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Abstract
Main conclusion  NO releases caryopsis dormancy in Avena fatua, the effect being dependent on the level of dormancy. 
The NO effect involves also the reduction of caryopsis sensitivity to ABA and to a decrease in the ABA to GAs ratio 
due to a decrease in ABA levels and the lack of effect on GAs levels before germination is completed.

Abstract  Nitric oxide (NO) from various donors (i.e. SNP, GSNO and acidified KNO2), applied to dry caryopses or during 
initial germination, released primary dormancy in caryopses. Dormancy in caryopses was gradually lost during dry storage 
(after-ripening) at 25 °C, enabling germination at 20 °C in the dark. The after-ripening effect is associated with a decrease 
in NO required for germination. In addition, NO decreased the sensitivity of dormant caryopses to exogenous abscisic acid 
(ABA) and decreased the embryos’ ABA content before germination was completed. However, NO did not affect the content 
of bioactive gibberellins (GAs) from non-13-hydroxylation (GA4, GA7) and 13-hydroxylation (GA1, GA3, GA6.) pathways. 
Paclobutrazol (PAC), commonly regarded as a GAs biosynthesis inhibitor, counteracted the dormancy-releasing effect of 
NO and did not affect the GAs level; however, it increased the ABA content in embryos before germination was completed. 
Ascorbic acid, sodium benzoate and tiron, scavengers of reactive oxygen species (ROS), reduced the stimulatory effect of 
NO on caryopsis germination. This work provides new insight on the participation of NO in releasing A. fatua caryopses 
dormancy and on the relationship of NO with endogenous ABA and GAs.
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Abbreviations
GSNO	� S-Nitrosoglutathione
KAR1	� Karrikin 1
NO	� Nitric oxide
PAC	� Paclobutrazol
ROS	� Reactive oxygen species
SNP	� Sodium nitroprusside

Introduction

Harvested viable seeds unable to germinate under favourable 
conditions are commonly regarded as primarily dormant 
(Bewley et al. 2013). For germination to begin, seed dor-
mancy must be removed; thus, non-dormant seeds can com-
plete germination after they have been placed under suitable 
species-specific conditions. Among phytohormones, absci-
sic acid (ABA) is widely recognised as an agent crucial for 
the induction and maintenance of seed dormancy; a higher 
ABA content is often associated with a deep dormancy (Frey 
et al. 2012). The ABA level (Rodríguez et al. 2009; Liu et al. 
2013; Matilla et al. 2015; Sano and Marion-Poll 2021) was 
most often reduced by dormancy-releasing factors, e.g. 
stratification or after-ripening. While ABA is regarded as a 
principal factor responsible for dormancy control, the over-
all balance between ABA and GAs, including their contents 
and signalling, is considered to be mainly responsible for 
the establishment, maintenance, and release of dormancy 
(Bewley et al. 2013; Liu et al. 2013; Matilla et al. 2015; 
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Rodriguez et  al. 2015; Benech-Arnold and Rodriguez 
2018; Carrillo-Barral et al. 2020; Sano and Marion-Poll 
2021). Other hormones, e.g. ethylene, auxins, jasmonates 
and brassinosteroids, have also been shown to be involved 
in the regulation of seed dormancy state (Kępczyński and 
Kępczyńska 1997; Feurtado et al. 2007; Corbineau et al. 
2014; Ali et al. 2022).

Caryopses of A. fatua, a very important annual weed 
infesting major cereal crops in many regions of the world, 
including Poland, are an interesting model system on which 
to study the mechanism of dormancy release (Simpson 1990; 
Kępczyński 2018, 2023). Primary dormancy in caryopses 
can be removed by after-ripening, GA3, karrikin 1 (KAR1) 
and hydrogen peroxide (Kępczyński 2018, 2023). Endoge-
nous GAs and ethylene were demonstrated to be required for 
A. fatua caryopsis dormancy release by KAR1 (Kępczyński 
2018). The stimulatory effect of KAR1 is associated with 
non-transcriptional and transcriptional activation of 1-ami-
nocyclopropane-1-carboxylic acid (ACC) synthase and ACC 
oxidase enzymes, respectively, and with modulation of eth-
ylene sensitivity through control of the ethylene receptors 
synthesis (Ruduś et al. 2019). ABA was found to play an 
important role in caryopsis dormancy of A. fatua; the dor-
mancy release by KAR1 involved reduction of the ABA con-
tent in embryos, coleorhiza and radicle (Kępczyński et al. 
2021). Previously, coleorhiza-enforced seed dormancy was 
proposed as a mechanism controlling germination in A. fatua 
and other grasses (Holloway et al. 2020).

NO, an uncharged, gaseous lipophilic free radical can 
regulate seed dormancy and germination in several dicot 
plant species (Bethke et al. 2007; Arc et al. 2013; Matilla 
et al. 2015; Singorelli and Considine 2018; Kumar et al. 
2021). Various NO donors, such as sodium nitroprusside 
(SNP), S-nitroso-N-acetylpenicillamine (SNAP), S-nitro-
soglutathione (GSNO) or acidified KNO2 were found to 
promote dormancy release in apple (Gniazdowska et al. 
2007), Arabidopsis (Bethke et al. 2004), lettuce (Belgini 
and Lamattina 2000) and redroot pigweed (Kępczyński 
and Sznigir 2014) seeds. Thus, different NO donors have 
often been used in experiments with seeds of various plant 
species, aimed at elucidating the role of NO. The role of 
NO in inducing germination of dormant seeds has been 
studied mainly in dicots, whereas no sufficient informa-
tion is available in monocots. Very early studies showed 
nitrogen dioxide to remove dormancy, probably via NO, 
in red rice seeds (Cohn and Castle 1984). The stimula-
tory effect of SNP in monocots has been described in a 
few papers only, one focussing on H. vulgare grain SNP 
treatment (Bethke et al. 2004) and the other two dealing 
with seeds of prairie grasses Panicum virgatum, Andropo-
gon gerardii and Sorghastrum nutants (Sarath et al. 2006) 
as well as with germination of the cereal crop Triticum 
aestivum (Jacobsen et al. 2013). In addition, Sarath et al. 

(2006) reported on the effect of NO released from acidified 
KNO2 on germination of P. virgatum. Similarly, there is 
only limited information on the interaction between NO 
and plant hormones. This information can be found in 
studies addressing the relationship between NO and ABA 
or methyl jasmonate in dormancy regulation of seeds of 
P. virgatum (Sarath et al. 2006) and T. aestivum (Jacobsen 
et al. 2013). There is no information on the contribution 
of NO to the caryopsis dormancy regulation in monocot 
weeds, including A. fatua. It is only known that non-dor-
mant A. fatua embryos produce NO and its level is lowered 
by 2-(4-carboxyphenyl)-4,4,5-tetramethylimidazoline-
1-oxyl-3-oxide (cPTIO) (Kępczyński and Cembrowska-
Lech 2018).

Thus, the present study was aimed at explaining the rela-
tionship between NO and after-ripening, ABA and gibber-
ellins (GAs) in releasing the A. fatua caryopsis dormancy. 
The objective was pursued by determining effects of vapours 
of various NO donors: SNP, GSNO and acidified KNO2, 
on germination of dormant caryopses, and by following the 
response of caryopses after-ripened for various periods of 
time to vapours of acidified KNO2. The interaction between 
NO and ABA was examined by determining germination 
of caryopses treated with vapours of acidified KNO2 in 
the presence of ABA, and by exploring the influence of 
acidified KNO2 used after various periods of germination 
on the ABA content in embryos. The linkage between NO 
and GAs was examined by determining the GAs contents in 
embryos treated with vapours of acidified KNO2, and effects 
of paclobutrazol (PAC), a GAs biosynthesis inhibitor, on 
germination of caryopses treated with vapours of acidified 
KNO2 and PAC treatment of caryopses on ABA and GAs 
contents in embryos. The relationship between NO and reac-
tive oxygen species (ROS), known to participate in A. fatua 
caryopsis dormancy release (Kępczyński 2018), was exam-
ined using ROS scavengers in combination with NO. The 
results should provide new data on the role of NO in releas-
ing caryopsis dormancy and its involvement in regulating 
the endogenous ABA and GAs contents before germination 
is completed.

Materials and methods

Avena fatua (wild oat) spikelets were collected in 2011 and 
2015. The florets-containing spikelets were dried at room 
temperature to constant moisture of caryopses of ca. 11% 
(7 days) and stored at − 20° C until required. To remove dor-
mancy, air-dried florets from the 2015 harvest were stored at 
ambient humidity in the dark at 25 °C for various periods, 
up to 16 weeks. Only the caryopses (dehulled florets) or 
embryos were used in the experiments.
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Treatment of air‑dried caryopses with NO donors

Dormant or after-ripened (for various periods) dry cary-
opses (25 in 3 replicates each) were placed in open 6-cm 
diameter Petri dishes. Three Petri dishes with dry cary-
opses and one open 6 cm Petri dish with water (control) 
or a donor solution were placed in a 19 cm diameter Petri 
dish which was sealed with 3 layers of Parafilm and kept 
for various periods of time at 20 °C and at 120 µmol pho-
tons m−2 s−1 light or in the dark. Subsequently, untreated 
(control) and treated caryopses were transferred to Petri 
dishes with filter paper moistened with 1.5 ml water. Three 
Petri dishes with caryopses were placed in a 19-cm diam-
eter Petri dish along with one 6 cm diameter Petri dish 
with water, and kept in the dark for up to 7 days.

Treatment of caryopses with NO donors 
during initial germination

Dry dormant caryopses (25 in 3 replicates each) were 
placed in open 6-cm diameter Petri dishes on a single layer 
of filter paper moistened with 1.5 ml distilled water, ABA 
(10–6, 10–5, 3 × 10–5 10–4 M), PAC (10–6, 10–5, 10–4 M) or 
ascorbic acid, sodium benzoate, or tiron (10–3 M) solu-
tions. Three open Petri dishes with caryopses on water and 
one open 6-cm diameter Petri dish with water (control) or 
a donor solution were placed in a 19 cm diameter Petri 
dish. Three open Petri dishes with caryopses in a com-
pound solution tested together with one open 6-cm diam-
eter Petri dish with water or a donor solution were placed 
in a 19 cm diameter Petri dish. The 19 cm Petri dishes 
were sealed with 3 layers of Parafilm and kept for various 
periods of time at 20 °C at 120 µmol photons m−2 s−1 light 
or in the dark. After an appropriate period of treatment, 
the Petri dish with the donor solution was replaced with 
a Petri dish with water and kept at 20 °C in the dark for 
up to 7 days.

Applied NO donors: SNP, GSNO and acidified KNO2

SNP

3 ml of SNP solutions each (10–3, 3 × 10–3, 10–2 M) were 
used for treating of air-dried caryopses for 5 or 24 h in the 
light.

GSNO

A 3 ml mixture of 2 × 10–4 or 10−3 M GSNO and 10–3 M 
GSH was used for treating air-dried caryopses in the light 

for 24 h or during the first 24 h of their germination in water 
in the light.

KNO2 solution acidified with  H2SO4  A 5  ml mixture of 
10–3 or 2 × 10−3 KNO2, 10–1  M H2SO4, 10–1  M KI and 
1.4 × 10–1 M K2SO4 was used for (i) a 3 h treatment of dry 
caryopses after-ripened for various periods, or (ii) for 3 h 
during initial germination in water or ROS scavenger solu-
tions in the dark.

KNO2 solution acidified with  HCl  A 5  ml mixture of 10–2 
KNO2 and HCl 2 × 10−1 M was applied for 3 h during initial 
germination in water or in ABA solutions, or during the ini-
tial germination for 24 h in water or PAC solutions. In the 
experiment aimed at determining ABA and GAs contents, 
the donor was applied during 3  h after 15, 21 or 33  h of 
germination.

Determination of caryopsis germination

The caryopses were regarded as germinated when the 
radicle protruding through the coleorhiza was longer than 
1 mm. The Petri dishes were handled under green light 
(0.5 µmol m−2 s−1) which does not affect germination.

Determination of ABA and GAs contents

Dormant caryopses (25 in 3 replicates each) were incubated 
in 6-cm diameter Petri dishes on filter paper moistened with 
1.5 ml water and placed in a 19 cm diameter Petri dish, 
along with a 6 cm diameter Petri dish containing water, for 
15, 21 and 33 h at 20 °C in the dark. After an appropriate 
time, three 6 cm diameter Petri dishes with caryopses were 
transferred, for 3 h, to a 19 cm diameter Petri dish containing 
a 6 cm diameter Petri dish with water (control) or acidified 
KNO2 (a 5 ml mixture 10–2 M KNO2 and 2 × 10–1 M HCl); 
the dishes were kept at 20 °C in the dark. In one experiment, 
dormant caryopses (25 in 3 replicates each) were incubated 
in 6 cm diameter Petri dishes on filter paper moistened with 
1.5 ml water or 10–4 M PAC and were placed along with 
a 6 cm diameter Petri dish with water in a 19 cm diam-
eter Petri dish, and were kept for 30 h at 20 °C in the dark. 
When incubation was completed, the embryos were isolated. 
ABA and GAs were analysed as described by Dziurka et al. 
(2019), with some modifications. After the material was 
lyophilized, 10 mg samples were pulverised with zirconia 
beads. A stable-isotope-labelled internal standard mixture 
was added to each sample. Following extraction and clean-
ing up the samples on hybrid SPE cartridges (BondElut 
Plexa PCX, Agilent, Sanat Clara, CA, USA), the hormone 
contents were measured in the MRM mode of Agilent Infin-
ity 1260 and with 6410 Triple Quad LC/MS (Agilent). An 
Ascentis Express RP-Amide analytical column (2.7 μm, 
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2.1 mm × 75 mm; Supelco, Bellefonte, PA, USA) was used. 
The quantification was based on calibration curves obtained 
for pure standards and recoveries of internal standards. The 
phytohormone standards were obtained from Olchemim 
(Olomouc, Czech Republic).

Statistical treatment

The mean ± standard deviation (SD) of three replicates was 
calculated and plotted as bar diagrams. Significance of dif-
ferences between the means was tested using one- or two-
way analysis of variance (ANOVA; Statistica for Windows 
v. 10.0, Stat-Soft Inc., Tulsa, OK, USA). Duncan’s multi-
ple range test was used to identify significantly different 
(P ≤ 0.05) mean values. Similar results were obtained in 
two independent experiments with caryopses germination.

Results

Effects of SNP and GSNO vapours on germination 
of dormant caryopses

The caryopses harvested in 2011 and 2015 were either una-
ble to germinate or their germination amounted to ca. 20%, 
respectively (Fig. 1). A 5-h exposure of dry caryopses to 
SNP vapours increased germination of caryopses from both 
harvests, the highest effect being obtained when the highest 
concentration was applied (Fig. 1a). Thus, at 10–2 M, 30 
or 40% of caryopses germinated, depending on the harvest 
year. The magnitude of the SNP effect was evident when 
the treatment was extended to 24 h (Fig. 1b). At 3 × 10–3 
and 10–2 M SNP, 70 and 90% of the caryopses harvested in 
2011 germinated, respectively. At the same SNP concentra-
tions, ca. 70 and 80% of the caryopses from 2015 harvest 
germinated. Effects of GSNO vapours applied for 24 h to 
dry caryopses or during the initial 24 h of germination of 
caryopses from the 2011 harvest were comparable. GSNO 
at concentrations of 2 × 10–4 and 10–3 M resulted in germi-
nation of almost all the previously treated dry caryopses 

Fig.1   Effect of vapours released 
from SNP on germination of A. 
fatua caryopses. Dormant dry 
caryopses from the 2011 and 
2015 harvests were incubated 
in the presence of vapours from 
SNP for 5 h (a) or 24 h (b). Ver-
tical bars indicate ± SD. One-
way ANOVA with Duncan’s 
post hoc test was used to test 
for significance of differences. 
Means denoted by different 
letters (a–f) are significantly 
different (P ˂ 0.05, n = 3)
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Fig. 2   Effect of vapours released from GSNO on germination of A. 
fatua caryopses. Dormant dry caryopses from the 2011 harvest were 
treated for 24  h with vapours from GSNO or during initial 24  h of 
germination in water (a). Dormant dry caryopses from the 2011 and 

2015 harvest were treated for 24 h with vapours from GSNO (b).Ver-
tical bars indicate ± SD. One-way ANOVA with Duncan’s post hoc 
test was used to test for significance of differences. Means denoted by 
different letters (a–d) are significantly different (P ˂ 0.05; n = 3)
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(Fig. 2a). When the caryopses were treated during germi-
nation, the stimulatory effect was somewhat lower at the 
lower GSNO concentration. Likewise, dry caryopses from 
the 2015 harvest responded distinctly to GSNO, 80% of the 
caryopses being able to germinate (Fig. 2b). 

Effects of acidified KNO2 vapours on germination 
of caryopses after various periods of florets 
after‑ripening

The germination percentage was increased following dry 
after-ripening, the effect being intensified as the storage 
duration was extended (Fig. 3). After-ripening of florets 
for 16 weeks resulted in an almost complete germination of 
caryopses. A 3 h exposure of dry caryopses to vapours from 

acidified 10–3 M KNO2 resulted in about 40% germination 
of the caryopses stored for 2 weeks, whereas the untreated 
caryopses germinated at a percentage (10%) similar to that 
observed in the non-after-ripened caryopses. The germina-
tion percentage of caryopses treated with vapours released 
by 10–3 M KNO2 increased as after-ripening duration was 
extended: an almost complete germination was found just 
after 8 weeks of after-ripening. When a higher concentration 
of the donor, 2 × 10–3 M, was used, ca. 60% of non-after-
ripened caryopses germinated and a shorter after-ripening 
duration was sufficient for a complete germination.

Effects of acidified KNO2 vapours on germination 
of caryopses in the presence of exogenous ABA 
and on the ABA and GAs contents in embryos

Vapours released from acidified KNO2 solution applied 
for 3 h during initial germination markedly enhanced the 
process; germination was completed in ca. 90% caryopses 
from the 2011 harvest, whereas the untreated caryopses 
germinated in ca. 20% (Fig. 4a). When applied at concen-
trations higher than 10–6 M, ABA completely prevented 
germination of dormant caryopses. When vapours from 
acidified KNO2 were applied during the initial 3 h of ger-
mination, 75 and 50% of the caryopses germinated, despite 
the presence of ABA at 10–6 or 10–5 M, respectively. The 
vapours were not able to stimulate germination when ABA 
was used at a concentration of 3 × 10–5 M. Application 
of the donor also counteracted the ABA effect on ger-
mination of caryopses from the 2015 harvest (Fig. 4b). 
Moreover, vapours applied to caryopses for 3 h between 15 
and 18 h or between 21 and 24 h of germination resulted 
in the embryos ABA content being 8 times lower than 
in embryos from untreated caryopses (Fig. 5). The ABA 
content in embryos from caryopses exposed to vapours 
for 3 h (between germination hour 33 and 36) was 3 times 
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lower than the content in embryos from untreated cary-
opses. All the bioactive GAs from non-13-hydroxylation 
pathways, i.e. GA4 and GA7, and those from 13-hydroxy-
lation pathways, i.e. GA1, GA3, and GA6 were also iden-
tified (Table  S1). The content of polar bioactive GAs 
(GA1 + GA3 + GA6) was several times higher than the con-
tent of GA4 + GA7. The contents of individual GAs during 
germination did not differ. Vapours from acidified KNO2 
did not change the level of GAs.

Effect of PAC on germination of caryopses treated 
with vapours from acidified KNO2 and on the ABA 
and GAs contents in embryos

Caryopses exposed to vapours of acidified KNO2 for the 
initial 24 h of germination germinated in ca. 80%, com-
pared to ca. 15% germination of untreated caryopses 
(Fig. 6). PAC strongly inhibited germination of vapour-
treated caryopses, the effect being related to the PAC con-
centration. At 10–6 and 10–5 M, as little as ca. 25 and 15% 
caryopses germinated, respectively, despite the vapour 
exposure. The treatment with 10–4 M PAC completely 
inhibited germination of the vapour-treated caryopses. The 
ABA content was determined in embryos isolated from 
caryopses incubated in water or in a PAC solution for 30 h 
(Table 1). The ABA content in embryos was increased due 
to the PAC treatment. However, PAC did not affect the 
level of GAs originating from either non-13-hydroxylation 
or 13-hydroxylation pathways (Table S2).

Effects of vapours from acidified KNO2 on caryopsis 
germination in the presence of free‑radical 
scavengers

Effects of free-radical scavengers, ascorbic acid, sodium 
benzoate and tiron, on germination of dormant caryopses 
exposed for 3 h to vapours of acidified KNO2 during ini-
tial germination were investigated to explore possible 
interactions between NO and reactive oxygen species. 
None of the ROS scavengers tested affected germination 
of dormant caryopses (Fig. 7). However, ascorbic acid 
and sodium benzoate reduced germination in the vapour-
treated caryopses; 35–40% of them germinated. The high-
est inhibitory effect (germination of as little as ca. 25% of 
caryopses) was attributed to tiron.
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previously (Kępczyński et al. 2021). Vertical bars indicate ± SD. One-
way ANOVA with Duncan’s post hoc test was used to test for sig-
nificance of differences. Means denoted by different letters (a–d) are 
significantly different (P ˂ 0.05, n = 3)
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Fig. 6   Effect of vapours released from acidified KNO2 on germina-
tion of A. fatua caryopses in the presence of PAC. Dormant caryopses 
from the 2015 harvest were treated with vapours from KNO2 solution 
acidified with HCl during the initial 24 h of germination in PAC solu-
tions. Vertical bars indicate ± SD. One-way ANOVA with Duncan’s 
post hoc test was used to test for significance of differences. Means 
denoted by different letters (a–d) are significantly different (P ˂ 0.05, 
n = 3)

Table 1   Effect of PAC on the 
ABA content in embryos of 
A. fatua caryopses after 30 h 
of germination. Dormant 
caryopses from the 2015 
harvest were used. Vertical 
bars indicate ± SD. One-way 
ANOVA with Duncan’s post 
hoc test was used to test for 
significance of differences. 
Means denoted by different 
letters (a–b) are significantly 
different (P ˂ 0.05, n = 3)

PAC, M ABA ng g−1DW

0 554.67 ± 3.21a

10–4 730.33 ± 106.78b
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Discussion

Release of caryopsis dormancy by NO and by 
after‑ripening

NO

In studies on the role of NO in germination of dicot seeds 
(Bethke et al. 2007; Arc et al. 2013) as well as those of bar-
ley (Bethke et al. 2004) and wheat (Jacobsen et al. 2013), 
SNP was often used as an NO donor either by germination 
the seeds in solution or by exposing the germinating seeds 
to SNP vapours. These vapours (Fig. 1) as well as those 
of other NO donors such as KNO2 and GSNO (Yamasaki 
2000; Cantrel et al. 2010), applied to dry caryopses or dur-
ing initial germination, stimulated germination of dormant 
A. fatua caryopses from both harvests (Figs. 2, 4), support-
ing the notion that the stimulation occurs on account of NO 
generation, which—like in seeds of other species (Kumar 
et al. 2021)—plays an important role in dormancy release. 
Regardless of the type of donor and application manner, 
NO released dormancy in A. fatua caryopses as effectively 
as GA3 (Kępczyński 2018; Holloway et al. 2020) or KAR1 
did (Kępczyński 2018).

After‑ripening

Dormancy of A. fatua caryopses can be also released dur-
ing dry after-ripening of florets (Kępczyński et al. 2021; 
Fig. 3); caryopses are then able to complete germination. 
The after-ripening mediated transition from dormant to 

non-dormant caryopses involved a reduced sensitivity to 
ABA (Kępczyński et al. 2021). In contrast, after-ripening 
increased the sensitivity to NO (Fig. 3) as well as to GA3 
and KAR1 (Kępczyński 2018). Thus, it reduced the need 
for those regulators. Moreover, dormancy release by floret 
after-ripening was associated with a reduced ABA level 
in embryos from after-ripened caryopses before germina-
tion was completed (Kępczyński et  al. 2021). Different 
responses to NO of dormant and after-ripened caryopses 
are probably related to different ABA contents in embryos 
from these caryopses. Dormancy release by after-ripening 
and cold stratification of wheat grains was also associated 
with reduced ABA levels in germinating seeds (Tuttle et al. 
2015). Thus, after-ripening released dormancy in dry seeds 
and brought about a reduction in the ABA content before 
germination was completed. Other experiments with wheat 
showed that after-ripening did not alter the seed ABA con-
tent before and during germination (Liu et al. 2013). Thus, 
although the ABA level reduction is a response common in 
seeds of several species due to after-ripening (Matilla et al. 
2015), it might be considered whether the hormone is the 
primary effector of dormancy release in the case of some 
seeds. In turn, it was demonstrated that the ABA content 
in the coleorhiza played a key role in controlling dormancy 
and germination of barley (Barrero et al. 2009). Recently, 
it has been also postulated that that the coleorhiza-enforced 
dormancy in caryopses of A. fatua (Holloway et al. 2020). 
After-ripening, also KAR1 decreased the ABA content in the 
coleorhiza before germination was completed (Kępczyński 
et al. 2021). ABA inhibited radicle emergence after-ripened 
caryopses A. fatua more strongly than coleorhiza emergence 
(Holloway et al. 2020; Kępczyński et al. 2021).

The relationship between NO and ABA

To examine the relationship between NO and ABA, ABA 
concentrations versus one concentration of NO were used, 
like in experiments using dormant or non-dormant Arabi-
dopsis seed (Bethke et al. 2006; Liu et al 2009) and dormant 
apple embryos (Gniazdowska et al. 2007). Treating dormant 
caryopses with ABA showed the hormone to deepen the level 
of dormancy, expressed as inhibition of germination (Fig. 4), 
like in dormant apple embryos (Gniazdowska et al. 2007). 
NO removed dormancy in apple embryos (Gniazdowska 
et al. 2007) and Arabidopsis seeds (Bethke et al. 2006) and 
counteracted the inhibitory effect of ABA, which allowed to 
conclude that NO reduced the sensitivity to ABA. NO was 
also able to dampen the sensitivity of A. fatua caryopses to 
ABA (Fig. 4), indicating a similar relationship between these 
factors in dicot seeds and monocot caryopses. The effect 
of NO on germination of dormant caryopses involves also 
an ABA content reduction, the effect being weaker when 
NO was applied after a longer germination period (Fig. 5). 
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Fig. 7   Effect of vapours released from acidified KNO2 on germina-
tion of A. fatua caryopses in the presence of ROS scavengers. Dor-
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This is in agreement with previous data from experiments 
on dicot seeds, e.g. Arabidopsis, showing the inducement 
of dormancy release by NO to be associated with a decreas-
ing ABA level (Liu et al. 2009, 2010) and demonstrating 
that NO-induced dormancy release in apple embryos was 
associated with down-regulation of genes responsible for 
the ABA synthesis (Andryka-Dudek et al. 2019). Thus, the 
dormancy-releasing effect of NO, both in dicot seeds and 
monocot caryopses, is associated with a reduction of the 
ABA content. Possibly, an NO-induced decrease in the ABA 
level in A. fatua embryos (Fig. 5) is a result of ABA degra-
dation to phaseic acid, as shown for the caryopsis response 
to KAR1 (Cembrowska-Lech and Kępczyński 2016). In 
dormant seeds of Arabidopsis, NO was found to induce 
dormancy release by decreasing the ABA content, which 
was associated with an increased expression of CYP707A2 
encoding ABA 8-hydroxylase responsible for the conversion 
of ABA to phaseic acid (Liu et al. 2009).

The NO relationship with GAs and ABA

The fact that NO was found to be unable to change the 
contents of GAs, both from non-13-hydroxylation and 
13-hydroxylation pathways in A. fatua embryos before 
caryopsis germination was completed (Table S1), may sug-
gest that the stimulatory effect of NO does not require an 
increased GAs content. It was reported that the dormancy 
release in barley by another factor, after-ripening, is not 
related to the GAs level change (Jacobsen et al. 2002; Bar-
rero et al. 2009). On the other hand, it was suggested that 
dormancy removal by after-ripening in wheat seeds was 
associated with an increasing GAs level during germination 
(Liu et al. 2013). Based on an experiment with Arabidopsis 
(Bethke et al. 2007), it was suggested that NO stimulates 
germination by increasing the GAs level and reducing the 
ABA-imposed dormancy (Sanz et al. 2015; Kumar et al. 
2021).

PAC, a triazole which blocks the GAs biosynthesis by 
inhibiting the oxidation of ent-kaurene (Desta and Amare 
2021), strongly counteracted the stimulatory effect of NO 
(Fig.  6) and KAR1, another dormancy release inductor 
(Kępczyński 2018; Ruduś et al. 2019), suggesting a pos-
sibility that endogenous GAs are required for dormancy 
release by these compounds. However, PAC was also 
found to increase the expression of key biosynthetic genes, 
GA3ox and GA20ox, during soybean seed germination, the 
expression being considered as a compensating mecha-
nism in response to PAC (Gazara et al. 2019). Moreover, it 
was reported that PAC down-regulated the expression not 
only of the gene encoding ent-kaurene oxidase but also of 
GA2ox encoding enzymes responsible for degradation of 
bioactive GAs (Nagar et al. 2021). Thus, it seems possible 
that the GAs level in embryos from PAC-treated caryopses 

(Table S2) could remain unchanged despite the inhibition 
of biosynthesis due to their inhibited degradation. PAC and 
other triazoles can also increase the ABA content in two 
ways: by increasing its synthesis, when ent-kaurene oxida-
tion is inhibited or by deactivating it by inhibition of the 
ABA 8-hydroxylase activity (Yamaguchi et al. 2007; Desta 
and Amare 2021). Although PAC did not affect the GAs level 
(Table S2), it did increase the ABA content (Table 1). Taking 
into account the stimulatory effect of NO and the inhibitory 
effect of PAC on germination and on reducing or increas-
ing the ABA content, respectively, and also in view of the 
absence of any effect on the GAs contents, it can be assumed 
that the response to NO does not require any increase in the 
latter, but a reduction of the ABA level is probably neces-
sary. Presumably, a reduction of the ABA content renders the 
concentration of GAs sufficient for germination of dormant 
caryopses. The ABA catabolism is assumed to be a crucial 
step in the transition between dormancy and germination 
(Ali et al. 2022). The discussion of the role of ABA and GAs 
leads to the conclusion that dormancy, in the case of cereals, 
is for the most part controlled by the ABA content and the 
caryopsis sensitivity to the hormone (Kumar et al. 2013). 
Thus, the stimulatory effect of NO on the A. fatua caryopsis 
germination could probably involve a decrease of the ABA/
GAs ratio due to the decreasing ABA content. Likewise, the 
ABA/GAs ratio is assumed to be playing a central role in 
the control of dormancy and germination in both dicot and 
cereal seeds (Tuan et al. 2018; Ali et al. 2022).

The interaction between NO and ROS scavengers

It was previously demonstrated that ROS, e.g. H2O2, and 
also aminotriazole (a catalase activity inhibitor) (Amory 
et al. 1992) induce germination of dormant caryopses and 
reduce the ABA content in A. fatua embryos (Kępczyński 
2023). H2O2 was also found to induce germination of bar-
ley seeds, which was associated with a reduction of the 
ABA content through the ABA catabolism (Ishibashi et al. 
2017). Ascorbic acid, responsible for removing H2O2, coun-
teracted the dormancy release effects of GA3 and KAR1 
(Cembrowska-Lech and Kępczyński 2016) as well as that 
of NO (Fig. 7). Also tiron, known to remove the superoxide 
anion (Taiwo 2008), and sodium benzoate, a hydroxyl radi-
cal scavenger (Dey et al. 2021) decreased the stimulatory 
effect of NO (Fig. 7), suggesting that some level of ROS is 
required for caryopses to respond to NO. H2O2 was found to 
stimulate germination and NO production, and to reverse the 
inhibitory effect of ABA in warm-season C4-grasses (Sar-
ath et al. 2007). Dormancy release in A. fatua caryopses 
by GA3 and KAR1 was related to an increasing content of 
H2O2 and activities of superoxide dismutase and catalase, 
indicating that the ROS homeostasis is probably required for 
germination of these caryopses (Kępczyński 2023). Thus, 
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the cross-talk between NO, ABA and ROS in releasing dor-
mancy and in stimulating germination should be taken into 
account. Regarding the ROS involvement, the idea of an 
“oxidative window” should be referred to with respect to 
establishing a ROS level appropriate for seeds to germinate. 
If the level is too low, the seeds are dormant, whereas a too 
high a level results in damages (Bailey et al. 2008).

To sum up, NO plays an important role as a dormancy 
release inductor in A. fatua caryopses. Various donors 
of NO can be used to remove dormancy in both air-dried 
caryopses or those undergoing initial germination. After-
ripening, which released dormancy of caryopses, intensified 
their response to NO. Effects of NO include also a reduction 
in the ABA content in embryos, without affecting the GAs 
contents, before the caryopsis germination is completed. 
The reversal of the stimulatory effect of NO by PAC was 
related to a reduction of the ABA content without a change 
in the GAs levels. The dormancy release by NO in A. fatua 
caryopses, and possibly in some other grasses, involves a 
decrease of the ABA/GAs ratio by a reduction in the ABA 
content in embryos during early stages of germination, and a 
decreased sensitivity to the hormone. In addition, the stimu-
latory effect of NO on dormancy release involves presum-
ably ROS.

Author contribution statement  JK conceived and designed 
the research, interpreted results and wrote the manuscript. 
AW conducted the physiological experiments. MD carried 
out the analysis of hormones. All the authors read, reviewed 
and approved the manuscript.

Supplementary Information  The online version contains supplemen-
tary material available at https://​doi.​org/​10.​1007/​s00425-​023-​04117-z.

Acknowledgements  We would like to give special thanks to Reviewer 
2 for valuable comments and suggestions. We are indebted to Dr. 
Teresa Radziejewska for linguistic assistance.

Data availability  The data sets generated and/or analysed during the 
current study are available from the corresponding author on reason-
able request.

Declarations 

Conflict of interest  The authors declare that they have no conflict of 
interest.

Open Access  This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article's Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article's Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 

need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

References

Ali F, Qanmber G, Li F, Wang Z (2022) Updated role of ABA in seed 
maturation, dormancy and germination. J Adv Res 35:199–214

Amory AM, Ford L, Pammenter NW, Cressswell CF (1992) The use 
of 3-amino-1.2,4-triazole to investigate the short –term effects of 
oxygen toxicity on carbon assimilation by Pisum sativum seed-
lings. Plant Cell Environ 15:655–663

Andryka-Dudek P, Ciacka K, Wiśniewska A, Bogatek R, Gniazdowska 
A (2019) Nitric oxide-induced dormancy removal of apple 
embryos is linked to alterations in expression of genes encod-
ing ABA and JA biosynthetic or transduction pathways and RNA 
nitration. Int J Mol Sci 20:2–17

Arc E, Sechet J, Corbineau F, Rajjou L, Marion-Poll A (2013) ABA 
crosstalk with ethylene and nitric oxide in seed dormancy and 
germination. Front Plant Sci 4:63

Bailey C, EL-Maarouf-Bouteau H, Corbineau F (2008) From intralel-
lular signaling networks to cell death: the dual role of reactive 
oxygen species in seed physiology. CR Biol 331:806–814

Barrero JN, Talbot MJ, White RG, Jacobsen JV, Gubler F (2009) Ana-
tomical and transcriptomic studies of the coleorhiza reveal the 
importance of this tissue in regulating dormancy in barley. Plant 
Physiol 150:1006–1021

Beligni MV, Lamattina L (2000) Nitric oxide stimulates seed germina-
tion and de-etiolation, and inhibits hypocotyls elongation, three 
light-inducible responses in plants. Planta 210:221

Benech-Arnold R, Rodriquez MV (2018) Pre-harvest sprouting and 
grain dormancy in Sorghum bicolor. What have we learned? Front 
Plant Sci 9:811

Bethke PC, Gubler F, Jacobsen JV, Jones RL (2004) Dormancy of 
Arabidopsis seeds and barley grains can be broken by nitric oxide. 
Planta 219:847–855

Bethke PC, Libourel IGL, Jones RL (2006) Nitric oxide reduces seed 
dormancy in Arabidopsis. J Exp Bot 57:517–526

Bethke PC, Libourel IGL, Jones RL (2007) Nitric oxide in seed dor-
mancy and germination. Annu Plant Rev 27:153–175

Bewley JD, Bradford KJ, Hilhorst HWM, Nonogaki H (2013) Germi-
nation. In: Bewley JD, Bradford KJ, Hilhorst HWM, Nonogaki 
H (eds) Physiology of development, germination and dormancy. 
Springer, New York, pp 133–181

Cantrel C, Vazquez T, Puyaubert J, Reze N, Lesch M, Kaiser WM, 
Dutilleul Ch, Guillas I, Zachowski A, Baudouin E (2010) Nitric 
oxide participates in cold-responsive phosphosphingolipid forma-
tion and gene expression in Arabidopsis thaliana. New Phytol 
189:415–427

Carrillo-Barral N, Rodriguez-Gacio MC, Matilla AJ (2020) Delay 
ofgermination-1 (DOG1): A key to understanding seed dormancy. 
Plants 9:480

Cembrowska-Lech D, Kępczyński J (2016) Gibberellin-like effects of 
KAR1 on dormancy release of Avena fatua caryopses include par-
ticipation of non-enzymatic antioxidants and cell cycle activation 
in embryos. Planta 243:531–548

Cohn MA, Castle L (1984) Dormancy in red rice. IV. Response of 
unimbibed and imbibing seeds to nitrogen dioxide. Physiol Plant 
60:552–556

Corbineau F, Xia Q, Bailey C, El-Maarouf-Bouteau H (2014) Ethylene, 
a key factor in the regulation of seed dormancy. Front Plant Sci 
5:539

Desta B, Amare G (2021) Paclobutrazol as a plant growth regulator. 
Chem Biol Technol Agric 8:1

https://doi.org/10.1007/s00425-023-04117-z
http://creativecommons.org/licenses/by/4.0/


	 Planta (2023) 257:101

1 3

101  Page 10 of 10

Dey T, Das S, Majumdar A, Kar RK (2021) Apoplastic reactive oxygen 
species mediated escape growth of root during illumination in 
Vigna radiata (L.) Wilczek seedlings. Acta Physiol Plant 43:145

Dziurka K, Dziurka M, Warchoł M, Czyczyło-Mysza I, Marcińska 
I, Noga A, Kapłoniak K, Skrzypek E (2019) Endogenous phy-
tohormone profile during oat (Avena sativa L.) haploid embryo 
development. Vitro Cell Dev Biol Plant 55:221–229

Feurtado JA, Kernode AR (2007) E merging of paths: abscisic acid and 
hormonal cross-talk in the control of seed dormancy maintenance 
and alleviation. In: Bradford K, Nonogaki H (eds) Seed develop-
ment, dormancy and germination. Blackwell, Oxford, pp 176–223

Frey A, Effroy D, Lefebvre V, Seo M, Perreau F, Berger A, Sechet J, To 
A, North HM, Marion-Poll A (2012) Epoxycarotenoid cleavage by 
NCDE5 fine-tunes ABA accumulation and affects seed dormancy 
and drought tolerance with other NCED family members. Plant 
J 70:501–512

Gazara R, de Oliveira EAG, Rodrigues BC, da Fonseca RN, Oliveira 
AEA, Venancio TM (2019) Transcriptional landscape of soybean 
(Glycine max) embryonic axes during germination in the pres-
ence of paclobutrazol, a gibberellin biosynthesis inhibitor. Sci 
Rep 9:9601

Gniazdowska A, Dobrzyńska U, Babańczyk T, Bogatek R (2007) 
Breaking of apple embryo dormancy by nitric oxide involves the 
stimulation of ethylene production. Planta 225:1051–1057

Holloway T, Steinbrecher T, Perez M, Seville A, Stock D, Nakabashi K, 
Leubner-Metzger G (2020) Coleorhiza-enforced seed dormancy: 
a novel mechanism to control germination in grasses. New Phytol 
229:2179–2191

Ishibashi Y, Aoki N, Kas S, Sakamoto M, Kai K, Tomokiyo R, Watabe 
G, Yuasa T, Iwaya-Inoue M (2017) The interrelationship between 
abscisic acid and reactive oxygen species plays a key role in barley 
seed dormancy and germination. Front Plant Sci 8:275

Jacobsen JV, Pearce DW, Poole AT, Pharis RP, Mander LN (2002) 
Abscisic acid, phaseic acid and gibberellin contents associ-
ated with dormancy and germination in barley. Physiol Plant 
115:428–441

Jacobsen JV, Barrero JM, Hughes T, Julkowska M, Taylor JM, Xu Q, 
Gubler F (2013) Roles for blue light, jasmonate and nitric oxide 
in the regulation of dormancy and germination in wheat grain 
(Triticum aestivum L.). Planta 238:121–138

Kępczyński J (2018) Induction of agricultural weed seed germination 
by smoke and smoke-derived karrikin (KAR1), with a particular 
reference to Avena fatua L. Acta Physiol Plant 40:87

Kępczyński J (2023) Induction of dormancy release in agricultural 
weed seeds by plant-derived smoke and smoke-derived Karrikin 
1(KAR1) A relationship with plant hormones. In: Soumya M, 
Aftab T (eds) Strigolactones, karrikins and alkamides in plants. 
Taylor & Francis, Boca Raton, FL, USA, pp 225–240

Kępczyński J, Cembrowska-Lech D (2018) Application of flow cytom-
etry with a fluorescent dye to measurement of intracellular nitric 
oxide in plant cells. Planta 248:279–291

Kępczyński J, Kępczyńska E (1997) Ethylene in seed dormancy and 
germination. Physiol Plant 101:720–726

Kępczyński J, Sznigir P (2014) Participation of GA3, ethylene, NO 
and HCN in germination of Amaranthus retroflexus L. seeds with 
various dormancy levels. Acta Physiol Plant 36:1463–1472

Kępczyński J, Wójcik A, Dziurka M (2021) Avena fatua caryopsis 
dormancy release is associated with changes in KAR1 and ABA 
sensitivity as well as with ABA reduction in coleorhiza and radi-
cle. Planta 253:52

Kumar S, Hirani AH, Asif M, Goyal A (2013) Molecular mechanism 
controlling dormancy and germination in barley. In: Goyal A, Asif 
M (eds) Crop production. ISBN, pp 69–98

Kumar SPJ, Chintagunta AD, Reddy M, Rajjou L, Garlapati VK, 
Agarwal DK, Prasaad SR, Simal-Gandra J (2021) Implication 
of reactive oxygen and nitrogen species in seed physiology for 

sustainable crop productivity under changing climate conditions. 
Curr Plant Biol 26:1–10

Liu Y, Shi L, Ye N, Liu R, Jia W, Zhang J (2009) Nitric oxide-induced 
rapid decrease of abscisic acid concentration is required in break-
ing seed dormancy in Arabidopsis. New Phytol 183:1030–1042

Liu Y, Ye N, Liu R, Chen M, Zhang J (2010) H2 O2 mediates the regu-
lation of ABA catabolism and GA biosynthesis in Arabidopsis 
seed dormancy and germination. J Exp Bot 61:2979–2990

Liu A, Gao F, Kanno Y, Jordan MC, Kamiya Y, Seo M, Ayele B (2013) 
Regulation of wheat seed dormancy by after-ripening is mediated 
by specific transcriptional switches that induce changes in seed 
hormone metabolism and signaling. PLoS ONE 8(2):e56570

Matilla AJ, Carrillo-Barral N, Rodríguez-Gacio MC (2015) An uptake 
on the role of NCED and CYP707A ABA metabolism genes in 
seed dormancy induction and the response to after-ripening and 
nitrate. J Plant Growth Regul 34:274–293

Nagar S, Singh VP, Arora A, Dhakar R, Singh N, Singh DP, Meena 
S, Kumar S, Ramakrishnan RS (2021) understanding the role of 
gibberellic acid and paclobutrazol in terminal heat stress tolerance 
in wheat. Front Plant Sci 12:692252

Rodríguez MV, Barrero JM, Corbineau F, Gubler F, Benech-Arnold RL 
(2015) Dormancy in cereals (not too much, not so little): about the 
mechanisms behind this trait. Seed Sci Res 25:99–119

Rodríguez-Gacio MC, Matilla-Vázquez MA, Matilla AJ (2009) Seed 
dormancy and ABA signaling. Plant Signal Behav 4:1035–1048

Ruduś I, Cembrowska-Lech D, Jaworska A, Kępczyński J (2019) 
Involvement of ethylene biosynthesis and perception during ger-
mination of dormant Avena fatua L. caryopses induced by KAR1 
or GA3. Planta 249:719–738

Sano N, Marion-Poll A (2021) ABA metabolism and homeostasis in 
seed dormancy and germination. Int J Mol Sci 22:1–26

Sanz L, Albertos P, Mateos I, Sanchez-Vincente I, Lechon T, Fernan-
dez-Marcos M, Lorenzo O (2015) Nitric oxide (NO) and phyto-
hormones crosstalk during early plant development. J Exp Bot 
66:2857–2868

Sarath G, Bethke PC, Jones R, Baird LM, Hou G, Mitchell RB (2006) 
Nitric oxide accelerates seed germination in warm-season grasses. 
Planta 223:1154–1164

Sarath G, Hou G, Baird LM (2007) Reactive oxygen species, ABA and 
nitric oxide interactions on the germination of warm-season C4 
-grasses. Planta 226:697–708

Signorelli S, Considine MJ (2018) Nitric oxide enables germination by 
a four-prolonged attack on ABA-induced seed dormancy. Front 
Plant Sci 9:296

Simpson GM (1990) Seed dormancy in grasses. Cambridge University 
Press, Cambridge

Taiwo FA (2008) Mechanism of tiron as scavenger of superoxide ions 
and free electrons. Spectroscopy 22:491–498

Tuan PA, Kumar R, Rehal PK, Toora PK, Ayle BT (2018) Molecular 
mechanism underlying abscisic acid/gibberellin balance in the 
control of seed dormancy and germination in cereals. Front Plant 
Sci 9:668

Tuttle KM, Martinez SA, Schramm EC, Takebayashi Y, Seo M, Ste-
ber CM (2015) Grain dormancy loss is associated with changes 
in ABA and GA sensitivity and hormone accumulation in bread 
wheat, Triticum aestivum (L.). Seed Sci Res 25:179–193

Yamagushi S, Kamiya Y, Nambara E (2007) Regulation of ABA and 
GA levels during seed development and germination in arabidop-
sis. In: Bradford KJ, Nonogaki H (eds) Seed development, dor-
mancy and germination. Wiley-Blackwell, Hoboken, pp 224–247

Yamasaki H (2000) Nitrite-dependent nitric oxide production path-
way: implications for involvement of active nitrogen species in 
photoinhibition in vivo. Phil Trans R Soc Lond B 355:1477–1488

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


	NO-mediated dormancy release of Avena fatua caryopses is associated with decrease in abscisic acid sensitivity, content and ABAGAs ratios
	Abstract
	Main conclusion 
	Abstract 

	Introduction
	Materials and methods
	Treatment of air-dried caryopses with NO donors
	Treatment of caryopses with NO donors during initial germination
	Applied NO donors: SNP, GSNO and acidified KNO2
	SNP
	GSNO
	KNO2 solution acidified with H2SO4 
	KNO2 solution acidified with HCl 


	Determination of caryopsis germination
	Determination of ABA and GAs contents
	Statistical treatment

	Results
	Effects of SNP and GSNO vapours on germination of dormant caryopses
	Effects of acidified KNO2 vapours on germination of caryopses after various periods of florets after-ripening
	Effects of acidified KNO2 vapours on germination of caryopses in the presence of exogenous ABA and on the ABA and GAs contents in embryos
	Effect of PAC on germination of caryopses treated with vapours from acidified KNO2 and on the ABA and GAs contents in embryos
	Effects of vapours from acidified KNO2 on caryopsis germination in the presence of free-radical scavengers

	Discussion
	Release of caryopsis dormancy by NO and by after-ripening
	NO
	After-ripening
	The relationship between NO and ABA
	The NO relationship with GAs and ABA
	The interaction between NO and ROS scavengers

	Anchor 30
	Acknowledgements 
	References




