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Exogenously applied spermidine alleviates 
hypoxia stress in Phyllostachys praecox seedlings 
via changes in endogenous hormones and gene 
expression
Jianshuang Gao1,2, Shunyao Zhuang1*, Yuhe Zhang1 and Zhuangzhuang Qian1 

Abstract 

Background:  Hypoxia stress is thought to be one of the major abiotic stresses that inhibits the growth and devel-
opment of higher plants. Phyllostachys pracecox is sensitive to oxygen and suffers soil hypoxia during cultivation; 
however, the corresponding solutions to mitigate this stress are still limited in practice. In this study, Spermidine (Spd) 
was tested for regulating the growth of P. praecox seedlings under the hypoxia stress with flooding.

Results:  A batch experiment was carried out in seedlings treated with 1 mM and 2 mM Spd under flooding for 
eight days. Application of 1 mM and 2 mM Spd could alleviate plant growth inhibition and reduce oxidative damage 
from hypoxia stress. Exogenous Spd significantly (P < 0.05) increased proline, soluble protein content, catalase (CAT), 
superoxide dismutase (SOD), and S-adenosylmethionine decarboxylase (SAMDC) activity, enhanced abscisic acid 
(ABA) and indole-3-acetic acid (IAA) content, and reduced ethylene emission, hydrogen peroxide (H2O2), superoxide 
radical (O2

·−) production rate, ACC oxidase (ACO) and ACC synthase (ACS) to protect membranes from lipid peroxida-
tion under flooding. Moreover, exogenous Spd up-regulated the expression of auxin-related genes auxin responsive 
factor1 (ARF1), auxin1 protein (AUX1), auxin2 protein (AUX2), auxin3 protein (AUX3) and auxin4 protein (AUX4), and down-
regulated the expression of ethylene-related ACO and ACS genes during flooding.

Conclusion:  The results indicated that exogenous Spd altered hormone concentrations and the expression of 
hormone-related genes, thereby protecting the bamboo growth under flooding. Our data suggest that Spd can be 
used to reduce hypoxia-induced cell damage and improve the adaptability of P. praecox to flooding stress.

Keywords:  Flooding, Gene expression, Hormone, Hypoxia, Phyllostachys praecox, Spermidine

© The Author(s) 2022. Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which 
permits use, sharing, adaptation, 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/. The Creative Commons Public Domain Dedication waiver (http://​creat​iveco​
mmons.​org/​publi​cdoma​in/​zero/1.​0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Introduction
Hypoxia is a serious impeding factor for plant growth, 
and results in significant yield losses [1]. Hypoxia mainly 
includes flooded hypoxia and non-flooded hypoxia, such 
as soil compaction and mulching [2]. Plants are required 
oxygen for mitochondrial respiration and energy 

production. An unanticipated decline in oxygen avail-
ability (hypoxia), as caused by roots becoming flooded, 
or foliage submergence, triggers physiological changes 
and gene transcription [3]. Flooding stress triggers the 
production of reactive oxygen species (ROS), which 
can increase cell membrane permeability, lipid peroxi-
dation and electrolyte leakage [4]. However, the enzy-
matic defense system composed of different antioxidant 
enzymes, such as superoxide dismutase (SOD), catalase 
(CAT), ascorbate peroxidase (APX), and glutathione 
reductase (GR), actively functions to scavenge ROS and 
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to minimize ROS-caused injuries to biological molecules 
such as proteins, lipids and nucleic acids [5, 6].

Polyamines (PAs) are a class of low-molecular-weight 
aliphatic nitrogenous bases with biological activity, that 
are widely present in bacteria, animals, plants and other 
living organisms [7]. PAs mainly include diamine putres-
cine (Put), triamine spermidine (Spd) and tetraamine 
spermine (Spm), among which Put and Spd exist in all 
organisms, while Spm only exists in prokaryotic bacteria 
and eukaryotes [8, 9]. Studies have shown that polyam-
ines can participate in a variety of metabolic processes 
related to plant growth and development, such as cell 
division and differentiation, root elongation, leaf senes-
cence, programmed cell death, DNA synthesis, and 
transcription of genes [10, 11]. The mechanism of the 
involvement of PAs in plant stress resistance and senes-
cence prevention is that polyamines are closely related 
to hormones, such as auxin, abscisic acid (ABA) and 
ethylene which could adjust cell senescence [12–14]. 
Spd is closely associated with stress tolerance. Previ-
ous studies have shown that the application of Spd can 
enhance plant tolerance to abiotic stresses, such as heavy 
metals, drought, waterlogging and salt stress [11, 13, 15, 
16]. The exogenous application of Spm upregulated the 
antioxidant systems involving SOD, CAT, APX, GR, glu-
tathione S-transferase (GST), and glutathione peroxidase 
(GPX) [17]. Yiu et  al. [18] reported that Spd and Spm 
can maintain the water balance of plant leaves and roots 
under flooding stress. It also significantly delayed the 
loss of chlorophyll, enhanced photosynthesis, reduced 
ROS content, and prevented lipid peroxidation caused 
by flooding. Spd and Spm help maintain the activities 
of antioxidant enzymes under flooding. The protective 
effect of Spd was found to be greater than that of Spm 
[18]. However, the mechanism by which Spd regulates 
antioxidants under flooding conditions is not yet clear, 
and it is worthy of further study.

PA is related to many growth and development pro-
cesses regulated by hormones. Applied with endoge-
nous indole-3-acetic acid (IAA), the content of PAs and 
key enzymes changed significantly, indicating that there 
is a synergistic effect of PAs and auxin on plant growth 
[19, 20]. On the contrary, PAs and ethylene have antag-
onistic effects, in that PAs inhibit cell senescence and 
ethylene promotes senescence [21], because PAs and 
ethylene compete for the common substrate S-adenosyl-
L-methionine (SAM). SAM is converted to ethylene by 
ACC synthase (ACS) and ACC oxidase (ACO) [22]. PAs 
regulate ethylene biosynthesis by inhibiting the accumu-
lation of ACS transcription, and ethylene is an effective 
inhibitor of arginine decarboxylase (ADC) and S-adeno-
sylmethionine decarboxylase (SAMDC) [23]. SAMDC is 
a key enzyme in the synthesis of Spd and Spm [24].

There is a complex network of cross-talk between 
PAs, ABA and nitric oxide (NO) [11]. For instance, large 
amounts of ABA are induced to activate downstream 
gene expression and other physiological responses 
under flooding [25]. A previous study showed that ABA 
increased the content of PAs (Put, Spd, and Spm) in 
grapes and activated the polyamine oxidation pathway, 
leading to stomatal closure [26]. On the other hand, some 
studies have shown that ABA has a certain inhibitory 
effect on the amount of PAs in plant tissues [27]. Alcázar 
et  al. found that PAs regulate stomatal responses by 
inducing closure and reducing aperture, partly via inter-
action with ABA and NO [28].

Phyllostachys praecox f. is a monoaxial scattered bam-
boo species of the genus Phyllostachys sub-family of 
Gramineae. The shoots of P. praecox are delicious in 
taste, high in nutritional value, early in budding, long in 
duration, high in yield and low in planting cost. Taking 
Lin’an City, Zhejiang Province of China as an example, 
the planting area of P. praecox was 3,133 hectares, with 
an output value of 578 million RMB (almost 1 billion dol-
lar) in 2012. It has been widely promoted and cultivated 
in most Southern provinces of China [29]. Due to the 
high level of rainfall in southern China, the roots of the P. 
praecox are susceptible to flooding and thus oxygen dep-
rivation. It is therefore necessary to determine the molec-
ular mechanisms of adaptation to hypoxia and the role 
of Spd in regulating P. praecox hypoxia so that it can be 
applied in practical production. Therefore, the objectives 
of this study were to test the following hypotheses: (1) 
exogenous Spd can alleviate growth inhibition and oxida-
tive damage of P. praecox under soil hypoxia stress; and 
(2) the cross-talk between Spd and hormones triggers 
the expression of related genes, and initiates downstream 
protective mechanisms. This study could provide a ref-
erence for illustrating the stress resistance mechanism 
of P. praecox under soil hypoxia, and help develop more 
stress-tolerant varieties to meet a sustainable production.

Results
Plant growth effects following flooding
The bamboo leaf length (LL) and area (LA) following 
treatment with Spd are shown in Fig. 1. After 8 d of incu-
bation, the LL and LA were obviously reduced in com-
parison with the control. Exogenous Spd application 
alleviated the LL and LA reduction under flooding, and 
increased the leaf size to some extent (Fig. 1).

Osmotic adjustment substances
After 2 d, the proline and soluble protein content of 
leaves under flooding condition were significantly 
increased compared with the control (Fig.  2). And Spd 
application significantly (P < 0.05) increased soluble 
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protein content compared with that of flooding (Fig. 2b). 
After 8 days, the proline content and soluble protein con-
tent of flooding were significantly improved (P < 0.05) 
than that of the control. 2 mM Spd significantly increased 
proline and soluble protein content compared with flood-
ing treatment.

ROS and membrane damage affected by flooding
After 8 h, flooding significantly (P < 0.05) increased O2

·− 
production rate and H2O2 content by 11.8% and 67.9%, 
respectively, compared to the control. While exogenous 
Spd decreased O2

·− production rate and H2O2 content 
under flooded conditions. After 8 d, flooding increased 
H2O2 content and O2

·− production rate compared with 
the control. However, the addition of Spd significantly 
(P < 0.05) reduced H2O2 content and O2

·− production 
rate compared with the flooding groups (Fig. 3a, b). The 
results indicated Spd played a role in controlling ROS 
homeostasis in flood-stressed plants.

With the extension of flooding time, the concentra-
tion of MDA increased and was higher than that of the 
control. After 8 d of flooding, the MDA concentrations 

increased by 123.5% (Fig.  3c), compared with control 
(CK) plants. However, MDA content was also found to be 
significantly (P < 0.05) decreased in flooding + 1 mM Spd 
(52%) and flooding + 2 mM Spd treatments (18.6%), com-
pared with flooding treatment alone (Fig. 3c). There was 
no significant difference (P < 0.05) between Spd treatment 
groups and CK. These results indicate that exogenous 
Spd caused a significant (P < 0.05) decrease in the con-
centration of MDA under flooding treatment.

Effect of flooding on activity of stress‑related enzymes
After 2 d, flooding significantly (P < 0.05) decreased CAT 
activity but increased SOD activity (Fig.  4). After 8 d, 
flooding significantly (P < 0.05) reduced CAT and SOD 
activity by 28.2% and 23.3%, respectively. Exogenous Spd 
significantly (P < 0.05) increased the activities of CAT and 
SOD. Furthermore, with increased Spd concentrations, 
SOD activity decreased at 8 d (Fig. 4b).

After 2 d, flooding significantly (P < 0.05) increased 
SAMDC activity (Fig. 5a). During the 4–8 days of flood-
ing, SAMDC activity in leaves decreased significantly 
(P < 0.05) under flooding, whereas exogenous Spd 

Fig. 1  Effects of exogenous Spd application on leaf length and area of P. praecox after 8 d of flooding. Vertical bars represent ± the standard error of 
the mean (n = 5, n represents the biological replicates). Values for the same day followed by different letters are significantly different (P < 0.05)

Fig. 2  Effects of exogenous Spd application on proline a and soluble protein b content of leaves in P. praecox under flooding for the indicated 
duration. Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day followed by 
different letters are significantly different (P < 0.05)
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application increased the SAMDC activity under flood-
ing (Table  1). There was no significant (P < 0.05) differ-
ence between flooding + 1 mM Spd and flooding + 2 mM 
Spd treatments.

Nitrate reductase (NR) activity in leaves first 
increased and then decreased gradually throughout 

the experimental period following flooding. Compared 
with the flooded group, NR activity of 1 mM Spd treat-
ment decreased significantly (P < 0.05) by 33% on the 
2nd, but the decrease rate decreased with the time to 
4% on the 8th day. Furthermore, with increased Spd 

Fig. 3  Effects of exogenous Spd application on O2
·− production rate a, H2O2 b and MDA c content of leaves in P. praecox under flooding for the 

indicated duration. Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day 
followed by different letters are significantly different (P < 0.05)

Fig. 4  Effects of exogenous Spd application on CAT a and SOD b activities of leaves in P. praecox under flooding for the indicated duration. Vertical 
bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day followed by different letters 
are significantly different (P < 0.05)
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concentrations, NR activity decreased throughout the 
experimental period (Fig. 5b).

ACO and ACSactivities of leaves in P. praecox under 
flooding significantly (P<0.05) improved (Fig.  6). After 
4 d flooding treatment, the ACO and ACS activities 
were increased by 44.3% and 40.4%, respectively, com-
pared with control plants. Furthermore, as the concen-
tration of Spd increased, the activity of ACS decreased 
(Fig.  6b). However, no significant difference (P < 0.05) 
in ACO activity was observed in the plants with 1  mM 
Spd + flooding and 2  mM Spd + flooding treatments 
(Fig. 6a).

Effect of flooding on hormone content
Flooding increased ABA content during the 2–6 days of 
the experiment and exogenous Spd increased ABA con-
tent compared to the flooding (Fig. 7a). With the increase 
in Spd concentration, the ABA content increased as well. 
After 8 d flooding treatment, the ABA content was sig-
nificantly (P < 0.05) decreased compared with that of con-
trol, and Spd improved ABA content to the control level.

After two days of flooding stress, IAA concentrations 
increased compared with the control (Fig.  7b). Exog-
enous Spd increased IAA content under flooding. After 
8 d flooding treatment, there was an obvious decrease in 
IAA content compared with the control. However, the 
IAA concentration was increased by Spd treatment, and 
it increased with the increase in Spd concentration.

Flooding increased ethylene emission during the exper-
iment, but exogenous Spd decreased ethylene emission 
(Fig. 7c). The ethylene emission of leaves increased first 
and then decreased with time. After 8 d of flooding treat-
ment, the ethylene emission was significantly (P < 0.05) 
increased compared with that of the control, and Spd 
application significantly (P < 0.05) reduced it under 

flooding. There was no significant difference between 
1  mM Spd and 2  mM Spd treatment under flooding 
conditions.

Effect of flooding on relative gene expression
Expression of ACS and ACO first increased and then 
decreased during the course of the experiment (Fig.  8). 
After 4 d of flooding treatment, expression of ACS and 
ACO in leaves under flooding were significantly (P < 0.05) 
up-regulated to 87.3% and 29.6% of the controls, respec-
tively. On the other hand, exogenous Spd treatment 
down-regulated ACO and ACS gene expression after 4 d 
and 8 d flooding treatment.

Expression of AUX2, AUX3 and AUX4 increased and 
then decreased during the experiment. After 4 d flood-
ing treatment, expression of AUX1, AUX2, AUX3, and 
AUX4 was significantly (P < 0.05) reduced to 76.9%, 
59.1%, 88.3%, and 90.6% compared with the controls, 
respectively (Fig. 9a-d). Treatment with flooding + 2 mM 
Spd significantly (P < 0.05) up-regulated expression of 
AUX1 and AUX2, and 1 mM Spd did not alter the expres-
sion under flooding at 4 d (Fig. 9a, b). After 8 d, with the 
increase in Spd concentration, AUX1 expression was also 
up-regulated (Fig. 9a). There was no significant (P < 0.05) 
difference in AUX2 expression between flooding + 1 mM 
and flooding + 2 mM Spd plants (Fig. 9b). Exogenous Spd 
at 2 mM up-regulated the expression of AUX3 and AUX4 
under flooding. Treatment with 1 mM Spd did not signif-
icantly (P < 0.05) alter the expression of AUX3 and AUX4 
under flooding after 8 d (Fig. 9c, d).

In the control treatments, expression of ARF1 first 
increased and then decreased. Flooding caused a sharp 
down-regulation in ARF1 expression, when compared 
with the control. After 4 d flooding treatment, the 
expression of ARF1 was down-regulated by 44.8% com-
pared with control (Fig. 9e). After 8 d, ARF1 expression 

Fig. 5  Effects of exogenous Spd application on SAMDC a and NR b activities of leaves in P. praecox under flooding for the indicated duration. 
Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day followed by different 
letters are significantly different (P < 0.05)
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Fig. 6  Effects of exogenous Spd application on ACO (a) and ACS (b) activities of leaves in P. praecox under flooding for the indicated duration. 
Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day followed by different 
letters are significantly different (P < 0.05)

Fig. 7  Effects of exogenous Spd application on ABA a and IAA b content, ethylene emission c of leaves in P. praecox under flooding for the 
indicated duration. Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day 
followed by different letters are significantly different (P < 0.05)
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decreased overall. However, exogenous Spd up-regulated 
the expression of ARF1 under flooding and reached the 
control levels. There was no significant (P < 0.05) differ-
ence between expression of ARF1 in flooding + 1  mM 
Spd and flooding + 2 mM Spd treatments.

Discussion
As aerobic organisms, plants need oxygen (O2) to sup-
port respiration, metabolism and growth. Plants fre-
quently suffer from hypoxic stress due to the low O2 
concentration that is caused by long-term flooding, 
waterlogging, soil compaction or soil cover management 
[2, 30]. Hypoxia triggers plant physiological changes and 
gene expression [3]. In our study, flooding was shown 
to inhibit the leaf length and leaf area in Phyllostachys 
praecox, as expected. Exogenous Spd alleviated bamboo 
growth inhibition with flooding (Fig.  1). This was con-
sistent with the result that Spd alleviated the inhibition 
of soybean seedling growth under excess soil moisture 
[31]. Zhang et  al. also found exogenous Spd attenuated 
iso-osmotic salt stress-induced reductions in growth 
parameters [32].At the same time, in order to adapt to 
flooding stress, plants would synthesize proline, solu-
ble protein and other osmotic adjustment substances in 
a short period of time [33]. In the present study, proline 
and soluble proteins content were markedly increased 
after flooding. 2  mM Spd increased the content of pro-
line and soluble protein furthermore (Fig.  2; Table  1). 
Because enhanced proline was a scavenger of ·HO and 
singlet oxygen, it can reduce stress-induced cell acidifi-
cation to protect cell membrane and metabolic function 
[34, 35]. Tanou et al. [36] suggested that high proline con-
tent achieved by polyamine application results from the 
changes in its gene expression.

Flooding triggered overproduction of ROS, whose 
accumulation causes indirect or direct oxidative damage 
to the plants exposed to stresses, thus causing significant 
damages to cellular constituents, especially membrane 
lipids [37, 38]. Here we also found that flooding stimu-
lated plants to produce more ROS, such as H2O2 content 
and O2

·− generation rate (Fig.  3a, 3b; Table  1). Interest-
ingly, exogenous Spd increased H2O2 content after 4d of 
flooding. This may be because Spd induced the expres-
sion of RBOH (respiratory burst oxidase homolog) and 
the accumulation of H2O2 in leaves. The same phenom-
enon has been found in cucumbers. Zhang [39] found 
that RBOH-dependent H2O2 mediated the Spd-induced 
autophagy and salt tolerance in cucumber. With time 
under flooding, O2

·− generation rate, H2O2 and MDA 
content increased. The application of Spd reduced the 
MDA content and ROS lever, indicating that Spd can 
reduce the oxidative stress caused by flooding (Fig.  3; 
Table 1). This is in accordance with that reported by Hus-
sain et  al. [40], where Spd reduced MDA content and 
ROS concentrations in Brassica juncea leaves. The MDA 
content is a marker of cell membrane lipid peroxida-
tion. Hence, the increases in MDA content of flooding 
indicates the presence of oxidative stress derived from 
the overproduction of ROS [41]; Spd supple-mentation 
reduced lipid peroxidation [42]. To eliminate excessive 
H2O2 and O2

·−, plants regulate SOD and CAT activities 
to protect against flooding stress [43]. SOD is the only 
enzyme able to remove O2

·− [44]. The main role of CAT 
is to remove H2O2, which CAT converts H2O2 to H2O 
[45]. We found that SOD activity increased first and then 
decreased after flooding, which was due to self-defense 
mechanism. Flooding significantly decreased CAT 
activity, but CAT and SOD activities were significantly 

Fig. 8  Effects of exogenous Spd application on the relative expression of ACS a and ACO b in leaves of P. praecox under flooding for 0, 4 d and 8 d. 
Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same day followed by different 
letters are significantly different (P < 0.05)
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Fig. 9  Effects of exogenous Spd application on the relative expression of AUX1 a, AUX2 b, AUX3 c, AUX4 d, and ARF1 e in leaves of P. praecox under 
flooding for 0, 4 d and 8 d. Vertical bars represent ± the standard error of the mean (n = 5, n represents the biological replicates). Values for the same 
day followed by different letters are significantly different (P < 0.05)
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improved after Spd treatment (Fig.  4; Table  1). It may 
be that Spd regulated enzymatic activities by scaveng-
ing free radicals. The results were consistent with those 
of alfalfa [43]. Spd application enhanced SOD and CAT 
activities in alfalfa under salt stress, so as to maintain low 
MDA and ROS levels, thus alleviating cell damage caused 
by salt stress.

SAMDC is the rate-limiting enzyme in the synthesis of 
Spd and Spm in plants [24]. SAMDC alleviates the nega-
tive effects of salt stress by inhibiting chlorophyll degra-
dation, maintaining the integrity of chloroplast structural, 
enhancing the photosynthetic rate and increasing the 
capacity of the enzymatic and non-enzymatic antioxidant 
system to mitigate oxidative damage [39, 46, 47]. Stud-
ies have reported that after 6 h of drought stress, the PA 
content in CaSAMDC-overexpressing transgenic Arabi-
dopsis increased, and the accumulation of ROS in cells 
decreased significantly [48]. In the present study, flood-
ing induced an increase in SAMDC activity after 2 d. In 
the middle and late stages of the experiment, SAMDC 
activity decreased significantly (P < 0.05) under flood-
ing (Fig. 5a; Table 1). The transient increase in SAMDC 
activity may lead to an increase in PA content to protect 
bamboo from flooding stress. However, as the degree of 
stress increases, a large amount of ethylene is synthesized 
in plants. Therefore, it is possible that the concentrations 
of Spd and Spm that share a common precursor (SAM) 
with ethylene decreased, and the activity of SAMDC 
therefore decreased. We found that after exogenous Spd 
application, the SAMDC activity increased significantly 
(P < 0.05) and the ACS and ACO activities and gene 
expression decreased. This may be because exogenous 
Spd led to an increase in the content of endogenous Spd 
and Spm in bamboo. The increase in SAMDC activ-
ity may accelerate the conversion of free Put to Spd and 
Spm, and then the conversion of free Spd to Spm, while 
reducing the ethylene content. This hypothesis is consist-
ent with previous studies, where Hu et al. [49] found that 
exogenous Spd significantly improved Spd and Spm con-
tent, and enhanced SAMDC activity under salt stress.

Nitric oxide plays a key role as an intra- and intercel-
lular messenger, inducing various processes in plants, 
including the expression of related genes and pro-
grammed cell death, stomatal closure, seed germina-
tion, cadmium toxicity and root development [50, 51]. 
The source of NO in plants is very rich, and it is mainly 
produced through the activities of NO synthase (NOS) 
and nitrate reductase (NR). NR is a cytosolic enzyme 
that catalyzes NADH-dependent nitrate reduction into 
nitrite. Nitrate reduction may contribute to cellular 
acclimation to low oxygen deprivation by regenerating 
NAD+ from NADH. Accordingly, species tolerant to 
oxygen deprivation exhibit higher NR activity than sensi-
tive ones [30]. In the present study, we found that flood-
ing significantly (P < 0.05) improved the NR activity of 
leaves (Fig. 5b, Table 1). Both in tobacco and in tomato, 
it has been shown that the absence or the decrease in NR 
activity in transgenic plants or the addition of tungstate 
(a potent inhibitor of NR activity) enhances the symp-
toms of hypoxia. These symptoms are accompanied by 
a reduction in plant growth [52, 53]. We also found that 
exogenous Spd decreased NR activity under flooding 
conditions. Furthermore, with the increase of Spd con-
centration, NR activity decreased significantly (P < 0.05) 
(Fig. 5b, Table 1). It might be possible that PAs promote 
the interaction between NO and 14–3-3 proteins to 
inhibit NR [54]. Mahadi [55] found that Spm-induced 
NO is involved in HSP70 expression, which may function 
in HSP accumulation, stabilisation of denatured proteins 
and accurate protein-folding in wheat seedlings under 
Se-induced oxidative stress.

Polyamines are often regarded as second messengers of 
plant growth regulators or plant hormones [56]. S-aden-
osylmethionine (SAM) is a common precursor in the bio-
synthesis pathway of polyamines and ethylene. Therefore, 
there may be different interactions between polyamines 
and ethylene in cells [23]. One possible interaction is the 
mutually antagonistic relationship, and the other is that 
there is no antagonistic relationship between the two. 
ACS and ACO activities are generally the rate-limiting 

Table 2  The F value is obtained from the analysis of variance (ANOVA) on the data of the relative gene expressions in the leaves when 
different levels of exogenous spd were applied under flooding

Source of variation df ACS ACO ARF1 AUX1 AUX2 AUX3 AUX4

water 1 1583.22*** 49.40*** 16.67** 344.76*** 319.37*** 113.11*** 352.88***

time 2 240.66*** 343.05 *** 245.44*** 189.58*** 452.16*** 81.59*** 343.17***

1 mM Spd 1 1092.56*** 253.07*** 37.40*** 104.64*** 11.71** 206.75*** 129.63***

2 mM Spd 1 320.34*** 397.77*** 87.60*** 97.97*** 40.37*** 145.08*** 229.10***

water × time 2 438.82*** 24.52*** 5.83* 90.95*** 84.45*** 81.05*** 228.03***

1 mM Spd × time 2 315.96*** 199.93*** 16.50*** 55.89*** 2.96** 129.04*** 99.35***

2 mM Spd × time 2 101.06*** 183.31*** 44.06*** 24.60*** 11.98*** 43.26*** 84.34***



Page 11 of 16Gao et al. BMC Plant Biology          (2022) 22:200 	

step in the ethylene biosynthetic pathway [57]. In the pre-
sent study, we found that flooding significantly (P < 0.05) 
increased ethylene emission, enzyme activities and 
expression of ACS and ACO, which were significantly 
(P < 0.05) decreased by Spd (Fig.  6, 7c, 8; Table  1, 2). 
Moreover, ACS is more sensitive to flooding stress than 
ACO (Table  1, 2). It indicates that Spd regulated ethyl-
ene synthesis to mitigate flooding damage. These results 
are similar to those of previous studies [58, 59]. Polyam-
ines are involved in the regulation of the expression of 
ACS [60]. The production of ethylene can be affected by 
the regulation of ACC synthase and ACC oxidase; at the 
same time, ethylene can also affect the amount of poly-
amines in tissues by inhibiting the activity of polyamine 
synthases such as ADC [23].

ABA has regarded as one of the main internal plant 
signals that trigger the various acclimations that plants 
undergo when exposed to flooding [61, 62]. ABA seems 
to play a predominant role in the conversion of environ-
mental signals into changes in the gene expression of 
plants [63, 64]. On the other hand, increasing evidence 
indicates that ABA interacts with membrane phospho-
lipids to stabilize the membranes under stress condi-
tions [65, 66], and it plays a role in the enhancement of 
tolerance to oxidative stress by increasing the activity of 
antioxidant enzymes [67, 68]. In the study, ABA content 
increased in the early stages of flooding. Exogenous Spd 
increased ABA content under flooding stress in the ini-
tial stages. With the increase of exogenous Spd concen-
tration, the ABA content also increased (Fig. 7a; Table 1). 
This is consistent with previous studies. Tajti et  al. [69] 
also found that ABA accumulation in Spd-treated plants. 
In addition, after 8 d flooding, ABA content of flooded 
plants significantly (P < 0.05) decreased compared with 
controls (Fig.  7a; Table  1). This is probably due to the 
increase in membrane permeability and cell function 
damage by the prolonged flooding time. The rate of ABA 
catabolism was higher than its rate of synthesis, which 
led to a decrease in the ABA content. It is consistent with 
previous studies. For example, ABA was also found to 
decrease greatly in the roots of tomato and Ricinus com-
munis under soil flooding [70, 71].

It is well known that IAA can promote plant growth. At 
the beginning of flooding, the content of IAA increased 
in bamboo tissues. The increase of auxin content at the 
early stage of flooding is beneficial to the initiation of 
stem elongation, leaf growth and oxygen transport [72, 
73]. Similarly, we found that IAA content increased dur-
ing 2–4 d of flooding. However, we also noted a signifi-
cant (P < 0.05) decrease in IAA content on the sixth and 
eighth day after flooding (Fig. 7b; Table 1). This is prob-
ably because in the late stages of flooding, photosynthe-
sis of P. praecox was severely blocked, membrane lipid 

peroxidation was severe, and cellular structures were 
destroyed; thus, the bamboo could not provide energy 
and substances to meet the needs of IAA synthesis. In our 
study, exogenous Spd significantly (P < 0.05) increased 
IAA content of bamboo under flooding (Fig. 5b; Table 1). 
This may be a protection mechanism for plants to adapt 
to the flooded environment. Li et al. [74] suggested that 
drought stress significantly increased the ABA, methyl 
jasmonate (MeJA) and salicylic acid (SA) concentrations, 
and notably decreased the IAA, gibberellins (GA3) and 
zeatin-riboside (ZR) concentrations in maize seedlings.

Many auxin-related genes participate in plant develop-
ment by regulating the auxin balance in processes such 
as cell division and elongation, morphogenesis of roots 
and stems, apical dominance, and plant leaf bud and 
fruit development [75, 76]. Some genes, such as auxin/
indole-3-Acetic Acid (Aux/IAA) are responsive to auxin 
stimulation in the early stage of auxin signal transduc-
tion [77]. Auxin signaling involves the regulation of gene 
expression by AUXIN RESPONSE FACTORS (ARFs) 
and their inhibition by Aux/IAA proteins [78]. ARFs 
can initiate or inhibit the expression of primary early 
auxin response genes by specifically binding to the auxin 
response elements (AuxREs) in the promoter part [79], 
and participate in different growth processes of plants. 
In Arabidopsis, the ARF protein family is divided into 
two categories: transcription activator and transcription 
repressor [80]. So far, only ARF2, ARF3, ARF4 and ARF9 
proteins have been proved to have transcriptional inhi-
bition through plant protoplast transformation experi-
ments [81].

There is evidence that the expression of ARF is affected 
by environmental or hormonal signals. For example, as 
the degree of leaf senescence deepens, the expression of 
ARF2 increased, while that of ARF1 decreased in Arabi-
dopsis leaves [82]. Similarly, we found that flooding sig-
nificantly (P < 0.05) decreased ARF1 expression of leaves 
and Spd application up-regulated ARF1 gene expression 
under flooding (Fig.  9e; Table  2). It was suggested that 
ARF1 was likely to be a transcription activator. It has 
been reported that AUX1 is an auxin uptake carrier [83]. 
AUX1 could directly be involved in induction of ROS 
signaling via the H2O2-mediated pathway, which pre-
vents further increase in oxidative damage. Alternatively, 
AUX1 could indirectly influence cell elongation and cell 
division by regulating auxin levels and the auxin signal-
ing network, in turn controlling the root growth under 
stress [84]. The present study showed that the expres-
sion of AUX1, AUX2, AUX3 and AUX4 genes of bamboo 
under flooding was significantly (P < 0.05) reduced, and 
AUX1, AUX2 and AUX4 were more sensitive to flooding 
(Table 2), while exogenous Spd up-regulated the expres-
sion of these genes (Fig. 9a-d; Table 2). This may be due 
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to the synergistic effect of spermidine and IAA to allevi-
ate the damage caused by flooding stress.

Conclusions
Soil hypoxia induced the growth and membrane lipid 
injury in P. praecox leaves. Exogenous application of 
Spd enhanced the tolerance against hypoxia by increas-
ing proline, soluble protein content, CAT, SOD, SAMDC 
activity, IAA and ABA concentrations, up-regulating 
expression of auxin-related genes (ARF1, AUX1, AUX2, 
AUX3 and AUX4), reducing ethylene emission, the 
activity of ethylene-related enzymes and genes (ACS 
and ACO), and decreasing H2O2 content, O2

·− produc-
tion rate and NR activity, thereby enhancing the ability 
of P. praecox to maintain the stability of cell membrane 
structure. These results supported our hypothesis that 
exogenous Spd can alleviate growth inhibition and oxida-
tive damage of P. praecox under soil hypoxia stress and 
the cross-talk between Spd and hormones triggers the 
expression of related genes, and initiates downstream 
protective mechanisms. Overall, Spd could increase P. 
praecox adaptability to flooding stress that may be use-
ful for the sustainable production of bamboo in practice. 
2 mM Spd is more effective in relieving flooding, which 
can be sprayed at this concentration in the field under 
flooding condition.

Materials and methods
Plant material and experimental design
The annual seedlings of P. praecox were selected as 
experiment materials. In May 2020, the rhizome of P. 
praecox was completely taken out from the Panmugang 
base of Zhejiang Agriculture and Forestry University, 
China. The formal identifications of all samples were 
undertaken by Professor Renyi Gui (Zhejiang Agriculture 
and Forestry University). The voucher specimens were 
deposited at the herbarium of Zhejiang Agriculture and 
Forestry University (Hangzhou, China) under deposition 
number of 08,003. The selected bamboo seedlings were 
same in size and height, and had a complete structure. P. 
praecox has three to four young shoots and healthy roots. 
The seedlings were washed with tap water, and then 
rinsed twice with distilled water. Each seedling was trans-
planted into a plastic flowerpot with a height of 22  cm, 
diameter of 23 cm, and a hole at the bottom. A tray was 
placed at the bottom of the flowerpot. The soil used in 
the plastic pot was a mixture of 75% garden soil and 25% 
nutrient substrate. Basic soil information is as follows: 
pH 4.55, total nitrogen 1.58  g/kg, NH4-N, 7.43  mg/kg, 
NO3-N 33.60  mg/kg, total phosphorus 0.65  g/kg, avail-
able phosphorus 128.33 mg/kg; total potassium 16.38 g/
kg, available potassium 705.28  mg/kg. The flowerpots 

were transferred to the greenhouse (N 30°23′, E 119°72′) 
of Zhejiang Agriculture and Forestry University with 
controlled conditions. The temperature in the green-
house was controlled at 25–30  °C/15–18  °C for day/
night, and the humidity was controlled at 60–75%. Half-
strength nutrient solution was applied at the recovering 
stage. After one month, all bamboo leaves expanded and 
were prepared for further tests. The plant materials were 
selected with permission from the Panmugang Forest 
Farm; no ethics approvals were required.

Uniformly-grown bamboo seedlings were subjected 
to stress treatment, with the experiments adopting a 
completely random design combination. There were 
four treatments (1) CK (control); (2) flooding; (3) flood-
ing + 1  mM Spd; (4) flooding + 2  mM Spd. 1  mM Spd: 
Put 157 ul Spd in 1L water. 2  mM Spd: put 314 ul Spd 
in 1L water. Each concentration is configured with 6 L 
per day, in order to ensure that the amount of solution 
sprayed per seedling is 200 mL per day. Each treatment 
had five replicates, and each replicate had six seedlings. 
The flooding treatment ensured that the water depth was 
5 cm on the soil surface. From the first day after flood-
ing, Spd was sprayed every day. The spraying time was 
between 09:00–10:00 to guarantee the leaves were wet 
without dripping. The control treatment was sprayed 
with distilled water under the same conditions. Seedling 
samples in five replicates (each replicate had six seed-
lings) were collected on day 0, and on the second, fourth, 
sixth and eighth day after the experiments were per-
formed. The collected samples were immediately frozen 
in liquid nitrogen and stored at –80  °C for further use. 
Leaf length and area were measured after eight days of 
experimentation.

Sample analysis
Proline content
0.5  g of fresh leaves was homogenized in 3% sulpho-
salicyclic acid, centrifuged at 11,500  g. Supernatant 
was mixed with acid ninhydrin, glacial acetic and phos-
phoric acid; incubated at 100  °C and cooled, toluene 
was added; chromophore containing toluene was read 
at 520 nm [85].

Malondialdehyde (MDA) content measurement
Lipid peroxidation is frequently expressed as MDA con-
tent. In brief, 0.5  g of fresh leaves were homogenized 
in 10  ml of 10% trichloroacetic acid (TCA), and centri-
fuged at 5000  g for 10  min. 2  ml of 0.6% thiobarbituric 
acid (TBA) in 10% TCA was added to an aliquot of 2 ml 
of supernatant. The mixture was heated in boiling water 
for 15 min, and then quickly cooled in an ice bath. The 
absorbance of the solution was measured at 440  nm, 
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532 nm, and 600 nm in a spectrophotometer, 3 biologi-
cal replicates. MDA content was calculated with the 
OD absorbance. The MDA content was determined as 
described by Hodges et al. [86].

Enzyme activity assay
Fresh leaves (1 g) were ground with liquid nitrogen and 
suspended in 9  ml physiological saline in a pre-chilled 
mortar and pestle, placed in an ice bath. The homogenate 
was centrifuged at 12 000 × g for 10 min at 4 °C, and the 
supernatant was collected. Hydrogen peroxide (H2O2), 
superoxide radical (O2

·−) production rate, soluble pro-
tein, catalase (CAT), superoxide dismutase (SOD), and 
nitrate reductase (NR) activities were determined using 
the assay kits supplied by the manufacturer [H2O2 assay 
kit (A064-1–1), O2

·− assay kit (A052-1–1), soluble pro-
tein assay kit (A045-4), CAT assay kit (A007-1–1), SOD 
assay kit (A001-3) and NR assay kit (A096-1–2); Nanjing 
Jiancheng Bioengineering Institute, China)].

ACC, ACS and SAMDC activities were determined 
using the ELISA plant assay kit following the manufac-
turer’s instructions (Shanghai Enzyme-linked Biotech-
nology Co., Ltd., China). The kit uses double-ant ibody 
one-step sandwich enzyme-linked immunosorbent assay 
(ELISA). Purified plant ACC antibody, ACS antibody, 
SAMDC antibody with HRP enzyme-catalyzed label 
and the corresponding enzymes were used to form an 
antibody-antigen-enzyme-antibody complex which pro-
duced a blue substance after reacting with the tetrameth-
ylbenzidine (TMB) substrate solution. The OD value was 
measured at a wavelength of 450  nm with a microplate 
reader to calculate the sample activity.

Hormone measurement
The endogenous hormones including auxin (IAA) and 
abscisic acid (ABA) concentrations were determined 
using the manufacturer’s instructions (ELISA plant hor-
mones assay kit, Shanghai Enzyme-linked Biotechnology 
Co., Ltd.). Purified plant IAA antibody, ABA antibody 
with horseradish peroxidase (HRP) enzyme-catalyzed 
label and hormones were used to form an antibody-
antigen-enzyme-antibody complex, which produced a 
blue substance after reacting with the TMB substrate 
solution. The OD value was measured at a wavelength 
of 450 nm with a microplate reader for calculation of the 
concentrations.

After eight days, a total of 120 leaves samples (4 treat-
ments × 5 replicates × 6 seedlings) were placed in 15-mL 
glass vials containing 1 mL 0.6% water agar then imme-
diately sealed with a gas-proof septum according to Wu 
[87]. After 4-h incubation in the dark at 30  °C, 1 mL of 
the gas was drawn from the airspace of each vial using 

a gas-tight syringe (Focus GC, Thermo, Massachusetts, 
USA) and injected into a gas chromatograph (Focus GC, 
Thermo) equipped with a capillary column (CP-CarboP-
LOT P7, California, USA) and flame-ionization detector 
for ET determination. The production of ethylene was 
then calculated based on the fresh weight (FW/t) of the 
samples [88].

RNA extraction and quantitative RT–PCR (qRT–PCR) analyses
Gene expression was measured by using quantita-
tive reverse transcriptase polymerase chain reaction 
(qRT–PCR). Total RNAs in leaves were extracted using 
OminiPlant RNA Kit (CWBIO, CW2598, China). The 
concentration of mRNA was determined by a nucleic 
acid analyzer (Nano Drop 2000c, Thermo Scientific, 
USA) and the RNA quality was assessed using agarose 
gel electrophoresis. The extracted RNA was reverse tran-
scribed into cDNA using the PrimeScript™ RT reagent 
Kit with gDNA Eraser (Takara, RR047A, China) and the 
synthesized cDNA was subjected to PCR. Primers were 
designed for the sequences of Actin, ARF1, ACS, ACO, 
AUX1, AUX2, AUX3 and AUX4 by Primer 5.0. Actin was 
used as a control, and used for qRT–PCR (Table 3). The 
primer length was set to between 18 and 26 bp, and the 
expected length of the amplified product was between 
80 and 250 bp. The primers were synthesized by Sangon 
Biotech (Shanghai, China). The fluorescent dye used for 
qRT–PCR (Roche Light Cycler 480II, Switzerland) was 
Ultra SYBR Mixture (Takara, RR820A, China). Relative 
gene expression was measured by the 2−∆∆CT method, 
relative to the house-keeping gene Actin [89].

Table 3  qRT-PCR specific primers for examined genes

Gene name Primer sequence (5’-3’) Accession (http://​
www.​ncbi.​nl.​nih.​
gov/)

Actin F: CGT​CAA​AGC​CCC​AAG​AAC​AC
R: GCT​AGG​AAA​GAC​AGC​CCT​GG

FJ601918.1

ARF1 F: ATG​CAC​CTG​GTA​TGG​CGA​AT
R: TCC​AAG​TGA​CCA​TGC​CCA​AA

KU721918.1

ACS F: TCA​GCT​CGT​TCG​TCC​ATC​AC
R: TTA​GCT​ACG​CGT​TGG​TCG​TC

AB085172.1

ACO F: GAT​CAC​CAA​CGG​CAG​GTA​CA
R: TCC​TCG​AAC​ACG​AAC​TTG​GG

AB044747.1

AUX1 F: GTT​CGT​GAA​GGT​GAG​CAT​GG
R: CGT​TCA​TGC​CGT​TCA​TCC​CT

KU721904.1

AUX2 F: TCT​GAG​GAT​GTA​CGG​AGG​GT
R: GCA​TCA​GAT​CGC​CGT​CCT​TG

KU721905.1

AUX3 F: AAG​GGC​ATG​AAC​GAG​AGC​AA
R: CGA​CTC​GAC​GAA​CAT​CTC​CC

KU721906.1

AUX4 F: TGA​CCA​GCC​GAT​GAC​GAA​G
R: GCT​GCT​TGG​AAG​GTG​TTC​CT

KU721907.1

http://www.ncbi.nl.nih.gov/
http://www.ncbi.nl.nih.gov/
http://www.ncbi.nl.nih.gov/
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Statistical analysis
The physiological parameters were analyzed statistically 
via two-way analysis of repeat measurements (ANOVA) 
according to Duncan’s Multiple Range test. The F value 
was obtained from ANOVA. In the text, ns, *, ** and *** 
represent not significant, and significant difference at 
P < 0.05, P < 0.01, and P < 0.001, respectively. The sample 
variability was presented in a line diagram with SD. The 
significant differences among treatments were marked 
by different superscripts (a-d) at the level of P < 0.05 
by Duncan’s method. All data were analyzed using 
the SPSS software package (SPSS 20.0, IBM company, 
USA).

Abbreviations
Spd: Spermidine; CAT​: Catalase; SOD: Superoxide dismutase; SAMDC: 
S-adenosylmethionine decarboxylase; ABA: Abscisic acid; IAA: Indole-3-acetic 
acid; H2O2: Hydrogen peroxide; O2: Superoxide radical; ACO: ACC oxidase; ACS: 
ACC synthase; ARF1: Auxin responsive factor1; AUX1: Auxin1 protein; AUX2: 
Auxin2 protein; AUX3: Auxin3 protein; AUX4: Auxin4 protein; Pas: Polyam-
ines; Put: Putrescine; Spm: Spermine; SAM: S-adenosyl-L-methionine; ADC: 
Arginine decarboxylase; NO: Nitric oxide; LL: Leaf length; LA: Leaf area; NR: 
Nitrate reductase;; O2: Oxygen; NOS: NO synthase; MeJA: Methyl jasmonate; 
SA: Salicylic acid; GA3: Gibberellins; ZR: Zeatin-riboside; Aux/IAA: Auxin/indole-
3-Acetic Acid; ARFs: AUXIN RESPONSE FACTORS; AuxREs: Auxin response 
elements; TCA​: Trichloroacetic acid; TBA: Thiobarbituric acid; ELISA: Enzyme-
linked immunosorbent assay; TMB: Tetramethylbenzidine; HRP: Horseradish 
peroxidase.

Acknowledgements
The authors are thankful to Renyi Gui for providing us with bamboo seedling 
planting base during the research project.

Authors’ contributions
J.S.G. and S.Y.Z. conceived and designed the experiments. J.S.G., Z.Z.Q. and 
Y.H.Z. performed the experiments. J.S.G., Z.Z.Q, and S.Y.Z. analyzed the data. 
J.S.G. drafted the manuscript. Z.Z.Q. and S.Y.Z. modified the paper. All authors 
read, edited and approved the manuscript.

Funding
This work was supported by the National Natural Science Foundation of China 
[grant number 41671296].

Availability of data and materials
All relevant data are within this article and its Additional files. The datasets 
used and/or analysed during the current study are available from the cor-
responding author on reasonable request.

Declarations

Ethics approval and consent to participate
Collection of all samples completely complies with the national and local 
legislation permission. Plant samples used in the study were not included 
in the list of national key protected plants and not collected from national 
park or natural reserve. According to national and local legislation, no specific 
permission was required for collecting these plants.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 State Key Lab of Soil and Sustainable Agriculture, Institute of Soil Science, 
Chinese Academy of Sciences, Nanjing 210008, China. 2 University of Chinese 
Academy of Sciences, Beijing 100049, China. 

Received: 18 November 2021   Accepted: 30 March 2022

References
	1.	 Bailey-Serres J, Voesenek LACJ. Flooding stress: acclimations and genetic 

diversity. Annu Rev Plant Biol. 2008;59:313–39.
	2.	 Xu M, Zhuang SY, Gui RY. Soil hypoxia induced by an organic-material 

mulching technique stimulates the bamboo rhizome up-floating of Phyl-
lostachys praecox. Sci Rep. 2017;7(1):1–6.

	3.	 Gibbs DJ, Lee SC, Isa NM, Bailey-Serres J, et al. Homeostatic response 
to hypoxia is regulated by the N-end rule pathway in plants. Nature. 
2011;479:415–8.

	4.	 Parlanti S, Kudahettige NP, Lombardi L, et al. Distinct mechanisms 
for aerenchyma formation in leaf sheaths of rice genotypes display-
ing a quiescence or escape strategy for flooding tolerance. Ann Bot. 
2011;107(8):1335–43.

	5.	 He M, Jahan MS, Yu W, et al. Compost Amendments Based on Vinegar 
Residue Promote Tomato Growth and Suppress Bacterial Wilt Caused by 
Ralstonia Solanacearum. Pathogens. 2020;9(3):1–20.

	6.	 Zhang Y, Yao Q, Shi Y, et al. Elevated CO2 improves antioxidant capacity, 
ion homeostasis, and polyamine metabolism in tomato seedlings under 
Ca(NO3)2-induced salt stress. Sci Hortic. 2020;273:1096–144.

	7.	 Alcázar R, Marco F, Cuevas JC, Patron M, Altabella T. Involvement 
of polyamines in plant response to abiotic stress. Biotechnol Lett. 
2007;28(23):1867–76.

	8.	 Tavladoraki P, Cona A, Federico R. Polyamine catabolism: target for anti-
proliferative therapies in animals and stress tolerance strategies in plants. 
Amino Acids. 2012;42:411–26.

	9.	 Alcázar R, Bitrián M, Bartels D, Tiburcio AF. Polyamine metabolic canaliza-
tion in response to drought stress in Arabidopsis and the resurrection 
plant Craterostigma plantagineum. Plant signal behav. 2011;6(2):243–50.

	10.	 Chen D, Shao Q, Yin L, Younis A, Zheng B. Polyamine function in plants: 
metabolism, regulation on development, and roles in abiotic stress 
responses. Front Plant Sci. 2019;9:1–13.

	11.	 Wimalasekera R, Tebartz F, Scherer G. Polyamines, polyamine oxidases 
and nitric oxide in development, abiotic and biotic stresses. Plant Sci. 
2011;181(5):593–603.

	12.	 Wang W, Paschalidis K, Feng JC, Song J, Liu JH. Polyamine catabolism 
in plants: a universal process with diverse functions. Front Plant Sci. 
2019;10:1–13.

	13.	 Xu X, Shi G, Ding C, Yang H, Pan Q. Regulation of exogenous spermidine 
on the reactive oxygen species level and polyamine metabolism in Alter-
nanthera philoxeroides (Mart.) Griseb under copper stress. Plant Growth 
Regul. 2011;63(3):251–8.

	14.	 Guo J, Wang S, Yu X, Rui D, Shen Y. Polyamines regulate strawberry 
fruit ripening by abscisic acid, auxin, and ethylene. Plant Physiol. 
2018;177(1):339–51.

	15.	 Saha J. Polyamines as redox homeostasis regulators during salt stress in 
plants. Front Env Sci-Switz. 2015;3(21):1–13.

	16.	 Li Z, Zhang Y, Zhang X, Peng Y, Huang L, Yan Y. The alterations of endog-
enous polyamines and phytohormones induced by exogenous applica-
tion of spermidine regulate antioxidant metabolism, metallothionein and 
relevant genes conferring drought tolerance in white clover. Environ Exp 
Bot. 2016;124:22–38.

	17.	 Hasan MM, Skalicky M, Jahan MS, Hossain MN, Anwar Z, Nie Z-F, Alabdal-
lah NM, Brestic M, Hejnak V, Fang XW. Spermine: Its Emerging Role in 
Regulating Drought Stress Responses in Plants. Cells. 2021;10:1–22.

	18.	 Yiu JC, Liu CW, Fang YT, Lai YS. Waterlogging tolerance of Welsh onion 
(Allium fistulosum L.) enhanced by exogenous spermidine and spermine. 
Plant Physiol Bioch. 2009;47(8):710–6.

	19.	 Singhal S, Kohaar I, Bharadwaj M, Shukla DK, Das BC. Association of tumor 
necrosis factor-alpha gene promoter polymorphisms with acute viral 
hepatitis in the indian population. Digest Dis Sci. 2010;55:1106–12.



Page 15 of 16Gao et al. BMC Plant Biology          (2022) 22:200 	

	20.	 Pieruzzi FP, Dias L, Balbuena TS, Santa-Catarina C, Santos A. Polyamines, 
IAA and ABA during germination in two recalcitrant seeds: Araucaria 
angustifolia (Gymnosperm) and Ocotea odorifera (Angiosperm). Ann Bot-
London. 2011;108(2):337–45.

	21.	 Takahashi Y, Cong R, Sagor GH, Niitsu M, Berberich T, Kusano T. Charac-
terization of five polyamine oxidase isoforms in Arabidopsis thaliana. 
Plant Cell Rep. 2010;29(9):955–65.

	22.	 Wang LC, Li H, Ecker JR. Ethylene biosynthesis and signaling networks. 
Plant Cell. 2002;14:131–51.

	23.	 Ning L, Parsons BL, Liu D, Mattoo AK. Accumulation of wound-induci-
ble ACC synthase transcript in tomato fruit is inhibited by salicylic acid 
and polyamines. Plant Mol Biol. 1992;18(3):477–87.

	24.	 Mehta RA, Cassol T, Li N, Ali N, Handa AK, Mattoo AK. Engineered poly-
amine accumulation in tomato enhances phytonutrient content, juice 
quality, and vine life. Nat Biotechnol. 2002;20(6):613–8.

	25.	 Klingler JP, Batelli G, Zhu JK. ABA receptors: the start of a new paradigm 
in phytohormone signalling. J Exp Bot. 2010;61(12):3199–210.

	26.	 Toumi I, Moschou PN, Paschalidis KA, Roubelakis-Angelakis KA. Abscisic 
acid signals reorientation of polyamine metabolism to orchestrate 
stress responses via the polyamine exodus pathway in grapevine. J 
Plant Physiol. 2010;167(7):519–25.

	27.	 Mahajan A, Sharma S. Antagonistic effect of polyamines on ABA-
induced suppression of mitosis in Allium cepa L. Indian J Exp Biol. 
2009;47(2):136–9.

	28.	 Alcázar RN, Altabella T, Marco F, Bortolotti C, Reymond. Polyamines: 
molecules with regulatory functions in plant abiotic stress tolerance. 
Planta. 2010; 231:1237–49.

	29.	 An L, He J, Lu X, Jianh AC. Cultivation techniques of early shooting and 
high yielding for Lei Bamboo sprout. Journal of Zhejiang Forestry Col-
lege. 1994;11(2):121–8 (In Chinese).

	30.	 Jia W, Ma M, Chen J, Wu S. Plant morphological, physiological and 
anatomical adaption to flooding stress and the underlying molecular 
mechanisms. Int J Mol Sci. 2021;22(3):1–24.

	31.	 Sidhu GK, Tuan PA, Renault S, f FD, Ayele BT. Polyamine-mediated tran-
scriptional regulation of enzymatic antioxidative response to excess 
soil moisture during early seedling growth in soybean. Biology. 2020; 
9(8):1–19.

	32.	 Yi Z, Li S, Liang Y, et al. Effects of exogenous spermidine and elevated 
CO2 on physiological and biochemical changes in tomato plants under 
Iso-osmotic salt stress. J Plant Growth Regul. 2018;37:1222–34.

	33.	 Delauney AJ, Verma DPS. Proline biosynthesis and osmoregulation in 
plants. Plant Mol Biol. 1993;4(2):215–23.

	34.	 Carillo P, Mastrolonardo G, Nacca F, Parisi D, Verlotta A, Fuggi A. 
Nitrogen metabolism in durum wheat under salinity: accumulation of 
proline and glycine betaine. Funct Plant Biol. 2008;35(5):412–26.

	35.	 Khedr AH, Abbas MA, Wahid AA, Quick WP, Abogadallah GM. Proline 
induces the expression of salt-stress-responsive proteins and may 
improve the adaptation of Pancratium maritimum L. to salt-stress. J Exp 
Bot. 2003;54(392):2553–62.

	36.	 Tanou G, Ziogas V, Belghazi M, Christou A, Filippou P, Job D, Fotopoulos 
V, Molassiotis A. Polyamines reprogram oxidative and nitrosative status 
and the proteome of citrus plants exposed to salinity stress. Plant Cell 
Environ. 2014;37:864–85.

	37.	 Deng X, Wang J, Tan JC. Physiological response of invasive ragweed 
(Ambrosia artemisiifolia) to various environmental stresses. Plant 
Physiol Commun. 2010;46:1013–9.

	38.	 Hartman S, Sasidharan R, Voesenek LACJ. The role of ethylene in meta-
bolic acclimations to low oxygen. New Phytol. 2021;229:64–70.

	39.	 Zhang Y, Wang Y, Wen W, et al. Hydrogen peroxide mediates 
spermidine-induced autophagy to alleviate salt stress in cucumber. 
Autophagy, 2020; 1–59.

	40.	 Hussain A, Nazir F, Fariduddin Q. Polyamines (spermidine and putres-
cine) mitigate the adverse effects of manganese induced toxicity 
through improved antioxidant system and photosynthetic attributes in 
Brassica juncea. Chemosphere. 2019;236:1–12.

	41.	 Ding J, Sun Y, Xiao CL, Shi K, Zhou YH, Yu JQ. Physiological basis of dif-
ferent allelopathic reactions of cucumber and fig leaf gourd plants to 
cinnamic acid. J Exp Bot. 2007;58:3765–73.

	42.	 Kapoor RT, Alyemeni MN, Ahmad P. Exogenously applied spermi-
dine confers protection against cinnamic acid-mediated oxidative 

stress in Pisum sativum. Saudi Journal of Biological Sciences. 
2021;28(5):2619–25.

	43.	 Lou Y, Guan R, Sun M. Spermidine application alleviates salinity damage 
to antioxidant enzyme activity and gene expression in alfalfa. Ecotoxicol-
ogy. 2018;27:1323–30.

	44.	 Churro C, Fernandes AS, Alverca E, Martins LL. Effects of tryptamine on 
growth, ultrastructure, and oxidative stress of cyanobacteria and microal-
gae cultures. Hydrobiologia. 2010;649(1):195–206.

	45.	 Mazid M, Khan TA, Mohammad F. Role of Nitric oxide in regulation of 
H2O2 mediating tolerance of plants to abiotic stress: A synergistic signal-
ing approach. J Physiol Biochem. 2011;7(2):525–38.

	46.	 Li J, Hu L, Zhang L, et al. Exogenous spermidine is enhancing tomato 
tolerance to salinity-alkalinity stress by regulating chloroplast antioxidant 
system and chlorophyll metabolism. BMC Plant Biol. 2015;15:303–20.

	47.	 Gong B, Wan XF, Wei M, et al. Overexpression of S-adenosylmethionine 
synthetase 1 enhances tomato callus tolerance to alkali stress through 
polyamine and hydrogen peroxide cross-linked networks. Plant Cell Tiss 
Org. 2016;124:377–91.

	48.	 Wi SJ, Kim SJ, Kim WT, Park KY. Constitutive S-adenosylmethionine 
decarboxylase gene expression increases drought tolerance through 
inhibition of reactive oxygen species accumulation in Arabidopsis. Planta. 
2014;239(5):979–88.

	49.	 Hu X, Yi Z, Yu S, Zhi Z, Zou Z, Hao Z, Zhao J. Effect of exogenous sper-
midine on polyamine content and metabolism in tomato exposed to 
salinity-alkalinity mixed stress. Plant Physiol Bioch. 2012;57:200–9.

	50.	 Wendehenne D, Pugin A, Klessig DF, Durner J. Nitric oxide: compara-
tive synthesis and signaling in animal and plant cells. Trends Plant Sci. 
2001;6(4):177–83.

	51.	 Angélique BBAG, Pierre R, Pascaline A, Céline D, Wendehenne D. Nitric 
oxide contributes to cadmium toxicity in Arabidopsis by promoting 
cadmium accumulation in roots and by up-regulating genes related to 
iron uptake. Plant Physiol. 2009;149(3):1302–15.

	52.	 Horchani F, Aschi-Smiti S, Brouquisse R. Involvement of nitrate reduction 
in the tolerance of tomato (Solanum lycopersicum L.) plants to prolonged 
root hypoxia. Acta Physiol Plant. 2010;32(6):1113–23.

	53.	 Stoimenova M, Hänsch R, Mendel R, et al. The role of nitrate reduction in 
the anoxic metabolism of roots I. Characterization of root morphology 
and normoxic metabolism of wild type tobacco and a transformant lack-
ing root nitrate reductase. Plant Soil. 2003;253:145–53.

	54.	 T Tassoni A, Buuren MV, Franceschetti M, Fornale S, Bagni N. Polyamine 
content and metabolism in Arabidopsis thaliana and effect of spermidine 
on plant development. Plant Physiol Bioch. 2000; 38(5): 383–93.

	55.	 Soliman MH. Spermine-Mediated Tolerance to Selenium Toxicity in Wheat 
(Triticum aestivum L.) Depends on Endogenous Nitric Oxide Synthesis. 
Antioxidants. 2021;10(11):1–22.

	56.	 Xu J, Zhang S. Ethylene Biosynthesis and Regulation in Plants. Ethylene in 
Plants. Springer, Halle, 2015; pp 1–25.

	57.	 Rieu, Cristescu, Simona M, Harren, Frans JM, Huibers, Voesenek, Laurentius 
A, Mariani, Celestina. RP-ACS1, a flooding-induced 1-aminocyclopropane-
1-carboxylate synthase gene of Rumex palustris, is involved in rhythmic 
ethylene production. J Exp Bot. 2005; 56(413): 841–9.

	58.	 Yu C, Xi C, Wang H, Bao Y, Wei Z. Examination of the leaf proteome during 
flooding stress and the induction of programmed cell death in maize. 
Proteome Sci. 2014;12(1):1–18.

	59.	 Pathak MR, Teixeira da Silva JA, Wani SH. Polyamines in response to 
abiotic stress tolerance through transgenic approaches. GM Crops Food. 
2014;5(2):87–96.

	60.	 Matías M, Joanna L, Jesús R, Lorenzo Z, Vicent A, Aurelio GC. Root ABA 
accumulation in long-term water-stressed plants is sustained by hor-
mone transport from aerial organs. Plant Cell Physiol. 2015;12:2457–66.

	61.	 C, Olivella C, et al. Hormonal and Physiological Responses of Gerbera 
jamesonii to Flooding Stress. HortScience, 2000; 35(2):222–225.

	62.	 Rodriguez, Pedro L, et al. Depletion of abscisic acid levels in roots of 
flooded Carrizo citrange (Poncirus trifoliata L. Raf. x Citrus sinensis L. 
Osb.) plants is a stress-specific response associated to the differential 
expression of PYR/PYL/RCAR receptors. Plant Molecular Biology. 2017; 
93:623–640.

	63.	 Rock CD. Pathways to abscisic acid-regulated gene expression. New 
Phytol. 2000;148:357–96.

	64.	 Zhu JK. Salt and drought stress signal transduction in plants. Annu Rev 
Plant Biol. 2002;53:247–73.



Page 16 of 16Gao et al. BMC Plant Biology          (2022) 22:200 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	65.	 Rajasekaran LR, Blake TJ. Early growth invigoration of jack pine seedlings 
by natural plant growth regulators. Trees. 1998;12:420–3.

	66.	 Guschina IA, Harwood JL, Smith M, Beckett RP. Abscisic acid modifies the 
changes in lipids brought about by water stress in the moss Atrichum 
androgynum. New Phytol. 2002;156:255–64.

	67.	 Jiang M, Zhang J. Effect of abscisic acid on active oxygen species, 
antioxidative defense system and oxidative damage in leaves of maize 
seedlings. Plant Cell Physiol. 2001;42:1265–73.

	68.	 Yoshida K, Igarashi E, Mukai M, Hirata K, Miyamoto K. Induction of toler-
ance to oxidative stress in the green alga, Chlamydomonas reinhardtii, by 
abscisic acid. Plant, Cell Environ. 2003;26:451–7.

	69.	 Tajti J, Hamow KR, Majláth I, Gierczik K, Németh E, Ja Nda T, Pál M. Poly-
amine-induced hormonal changes in eds5 and sid2 mutant Arabidopsis 
plants. Int J Mol Sci. 2019; 20(22):1–23.

	70.	 Else MA, Tiekstra AE, Croker SJ, et al. Stomatal closure in flooded tomato 
plants involves abscisic acid and a chemically unidentified anti-tran-
spirant in xylem sap. Plant Physiol. 1996;112(1):239–47.

	71.	 Else MA, Coupland D, Dutton L, Jackson MB. Decreased root hydraulic 
conductivity reduces leaf water potential, initiates stomatal closure and 
slows leaf expansion in flooded plants of castor oil (Ricinus communis) 
despite diminished delivery of ABA from the roots to shoots in xylem sap. 
Physiol Plantarum. 2001;111:46–54.

	72.	 Eysholdt-Derzso E, Sauter M. Root bending is antagonistically affected by 
hypoxia and ERF-mediated transcription via auxin signaling. Plant Physiol. 
2017;175:412–23.

	73.	 Spanu P, Grosskopf DG, Boller FT. The apparent turnover of 1-Amino-
cyclopropane-1-Carboxylate synthase in tomato cells is regulated 
by protein phosphorylation and dephosphorylation. Plant Physiol. 
1994;106(2):529–35.

	74.	 Li L, Gu W, Li J, Li C, Xie T, Qu D, Meng Y, Li C, Wei S. Exogenously applied 
spermidine alleviates photosynthetic inhibition under drought stress in 
maize (Zea mays L.) seedlings associated with changes in endogenous 
polyamines and phytohormones. Plant Physiol Bioch. 2018;129:35–59.

	75.	 Arnao MB, Hernández-Ruiz J. Melatonin and its relationship to plant 
hormones. Ann Bot. 2018;121(2):195–207.

	76.	 Chandler, William J. Auxin response factors. Plant Cell Environ. 
2016;39(5):1014–28.

	77.	 Chapman EJ, Estelle M. Mechanism of auxin-regulated gene expression in 
plants. Annu Rev Genet. 2009;43(1):265–85.

	78.	 Ori N. Dissecting the biological functions of ARF and Aux/IAA Genes. 
Plant Cell. 2019;31(6):1210–1.

	79.	 Shin R, Burch AY, Huppert KA, Tiwari SB, Murphy AS, Schachtman G. The 
Arabidopsis transcription factor MYB77 modulates auxin signal transduc-
tion. Plant Cell. 2007;19(8):2440–53.

	80.	 Tiwari SB, Guilfoyle HT. The roles of auxin response factor domains in 
auxin-responsive transcription. Plant Cell. 2003;15(2):533–43.

	81.	 Ulmasov T. Aux/IAA proteins repress expression of reporter genes 
containing natural and highly active synthetic auxin response elements. 
Plant Cell. 1997;9(11):1963–71.

	82.	 Ellis CM, Nagpal P, Young JC, Hagen G, Guilfoyle TJ, Reed JW. AUXIN 
RESPONSE FACTOR1 and AUXIN RESPONSE FACTOR2 regulate senes-
cence and floral organ abscission in Arabidopsis thaliana. Development. 
2005;132(20):4563–74.

	83.	 Marchant A. AUX1 regulates root gravitropism in Arabidopsis by facilitat-
ing auxin uptake within root apical tissues. Embo J. 2014;18(8):2066–73.

	84.	 Krishnamurthy A, Rathinasabapathi B. Auxin and its transport play a role 
in plant tolerance to arsenite-induced oxidative stress in Arabidopsis 
thaliana. Plant Cell Environ. 2013;36(10):1838–49.

	85.	 Bates LS, Waldren RP, Teare ID. Rapid determination of free proline for 
water-stress studies. Plant Soil. 1973;39(1):205–7.

	86.	 Hodges DM, DeLong JM, Forney CF, Prange RK. Improving the thiobarbi-
turic acid-reactive-substances assay for estimating lipid peroxidation in 
plant tissues containing anthocyanin and other interfering compounds. 
Planta. 1999;207(4):604–11.

	87.	 Wu JJ, Wang CA, Zheng LQ, Wang L, Chen YL, Whelan J, et al. Ethylene 
is involved in the regulation of iron homeostasis by regulating the 
expression of iron-acquisition-related genes in Oryza sativa. J Exp Bot. 
2011;62:667–74.

	88.	 Zhu XF, Zhu CQ, Zhao XS, Zheng SJ, Shen RF. Ethylene is involved in root 
phosphorus remobilization in rice (Oryza sativa) by regulating cell-wall 

pectin and enhancing phosphate translocation to shoots. Ann Bot-
London. 2016;118(4):645–53.

	89.	 Livak KJ, Schmittgen TD. Analysis of relative gene expression data 
using real-time quantitative PCR and the 2 -ΔΔCT Method. Methods. 
2001;25(4):402–8.

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


	Exogenously applied spermidine alleviates hypoxia stress in Phyllostachys praecox seedlings via changes in endogenous hormones and gene expression
	Abstract 
	Background: 
	Results: 
	Conclusion: 

	Introduction
	Results
	Plant growth effects following flooding
	Osmotic adjustment substances
	ROS and membrane damage affected by flooding
	Effect of flooding on activity of stress-related enzymes
	Effect of flooding on hormone content
	Effect of flooding on relative gene expression

	Discussion
	Conclusions
	Materials and methods
	Plant material and experimental design
	Sample analysis
	Proline content
	Malondialdehyde (MDA) content measurement
	Enzyme activity assay
	Hormone measurement
	RNA extraction and quantitative RT–PCR (qRT–PCR) analyses

	Statistical analysis

	Acknowledgements
	References


