOG1 α, β, γ, δ, and ε isoform proteins are functional [26].
DOG1-α, DOG1-β, and DOG1-δ were located in the nucleus and DOG1-β is much more abundant
than the other isoforms [26]. Interestingly, the regulation of DOG1 protein accumulation by alternative
splicing could be part of a mechanism to fine-tune seed dormancy (Figure 2). The DOG1 abundance
might be explained by the existence of an altered ratio between DOG1 transcripts. Thus, the abundance
of the DOG1-δ at the final of maturation is higher compared to DOG1-β, which could increase the DOG1
protein although a general decrease in DOG1 transcript levels is produced [26]. Interestingly, the solid
results obtained by the Swiezewski’s group suggest that the accumulation of short isoform of DOG1
ε-protein is enough to generate a dormancy phenotype. That is, the short DOG1-mRNA is translated
in vivo and the generated DOG1 protein is also functional in controlling seed PD establishment [3].
The short ε-mRNA is the most abundant in A. thaliana, resulting in the same protein as β and γ-mRNA.
This short isoform of DOG1 protein is better conserved than the other two, as the third exon is highly
variable or even lost in other species and is also the most active in PD induction. On the other hand,
Nakabayashi et al. [26] described that all the DOG1 isoforms show self-binding properties, and the
loss of this capacity does not alter protein levels but leads to non-dormant phenotypes. In other
words, DOG1 protein function is enhanced by its self-binding property. Thus, formation of dimers
among different DOG1 isoforms would be necessary for the proper regulation of DOG1 functioning.
Interestingly, DOGL3 and DOGL5 (DOGL5.2, alternative spliced form like DOG1) also bind to PP2C,
and overexpression of DOGL3 causes ABA hypersensitivity in seed germination, like DOG1, whereas
DOGL5 overexpression does not result in increased ABA sensitivity in seeds [40]. These and other
features lead us to conclude that, DOG1 and DOGLs do not seem to share a great deal of redundancy
in terms of PD imposition.

It was shown that natural variation for DOG1 binding efficiency provides variation in PD [10,16,26].
These natural variations in several Arabidopsis accessions may be part of a system to adjust the PD [26].
However, more research is still required to clarify the exact role of the different DOG1 protein isoforms
in plants. Finally, and given that DOG1 is extensively regulated [1,3,9,13,25,42,47], recent relevant
evidence demonstrated that asDOG1, a long non-coding antisense RNA from DOG1 in Arabidopsis,
suppresses DOG1 expression during seed maturation in cis and promotes germination [16,23]. This
DOG1 antisense partner originates close to the DOG1 proximal polyadenylation. The presence of a
conserved region in the second intron of AtDOG1 led to the discovery of a natural noncoding antisense
RNA (asRNA) (Figure 2). This conserved site, unexpected in a non-coding region, contains a promoter
that extends approximately from the ending of the second exon to the transcription start site of AtDOG1.
The transcription of asDOG1 is independent of the DOG1 promoter, and as it has been described for
other genes, the asRNA acts as a negative regulator of DOG1 sense transcription and expression [16].
Although the asRNA has a 5′ cap and is polyadenylated and stable, it seems, as said before, to regulate
DOG1 expression in cis, the antisense transcription process being more important as a repressor than the
asRNA transcript itself [16]. The fact that asDOG1 originates from close to the transcription termination
site of the sense gene, raises the question of how this proximity affects antisense promoter activity.
Although asDOG1 is present in seeds, especially in desiccation phase, it is more abundantly transcribed
in seedlings, meristems, and young leaves. The addition of ABA downregulates the transcription of
asDOG1 in vegetative tissues and allows DOG1 expression. Moreover, when the promoter of asDOG1
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is mutated, the addition of ABA is unable to induce DOG1 expression. This ABA-dependent asDOG1
transcription is particularly important for the role of DOG1 in the induction of drought tolerance.
Yatusevich et al. (2017) [23], in a sophisticated work on epigenetic regulation of DOG1 in A. thaliana,
showed that, (i) asDOG1 suppresses DOG1 expression in both seeds (i.e., prevents PD) and leaves (i.e.,
drought response) and that dog1 mutants are more susceptible to drought; (ii) asDOG1 expression is
powerfully inhibited by ABA; (iii) the ability of the antisense promotor to respond to ABA is absolutely
required for the regulation of DOG1 expression by ABA; (iv) this group advances the possibility that
DOG1 may regulate PD through similar mechanisms involving the ABA pathway; and (v) in the
absence of asDOG1, DOG1 is constitutively highly expressed in leaves [23]. Among other deductions,
it is interesting to conclude that DOG1, in addition to participating in seed PD, also has other roles in
plants. Finally, asDOG1-mediated control of DOG1 expression and seed PD appear to be cis-restricted,
suggesting a mechanism that may involve asDOG1 transcription rather than arising RNA [16,23].

3. ABA and Ethylene Signaling during DOG1 Tasks

3.1. ABA and DOG1 Work Cooperatively

The critical role of ABA in the induction of PD is currently unquestionable [33]. ABA and DOG1
seem to act in concert to carry out the PD, a striking event during seed development [10,47,48]. The action
of DOG1 in regulating PD is ABA-coordinated [10]. That is, the regulation of PD by DOG1 requires
a functional ABA signaling pathway [1]. Thus, although dog1 dormancy phenotypes are analogous
to ABA synthesis and signaling mutants (i.e., ABA sensitivity of dog1 seeds is unchanged [10,12,42]),
prevailing evidences suggest that DOG1 and ABA act in independent pathways. That is, the dog1
mutant is completely non-dormant and lacks apparent pleiotropic phenotypes, indicating that DOG1
is a key player specific for the induction of PD. Interestingly, the integration of the near isogenic line
NILDOG1-Cvi (i.e., strong DOG1 expression) with the ABA-deficient mutant aba1-1 (i.e., impaired
in ABA biosynthesis and absence of seed dormancy), still results in the production of non-dormant
seeds [9]. This finding suggests that ABA is indispensable for the DOG1 function in seed dormancy,
although it is fair to remind that ABA cannot impose seed dormancy in the absence of DOG1 [9].
Together, ABA and DOG1 must be present to induce PD as absence of one of these two regulators results
in complete lack of PD even when the other regulator is highly accumulated [9,12,18]. Likewise, different
groups demonstrated that AtDOG1 is also crucial for local adjustment to distinct environments [19].
Therefore, DOG1 is unquestionably related to the natural alteration of PD in A. thaliana; but this has
not yet been proven in other species [13]. Finally, the correlation between DOG1 and ABA metabolism,
transport, and signaling are not properly known. This study deserves special attention.

3.2. ABI3, ABI5, and DOG1

ABI3 and ABI5 encode essential ABA-dependent TFs and are two major components in the seed
ABA signaling. DOG1 appears to control seed maturation and PD by controlling the expression of
ABI5 (ABA INSENSITIVE 5; basic leucine zipper TF that functions in the core ABA signaling) and
through genetic interaction with ABI3. These and other findings confirm that DOG1 is involved in the
regulation of final phase of seeds development in coordination with ABA [9,13,23,25] (Figure 3). ABI5
was not enough to suppress germination when overexpressed in Arabidopsis seeds and abi5 shows a
normal PD level [23]. Recent studies proposed that ABI5 is related to PD, and DOG1 regulates PD by
controlling the ABI5 expression [6]. Moreover, it was suggested that DOG1 stimulates ABI5 through the
activation of seed maturation genes and the inhibition of germination-related transcripts [22]. Dekkers
et al. (2016) [23] demonstrated that DOG1 interacts with PP2Cs, thus stimulating the expression of
ABI5 and PD. That is, the accumulation of ABA and ABI5 activity contributes to PD maintenance. In a
nutshell, DOG1 regulates seed maturation and PD in part by controlling ABI5 expression [23].

On the other hand, to determine the role of DOG1 in seed imbibition, several mutants related to
the hormones synthesis and signaling have been analyzed, providing divergent results. For example,

102



Plants 2020, 9, 480

the ABA catabolic mutant cyp77a2 exhibits high levels of ABA not only in dry seeds but also in seed
imbibition, being highly dormant [49]. Nevertheless, the double mutant dog1 cyp707a2 is less dormant
than cyp707a2 mutants, suggesting that the action of DOG1 is not completely ABA-dependent [10].
The Bentsink’s group [50] described that the dog1 mutants exhibit normal response to exogenous ABA,
proposing that DOG1 is unable to control ABA signaling during seed imbibition. On the other hand,
dog1-5 mutant has very strong PD and increased expression of miRNA processing genes [22]. Studies
with dog1-5 mutant indicated that the short DOG1-mRNA is subject to alternative polyadenylation and
that the short form of this transcript is functional. Likewise, this short DOG1 protein isoform is a key
player to PD establishment [3]. It is interesting to note that in abi5 mutants, the expression of DOG1
was upregulated in the presence of ABA. This suggests a crosstalk between DOG1 expression and
ABA responses during seed imbibition [51]. Likewise, several authors have considered the positive
effect of ABA on the DOG1 expression during germination of many species [52]. In L. sativum seed
germination, ABA increased LesaDOG1-mRNA, possibly involving ABI3 and ABI5 [11]. Similarly, in
cruciferae Sysimbrium officinale, ABA shows a positive effect on the SoDOG1 expression during early
imbibition. Moreover, this positive effect may be inhibited by optimal AR whereas GAs can partly
mimic the AR effect [7]. Experiments of chromatin immunoprecipitation (ChIP) showed no direct
interaction of ABI3 with the promoter region of DOG1 [53]. However, some relation seems to exist
between DOG1 and ABI3 as the double mutant abi3-1 dog1-1 shows a severe abi3 phenotype that is not
present in the single abi3-1 mutant [23]. This genetic interaction could be explained by ABI3 acting
downstream of DOG1, rather than upstream, with the ABA probably involved. On the contrary, FUS3
ChIP-chip analysis revealed a direct interaction with DOG1, presumably involving the RY-element
(CATGCATG) present in its promoter region [53,54] (Figure 3). Microarray experiments showed that
FUS3 knockout mutants in Arabidopsis have a significant decrease in DOG1 expression [55].

Within the puzzle that constitutes the functioning of DOG1, the possibility of acting as a TF is
currently being evaluated [32]. But there is still no scientific evidence that DOG1 works as a TF. The
possibility emerges from the analysis of the amino acid sequence of DOG1. Thus, the DOG1 family
share sequence similarity with the TGACG motif-binding TFs (TGAs) and may have evolved from
them, or vice versa. It is striking that all TGAs of bZIP TFs contain the DOG1 superfamily domain.
However, TGA task in seed development is not clear. Quite recently, DOGL4 was isolated from seeds
and some properties are already known [32]. For example, DOGL4 lacks a bZIP domain. In [32] it is
suggested that DOGL4 (and possibly DOGL5) is the missing link between the DOG1 family proteins
and TGAs [32]. Thus, (i) unlike DOG1, DOGL4 is induced by ABA; (ii) DOGL4 shares scarce homology
in amino acid sequence with DOG1; (iii) DOGL4 plays a major role in mediating SSPs accumulation in
seeds; that is, DOGL4 is an inducer of SSPs; (iv) dog1 does not alter the majority of DOGL4-induced
SSPs; and (v) seeds from dogl4 mutant exhibit moderately enhanced PD. Current knowledge of DOGL4
and DOG1 suggests that at a time of evolution some of the properties of these two members of the DOG1
family may have diverged into two independent seed maturation regulators for distinct biochemical
functions [32]. In other words, taken together with the knowledge about DOGL4, it can be suggested
that DOG1 family proteins may have first evolved as seed maturation regulators. Finally, the induction
of the seed maturation genes by DOG1 and DOGL4 may not be mediated through direct DNA binding,
but probably represents indirect regulation because DOG1 is a heme-binding protein [25,32,42].

3.3. Ethylene and DOG1

The interaction of ET with other phytohormones and ROS in the seed life regulation is well
documented [4,56]. Thus, in the same way as GAs and ABA, the crucial control of ET traffic in the
cell and their coordination in specialized seed tissues is of considerable importance during PD and
germination. Recently, Li et al. (2019) identified a module regulating PD in Arabidopsis [44]. This
group demonstrated that DOG1 functions downstream of both ET receptor 1 (ETR1; RDO3) and
ET-responsive transcription factor-12 (ERF12). Likewise, they also demonstrate that RDO3 encodes
ETR1, an ET receptor. In fact, ERF12 binds directly to the DOG1 promoter, recruiting the co-repressor
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TOPLESS (TPL) in this nuclear process and inhibiting DOG1 expression. Likewise, through genetic
analysis (i.e., tpl-9 dog1-2 double mutant) this robust work insinuates that the regulation of PD by TPL
depends on DOG1 [55]. In addition, (i) the transcriptional repressor in A. thaliana ERF12 (a member of
the ERF-1B family) and TPL promote seed germination by repressing the DOG1 pathway; (ii) ERF12,
functioning downstream of ETR1, is involved in regulating PD mediated by RDO3; (iii) ETR1 and
ERF12 likely regulate PD through the DOG1 pathway [44]; and (iv) ERF12 binds to the promoter
of DOG1 and suppresses its expression (Figure 3). Together, perhaps DOG1 partially takes part in
regulating PD mediated by the ET pathway. This possibility requires even more study. However, the
role of the ETR1/RDO3-ERF12-TPL-DOG1 module discovered by the Li’s group has clarified a notable
part of the ET-controlled PD mechanism.

4. Transcription Factors Directly Involved in DOG1 Task

Although knowledge of DOG1 has advanced considerably in recent years, it is not known
meticulously which TFs bind to the DOG1 promoter and are responsible for driving its expression
during embryo maturation. Since the amount of DOG1 accumulated in the dry seed determines
the storage time necessary to release PD, the regulation of DOG1 transcriptional activity by ABI3,
FUS3, LEC1, and LEC2 is an exploration that should be considered in detail. DOG1 expression is
known to rely indirectly on LEC1, a member of the HAP3 family [45,57,58]. However, LEC1 has
no direct interaction with DOG1 promoter (Figure 3). In lec1 mutants, the gene activity of DOG1
is reduced. ABI3, FUS3, and LEC2 (known as AFL as a whole) contain a B3 DNA-binding domain
(special to plants) that specifically recognizes RY [CATGCA(TG)] motif present in the promoter region
of many maturation-related genes [15,45,57]. A RY motif is present in the promoter of AtDOG1, and its
transcriptional pattern in seed development indicates that DOG1 is very likely regulated by at least
one of above TFs [10]. In the attempt to identify some TF with affinity for the DOG1 promoter, it
was perceived in soybean (Glycine max) that bZIP67 is a regulator of several genes involved in SSPs
deposition [59]. In other words, DOG1 encodes a plant specific protein with a domain shared by bZIP.
Progressing in this approach, quite recently the Eastmond’s group proved in a solid work that bZIP67
acts downstream LEC1 to transactivate DOG1 during seed maturation helping to establish PD in
Arabidopsis [60]. Eastmond in his work demonstrated that: (i) bZIP67 is required for DOG1 expression
and DOG1 accumulation; (ii) probably, bZIP67 and DOG1 functionally belong to same pathway; (iii)
bZIP67 may contribute to the regulation of PD through the control of DOG1 expression; (iv) DOG1 is
induced by LEC1; this fact occurs after the induction of bZIP67; (v) in vivo and in vitro experiments
propose that bZIP67 binds to the promotor of DOG1 by GBL cis-element; (vi) cool conditions during
seed maturation enhances bZIP67 amount but not bZIP67-mRNA [60]. Together, bZIP67 is a direct
regulator of DOG1 expression, specifying the LEC1 action in the establishment of PD (Figure 3).

5. The Relationship between DOG1 and Protein Phosphatases

The major advances to unravel the molecular function of DOG1 are probably those provided by
recent studies of direct interaction with other proteins. Pull-down experiments in vivo carried out by
Née et al. [25] revealed 184 groups of proteins with direct interaction with DOG1. These results confirm
again that DOG1 interacts with proteins involved in ABA responses [20,25]. Among these pulled down
proteins there are some members of PP2C family [25,42]. PP2C phosphatases act as negative regulators
of ABA signaling by inactivating sucrose nonfermenting-I-related protein kinases-2 (SnRK2), that
act as positive effectors of ABA response. ABA receptors PYrabactin resistance-1 (PYR1)/PYR1-Like
(PYL)/regulatory component of ABA receptor (RCAR) inactivate PP2Cs in the presence of ABA,
allowing SnRK2s to trigger ABA-associated responses [48]. Two subfamilies of the PP2Cs (group-A)
have been described in Arabidopsis: ABI1 and ABA-hypersensitive germination-1 (AHG1) [61]. The
ABA receptors PYR1 interact with ABI1 subfamily members in the presence of ABA but not with
AHG1 subfamily members, except for AHG3. On the contrary, DOG1 interacts with the AHG1
subfamily members but not with the ABI1 subfamily members [42]. These data suggest that PP2Cs
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could be the connection point between ABA and DOG1 signaling pathways. In addition to physically
interacting, it has been demonstrated that AHG1 and AHG3 (i.e., both expressed in seeds with AHG1
being more specific to seeds than AHG3) are necessary for DOG1 functioning. Thus, while double
mutant (dog1-ahg1 and dog1-ahg3) show the same non-dormant phenotype than dog1, triple mutant
(dog1-ahg1-ahg3) show highly dormant phenotype [25]. These data suggest that AHG1 and AHG3 act
redundantly as negative regulators of PD induction by DOG1. The relationship between DOG1 and
AHG1 has been studied in detail. Thus, it seems clear that DOG1 functions upstream of AHG1 in
the ABA signaling pathway, and directly regulates the PP2C activity of AHG1 in an ABA-dependent
manner [25]. Unlike AHG3, AHG1 does not interact with ABA receptors. In Arabidopsis, the deletion
of residues 1-18 in the N-terminal region of DOG1 protein has a strong negative effect on both the
interaction with AHG1 and the induction of PD [42]. This deletion prevents the ability of DOG1 to
confer an ABA-hypersensitive phenotype, indicating that the interaction with AHG1 is indispensable
for DOG1 function in both PD and germination control. Curiously, this small N-terminal region is not
especially well conserved among species and it is unknown whether its deletion may affect the DOG1
conformation or only its interaction with AGH1 [14]. On the contrary, the deletion of 257-291 residues
in the C-terminal region does not affect the interaction of DOG1 with AHG1 [42]. Very recently, the
Nishimura’s group demonstrates that the DSYLEW N-terminal sequence of DOG1 (spanning position
13–18), is essential for interacting with AHG1 [42]. Taken together, DOG1 enhances ABA signaling
through its binding to AHG1 and AHG3 [25].

The presence of DOG1 decreases the AHG1 activity on its target SnRK2s. As in the case of
PYL/PYR/RCAR, this indicates that DOG1 positively regulates the SnRK2s activity by inhibiting the
PP2C activity of AHG1 [42]. It is likely that DOG1 has an effect on AHG3, similarly to the observed
in AHG1, but until now the activity assays were carried out using artificial substrates for PP2C and
it would be necessary to analyze its phosphatase activity specifically on SnRK2s [25,42]. So far, the
existing data suggest that, (i) ABI1 phosphatase subfamily is regulated by PYR/PYL/RCAR receptor
in presence of ABA; (ii) AHG1 is regulated by DOG1; and (iii) AHG3 is regulated by both ABA and
DOG1. These interactions could explain the partial overlap between ABA and DOG1 mechanisms of
action. At the same time, they could answer to the dormancy phenotype observed in dog1 and ABA
biosynthesis mutants [10]. In mutants with low expression of DOG1, the presence of ABA may not
regulate the AHG1 activity, which continues acting as negative regulator of PD. On the contrary, in
mutants with low ABA content, members of PP2C subfamily ABI1 remain active and would negatively
regulate PD levels [42]. In addition to dephosphorylating SnRK2s, AHG1 also interacts with other
proteins [42]. One of them is ABI FIVE BINDING PROTEIN 2 (AFP2), that acts as a negative regulator
of the ABA response and interacts with ABI5 promoting its degradation [62]. These interactions of
AHG1 could be important in the regulatory role of DOG1 too.

DOG1 has also shown to interact with reduced dormancy 5 (RDO5), a promoter of Arabidopsis PD,
which belongs to PP2C family; but it lacks phosphatase activity. Curiously, mutant rdo5 shows a reduced
PD level, contrary to what occurs in mutant ahg1-ahg3 [27,63]. If this pseudo phosphatase is involved
in DOG1 signaling, its function would probably be different from other PP2Cs. It was demonstrated
that RDO5 influences the PD analogously to DOG1 and, moreover, it mainly appears to function
independent of ABA [63]. RDO5 and DOG1 have some similarities: (i) Seed preferential expression; (ii)
positive regulators of PD; and (iii) their mutants exclusively show dormancy and germination defects
without pleiotropic phenotypes [64]. The molecular mechanisms used by these dormancy-specific
genes for regulating PD and their relationship with ABA signaling is still unclear and need to be
studied more carefully [63]. Additionally, DOG1 also interacts with PROTEIN PHOSPHATASE 2A
SUBUNIT A2 (i.e., PP2AA/PDF1) that acts as a negative regulator of PD. PDF1 acts upstream of DOG1
probably dephosphorylating DOG1 during the seed imbibition [27,65]. Concluding, all recent genetic
analysis of this section indicate that: (i) The interaction of DOG1 with AHG1, AHG3, and RDO5 [25,42]
was observed in the nucleus, whereas that the interaction with PDF1 (a DOG1 interacting phosphatase)
occurs in the cytosol [25]; (ii) genetic analysis suggests that DOG1 acts as a suppressor of AHG1 and
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AHG3 action in PD release; (iii) AHG1 and AHG3 have redundant roles in seed dormancy because
the phenotype of the double mutant is much more severe than that of the single mutants; (iv) similar
to dog1-2, the pdf1 and dog1-2 double mutant completely lacked PD. Therefore, dog1-2 appears to
be epistatic to pdf1, suggesting that DOG1 functions downstream of PDF1; and (v) ABA and DOG1
pathways converge at the level of the clade-A PP2C [20]. Interestingly, the loss of RDO5 function could
be compensated for by low temperatures [20].

6. DOG1 also Undergoes Epigenetic Regulation

Chromatin modifications (e.g., methylation) are involved in the PD regulation; but little is known
about its esential mechanism. It is interesting to highlight that methylation of histone 3 at Lys-4
(i.e., H3K4me3; active chromatin) in DOG1 is more abundant in dormant seeds; while the repressing
chromatin H3K27me3 predominates in germinating seeds. The polycomb repressing complex 1 (PRC1)
seems to play a key role in these methylation changes. PRC1 interacts with the H3K4me3-binding
ALFIN-like proteins and recruits PRC2 that establishes H3K27me3 marks [66]. In addition to the
studies on asRNA and the reciprocal regulation of DOG1-asDOG1 pair [16,67], the TFs HISTONE
MONOUBIQUITYLATION-1 (HUB1), and REDUCED DORMANCY-2 (RDO2), involved in chromatin
compaction, are required for the establishment of PD in A. thaliana. HUB1 and RDO2 are upregulated
during seed maturation [68,69]. The hub1 mutant have reduced seed dormancy [68]. Transcriptomic
analysis of hub1 (rdo4) and rdo2 revealed a reduction of DOG1 expression that could be associated to
diminished PD [70]. Interestingly, PD level of rdo2 increases whereas ABA content and sensitivity
remain unchanged [4,63]. Moreover, hub1 mutants obtained in a Landsberg erecta (Ler-0) accession
were crossed with the near isogenic line NILDOG1 (i.e., strong DOG1 expression). The seeds from
hub1 mutants containing the DOG1-Cvi introgression were more dormant than those obtained from
the original hub1 mutant in a simple Ler background. The main conclusion of this experiment could
be that HUB1 is not epistatic to DOG1 [68]. Therefore, HUB1 is probably acting upstream of DOG1
in combination with other regulatory mechanisms. In rdo2 mutants, the addition of an extra copy of
DOG1 reversed the reduced PD back to wild type levels. The reduction of DOG1 expression in this
experiment is, at least in part, responsible for the dormancy phenotype observed in rdo2 mutants [69,71].
Despite the above mentioned, DOG1 is not necessarily regulated by HUB1 and RDO2 in a direct path.
Many genes associated with maturation are also affected in hub1 and rdo2 mutants, including many
genes associated with hormone metabolism and PD establishment, which can be mediating in the
reduction of DOG1 expression [69]. Contrary to HUB1 and RDO1, the KRYPTONITE/SUVH4 (KYP)
gene encodes a methyltransferase involved in the regulation of PD acting as a negative regulator of the
transcription processes [72,73]. HUB and RDO1 are epistatic with respect to KYP [73]. Overexpression
and mutations in KYP causes decreased and increased PD, respectively [73]. KYP gene is involved in
the regulation of both ABA and GAs sensitivity in the seed and influences the transcriptional activity
of DOG1 and other PD-related genes (e.g., DOG1 and ABI3). Alternatively, KYP function could also be
mediated by the alterations in the ABA: GAs balance rather than by an alteration of DOG1 histone
methylation status. Interestingly, the analysis of double mutants kyp-dog1, kyp-hub1, and kyp-rdo2
suggest that HUB1 and KYP act in the same pathway to regulate DOG1, while RDO2 acts in a parallel
path [73]. In general, HUB1 expression rises previously to the induction of PD, overlapping with an
increase of DOG1 transcription. It is striking that KYP expression is maximum in the summer when
the PD and DOG1 expression levels are low [32].

7. Are the Post-Translational Modifications of DOG1 Involved in Seed After-Ripening?

The PD can be relieved through a highly regulated process called AR that occurs in the dry
viable seed [35,74,75]. AR upregulates the sensu-stricto germination modulating the sensitivity and
metabolism of ABA [35,75]. The DOG1 protein becomes modified during AR, and its levels in stored
viable seeds do not correlate with germination potential [10,12]. These protein modifications might
prevent or reduce DOG1 self-binding and thereby its function [26]. The intensity of PD is directly
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related to DOG1 protein level accumulated in the dry mature viable seeds. This level defines the time
that the seed must be stored to produce the PD release. DOG1 expression is associated with dormancy
variation measured as AR time [9,26]. As a rule, the large amount of DOG1-mRNA accumulated in
deep dormant seeds decreases during the onset of imbibition of both dormant and non-dormant seeds,
but this decrease is faster in AR and germinating seeds [7,10]. Interestingly, the loss of PD by AR is not
associated with an important reduction of the protein levels in the seed, but it could be related to a
decrease of the DOG1 activity mediated by not yet known post-translational modifications [35,76].
Recently, it was proven that exogenous ABA increases the SoDOG1-mRNA levels. However, this
increase is downregulated when optimal AR has been already established [7]. The inactivation of
DOG1 might operate as a timer for overcoming PD and take part in a mechanism for controlling
PD release [10,20]. Nakabayashi et al. (2012) proposed that post-translational protein modification
(i.e., a shift in the isoelectric point; pI) makes DOG1 non-functional (i.e., inactivation) prior to and
following AR [10]. These authors suggest a change in DOG1 structure and loss of function caused
by AR. PDF1, a DOG1 interacting phosphatase, acts as a negative regulator of PD and its mutation
prevents the isoelectrofocusing change of DOG1 during imbibition [10,25]. However, the germination
of pdf1 mutants is only slightly increased, and therefore other post-translational regulatory mechanisms
may be necessary for the inactivation of DOG1. It is unknown how this process takes place, but it
could be caused by a non-enzymatic oxidative process since, as mentioned above, they seem to have
great importance in seed AR [43,75,77]. Consequently, the modifications experienced by DOG1 in
the course of AR and the loss of PD might be due to oxidative processes [10]. In order to prove it, in
a QTL mapping following the elevated partial pressure of oxygen (EPPO) treatment, DOG1, DOG2,
and DOG6 loci were identified. These loci had been previously identified employing AR to overcome
PD [20,49]. As a conclusion to this approach it can be suggested that the release of PD by AR is
principally produced by oxidative processes, and oxidative post-translational modifications of DOG1
could probably be associated with AR [20,65].

As indicated above, there is a negative correlation between the potential of germination and DOG1
protein levels [10,12]. But there are two important exclusions. On the one hand, the AR seeds may
germinate even in high levels of DOG1 protein [10]. On the other hand, Nakabayashi et al. [26] showed
that some seeds might germinate if they possess DOG1 unable to bind itself. In both cases, the absence
of a negative correlation between the potential of germination and the accumulation of DOG1 protein
can be due to similar causes. Accordingly, it is feasible that AR is related to the modifications of DOG1
protein which could affect its function, probably by avoiding or decreasing DOG1 self-binding [26].
Nevertheless, it is necessary to consider that DOG1 might act in PD signaling by an alternative pathway
than in AR since it was proved that PD and AR seem to be independent at the molecular level [78].
Analysis of fully AR seeds in the Columbia (Col) background showed a decrease in ABA sensitivity for
the dog1-2 mutant [25].

8. Perspectives for Future Research on DOG1

Throughout this study we have reviewed a good number of recent publications related to DOG1,
a protein absolutely required for the induction of PD. However, its molecular function is largely
unknown. The hypothesis and conclusions that are currently underway in this review are largely
based on data obtained from A. thaliana seed mutants and the characterization of cofactors that bind
to different sites of the DOG1 structure. All known genetic and molecular data are part of a highly
complex puzzle that, acting in a coordinated mode with ABA, trigger the generation of active DOG1
and appearance of PD. However, although the function of DOG1 seems conserved in Angiosperms,
much more experimentation in monocot and dicot species needs to be done to confirm. The key
to addressing the emergence and evolution of DOG1 involves studying similar genes in the DOG1
family (see Figure 1). Given the gaps existing in the knowledge of the mechanism of action of ABA in
the PD process, this evolutionary study of DOG1 is of enormous importance since it firmly proves
that DOG1 inhibits germination in an ABA-dependent way. However, ABA accumulates in seeds
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mainly to prevent viviparism and establish PD. The relationship between DOG1 and development of
viviparism will be an important applied approach because reduced yield of certain crops is involved.
On the other hand, the knowledge of endogenous and environmental signals responsible for the
appearance/disappearance of DOG1 in the cells involved in the triggering, maintenance, and loss
of PD, is an aspect still obscure and that requires a great deal of dedication. Recent research found
that the production of miRNAs others than miR156 and miR172 (i.e., miR319, miR160, miR164, and
miR390) are affected by DOG1 in lettuce and Arabidopsis. Although it seems clear that some miRNAs
affect DOG1, it has not been conclusively proven yet that miRNA intervention is part of the primary
mechanism by which DOG1 regulates PD. Hence, this intriguing and novel aspect should be taken
into consideration to demonstrate the function of DOGs more comprehensively.

The yeast two-hybrid analysis (YTHA), co-immunoprecipitation, plant co-transformation, and
epistatic analysis, are essential tools to progress in the knowledge of DOG1 at the molecular level. As
a proof of the use of these methodologies, the breakthrough came from recent investigation about
DOG1-interacting proteins (e.g., AHG1-DOG1). Although the interaction of DOG1 with AHG1 seems
demonstrated, it is still not clear if the inactivation of AHG1 by DOG1 in vivo is a consequence of that
interaction. Given that DOG1 affects the expression level of ABI5, the DOG1-AHG1 complex likely
regulates ABI5 function. But this fact is still unsolved. Intriguingly, since the absorption spectrum
of the active DOG1 exhibits characteristics of a heme-protein complex, it was proven that DOG1
binds to a heme group using His residues from its protein (Figure 4). It is striking that heme is not
fundamental for DOG1 to interact with AHG1. Once it was known that heme group is involved in
the action of DOG1, the PD mechanisms goes through a thorough investigation into the DOG1-heme
relationship. Parallelly, at the evolutionary level, more research on ABA and heme signaling in
the algal ancestor and bryophytes, are essential. However, the origin of heme in seeds is still an
open question. Thus, is the plasmid only the source of heme in the seed cells or is there heme of
mitochondrial origin?. This question opens an interesting line of research since the heme group has a
remarkable interference in many aspects of seed physiology. Further studies are needed to elucidate
the potential role of heme bound to DOG1 as a sensor of O2 or NO. Thus, in the course of AR, several
oxidative processes are produced, causing post-translational modifications in DOG1. It is necessary
to investigate the possibility that ROS could oxidize DOG1. The nature of DOG1 modifications (e.g.,
phosphorylation/de-phosphorylation, redox changes, chromatin alterations, etc.,) in dry or imbibed AR
viable seeds has not been demonstrated explicitly. These modifications may contribute to the change
in the configuration of the DOG1 protein. Therefore, to carry out this approach, the study of the AR
process in mutant seeds that are affected in the functioning of DOG1 can be an interesting tool. Finally,
the knowledge in depth of PD physiology will imply to have tools for the control, among others, of
crops with high agricultural value. In other words, the identification of DOG1 protein modifications
is key to our understanding of PD and could enable the manipulation of PD levels in crop plants.
Thus, a suitable understanding of PD will be advantageous for both ecological understanding and crop
management. Likewise, it will be interesting to find out whether DOG1 is involved in the adaptation
of PD to other environmental conditions that occur during seed maturation, like drought (Figure 5),
light intensity, daylength, high or low temperatures, and nitrate levels. Together, the knowledge
in depth of PD physiology will imply to have tools for the control, among others, of crops with
high agricultural interest. Finally, to highlight the CRISPR/Cas (clustered regularly interspaced short
palindromic repeats/CRISPR-associated protein) based genome editing approach has become a choice
of technique due to its simplicity, ease of access, and flexibility [79,80]. The CRISPR/Cas9 system is
a revolutionary technology for crop breeding and biological research through direct and controlled
changes in the genome. Thus, the potential to edit multiple targets simultaneously makes CRIPSR/Cas9
possible to take up more challenging tasks required to engineer desired crop plants. The new gene
editing techniques are more precise than standard genetic engineering tools that have been previously
developed. The use of this technology will cooperate in the strong advance of knowledge of DOG1.
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Figure 4. AtDOG1 protein structure indicating the positions of the AHG1 and heme binding sites.
DOG1 is an α-helical protein that has the ability to bind both ABA HYPERSENSITIVE GERMINATION1
(AHG1; a clade A protein phosphatase 2C) and heme group. The amino acid residues that specifically
bind PP2C (i.e., DSYLEW) are very close to the N-terminal; while those that specifically bind heme group
are closer to the C-terminal. Heme binding is not necessary for DOG1 interaction with AHG1. However,
heme binding at His245 and His249 is essential for DOG1 function in seed dormancy. Modified from
Nonogaki (2019) [1,48].

 

Figure 5. DOG1 in different physiological processes: (a) DOG1 has an influence on several genes
involved in ABA signaling, including ABI3 and ABI5. Thus, it acts together with ABA in the regulation
of the acquisition, maintenance, and release of PD. DOG1 also inactivates AHG1 and AHG3, which are
the key negative regulators in ABA signaling. The inactivation of AHG1 and AHG2 results in release of
PD. Additionally, DOG1 reduces the GAs biosynthesis during germination. (b) DOG1 participates in
the regulation of flowering by influencing the transition from primary MIR156 and MIR172 to active
miR156 and miR172 through an effect on expression of genes involved in miRNA processing. Both
active miRNAs are regulators, not only of flowering but also of PD and seed and seedling development.
(c) Under drought conditions, the ABA content increases. The expression of DOG1 enhances the
drought tolerance in vegetative tissues, and asDOG1 transcription is ABA repressed. asDOG1 acts as a
negative regulator of DOG1 transcription.
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