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Abstract: In this review, we address the interaction between abscisic acid (ABA) and gibberellins
(GAs) in regulating non-climacteric fruit development and maturation at the molecular level. We
review the interplay of both plant growth regulators in regulating these processes in several fruit of
economic importance such as grape berries, strawberry, and citrus, and show how understanding this
interaction has resulted in useful agronomic management techniques. We then relate the interplay of
both hormones with ethylene and other endogenous factors, such as sugar signaling. We finally review
the growing knowledge related to abscisic acid, gibberellins, and the genus Citrus. We illustrate why
this woody genus can be considered as an emerging model plant for understanding hormonal circuits
in regulating different processes, as most of the finest work on this matter in recent years has been
performed by using different Citrus species.
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1. Introduction

The development and maturation of fruit is the result of a complex interplay of
molecular, biochemical, and physiological processes, modulated by internal factors such as
hormones and external factors such as the environment. In general, the transition from fruit
growth to maturation involves changes in the sugar metabolism, and the softening and
coloration of different fruit tissues. The development of fleshy fruit is divided into three
distinct stages: the first stage (1) is recognized by slow growth as cell division takes place;
the second stage (2) is marked by a rapid fruit growth due to cell expansion, and major
increases in size and weight are observed; fruit ripening is initiated at the third stage (3),
when fruit growth ceases and there is an increase in the biochemical reactions that result
in fruit maturation involving fruit color-change, acid degradation, sugar accumulation,
and other processes that combined result in final organoleptic attributes. Classically, fleshy
fruits are classified into two physiological categories based on the respiration pattern and
ethylene biosynthesis occurring at stage 3: climacteric and non-climacteric [1]. Climacteric
fruits, such as tomato, apple, apricot, atemoya, banana, blueberry, guava, mango, papaya,
and peach have an increase in the respiration rate and ethylene production at stage 3
when fruit ripening process enable fruit harvest prior to complete fruit maturation. On
the other hand, non-climacteric fruits including strawberry, citrus, grape, cherry, plum,
litchi, and others display a progressive reduction in the respiration rate during maturation
while the ethylene production remains at basal level. The hormonal regulation of fruit
ripening in climacteric fruit has been widely addressed, and in-depth studies, taking into
account molecular aspects of hormone crosstalk and interaction with environment are
abundant, greatly thanks to research on tomato, a very well characterized model plant
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due to a wide collection of mutants available and a faster growth cycle [2-4]. Hormonal
interaction in regulating maturation of non-climacteric fruit has been also studied in several
fruits including strawberry, grape berries and citrus among others. Whereas observational
studies are relatively abundant, in-depth molecular and mechanistic studies have been
performed only in a handful of fruit including strawberry, grape berries and citrus, mostly
because of their economic importance. However, the focus of these kind of studies have
been primarily on ethylene and its interaction with other hormones. In this review, we want
to focus on interaction between abscisic acid (ABA) and gibberellins (GAs) in regulating
non-climacteric fruit development and maturation at the molecular level. We then relate
the interplay of both hormones with ethylene and other endogenous factors, such as sugar
signaling. We finally review the growing knowledge related to abscisic acid, gibberellins,
and the genus Citrus. We highlight how Citrus can be considered as an emerging model
plant for understanding hormonal circuits in regulating different physiological processes,
including fruit maturation and responses to stress, as most of the finest work on this matter
in the last years has been performed by using different Citrus species.

2. Introduction to Abscisic Acid in Fruit
2.1. Abscisic Acid Biosynthesis and Accumulation

Accumulation of ABA in both climacteric and non-climacteric fruit during matura-
tion is known for decades [5-9]. ABA is a product of the carotenoid pathway [5,6]. This
plant hormone is derived from C40-cis-epoxycarotenoids, which are cleaved by the 9-cis-
epoxycarotenoid dioxygenase (NCED) to produce xanthoxin, the direct C15 precursor of
ABA [7-9]. Several studies in non-climacteric fruit have shown the role of this hormone in
regulating the process of maturation. In cherries, endogenous ABA levels are the result
of a balance between biosynthesis mediated by PacNCEDs, and catabolism mediated by
PacCYP707As (encoding a 8'-hydroxylase, a key enzyme in the oxidative catabolism of
ABA), and transcriptional regulation of these genes influence maturation [10,11]. In man-
gosteens, ABA accumulation in fruit peel and aril precedes fruit coloration and decrease in
peel firmness, suggesting the involvement of this hormone in triggering maturation [12].
In Citrus, increase in ABA concentration in the fruit occurs during maturation in different
species [13-15] and irrespective of the fruit tissue [16]. Lowering levels of ABA are accom-
panied by a delay in color change in lemons, and retarding senescence has been related also
to lower levels of this hormone [17,18]. In addition, it has been noted a relation between
ABA increase and transition from chloroplast to chromoplast in mandarin [19] and sweet
cherry [10]. In Citrus, ABA increases in response to ethylene [19,20], and accumulates
during fruit development, maturation and senescence [13,17].

2.2. Abscisic Acid Function During Fruit Maturation

Exogenous treatments with ABA may also have an effect in different maturation
parameters, although there are some disparities in the response depending on the fruit.
For instance, in field-grown grape berries, exogenous ABA increases maturation-related
pigments such as anthocyanin and flavonol [21-23], advances the process of color change
(veraison), and downregulates expression of genes associated with photosynthesis [24].
Interestingly, ABA may exert different actions on maturation and on ethylene biosynthesis
depending on the stage of fruit development in grape [25].

The involvement of ethylene in non-climacteric maturation is not the focus of this
review as there are many in-depth studies of these interactions [26] and will be addressed
in Section 4, Integrating Signals to Regulate Maturation: GA, ABA, Sugars, and Ethylene
Interaction. However, in the context of this article, it is worth to mention that combined ap-
plication of ABA and the ethylene releasing compound ethrel to Litchi chinensis three weeks
before harvest was more effective in enhancing both chlorophyll degradation and antho-
cyanin biosynthesis than the application of ABA alone, showing a possible synergistic effect
of ABA and ethylene in promoting anthocyanin synthesis, chlorophyll degradation and
ultimately peel coloration. Interestingly, in this study, exogenous ABA also induced sugar
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accumulation [27]. Exogenous application of ABA before color break also improved color
in mandarin fruit (Citrus reticulata Blanco cv. Ponkan) [28] and in M7 sweet orange [29];
however, in other citrus fruit exogenous ABA did not promote color development [30],
whereas in juice sacs cultured in vitro, ABA induced its own biosynthesis at the transcrip-
tional level, and this feedback regulation of ABA led to a decrease in carotenoid content [31].
The nature of ABA synthesis, being a final product of the carotenoid biosynthetic pathway,
makes particularly difficult to unravel and ultimately understand its role in coloration
when carotenoids are the main pigments involved. This elusiveness can be largely avoided
in fruit such as grapes, accumulating other classes of pigments, such as anthocyanins, as
we discussed above.

3. GAs, ABA and Their Interplay during Fruit Development and Maturation
3.1. Integration of ABA and GAs Biosynthesis

ABA and GAs share their biosynthetic pathway with other plant growth regulators,
including cytokinin (CK) and diverse sterols (Figure 1). In model plants, several GAs
and ABA mutants have been identified and characterized, allowing the elucidation of
their biosynthetic pathway and function. For example, flacca and sitiens mutants of tomato
are defective in the last steps of carotenoids biosynthesis, thus impairing ABA synthesis
with downstream effects [9]. In corn, studies on several viviparous mutants helped to
elucidate the biochemistry of carotenoid biosynthesis; these mutants show blockages at
different steps of the pathway, resulting in accumulation of precursors and reduction of
ABA content [32,33]. Certainly, in woody plants such as Citrus the use of mutants altered
in hormonal biosynthesis is much less feasible as artificially induced mutants are difficult
to generate due to cost and lack of facile methods.
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Figure 1. General scheme of pathways leading to production of different hormones. ABA and GAs
share their biosynthetic pathway with other hormones, such as CKs. During fruit maturation, balance
among hormone biosynthesis changes, and this involves carotenogenesis. IDP, isopentenyl diphos-
phate; GDP, geranyl diphosphate; FDP, farnesyl diphosphate; GGDP, geranyilgeranyl diphosphate .
Number of arrows illustrate number of biosynthetic steps.

The antagonistic effects of both ABA and GAs in regulating different developmental
processes and responses to stress are well known; from a biosynthetic point of view, there
exists a competition for the metabolic precursor geranylgeranyl pyrophosphate (GGPP)
between GA, phytol and carotenoids biosynthetic pathways [34,35]. In the case of GAs,
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GGPP undergoes cyclization to ent-kaurene and then oxidation to GAjy-aldehyde, the
precursor of all GAs [36]. ABA is synthesized through C15 intermediates after oxidative
cleavage of some xanthophylls [37]. Gibberellins (GAs) are tetracyclic diterpenoid carboxylic
acids and are also involved in fruit growth and maturation [38]. More than a hundred GAs
have been identified in vascular plants [39], but only a few are biologically active [26,40,41].
The main bioactive forms of GAs are GA1, GA3, GA4 and GAy. These molecules commonly
have a hydroxyl group on C-3f3, a carboxyl group on C-6, and a lactone between C-4 and
C-10 [40].

3.2. GA Biosynthesis During Fruit Development and Maturation

Previous studies have reported the occurrence of these bioactive forms of GAs in
different species including non-climacteric fruits, and differential biosynthesis during the
processes of fruit development and maturation. In grape berries, expansion of the berry
fruit induced by GA3 may be linked to the upregulation of cellulose synthase A catalytic
subunit genes [42]. Exposure to ABA and GA can induce expression of Vitis vinifera Hexose
Transporters VoHT2, VoHT3 and VoHT6 in grape berries during the ripening period when
sugar unloading from the phloem is favored [43]. Other genes are also expressed at the late
stage of grape berry fruit development and ripening, such as the Vitis vinifera SBP-box-like18
(VuSPL18), that is significantly upregulated by GA at veraison through an ABA-independent
pathway and at the late stage of the berry pericarp ripening process, showing its regulation
on maturation [44,45].

In strawberry, recent studies have reported the GA association with fruit development
and ripening [41,46-48]. The enlargement of receptacle cells during fruit development
is regulated by endogenous GAs [41]. The overexpression of the Gibberellin Stimulated
Transcript 2 (FaGAST2) gene in different strawberry transgenic lines promoted a reduction
in fruit size [46]. Silencing of FaGAST?2 resulted in increase of FaGAST1 expression, but no
changes in fruit cell size were noted; this suggests an orchestrated role of both genes at the
transcriptional level in controlling fruit size [26,46].

Accumulation of GAs and their metabolism are also important factors controlling
maturation in non-climacteric fruits. The presence of bioactive GA;, GA3 and GA4 has
been reported during strawberry fruit development. GA; and GA4 are most abundant at
the early stages of fruit development, and decrease as the strawberry fruit ripens [49,50].
The GA4 content in strawberry receptacles is higher than that of GA; and GAj3, which
suggests a major role of GA4 in the developmental processes underlying the receptacle
transition from green to white, and subsequently to red [41]. Expression of genes encoding
GA pathway components involved in GA biosynthesis (FaGA30x) and catabolism (FaGAZ2ox)
is higher in the receptacle during strawberry fruit development [41]. Expression of FaGA3ox,
which is involved in biosynthesis of bioactive GAy, is maximum at the green stage while
the expression level of FaGAZ2ox, which is involved in the inactivation of this active GA,
increases during ripening, and peaking at the red stage [40,41]. Moreover, the expression
of FaGA3ox in green receptacle is 40 times higher than the expression in the green achene,
suggesting that this gene has a prominent role in GA signaling in this tissue [41]. Then,
considerable decline in the bioactive forms of GAs is observed at the later stage of fruit
development following by the expression of the FaGA20x gene that encodes key enzymes of
GA inactivation. These observations, taken together, indicate the degradation of active GA
and their content reduction during fruit development, and before maturation processes start.

3.3. Exogenous GA Affect Fruit Maturation and ABA Levels in Fruit

The effect of exogenous GA delaying fruit maturation is well known, and leverage of
this knowledge has resulted in common horticultural management practices. For instance,
the exogenous application of GA3 has an inhibitory effect on strawberry ripening, which is
evidenced by the delay in anthocyanin synthesis and the decrease in respiration, as well
as the reduction in phenylalanine ammonia-lyase (PAL), chlorophyllase and peroxidase
activities, enzymes involved in chlorophyll metabolism. This results in delay of degreen-
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ing [51,52]. Similarly, in citrus GAj3 treatment is commonly adopted as a degreening-delay
strategy, aimed at managing harvesting dates, when applied before the onset of color
break [53]. It has been shown that GA maintains higher content of lutein and prevents
accumulation of downstream phytoene, phytofluene and xanthophylls leading to ABA
synthesis [54,55].

As mentioned above, ABA and GAs have antagonistic effects in regulating several
processes in plants, and their relative balance differs during fruit maturation. In the peel of
Navel oranges, concentration of GA4 and GA; declines before color break and this decline
precedes the increase in ABA content. Concentration of both GA and ABA follow then an
opposite evolution [16,56]. It has been suggested that the decrease in GA concentration
and increase of ABA levels in the peel is part of the ripening program that may stimulate
other metabolic pathways associated with coloration, including chlorophyll breakdown
and pigment accumulation [57].

4. Integrating Signals to Regulate Maturation: GA, ABA, Sugars, and
Ethylene Interaction

Sugar and ABA signaling are closely related in regulating numerous processes in
plants and have been studied in detail in the model plant Arabidopsis thaliana. Many of
these studies are translatable to crop plants of agronomic interest, Genetic studies have
identified several loci involved in both sugar and ABA responses, regulating several
developmental processes [58]. Interestingly, many sugar-insensitive Arabidopsis mutants
are either ABA insensitive (abi mutants) or ABA deficient (aba mutants). There exist many
examples of gene co-regulation between sugars and ABA, and in Arabidopsis, 14% of genes
upregulated by ABA are induced also in response to glucose [59], whereas several other
genes involved in stress responses and carbohydrate metabolism are repressed by both
regulators [60]. Additionally, there is an increasing body of evidence connecting ABA and
sugar signaling during non-climacteric fruit maturation. For instance, in grape berries, a
wealth of data correlates increases in sugar and ABA with the onset of ripening [61-64],
the ripening-related ASR gene is induced by sugar and strongly enhanced by ABA [65],
and induction of senescence is ABA-independent, whereas deficiency in the hormone
seems to accelerate senescence [66]. Interestingly, in this fruit, synthesis of anthocyanins
fails if sugar import into the berry is disrupted via phloem girdling prior to the onset of
ripening [64]. In addition, applications of both sugars and ABA, as well as management
practices that increase ABA content, also increase anthocyanin accumulation [67-70], and
this occurs at the transcriptional level, by induction of gene expression [64]. The genes
VvHT2 and VuHT6, that increased expression at veraison after ABA and GA treatment, are
the most important sugar transporters across all stages of berry development, with higher
expression at the onset of ripening [43]. These authors suggest that both transporters are
more related to phloem unloading in sink organs (fruits) than to phloem loading in source
organs (leaves). They also emphasize that these transporters may contribute to mobilize
a higher content of carbohydrates from leaves to berries, reinforcing the sink strength of
fruits at the onset of ripening.

It has been proposed that in fruit from sweet orange, color change during maturation
is the consequence of reduction in levels of the active gibberellins GA; and GA4, involved
in the regulation of sugars and ABA accumulation in the rind [56]. In this sense, girdling, a
well stablished crop management practice, results in reduction of carbohydrate content
and delayed peel coloration, whereas GA levels do not decline in the fruit, indicating
the physiological connection among these signals. This also suggests that decrease in GA
concentration in the fruit is part of the maturation program, as the presence of gibberellins
prevents fruit color change, and that active GA concentration must diminish in fruit to
allow color break, whereas increase in ABA content precedes fruit color development [56].

Development and maturation of non-climacteric fruit does not require ethylene biosyn-
thesis. However, many of these fruits respond to ethylene during maturation advancing
color or increasing size [26], and sensitivity to ethylene could be the key, playing a pivotal
role in the process. It has been proposed that changes in the sensitivity to ethylene may be
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necessary to maintain coloration in the peel of Citrus fruits and that ABA would enhance
sensitivity of the fruit to ethylene, as it has been demonstrated in climacteric fruits [71].
Ethylene would then be the stimulator of transcriptional and biochemical changes ulti-
mately associated with maturation [57]. In this scheme, GA levels would concomitantly be
reduced as ABA increased (Figure 2).

IBBERELLINS AB

'IT DEVELOPMENT AND:MATURATION

n
. ETHYLENE
vV 4 PERCEPTION

v
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Figure 2. A time-course model of the interplay between abscisic acid (ABA) and gibberellins (GAs) in modulating non-

climacteric fruit development and maturation. This is a reductionistic model, as other players involved are not depicted.

These include nutritional and environmental factors. The shape of the elements in the figure illustrates the evolution of

each component during fruit maturation. GAs decrease, ABA increase and ethylene production remains steady, whereas

ethylene perception increases. The crosstalk with ethylene (dash line pointing an induction in ethylene perception driven by

ABA) remains to be demonstrated.

Citrus as a Model Plant for Non-Climacteric Maturation Studies

Studies on the role of hormones, their interplay, as well as crosstalk with other factors
(i.e., nutritional) in controlling developmental processes and responses to environment
have been classically addressed using easy-to-genetically-manipulate model plants. This is
the case of Arabidopsis thaliana, Zea mays, or Solanum lycopersicum, in which the availability
of mutants impaired in synthesis or perception of a hormone is not a bottleneck for these
kind of studies. Although many of the processes studied by using these plant systems can
be translated to other agronomically interesting plants, there are specificities, especially in
woody plants yielding fleshy fruit that are unique and require more tailored approaches.
In many woody plants, usually of agronomic interest, this model plant approach has been
traditionally less affordable, due to technical challenges, including in some cases lack of
information at the genomic level, unavailability of varieties and/or mutants impaired in
hormonal biosynthesis or response, long juvenile period, and difficulties to achieve efficient
genetic transformation. Increasingly, this is not the case with Citrus, as in recent years,
many species from the genus Citrus have been sequenced, their genealogy revealed, and
the sequences made publicly available [72]; Citrus species are prone to spontaneous muta-
tions, with many of these affecting hormonal regulation of maturation, such as ‘Pinalate’, a
spontaneous mutant of Navel orange (Citrus sinensis L. Osbeck) that presents lower levels
of ABA in all fruit tissues as compared to its parental, and ‘Navel negra’, a mutant that is
impaired in chlorophyll degradation [5,73]; and finally, genetic transformation has been
achieved through diverse engineering techniques, and greatly improved with practical,
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applicable results [74-76]. Together, these advances have helped to elucidate the role of
ABA and GAs in the regulation of non-climacteric fruit maturation. The genus Citrus is
very diverse, as is comprised by various species and varieties including oranges, man-
darins, lemons, grapefruits, pummelos, citrons, limes, kumquats; in addition, different
hybrids and spontaneous mutants that have been selected for commercial reasons and
are predominantly grown in the tropical and subtropical regions. Citrus develop sponta-
neous mutations with remarkable frequency in the field. As a result, many of the cultivars
currently grown around the world have been obtained by selection of these naturally
occurring mutants [5]. Some of these available mutants provide useful aids to dissect
some of the processes affected by the mutation [73,77,78]. For instance, the peel of Citrus
constitutes an excellent system to investigate the regulation of ABA biosynthesis, signaling
and interplay with other hormones and stress regulators during peel maturation [16,79-81].
Recently, it has been completed the identification of ABA signaling core components in
Citrus, and their function during maturation has started to be unveiled. This complex
is comprised of six PYR/PYL/RCAR ABA receptors, five PP2CAs, and two subclass III
SnRK2s. During sweet orange fruit development and ripening, the expression pattern of
some ABA receptors mirrors the ABA content, whereas that of CsPP2CA genes parallels
the hormone accumulation, together modulating ABA perception, downstream signaling,
and, consequently, physiological ABA responses [77]. Not only have citrus been useful
in understanding fruit maturation though the use of mutants, the response of citrus fruit
to different stresses has also started to be elucidated using available mutants defective in
ABA, as hormonal signaling in response to stress is also modulated, and varies during
maturation [78,81]. This has implications in understanding hormonal regulation of the
response to postharvest stress and paves the path to better management practices. In any
case, to consider Citrus as a model, the knowledge accrued on these studies should be
translatable to other genus.

5. Conclusions

In a nutshell, many studies have been done in the last two decades focusing on the
integration of hormonal and nutritional signals during non-climacteric fruit maturation,
that has pointed at the interplay between ABA and GAs as a major factor controlling the
process. However, the fine details of this regulation are still not well understood and some
reports show conflicting results as we have mentioned previously. For instance, how ABA
levels may determine tissue sensitivity to ethylene and trigger downstream effects, and how
GA and other factors including nutritional and environmental cues, interact in the process,
is not completely understood. This warrants future research on how sensitivity to ethylene
is triggered and regulated, the involvement of sugars and climate in the whole process, if
and how downstream processes depend also on this hormonal setup, if these responses
are conserved or species-specific, and—from a practical and commercial standpoint—the
implications of this phenomenon during postharvest, as they relate and may determine
fruit quality.
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