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Salinity is widespread environmental stress that poses great obstacles to rapeseed development and
growth. Polyamines are key plant growth regulators that play a pivotal role in regulating salt tolerance.
Rapeseed (Brassica napus L.) seedlings were treated by spermine (Spm) and spermidine (Spd) versus
untreated control under salt stress conditions. It was detected that the Spd-treated plants had signifi-
cantly elevated chlorophyll and proline content and maintained higher photosystem II (PSII) activity than
those treated with Spm as well as untreated control under salt-stressed conditions. Similarly, Spd allevi-
ated the devastating effects of NaCl stress on CO2 assimilation and significantly elevated Rubisco activity
(ribulose 1,5-bisphosphate carboxylase/oxygenase). The application of Spd also enhanced the activities of
different antioxidant enzymes under NaCl stress. It modulated their respective transcription levels,
including ascorbate peroxidase (APX), catalase (CAT), superoxide dismutase (SOD), glutathione reductase
(GR), and dehydroascorbate reductase (DHAR). In addition, exogenously sprayed Spd enhanced the poly-
amine pathway as observed by upregulated transcription of polyamine oxidase (PAO) and diamine oxi-
dase (DAO). The Spd application enhanced expressions of Calvin cycle enzyme related genes such as
Rubisco small subunit, Rubisco large subunit, glyceraldehyde-3-phosphate dehydrogenase (GAPDH), 3-
phosphoglyceric acid kinase (PGK), triose-3-phosphate isomerase (TPI), fructose-1,6-bisphosphate aldo-
lase (FBA), sedoheptulose-1,7-bisphosphatase (SBPase), and fructose-1,6-bisphosphate phosphatase
(FBPase). Consequently, this study demonstrates that exogenous application of Spd has a valuable role
in regulating antioxidant enzyme activity, polyamine pathway, and Calvin cycle enzyme-related genes
to alleviate salt stress damage in the plants.
� 2022 The Authors. Published by Elsevier B.V. on behalf of King Saud University. This is an open access

article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction Mageed et al., 2021; FAOSTAT, 2022). Increased salt in soil or irri-
Salinity is widespread environmental stress that destructively
impacts geographical distribution and agriculture production (El-
gation water decreases plant capacity of water take-up while
increases absorption Na+ and Cl� (Deinlein et al., 2014; Mansour
et al., 2020). Excessive salt accumulation in the root zone causes
osmotic toxic stress and nutrient imbalance at plant cells (Baker
and Rosenqvist, 2004; Desoky et al., 2021a). Subsequently, salt
stress adversely affects cell elongation, metabolic process, and
photosynthetic efficacy (Chen and Murata, 2011; Mansour et al.,
2021a).

Rapeseed (Brassica napus L.) is an essential source for oil pro-
duction worldwide (Raboanatahiry et al., 2021). Its oil has different
health benefits as a result of containing oleic acid and linoleic acid
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(Piazza and Foglia, 2001). Rapeseed is moderately sensitive to
salinity, and salt stress reduces tremendously its growth, especially
in arid and semiarid regions (Musgrave, 2000). Thus, there is much
focus on improving its growth under salinity stress (Munns, 2002;
Moustafa et al., 2021a).

Enhancing seedling vigor is crucial for plant stand establish-
ment and successful plant development particularly under stress-
ful growing conditions (El-Sanatawy et al., 2021). Various
efficient, cost-effective, and ecologically friendly strategies have
been explored to mitigate the effects of environmental stresses,
including salt, by plant growth regulators application, osmoprotec-
tants, and different nutrition applications (Ahanger et al., 2017;
Yakhin et al., 2017). The beneficial influences of growth regulators
such as polyamines (PAs), amino acids, and phytohormones in mit-
igating against salinity stress on plants have been deduced in var-
ious studies (ElSayed et al., 2018).

Polyamines are polycationic low molecular weight compounds
detected in all organisms and include spermine (Spm), putrescine
(Put), and spermidine (Spd). Polyamines play an essential role at
different development stages including cell division, nucleic acids
stability, embryogenesis, dormancy termination, aging regulation,
plant growth, and stress resistance (Todorova et al., 2007).
Polyamines accumulation is essential in the plant reaction to salt
stress and accordingly PAs has a decisive importance in salinity tol-
erance (Chen et al., 2019). Exogenous PAs of various types and con-
centrations displayed significant attenuation of the influences of
salt stress in various crops and reduce resultant damage (Verma
and Mishra, 2005). Spermine level in plant cells is an essential mar-
ker of salt tolerance (Liu et al., 2015). Exogenous PAs, particularly
Spm and Spd, exhibited a considerable increase in scavenging the
reactive oxygen species (ROS) and photosynthesis, improving plant
growth, and decreasing the restrained impacts of salt stress
(ElSayed et al., 2018). Overall, polyamines function as antioxidants,
preventing oxidative damage of plant tissue and as a result of ROS
damage and lipid peroxidation (Wu et al., 2018; Chen et al., 2019).
The Calvin cycle, which is situated in the plastid stroma of photo-
synthetic eukaryotes, is a vital cycle of responses that capture the
output of photosynthetic light reactions to fix CO2, which are then
utilized for sucrose biosynthesis and starch (Quick and Neuhaus,
1997). There is currently little information in the literature about
the potential mechanisms of how exogenous PAs alleviate salt
stress inhibition of carbon assimilation in the plant.

This study aimed at investigating the effect of exogenous Spd
and Spm on rapeseed plants grown under short-term NaCl stress
(6 h) and long-term NaCl stress (15 days) by investigating the
antioxidant defense, photosynthetic carbon assimilation, and the
transcription of genes encoding enzymes in the Calvin cycle.
2. Materials and methods

2.1. Plant material and experimental treatments

Seeds of rapeseed (Brassica napus L. cv. Serw-4) were surface-
sterilized for 10 min with a 3% (v/v) NaOCl solution, after that
gently rinsed with deionized water several times. The seeds were
then germinated on moist cotton bed at 24 �C in the culture room
in the dark. The germinated seeds were placed in germination pots
(7 � 8.5 � 10 cm) in perlite mixture and vermiculite and immersed
in water for one week in darkness. After that, the seedlings were
cultivated in a growth chamber with 16 and 8 hrs of light and dark
photoperiod in the same order (450 lmol m�2 s�1 photosynthetic
active radiation) at 25 �C and 20 �C of day and night and 60% rela-
tive humidity (RH) for another week. At the two true leaf stage
(two weeks), seedlings were moved to a hydroponic box contain-
ing half-strength Hoagland’s solution (Hoagland and Arnon,
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1950). Seedlings with consistent growth were selected for the fol-
lowing treatments: control (half-strength Hoagland’s solution),
150 mM NaCl, 150 mM NaCl + 0.25 mM Spm and 150 mM
NaCl + 0.25 mM Spd and began 14 days after rapeseed germination.
NaCl was gradually added in increments of 50 mM per day to the
1/2 strength Hoagland’s solution (to avoid osmotic shock) to the
required level of 150 mM NaCl (this means all plants will receive
the same concentration 150 mM NaCl). Each treatment was
repeated thrice, and each replicate included eight plants. After
6 h and 15 days of treatment, (150 mM NaCl) samples of tissue
were collected from the completely expanded third leaves and
immediately placed in liquid nitrogen before being analyzed for
each of the parameters measured.

2.2. Growth attributes

For determination of fresh mass (FM), rapeseed plants were
weighed. The dray mass (DM) was recorded by drying samples in
oven at 70 �C for 72 h and then were weighed.

2.3. Photosynthetic parameters

After 6 h and 15 days of NaCl treatment, leaves of rapeseed
plants were collected, finely ground to powder with liquid nitrogen
and extracted in acetone 80 (v/v). To make the chlorophyll extracts
entirely clear, they were centrifuged for 3–5 min at 1000g. The
absorption of chlorophyll a and b were assayed using spectropho-
tometric analysis of the resultant extracts Lichtenthaler (1987).
The quantum yield (FV/FM) of PSII and CO2 fixation were assayed
applying the photosynthetic analyzer (Li-6400, LI-COR BioSciences,
Lincoln, NE, USA) (Lu et al., 2003). The CO2 assimilation rate was
determined at a light intensity of 100 lmol/photons m2/s1, a RH
of 50% and at 22 �C utilizing a portable gas exchange system
(GFS-3000, Walz, Easton, MD, USA).

2.4. Proline content

Proline content in rapeseed leaves was measured after 6 h and
15 days of salt treatment (DAT) for stressed and control plants as
outlined by Vicente et al. (2004). The proline content was deter-
mined utilizing L-proline as a standard. The amount of proline in
the plant samples was measured in mol proline/g FW.

2.5. Estimation of lipid peroxidation and hydrogen peroxide (H2O2)
concentrations

Lipid peroxidation was stated as thiobarbituric acid reactive
substances (TBARS) content generated by the thiobarbituric acid
(TBA) reaction as explained by Hodges et al. (1999). The TBARS
(MDA) level was recorded as lmol mg�1 FW. Hydrogen peroxide
concentrations were determined as outlined by Alexieva et al.
(2001). The concentration of H2O2 was identified by comparing it
to a standard calibration curve created earlier with varying H2O2

concentrations.

2.6. Antioxidant enzyme activities

Fresh leaves of rapeseed (0.5 g) were ground finely with liquid
nitrogen and extracted with 5 ml reaction mixture containing
50 mM of a KP buffer, and 0.1 mM Na2-EDTA. The reaction mixture
was centrifugated at 4 �C for 30 min at 20,000 g. The enzyme
extract (supernatant) was applied to determine the activities of
the antioxidant enzyme following Cakmak et al. (1993). Bradford
method (Bradford, 1976) was applied to assay the soluble protein
content. The variation in the absorbance of solution was reported
at 560-nm for 1-min, and the activity of SOD was stated as unit
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mg�1 protein (the quantity of enzyme needed to restrain nitro blue
tetrazolium (NBT) decrease by 50%). Catalase (CAT) was deter-
mined following Csiszár et al. (2007) by observing the decrease
in the absorbance at 240-nm for 1-min, and due to degradation
of H2O2.Ascorbate peroxidase (APX) activity was assessed follow-
ing Hemeda and Klein (1990). The activity was measured spec-
trophotometrically at 470-nm using guaiaco1 and H2O2 as
substrate and hydrogen donor. APX activity was stated as lmol
AsA min�1 mg�1 protein. Glutathione reductase (GR) activity was
assessed following Bela et al. (2018) by detecting the enzyme-
dependent oxidation of nicotinamide-adenine dinucleotide phos-
phate (NADPH) by observing absorbance increment at 340 nm.
The glutathione reductase (GR) activity was expressed as the quan-
tity of enzyme that oxidized 1 lmol NADPH min�1.

2.7. Analysis of Rubisco (ribulose 1,5 biphosphate carboxylase/
oxygenase)

The activity of Rubisco was determined following Wang et al.
(2009). A spectrophotometer was utilized to determine the
enzyme activity by recording a decrease in absorbance at 340-
nm for 3-min.

2.8. Quantitative RT-PCR analysis

Genomic RNA was extracted from rapeseed plants at each stress
time point (6 h and 15 DAT of NaCl treatment) using ZR-Plant RNA
MiniPrepTM Kit (Zymo Research, Irvine, CA. USA). The complemen-
tary DNA (cDNA) was applied utilizing RevertAid H-Minus First
Strand cDNA Synthesis Kit (Thermo-Fisher-Scientific, Waltham,
MA, USA) following the manufacturer’s instructions. Determining
transcription levels of antioxidant-related genes were performed
using qRT–PCR, which applied on the iCycler Thermal Cycler
(Bio-Rad, Hercules, CA, USA). The iQ SYBR Green Supermix (Bio-
Rad) was used following the manufacturer’s instructions. The
PCR conditions were applied according to ElSayed et al. (2021).
The actin gene was chosen as an internal control for data normal-
ization. The quantification of relative gene transcription was calcu-
lated by the 2�DDCT method (Pfaffl, 2001).

2.9. Statistical analysis

The data were analyzed using two-way ANOVA, and the least
significant difference (LSD) test was calculated at the 1% signifi-
cance level to determine the difference between treatments. All
experiments described were repeated three times. To study the dif-
ferences and interrelations between stressed and untreated control
concerning antioxidant enzyme activities and their corresponding
gene transcript levels and transcript level for Calvin cycle-related
genes, Principal Component Analysis (PCA) was applied using R
statistical software version 4.1.1.
3. Results

3.1. Growth rate and photosynthesis parameters

NaCl stress negatively impacted the development and growth of
rapeseed plants. After 15 days of salt treatment (DAT) the fresh
mass (FM) and dry mass (DM) were significantly declined com-
pared with non-stressed control (Fig. 1A-B). However, the applica-
tions of Spm or Spd improved salt-stress inhibition of rapeseed
growth at 15 DAT. The application of Spd and Spm enhanced FM
by 41.8% and 23.2 as well as DM by 137.4 and 65.7%, in the same
order compared to untreated plants under salt stress. Accordingly,
alleviation of FM and DM was considerably more pronounced with
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exogenous Spd application compared to Spm treatment at 15 DAT
(Fig. 1A-B).

Total chlorophyll content, photosynthetic quantum yield, CO2

assimilation rate, and intercellular concentration (Ci) significantly
reduced under NaCl stress compared with non-stressed control
(Fig. 1C-F). In contrast, the applications of Spd and Spm improved
total chlorophyll content in rapeseed plants grown under NaCl
stress by 279.8 and 150.2%, respectively, compared to untreated
control under salt stress at 15 DAT (Fig. 1C). Likewise, the applied
exogenously Spd and Spm promoted the photosynthetic quantum
yield of rapeseed plants under salt stress by 153.8 and 79.8%,
respectively, compared to untreated stressed plants (Fig. 1D). Both
CO2 assimilation rate and intercellular concentration (Ci) showed a
significant (P < 0.01) decrease under NaCl stress compared to non-
stressed conditions (Fig. 1E-F). The treated plants with Spd exhib-
ited a substantial increase in the assimilation rate in particular at
15 DAT compared to untreated plants under salt stress (Fig. 1E).
Moreover, exogenously sprayed Spd exhibited an increase in Ci in
salt-stressed plants compared with untreated treatment under salt
stress (Fig. 1F).
3.2. Rubisco activity and transcript level of RbcL and RbcS genes

Rubisco activity substantially declined under salt stress at both
time points compared to the non-stressed control (Fig. 2A). In con-
trast, the exogenous application of Spd and Spm substantially
boosted Rubisco activity by 51.2 and 36.6% at 6 h and 153.4 and
82.6% at 15 DAT, in the same order, compared with untreated
treatment under salt stress (Fig. 2A). Therefore, salt-stressed plants
treated by exogenous Spd showed the highest Rubisco activity,
particularly at 15 DAT. RbcL and RbcS transcript levels were signif-
icantly decreased in rapeseed plants exposed to NaCl at both time
points compared with non-stressed ones (Fig. 2B-C). Notwith-
standing, Spd and Spm applications increased significantly gene
expression of RbcL and RbcS genes with superiority of the applica-
tion of Spd at 15 DAT.
3.3. Malondialdehyde, proline, and H2O2 contents

Thiobarbituric acid reactive substances (TBARS) amount was
used to determine membrane damage resulted from lipid peroxi-
dation in the leaves of rapeseed plants (Fig. 3A). Salt stress signif-
icantly increased the amount of TBARS (MDA) compared with non-
stressed control (Fig. 3A). However, the applications of Spd and
Spm considerably diminished TBARS (MDA) level in salt-stressed
plants by 60.7 and 30.6%, respectively, compared with untreated
ones under salt stress at 15 DAT. The H2O2 content of rapeseed
leaves was considerably elevated at both time points in salt-
stressed plants compared to non-stressed ones (Fig. 3B). However,
the exogenous applications of Spd and Spm reduced H2O2 content
in salt-stressed plants by 40.6% and 23.1%, respectively, compared
with untreated ones under salt stress (Fig. 3B). The proline content
increased significantly in rapeseed leaves of salt-stressed rapeseed
plants compared with non-stressed plants (Fig. 3C). Proline content
was relatively decreased at 15 DAT compared to 6 h in untreated
stressed plants. Applications of exogenous Spd and Spm for salt-
stressed plants declined accumulation in proline content by 22.5
and 25.0% at 6 h and 19.1 and 33.5% at 15 DAT, in the same order,
compared with untreated ones under salt stress (Fig. 3C). Hence,
Spm application exhibited the highest decline in the amount of
proline content at 15 DAT compared to Spd as well as untreated
plants (Fig. 3C).



Fig. 1. Growth rate and photosynthesis parameters. A) Fresh mass (FM), B) Dry mass (DM), C) Total chlorophyll, D) Photosynthetic quantum yield (uPSII), E) Net
photosynthetic rate, and F) intercellular CO2 concentration (Ci) in rapeseed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM Spm + 150 mM NaCl
compared to untreated plants. The bars on the columns correspond to the SE, and distinct letters differ significantly by LSD (p < 0.01).

Fig. 2. Rubisco activity and transcript level of RbcL and RbcS Genes. A) Rubisco activity, B) Transcript amounts of RbcL, and C) Transcript amounts of RbcS genes in rapeseed
seed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM Spm + 150 mM NaCl compared to untreated plants. qPCR experiments were repeated thrice
with two replications each to quantify transcript levels. Transcript levels were normalized to actin and GAPDH transcript levels. The bars on the columns correspond to the SE,
and distinct letters differ significantly by LSD (p < 0.01).
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Fig. 3. Malondialdehyde, H2O2, and Proline Contents. A) Thiobarbituric acid reactive substances (TBARS) (MDA), B) H2O2 and C) Proline contents in leaves of rapeseed plants
treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM Spm + 150 mM NaCl compared to untreated plants. The bars on the columns correspond to the SE, and
distinct letters differ substantially by LSD (p < 0.01).
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3.4. Antioxidant enzymes activities

Salinity caused oxidative stress and thereby increased signifi-
cantly the activity of antioxidant enzymes comprising of ascorbate
peroxidase (APX), catalase (CAT), and superoxide dismutase (SOD),
in salt-stressed rapeseed plants compared to non-stressed control
(Fig. 4). The applications of Spd and Spm enhanced SOD activity
by 16.8 and 7.3% at 6 h and 26.4 and 15.1% at 15 DAT, in the same
order, compared to untreated control under salt stress (Fig. 4A).
Likewise, the exogenous applications of Psd and Spm exhibited a
significant enhancement in CAT activity by 17.4 and 61.5%, respec-
tively, compared with untreated stressed rapeseed plants (Fig. 4B).
There was a substantial boost in APX activity in NaCl-stressed
plants compared with non-stressed control (Fig. 4C). Otherwise,
the foliar-supplied Spd and Spm boosted the APX activity in salt-
stressed plants by 28.4 and 11.7%, respectively, compared with
untreated stressed plants. Glutathione reductase (GR) activity
was inhibited substantially under salt stress compared to non-
stressed control (Fig. 4D). The applications of Spd and Spm consid-
erably increased GR activity by 39.5 and 23.6% at 6 h and 316.1 and
202.0% at 15 DAT, in the same order, compared with untreated
stressed plants. Dehydroascorbate reductase (DHAR) activity was
considerably reduced under salt stress compared with non-
tressed plants (Fig. 4E). Both Spd and Spm applications enhanced
DHAR activity in salt-stressed plants by 280.6 and 162.7%, respec-
tively compared to untreated salt-stressed ones at 15 DAT.
3.5. Transcript levels of antioxidant enzyme related genes

The detoxification reaction in rapeseed plants under salt stress
either with or without application of Spd or Spm was evaluated by
assessing the expression of CuZnSOD2, CAT1, APX, DHAR, and GR
genes (Fig. 5). There was a substantial increase in CuZnSOD2 tran-
script level in salt-stressed rapeseed plants, in particular at 15 DAT
compared with non-stressed control (Fig. 5A). Otherwise, the
applications of Spm and Spd stimulated the transcript level of
CuZnSOD2 by 23.1 and 13.0%, respectively, compared to untreated
plants under salt stress at 15 DAT (Fig. 5A). CAT1 expression was
also significantly upregulated in salt-stressed compared with
non-stressed control (Fig. 5B). Exogenous applications of Spd and
Spm induced considerable enhancement in the expression of
CAT1 gene by 34.9 and 12.9%, respectively, compared with
untreated plants at 15 DAT (Fig. 5B). Regarding APX transcript level,
similar up-regulation trends were detected in salt-stressed rape-
seed plants compared to non-stressed control (Fig. 5C). The appli-
cations of Spd and Spm enhanced APX transcript level by 28.2 and
9.4%, respectively, compared to untreated plants at 15 DAT. Under
salt stress transcript level of DHAR gene transcript significantly
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declined compared to non-stressed control (Fig. 5D). The applica-
tions of Spd and Spm reinforced the transcript level of DHAR by
288.6 and 188.0%, respectively, in comparison with untreated
stressed plants. Salt stress declined GR transcript levels compared
to non-stressed control (Fig. 5E). The applications of Spd and
Spm boosted the transcript level of GR by 317.2 and 192.5%,
respectively, compared to untreated plants under salt stress at 15
DAT.
3.6. Transcript levels of polyamine synthase and polyamine pathway
catabolic related genes

In rapeseed plants subjected to NaCl stress, the expression of
spermidine synthase (SpdS) and spermine synthase (SpmS) signifi-
cantly improved (Fig. 6A-B). Nevertheless, exogenous Spd applica-
tion significantly enhanced the transcript level of SpdS and SpmS by
46.5 and 60.9% compared to NaCl-stressed untreated treatment
(Fig. 6A-B). Similarly, Spm application significantly boosted the
transcript level of SpdS and SpmS by 26.8 and 43.3% compared to
stressed untreated plants. NaCl-stressed plants treated with Spd
at 15 DAT showed a significantly higher transcript level of diamine
oxidase (DAO) by 12.0% compared to stressed untreated plants
(Fig. 6C). The transcript level of polyamine oxidase (PAO) improved
under salt stress in comparison with the non-stressed control
(Fig. 6D). Exogenous Spd application had considerable ameliora-
tion in PAO expression by 72.5 at 15 DAT compared to stressed
untreated plants. On the other hand, exogenous Spm application
displayed a similar performance to salt-stressed untreated treat-
ment (Fig. 6D).
3.7. Transcript levels of Calvin cycle related genes

Transcriptions of eight key genes involved in carbohydratemeta-
bolism associated with the Calvin cycle considerably differed by
treatments of NaCl and Spd or Spm (Fig. 7A-H). The transcript levels
of ribulose-bisphosphate carboxylase/oxygenase activase (RCA)
increased significantly in salt-stressed rapeseed plants compared
with non-stressed ones (Fig. 7A). Applied exogenously Spd and
Spm increased transcription of RCA with superiority of Spd at 15
DAT with an increase by 42.8% compared to untreated stressed
plants. The level of transcription of ribulose-5-phosphate kinase
(PRK) also improved in stressed plants compared with non-
stressed control (Fig. 7B). The Spd and Spm applications displayed
substantial enhancement in the transcription level of PRK by 37.5
and 13.0 compared to untreated stressed plants. The transcription
levels of fructose-1,6-bisphosphate aldolase (FBA)were significantly
decreased in untreated plants under salt stress at both time points
compared to thenon-stressedcontrol (Fig.7C). ExogenousSpdappli-



Fig. 4. The activities of antioxidant enzymes in rapeseed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM Spm + 150 mM NaCl compared to
untreated plants. A) superoxide dismutase (SOD); B) catalase (CAT); C) ascorbate peroxidase (APX); D) glutathione reductase (GR); and E) dehydroascorbate reductase
(DHAR). The bars on the columns correspond to the SE, and distinct letters differ substantially by LSD (p < 0.01).
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cation displayed the highest level of FBA transcription at 15DAT. The
transcription level of sedoheptulose-1,7-bisphosphatase (SBPase)
gene significantly decreased in untreated stressed plants compared
to non-stressed control (Fig. 7D). The Spd and Spm applications
improved SBPase by 143.0 and 57.9%, respectively, compared to
untreated stressed plants at 15 DAT. The glyceraldehyde-3-
phosphate dehydrogenase (GAPDH) expression was up-regulated
under salt stress treatment compared to the non-stressed control
(Fig. 7E). Spd application boosted the relative transcript level of
GAPDH by 20.0% compared to untreated stressed plants. The tran-
scription level of fructose-l,6-bisphosphate phosphatase (FBPase)
considerably diminished in salt-stressed compared with non-
stressed control (Fig. 7F). The Spd and Spm applications stimulated
relative transcription of FBPase by 152.6 and 29.6%, respectively,
compared to untreated stressed plants at 15 DAT. The relative tran-
script level of 3-phosphoglyceric acid kinase (PGK) transcript level
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decreased significantly in comparisonwith the non-stressed control
(Fig. 7G). Exogenous applications of Spd and Spm enhanced relative
PGK transcript level by 155.0 and 56.6% in the same order, compared
to untreated stressed plants at 15 DAT. Under salt stress, the rape-
seed plants had considerably decreased relative transcription levels
for triose-3-phosphate isomerase (TPI)atboth timepoints compared
with non-stressed control (Fig. 7H). The applications of Spd and Spm
enhanced transcription of TPI gene by 40.0 and 36.1%, respectively,
compared to untreated plants under salt stress at 15 DAT.

3.8. Interrelationship among evaluated characters

Principal components estimated the interrelationships among
evaluated parameters under different treatments. The first two
principal components presented about 87.85 of variability
(62.47% by PCA1 and 25.38% by PCA2). Consequently, the first



Fig. 5. Transcript levels of antioxidant enzymes encoding genes in leaves of rapeseed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM
Spm + 150 mM NaCl compared to untreated plants. A) CuZnSOD2, B) CAT1, C) APX, D) DHAR, and E) GR. Transcript levels were determined by qPCR and standardized against
actin and GAPDH transcript levels. The experiments of qPCR were replicated three times with two technical replications. The bars on the columns correspond to the SE, and
distinct letters differ substantially by LSD (p < 0.01).
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two principal components were applied to perform the biplot
(Fig. 8). The parameters that have parallel vectors or are close to
each other display a robust positive association, while those are
situated near opposite demonstrate a negative relationship. The
evaluated parameters could be separated into three groups. The
first group included fresh mass, dry mass, total chlorophyll, uPSII,
CO2, Ci, GR, DHAR, relative transcript level of DHAR, the relative
transcript level of GR, Rubisco activity, the relative transcript level
of RbcL, RbcS, TPI, PGK, SBPase, FBPase, and FBA genes. The second
group contained CAT1, SOD, APX, the relative transcript level of
CuZnSOD2, CAT1, APX, SPMS SPDS DAO PAO PRK RCA, and GAPDH
genes. The third group comprised proline content, TBARS (MDA),
and H2O2. A strong positive correlation was observed among
parameters included in each group. Additionally, a positive rela-
tionship was noticed between the first and second groups, while
a negative relationship was realized between the first and third
groups.
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The salt-stressed plants treated with exogenous Spd application
associated with the first group, including plant biomass (FM and
DM), photosynthesis parameters (chlorophyll content, ɸPSII, CO2

assimilation rate, Ci, Rubisco activity) and DHAR, GR activity, and
their gene expression. Likewise, stressed plants treated with
exogenous Spm associated with the second group containing
antioxidant enzyme (CAT, APX, and SOD) activity and their gene
expression, polyamine synthase, and catabolic related genes. Con-
versely, the third group includes proline content, H2O2, and TBARS
(MDA) associated with salt-stressed plants without Spd and Spm
treatments.

The PC1 seems to correspond with applications of Spd and Spm,
untreated treatment is situated on the negative side of PC1 fol-
lowed by application of Spm, and Spd is located on the end positive
side of PC1. Thereby, PC biplot reinforced the obtained aforemen-
tioned results that Spd exhibited the highest enhancement for
rapeseed plants under salt stress conditions.



Fig. 6. Expression of polyamine biosynthesis-related genes and polyamine pathway catabolic-related genes. A) spermine synthase (SpmS), B) spermidine synthase (SpdS), C)
diamine oxidase (DAO), and D) polyamine oxidase (PAO) in rapeseed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM NaCl or 0.25 mM Spm + 150 mM NaCl
compared to untreated plants. Transcript levels were determined by qPCR and normalized against actin and GAPDH transcript levels. The qPCR experiments were repeated
three times with two technical replications. The bars on the columns correspond to the SE, and distinct letters differ substantially by LSD (p < 0.01).

A.I. ElSayed, A.H. Mohamed, Mohammed Suhail Rafudeen et al. Saudi Journal of Biological Sciences 29 (2022) 3675–3686
4. Discussion

Salinity is estimated to affect approximately half of the
world’s irrigated lands and 20% of its cultivated lands (Kamboj
et al., 2015). There is a critical need to develop salt-tolerant
genotypes as well as find sustainable strategies to alleviate the
diverse impact of salt stress to ensure global food security
(Moustafa et al., 2021b). Furthermore, better understanding tol-
erance mechanisms and identifying important and reliable bio-
chemical and physiological parameters associated with salt
tolerance is required (ElSayed et al., 2018; Desoky et al.,
2021b). The photosynthesis, CO2 assimilation and plant growth
are frequently hampered by salt stress (ElSayed et al., 2021;
Selem et al., 2022). In the current study, salinity decreased bio-
mass, total chlorophyll, CO2 assimilation rate, and PSII (UPSII) in
rapeseed plants (Fig. 1). Reduction of chlorophyll content and
damage of photosynthesis activity are crucial factors leading to
a lower photosynthetic capacity. Consequently, the current study
hypothesized that one of the potential mechanisms responsible
for low Chl content might be a stomatal limitation associated
with a reduction in the CO2 assimilation in the cellular leaf space
(Ci) (Praxedes et al., 2006). The applied-foliar of Spd significantly
boosted Chl content and PSII in salt-stressed rapeseed plants,
thus enhancing plant growth under stressed conditions com-
pared with untreated plants under salt stressed conditions
(Fig. 1). The increased photosynthesis could be ascribed to Spd’s
capability to increase stomatal conductance and thus CO2 con-
centration in plant cells (Shu et al., 2014). Moreover, Spd pre-
vented degradation of Chl in salt-stressed plants and protected
the PSII’s integrity (Tang et al., 2018). These findings were con-
firmed by the Rubisco activity which increased in treated plants
by application of Spd or Spm under salt stress compared with
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untreated ones (Fig. 2A). Rubisco activity reached its peak by
using Spd application, implying its ability in avoiding inhibition
of Rubisco activity in rapeseed plants in stressed environments.

Salinity can influence the photosynthesis process by stomatal
constraints and lead to a reduction in carbon assimilation
(Hernández and Almansa, 2002). Salt exposure can cause rapid ter-
mination of plant growth, even after a short period (Parida and Das,
2005). The accumulation of salts in the young leaves also affects
the photosynthetic process in the long run (Munns and Tester,
2008) and even halophyte plants exhibited a reduction in chloro-
phyll and carotenoid content (Stepien and Johnson, 2009). The
photosynthesis rate (Pn) could be declined by stomatal closure,
or further non-stomatal restrictions, as suppression of the Calvin
Cycle enzymes like phosphoenolpyruvate carboxylase (PECP),
Rubisco, ribulose-5-phosphate glyceraldehyde-3-phosphate dehy-
drogenase, kinase, or fructose-1,6-bisphosphatase (Chaves et al.,
2009).

Spermidine has a decisive role in attenuating the deleterious
impacts of environmental stress in the plants (Kasukabe et al.,
2006) by protecting the plasma membrane and membrane struc-
ture (Roy et al., 2005; Stassinos et al., 2021), suppressing RNase
and protease activity (Chattopadhayay et al., 2002). Moreover,
Kasukabe et al. (2004) and Lu et al. (2009), deduced that restriction
in Rubisco activity is one of the essential biochemical constraints
engaged in salt-related photosynthesis downregulation. In the pre-
sent study, salt stress treatment declined RbcL and RbcS gene
expression. Still, the decrease was mitigated by the applications
of Spd or Spm, with the highest expression of both genes was
assigned for Spd application (Fig. 2B-C). As a result, we suggest that
applied exogenously Spd adjusts the expression of RbcL and RbcS
genes which could additionally influence the function and struc-
ture of Rubisco (Spreitzer, 2003).



Fig. 7. Transcriptions of key genes involved in carbohydrate metabolism related to the Calvin cycle in rapeseed plants treated with 150 mM NaCl, 0.25 mM Spd + 150 mM
NaCl or 0.25 mM Spm + 150 mMNaCl compared to untreated plants. A) ribulose-bisphosphate carboxylase/oxygenase activase (RCA), B) ribulose-5-phosphate kinase (PRK), C)
fructose-1,6-bisphosphate aldolase (FBA), D) sedoheptulose-1,7-bisphosphatase (SBPase), E) glyceraldehyde-3-phosphate dehydrogenase (GAPDH), F) fructose-l,6-bispho-
sphate phosphatase (FBPase), G) 3-phosphoglyceric acid kinase (PGK), and H) triose-3-phosphate isomerase (TPI). Transcript levels were determined by qPCR and
standardized against actin and GAPDH transcript levels. The experiments of qPCR were replicated thrice with two replications each. The bars on the columns correspond to the
SE, and distinct letters differ substantially by LSD (p < 0.01).
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Our findings showed that TBARS (MDA) and H2O2 levels
increased in rapeseed plants subjected to salt stress. While, TBARS
(MDA) and H2O2 were significantly lower in treated plants with
Spd and Spm under salt stress conditions (Fig. 3A-B). This suggests
that Spm and Spd are likely important in ROS scavenging and
inhibiting lipid peroxidation under salt stress. Furthermore, Tang
and Newton (2005) and Hsu and Kao (2007) proposed that using
Spm could facilitate plasmalemma stabilization in the plant and
diminish oxidative stress. In this context, Kasukabe et al. (2004)
suggested that Spd has an important role in stress signaling path-
ways. Proline accumulation is a common induced adaptive reac-
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tion in stressed plants which can help in sustaining
photosynthetic efficiency (Duan et al., 2008). Furthermore, besides
its osmoprotective role, proline has antioxidant properties and it
protects macromolecules against oxidation during dehydration
which ameliorates plant tolerance to environmental stresses
(Tang et al., 2015). In accordance with the current study, rapeseed
plants under salt stress accumulated significant amounts of proline
compared to non-stressed plants (Fig. 3). Conversely, there was
significantly less increase in proline level in treated rapeseed
plants with both applications of Spd and Spm compared with
untreated plants under salt-stressed conditions (Fig. 3C). The pro-



Fig. 8. PC-biplot based on physiological and molecular parameters of salt-stressed rapeseed plants treated with NaCl versus non-stressed conditions, compared with
exogenously sprayed Spd and Spm.
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line content was considerably higher in treated plants with exoge-
nous Spd and Spm than non-stressed plants under salt stress.
Within the plant cell, the proline performs many physiological
and biochemical functions. Among these functions, it reduces
osmotic potential and toxic ion uptake, which it does as an osmo-
lyte and a ROS scavenger (Woodward and Bennett, 2005; El-Badri
et al., 2021a).

In stressed plants, oxidative damage caused by ROS is mitigated
by the antioxidant system that comprises antioxidant enzymes
which scavenge ROS (Foyer and Noctor, 2011; Mansour et al.,
2021b). The obtained findings revealed salt stress enhanced SOD,
CATAPX, DHAR, and GR activities in rapeseed plants compared
with non-stressed control (Fig. 4A, 4B, 4C). Similarly, previous
studies disclosed a significant improvement in the antioxidant
activities in Brassica napus (El-Badri et al., 2021b; Stassinos et al.,
2021), Oryza sativa (Khan and Panda, 2008), Triticum aestivum
(ElSayed et al., 2018), and Phaseolus vulgaris (ElSayed et al.,
2021). The antioxidant enzymes are considered as the main scav-
enging components in regulating oxidative stress by adjusting
the concentrations of H2O2 and O2

�� during stressful growing condi-
tions (Mishra et al., 2013; Desoky et al., 2021c). Besides scavenging
O2
�� radicals, they maintain the cell membrane from damage

(Alscher et al., 2002; Sattar et al., 2021). Accordingly, their
increased activities are adaptive traits and possibly have a consid-
erable role in the repair of tissue by lowering toxic levels of H2O2

(Vital et al., 2008). Consequently, high antioxidant enzyme activity
has an integral role in cell defense against ROS and plant salt toler-
ance. The application of Spm and Spd enhanced significantly CAT,
APX, SOD, DHAR, and GR activities compared to untreated stressed
plants (Fig. 4A, 4B, 4C). The treated plants with Spd experienced
less ROS-caused oxidative stress, which could be caused by upreg-
ulated activities of the antioxidant enzymes for scavenging H2O2.
The endo/exogenous increment of Spd, regulates salt-induced
oxidative stress by increasing plants resistance, which includes a
reduction in H2O2 production, activation of antioxidative defense
system that led to an amelioration of free radical content and
improvement in cell viability (Ebeed et al., 2017). Likewise, cucum-
ber plants treated with Spd substantially boosted the content of
Spd and Spm, which resulted in enhanced antioxidant enzyme
activity, improved ROS scavenging capability, and decreased mem-
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brane lipid peroxidation that eventually led to improved stress tol-
erance (Wu et al., 2018).

The obtained findings of qRT-PCR revealed that the application
of Spm and Spd increased gene expression of CuZnSOD2, CAT1, APX,
DAHR, and GR in salt-stressed rapeseed plants, especially at 15
DAT. There was a consistent pattern in the observed changes for
the transcript levels of genes in rapeseed plants and antioxidant
activities. Moreover, salt-stressed rapeseed plants treated with
Spd and Spm showed increased relative transcription levels for
SpmS and SpdS (Fig. 6) which are part of the polyamine biosynthe-
sis pathway. Furthermore, the application of Spd increased DAO
and PAO transcription levels, particularly at 15 DAT (Fig. 6).
According to Eller et al. (2006), catabolic enzymes such as PAO
and DAO are localized in the plant cell walls, and H2O2 produced
by polyamines catabolism may has substantial importance in
cross-linking responses in stressed and non-stressed plants. Fur-
thermore, D1-pyrroline is produced by polyamine degradation
through PAO and DAO enzymes. D1-pyrroline could be catabolised
to c-aminobutyric acid, which induced by salt stress, then
transaminated to succinate before being introduced into the Krebs
cycle (Wang et al., 2017). Polyamine exogenous application
increases endogenous polyamines level, positive effects related to
maintaining membrane integrity; gene expression regulation for
the synthesis of osmotic solutes; while decreases ROS production;
and limit accumulation of Na+ and Cl� ion in different plant organs
(Yiu et al., 2009).

Calvin cycle enzymes play a crucial role in enhancing photosyn-
thetic efficiency by producing mediates for glycolysis and/or devel-
oping blocks for cellular elements (Furbank and Taylor, 1995;
Raines, 2003; Uematsu et al., 2012). The DNA of all Calvin cycle
enzymes has been isolated and sequenced. The Calvin cycle is
introduced by Rubisco which catalyzes the carboxylation of the
CO2 acceptor molecule. In the present study, the applied-foliar
Spd considerably improved the activity of Rubisco in NaCl-
stressed rapeseed plants. Based on these results, it appears that
Spd hastened carbon assimilation through the Calvin cycle,
boosted photosynthetic efficiency, which enhanced plant with-
stand against salt stress (Shu et al., 2014). Calvin cycle consists of
11 different enzymes that catalyze 13 different reactions (Raines,
2003). Rubisco, SBPase, FBPase, and PRKase are key enzymes in
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the Calvin cycle. These enzymes were probable to be the most
important in regulating the rate of CO2 fixation (Raines, 2003).
Eight genes related to enzymes engaged in the Calvin cycle were
assessed in rapeseed plants after the application of Spm and Spd
under salt-stressed conditions. The expressions of PGK, FBA, FBPase,
SBPase, and TPI genes were significantly decreased under NaCl
stress, although the application of Spd boosted the relative gene
transcription level, particularly at 15 DAT (Figs. 7-8). In contrast,
NaCl stress increased transcription of the GAPDH, RCA, and PRK

genes. Burzyński and _Zurek (2007) proposed that GAPDH, RCA,
and PRK enzymes are required to reduce the gene expression of
PGK, FBA, FBPase, SBPase, and TPI indicating that salinity stress
affected carbon assimilation (Shu et al., 2014). Nevertheless, the
application of Spd attenuated the downregulation of these genes.
According to Lv et al. (2017) improving the activity of FBA could
increase CO2 assimilation in plant leaf tissues. Furthermore, the
FBA gene family is important in plant reactions to environmental
stresses such as salt, heat, drought, and low temperature (Lv
et al., 2017). Koßmann et al. (1994) manifested that FBPase has a
decisive function in the Calvin cycle and transport of photosyn-
thetic products. Furthermore, Miyagawa et al. (2001) elucidated
that FBP/ SBPase-overexpressing accumulates more sucrose, hex-
ose, and starch. Also, Tamoi et al. (2006) depicted that increasing
the activity of SBPase in tobacco overexpressing improved photo-
synthesis and increased plant growth. In the current study, the
up-regulation of PRK, GAPDH, and RCA in rapeseed plants might
be described by acclimatization to salt stress. The exogenously
sprayed Spd under salt stress could regulate the salt stress-
induced accumulation of transcripts of genes related to the Calvin
cycle.

5. Conclusions

The use of exogenous Spm or Spd improved the growth rate and
photosynthesis of salt-stressed rapeseed plants. Application of Spm
or Spd upregulated the gene expression of antioxidant enzymes
related genes (CuZnSOD2, CAT1, APX, GR, and DHAR) under salt
stress. Furthermore, the exogenous Spd improved the polyamine
pathway by up-regulated DAO and PAO transcriptions. The Spd
application improved expressions of Calvin cycle enzyme-related
genes. Spd is important to regulate the activities of antioxidant
enzymes, the pathway to polyamine, and genes linked to the Calvin
Cycle in order to alleviate the damage of plants from salt stress.
The stimulatory effect processes of Spm or Spd can be separately
functioned or incorporated in a single strategy to promote cell
growth or maintain cell survival in response to stress. More
research could be applied to understand the impact of different
times of application using Spm and/or Spd to take full advantage
of their agricultural benefits.
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