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Abstract: The effect of the exogenous hormone and light quality on breaking hypocotyl and epicotyl
dormancy was studied. The results showed that the greatest percentage of hypocotyl dormancy
breaking was observed with the Murashige and Skoog (MS) medium supplemented with or without
1.0 mg·L−1 gibberellin 3 (GA3), while ABA and endosperm greatly inhibited hypocotyl dormancy
breaking. This suggests that hypocotyl dormancy of the Paeonia ostii ‘Fengdan’ embryo could be
easily overcome by removing constraints of the surrounding endosperm, and ABA may be one of the
constraint factors contained in the endosperm. The percentage of epicotyl dormancy breaking was
also greatly affected by the concentration of 6-benzylaminopurine (BA) and GA3. Compared to BA
by itself, adding GA3 to the medium containing BA highly enhanced epicotyl dormancy breaking,
with the greatest percentage of epicotyl dormancy breaking in MS medium supplemented with both
0.5 mg·L−1 BA and 0.5–1.0 mg·L−1 GA3. The percentage of hypocotyl and epicotyl dormancy breaking
was also affected by light and its quality. Red light-emitting diodes (LEDs) had the same effect as
a dark condition on the hypocotyl dormancy breaking, while blue LEDs and a combination of red
and blue LEDs had a negative effect on the hypocotyl dormancy breaking. Unexpectedly, blue LEDs
greatly enhanced, whereas red LEDs inhibited, epicotyl dormancy breaking. Conclusively, a two-stage
culture method was recommended for breaking the hypocotyl and epicotyl dormancy: hypocotyl
dormancy was broken first using the MS medium without any plant growth regulators in the dark
(25 ◦C), and epicotyl dormancy was subsequently broken with the MS medium supplemented with
both 1.0 mg·L−1 GA3 and 0.5 mg·L−1 BA under blue light.

Keywords: Paeonia ostii ‘Fengdan’; embryo culture; dormancy-breaking; hypocotyl; epicotyl; PGR;
temperature; light quality

1. Introduction

Paeonia ostii ‘Fengdan’, a species of tree peony (Paeonia, Sect. Moutan DC.), is a famous medicinal
plant, the roots of which are widely found in Chinese traditional medicine [1,2]. Besides, Paeonia
ostii ‘Fengdan’ is also an important parent plant for breeding new varieties [3]. Seeds of Paeonia ostii
‘Fengdan’ are rich in unsaturated acid, especially α-linolenic acid (ALA), and the oil produced from tree
peony seed is now very popular in China [4,5]. Paeonia ostii ‘Fengdan’ is one of the most widely used
tree peony species for oil extraction due to its great setting percentage and high level of unsaturated
content [6].
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Propagation by seeds is an important and widely used method for tree peonies, and it is also
required for the breeding of new cultivars [5]. However, the seeds of the tree peony have deep epicotyl
dormancy as well as hypocotyl dormancy [7,8], which is an adaptation that resulted from biological
evolution to help seeds survive in adverse environments [9]. It normally takes more than 8–9 months
for tree peony seeds to germinate without any treatment under natural conditions, and the survival
percentage of the seedlings is very low, which delays the propagation process and has restricted
the development of tree peony production [7,10]. Therefore, seed dormancy breaking has been a
hot topic for scientific research on the tree peony for decades [8,11,12]. The methods for breaking
seed dormancy of the tree peony include exogenous gibberellin treatment, chilling sand treatment,
and their combinations with specific gibberellin concentrations, chilling sand treatment temperatures,
and treatment periods, respectively [7,13]. It has been fully proven that hypocotyl and epicotyl
dormancy of the tree peony should be broken separately using with different treatments [7,8].

Seed dormancy is considered as an obstacle to seed germination [14], an adaptation that resulted
from biological evolution to help seeds survive in adverse environments [9], and as a seed characteristic
that could determine the conditions required for germination [15,16]. Therefore, by definition, any
environmental condition or treatment that changes the conditions required for germination alter the
dormancy [17,18]. It is widely accepted that temperature and plant hormones could regulate both
the dormancy and germination [16,19–21]. Gibberellin and abscisic acid play an important role in
seed germination [22]. Light has both been considered to stimulate germination [16] and to terminate
dormancy [23]. Therefore, chilling sand treatment, exogenous gibberellin, and lights of special quality
are widely used in seed dormancy breaking. The dormancy-breaking process, especially chilling sand
treatment, incurs large economic and labor costs [11].

Embryo culture is a promising method to accelerate seed dormancy breaking. Moreover, it can be
used to overcome embryo abortion and dysplasia, shorten the period of seed dormancy, and enhance
germination [24]. Some research on embryo culture of Paeonia plants has been published [25–27].
Shoots or callus were induced first [25,27], and then roots were produce to make whole plants [26,28].
The whole process always lasted more than 3–4 months [28] and there are still some problems, such as
rooting quality and browning. In this study, embryo culture and the seed dormancy-breaking process
followed the natural rules to solve the above problems. The hypocotyl was broken first and thereafter
the epicotyl was broken. The effect of the culture medium, exogenous hormone, and the light and its
quality on breaking hypocotyl and epicotyl dormancy was analyzed to define an optimal medium
and condition for dormancy breaking and generating new plantlets in a short time using the tissue
culture method.

2. Materials and Methods

2.1. Plant Materials and Sterilization

Seeds of P. ostii ‘Fengdan’ were used in this study. Disease-free seeds were thoroughly washed
in running tap water for 12 h and soaked in 200 mg·L−1 gibberellin 3 (GA3) for 18 h. The surface of
the pretreated seeds was sterilized in 3% sodium hypochlorite (NaClO) for 5 minutes, and in 70%
ethanol for 5 minutes, followed by eight rinses with sterilized deionized water. Seed coats of the
sterilized seeds were removed carefully. The endosperm part of seeds was discarded and the embryos
were used as the explants. Besides, those zygotic embryos with the endosperm were also used as
explants for further research. The longitudinal and transverse lengths of the embryos and whole seeds
were measured.

2.2. Hypocotyl and Epicotyl Dormancy Breaking as Affected by GA3, ABA, and Endosperm

The solid Murashige and Skoog (MS, 1962) medium containing 3% (w/v) sucrose and 0.80%
(w/v) agar were used in all treatments. Zygotic embryos were cultured on the MS medium without
any plant growth regulators (PGRs), MS medium supplemented with 1.0 mg·L−1 gibberellin 3 (GA3),
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MS medium supplemented with 1.0 mg·L−1 ABA, and MS medium supplemented with both 1.0 mg·L−1

GA3 and 1.0 mg·L−1 ABA at 25 ◦C. Zygotic embryos with endosperm were cultured on the MS medium
supplemented with 1.0 mg·L−1 GA3. The pH of all media used was adjusted to 5.80 before autoclaving
at 121 ◦C for 15 minutes. All zygotic embryos, with or without endosperm, were cultured in dark for
2 weeks and subsequently cultured under a white light with a photoperiod of 16 h, a light intensity of
50 µmol·m−2

·s−1 photosynthetic photon flux density (PPFD), and a day/night temperature of 24/18 ◦C.
The percentage of hypocotyl and epicotyl dormancy breaking refers to the number of embryos that
release hypocotyl or epicotyl dormancy dividing by the whole number of embryos according to the
following formulas. The percentage of hypocotyl and epicotyl dormancy breaking was recorded after
4 weeks of culture. Embryos are viewed as losing their hypocotyl dormancy when hypocotyls are
more than three times the initial length of the embryo. Epicotyl dormancy is thought as being removed
when the epicotyls stretched out between two petioles of two cotyledon (at the base of the petioles),
which can be seen by eye (Figure 1).

(1) The percentage of hypocotyl dormancy breaking = number of embryos that release hypocotyl
dormancy/the whole number of embryos

(2) The percentage of epicotyl dormancy breaking = number of embryos that release epicotyl
dormancy/the whole number of embryos
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Figure 1. The structure of embryos viewed as losing the epicotyl dormancy. The scale bar is 2 mm.

2.3. Hypocotyl and Epicotyl Dormancy Breaking as Affected by GA3 and 6-Benzylaminopurine (BA)

Zygotic embryos were cultured on the MS medium supplemented with GA3 (0, 0.5, 1.0, 2.0,
or 3.0 mg·L−1) by itself or in combination with 6-benzylaminopurine (BA; 0, 0.5, and 1.0 mg·L−1) at
25 ◦C. The culture condition and culture period were same with that of Section 2.2. The percentage of
hypocotyl and epicotyl dormancy breaking was recorded after 4 weeks of culture.

2.4. Hypocotyl and Epicotyl Dormancy Breaking as Affected by BA and GA3 in a Two-Stage Culture Method

There were eight treatments in this experiment, numbered 1–8 (Table 1). In treatments 1–5,
embryos were cultured on the MS medium without PGRs at 25 ◦C in the first culture stage, and were
subsequently cultured on the MS medium without PGRs at 25 ◦C (No. 1), MS medium supplemented
with 1.0 mg·L−1 GA3 at 25 ◦C (No. 2), MS medium supplemented with 0.5 mg·L−1 BA at 25 ◦C (No. 3),
and MS medium supplemented with 0.5 mg·L−1 BA and 1.0 mg·L−1 GA3 at 25 ◦C (No. 4) in the
second culture stage. Embryos in treatments 5 were cultured on the MS medium supplemented with
1.0 mg·L−1 GA3 at 25 ◦C in the two culture stages (No. 5). In treatment 6, embryos were cultured
on the MS medium supplemented with 0.5 mg·L−1 BA and 1.0 mg·L−1 GA3 at 25 ◦C in the two
culture stages. All zygotic embryos were cultured in dark during the first culture stage (4 weeks)
and were subsequently cultured under a white light with a photoperiod of 16 h, a light intensity of
50 µmol·m−2

·s−1 PPFD, and a day/night temperature of 24/18 ◦C in the second culture stage (4 weeks).
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The percentages of hypocotyl and epicotyl dormancy breaking were measured after 8 weeks. Regular
subcultures were carried out every four weeks.

Table 1. The plant growth regulator (PGR) and temperature in the two-stage culture method for
breaking the hypocotyl and epicotyl dormancy. Zygotic embryos were cultured for 4 weeks each in the
first and second culture stages.

First Culture Stage Second Culture Stage
AbbreviationPGR (mg·L−1) Temperature

(◦C)
PGR (mg·L−1) Temperature

(◦C)GA3 BA GA3 BA

0.0 0.0 25 0.0 0.0 25 Control (no PGR, 25 ◦C)
0.0 0.0 25 1.0 0.0 25 Control→ 1.0 GA3 (25 ◦C)
0.0 0.0 25 0.0 0.5 25 Control→ 0.5 BA (25 ◦C)

0.0 0.0 25 1.0 0.5 25 Control→ 1.0 GA3 and 0.5 BA
(25 ◦C)

1.0 0.0 25 1.0 0.0 25 1.0 GA3 (25 ◦C)
1.0 0.5 25 1.0 0.5 25 1.0 GA3 and 0.5 BA (25 ◦C)

2.5. Hypocotyl and Epicotyl Dormancy Breaking as Affected by the Light and Its Quality

MS medium containing 3% (w/v) sucrose and 0.80% (w/v) agar without PGRs were used in all
treatments. Embryos were cultured in dark, or under red light-emitting diodes (LEDs, custom-made,
SungKwang LED, Incheon, Republic of Korea), blue LEDs (custom-made, SungKwang LED, Incheon,
Republic of Korea), or a combination of red and blue LEDs (custom-made, SungKwang LED, Incheon,
Republic of Korea) for 8 weeks with a photoperiod of 16 h, a light intensity of 50 µmol·m−2

·s−1 PPFD,
and a day/night temperature of 24/18 ◦C (except for the dark condition). The percentage of dormancy
breaking of the hypocotyl and epicotyl was recorded after 8 weeks. Regular subcultures were carried
out every four weeks.

2.6. Statistical Analysis

In this study, each treatment has three replicates with 20 explants per replicate. Each replicate
includes four Petri dishes and there were five explants per petri dish. The data are presented as the
mean ± standard error. All data were analyzed using one-way ANOVA, and the means were separated
using the Duncan’s multiple range test at p ≤ 0.05.

3. Results

3.1. The Effect of GA3, ABA, and Endosperm on Hypocotyl Dormancy Breaking

Seeds of P. ostii ‘Fengdan’ were round and full and seed surface had a bright and shiny black
color. The longitudinal and transverse length of embryo is about 1.5 mm and 1.0 mm, respectively,
while the longitudinal and transverse length of whole seeds is about 10 mm and 9.5 mm. Hypocotyl
dormancy breaking was largely affected by the GA3, ABA, and endosperm (Table 2). Hypocotyl
dormancy breaking was strongly inhibited by the ABA and endosperm. The percentage of hypocotyl
dormancy breaking was the greatest with the MS medium supplemented either with or without 1.0
mg·L−1 GA3 at 25 ◦C. Thereby, MS medium without PGRs at 25 ◦C is recommended for breaking the
hypocotyl dormancy, which had similar effect on breaking the hypocotyl dormancy as the MS medium
supplemented with 1.0 mg·L−1 GA3 at 25 ◦C.
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Table 2. The effect of GA3, ABA, and endosperm on hypocotyl dormancy breaking. MS: Murashige
and Skoog.

Explant Temperature
(◦C) Medium

PGR (mg·L−1) Hypocotyl Dormancy
Breaking (%)GA3 ABA

Embryo 25 MS 0.0 0.0 80.0 ± 2.1 a z

Embryo 25 MS 1.0 0.0 81.7 ± 3.2 a
Embryo 25 MS 0.0 1.0 0.0 ± 0.0 b
Embryo 25 MS 1.0 1.0 0.0 ± 0.0 b

Embryo and
endosperm 25 MS 1.0 0.0 0.0 ± 0.0 b

- - - - - ***
z Mean separation within each column by Duncan’s multiple range test at a 5% level. *** Mean significant at
p ≤ 0.001.

3.2. The Effect of GA3 and BA Concentration on Hypocotyl and Epicotyl Dormancy Breaking

Hypocotyl and epicotyl dormancy breaking were strongly influenced by the concentration of
BA or GA3. The percentage of hypocotyl dormancy breaking was high in the MS medium without
PGRs and in the MS medium supplemented with 0.5 or 1.0 mg·L−1 GA3, whereas it was zero when BA
was added to the MS medium. Both BA and GA3 can accelerate the breaking of epicotyl dormancy.
The percentage of epicotyl dormancy breaking was significantly enhanced with the combination of
0.5 mg·L−1 BA and 0.5–1.0 mg·L−1 GA3 (Figure 2). The percentage of epicotyl dormancy breaking was
highly increased when GA3 was added to the MS medium. However, different concentrations (0.5, 1.0,
2.0, or 3.0 mg·L−1) of GA3 had the same effect on the epicotyl dormancy breaking (Figure 3).
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after 8 weeks of culture. The PGR concentration is expressed in mg·L−1. The MS medium without any
PGRs was used as the control. Different letters indicate separation among treatments by Duncan’s
multiple range test at a 5% level.
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3.3. Hypocotyl and Epicotyl Dormancy Breaking Affected by GA3 and BA in a Two-stage Culture Method

The percentage of hypocotyl dormancy breaking was high in the MS medium supplemented with
or without 1.0 mg·L−1 GA3 at 25 ◦C in the first culture stage, which dramatically decreased to zero when
BA was added (Table 3). For the second culture stage, the percentage of epicotyl dormancy breaking was
the lowest in the MS medium without PGRs at 25 ◦C (control) (Table 3). Furthermore, the percentage
of epicotyl dormancy breaking in the MS medium supplemented with BA or GA3 (25 ◦C) was greater
than it was in the MS medium without PGRs (25 ◦C). A combination of BA and GA3 was much more
effective than BA or GA3 alone in breaking epicotyl dormancy. Therefore, the greatest percentage of
epicotyl dormancy breaking was found in the MS medium supplemented with 1.0 mg·L−1 GA3 and
0.5 mg·L−1 BA. In conclusion, a two-stage culture method was developed for breaking hypocotyl and
epicotyl dormancy: hypocotyl dormancy should be broken first by using the MS medium (25 ◦C) and
epicotyl dormancy could subsequently be broken with the MS medium supplemented with 1.0 mg·L−1

GA3 and 0.5 mg·L−1 BA (25 ◦C).

Table 3. The effect of the BA and GA3 on epicotyl dormancy breaking in a two-stage culture method.

Treatments (mg·L−1) Dormancy Breaking (%)

Hypocotyl Epicotyl

Control (no PGR, 25 ◦C) 80.0 ± 2.1 a z 10.3 ± 0.8 d
Control→ 1.0 GA3 (25 ◦C) 80.0 ± 2.1 a 30.4 ± 2.2 b
Control→ 0.5 BA (25 ◦C) 80.0 ± 2.1 a 30.1 ± 1.8 b

Control→ 1.0 GA3 and 0.5 BA (25 ◦C) 80.0 ± 2.1 a 92.5 ± 3.8 a
1.0 GA3 (25 ◦C) 80.0 ± 3.2 a 30.0 ± 2.0 b

1.0 GA3 and 0.5 BA (25 ◦C) 0.0 ± 0.0 b 91.7 ± 1.9 a
F-test *** ***

z Mean separation within each column by Duncan’s multiple range test at 5% level. *** Mean significant at p ≤ 0.001.

3.4. The Effect of the Light and Its Quality on Breaking Hypocotyl and Epicotyl Dormancy

The percentage of hypocotyl and epicotyl dormancy breaking was largely affected by the light and
its quality. The percentage of hypocotyl dormancy breaking was significantly lower with blue LEDs
and a mix of blue and red LEDs than it was in the dark (the control) or with red LEDs, indicating that
blue LEDs inhibit hypocotyl dormancy breaking (Figure 4). Interestingly, red and blue LEDs have the
opposite effect on epicotyl dormancy breaking. The percentage of epicotyl dormancy breaking was zero
with red light, which was significantly lower than that with darkness (the control). The percentage of
epicotyl dormancy breaking was significantly enhanced with blue LEDs compared to that with darkness
(the control), red LEDs, and a mix of blue and red LEDs. In short, blue LEDs inhibited hypocotyl
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dormancy breaking but accelerated epicotyl dormancy breaking. Red LEDs slightly accelerated
hypocotyl dormancy breaking, and the effect was similar with darkness. Inversely, red LEDs inhibited
epicotyl dormancy breaking, suggesting that darkness or red LEDs could be used for hypocotyl
dormancy breaking and blue LEDs could be utilized for epicotyl dormancy breaking.
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4. Discussion

Seed dormancy and germination could be largely affected by the temperature, light, and application
of exogenous hormones [29–33]. In this study, the effects of the light and exogenous hormone on
breaking the hypocotyl and epicotyl dormancy were studied using in vitro cultured embryos as the
material. The results showed that embryos grew in size and hypocotyl dormancy was broken in the MS
medium supplemented with or without GA3 at 25 ◦C after a period of time for embryo development,
suggesting that hypocotyl dormancy of the Paeonia ostii ‘Fengdan’ embryo could be easily overcome
in very short time by removing constraints of the surrounding endosperm. Hypocotyl dormancy
of Paeonia ostii ‘Fengdan’ and Asarum canadense seeds was broken gradually after a long period of
culture at warm temperature without any other treatments [8,34]. Seed dormancy is categorized
into physiological dormancy (PD), morphological dormancy (MD), morphophysiological dormancy
(MPD), physical dormancy (PY), and combinational dormancy (PY + PD). Embryos of MD seeds are
very small and underdeveloped [15,19,35], and they just need time to grow and germinate. Embryos
of MPD seeds are underdeveloped, and there are also some physiological components of MPD
seeds in their dormancy [15,19]. Seeds with MPD can only lose physiological seed dormancy with
dormancy-breaking treatments such as cold stratification, warm stratification, or wet/dry cycling
after ripening, and then grow and develop within the seed prior to radicle emergence [10,15,19].
The endosperm as well as exogenous ABA inhibited dormancy breaking of P. ostii ‘Fengdan’, indicating
that the endosperm may contain physiological inhibitors and ABA could be one of physiological
inhibitors for dormancy breaking. The tree peony has both hypocotyl and epicotyl dormancy [10].
After ripening, cold stratification is required in breaking hypocotyl and epicotyl dormancy of tree
peony seeds, which has been proved in most Paeonia species [7]. Those embryos with extended
hypocotyls could not directly produce the epicotyls or shoots without any treatment [36]. In other
words, dormancy breaking of epicotyls requires physiological dormancy-breaking treatment, such as
cold exposure or exogenous hormone application instead [36]. Besides, the embryo of Paeonia species
is very small and underdeveloped, and it needs to grow within seed before the radicle emerges [7].
We also found that the embryo of P. ostii ‘Fengdan’ is very small, as the longitudinal and transverse
lengths of embryo are only about 1.5 mm and 1.0 mm, respectively, about 7 and 10 times of that of the



Plants 2019, 8, 356 8 of 11

whole seeds. Therefore, the dormancy of tree peony seeds is thought to be a MPD seed according to
the rule of Baskin and Baskin [19].

Interestingly, an exogenous BA had a different role in breaking hypocotyl and epicotyl dormancy.
It inhibited hypocotyl elongation and accelerated epicotyl dormancy breaking. It is reported that
cytokinins could inhibit hypocotyl elongation in Arabidopsis [37,38]. Some research also shows that
cytokinins, together with gibberellins or brassinosteroids, positively regulated the seed dormancy
breaking process in Orobanche, Lepidium sativum (cress), and lettuce [21,39]. In contrast to exogenous
cytokinin, exogenous gibberellin promotes seed dormancy breaking in many species, such as Arabidopsis,
tomato, lettuce, and tobacco [40–44], which was also seen with epicotyl dormancy breaking of P.
ostii ‘Fengdan’ in our study. Gibberellin and cytokinin generally promote dormancy breaking [45].
We found that a combination of BA and GA3 was the most effective in breaking epicotyl dormancy,
which was much better than with either BA or GA3 alone. Exogenous BA and GA3 positively affected
epicotyl germination in herbaceous peony as well [25]. Low temperature (4 ◦C) could accelerate seed
dormancy breaking and improve the germination percentage [46]. Gibberellin biosynthesis genes are
positively regulated by low temperature [46]. This also explains why a low temperature treatment
could be replaced by gibberellin for dormancy breaking [15]. Epicotyl dormancy breaking of P. ostii
‘Fengdan’ was highly accelerated by the application of a combination of exogenous BA and GA3.

Light is also vital for seed germination in Arabidopsis [31]. The most active dormancy-breaking
light is red light, and far-red light inhibits dormancy breaking [47]. Phytochrome is the red and
far-red light photoreceptor, which could also regulate the biosynthesis of gibberellic acid [44]. Red
light induces, but far-red light inhibits, seed dormancy breaking [48]. Dark stratification is often
used to alleviate physiological dormancy in Lolium rigidum and Eragrostis curvula [49,50]. We also
found that hypocotyl dormancy breaking was enhanced by dark condition and red light; however,
the epicotyl dormancy was slightly suppressed by red light. Furthermore, blue light also greatly
affected the dormancy breaking of P. ostii ‘Fengdan’. Hypocotyl dormancy breaking of P. ostii ‘Fengdan’
was inhibited by blue light, where the percentage of hypocotyl dormancy breaking was significantly
lower under blue LEDs than in the control (darkness), while epicotyl dormancy breaking of P. ostii
‘Fengdan’ was accelerated and enhanced by blue light. It is also found that blue light inhibits hypocotyl
elongation in Arabidopsis [51] and wheat grain [52]. White and blue light trigger dormancy in cereal
grains by promoting the expression of an ABA biosynthetic gene [53]. Dormant seeds of L. rigidum
remain dormant in the light, but light stimulates seed germination after seeds lose dormancy through
dark-stratification [54]. It is reported that light promotes germination or triggers dormancy, depending
on the species [48].

Based on these results, we clearly found that the condition and treatment required for breaking
hypocotyl and epicotyl dormancy are quite different, which means that hypocotyl and epicotyl
dormancy should be broken in two stages using the optimal conditions and treatment for each stage.
Therefore, we built up an effective culture method with two stages for the dormancy breaking of P. ostii
‘Fengdan’: hypocotyl dormancy was broken in the first stage with the MS medium supplemented
with or without GA3 in dark at 25 ◦C; the epicotyl dormancy was subsequently broken with the MS
medium supplemented with BA and GA3 under blue light at 25 ◦C.

5. Conclusions

In conclusion, an effective two-stage culture method was built up to break the hypocotyl and
epicotyl dormancy. Hypocotyl dormancy was broken first using the MS medium in the dark,
and epicotyl dormancy was subsequently broken with the MS medium supplemented with 1.0 mg·L−1

GA3 and 0.5 mg·L−1 BA under blue light.
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