
116                                                                                                                                                           Number 40/2023 
ROMANIAN AGRICULTURAL RESEARCH 

 
changing environments: A review. Plant Signaling 
Behavior, 7(11): 1456-1466. 

Hayat, K., Khan, J., Khan, A., Ullah, S., Ali, S., Fu, 
Y., 2021. Ameliorative effects of exogenous 
Proline on photosynthetic attributes, nutrients 
uptake, and oxidative stresses under cadmium in 
Pigeon pea (Cajanus Cajan L.). Plants, 10(4): 796. 

Heath, R.L., and Packer, L., 1968. Photoperoxidation 
in isolated chloroplasts: I. Kinetics and stoichiometry 
of fatty acid peroxidation. Archives of Biochemistry 
and Biophysics, 125(1): 189-198. 

Hossain, M.A., Kumar, V., Burritt, D.J., Fujita, M., 
Mäkelä, P., 2019. Osmoprotectant-mediated abiotic 
stress tolerance in plants. Proline Metabolism and 
Its Functions in Development and Stress Tolerance, 
Springer: 41-72. 

Hussain, R., Ayyub, C.M., Shaheen, M.R., Rashid, S., 
Nafees, M., Ali, S., Butt, M., Ali, M., Maqsood, 
A., Fiaz, S., 2021. Regulation of osmotic balance 
and increased antioxidant activities under heat 
stress in Abelmoschus esculentus L. Triggered by 
Exogenous Proline Application, Agronomy, 11(4): 
685. 

Kavi Kishor, P.B., Hima Kumari, P., Sunita, M., 
Sreenivasulu, N., 2015. Role of proline in cell   
wall synthesis and plant development and its 
implications in plant ontogeny. Frontier, Plant 
Science, 544 (6): 1-17. 

Khalilzadeh, R., Sharifi, R.S., Jalilian, J., 2016. 
Antioxidant status and physiological responses of 
wheat (Triticum aestivum L.) to cycocel application 
and bio fertilizers under water limitation condition. 
Journal of Plant Interaction, 11: 130-137.  

Kosar, F., Akram, N.A., Ashraf, M., 2015. 
Exogenously-applied 5-aminolevulinic acid 
modulates some key physiological characteristics 
and antioxidative defense system in spring wheat 
(Triticum aestivum L.) seedlings under water 
stress. South African Journal of Botany, 96: 71-77. 

Kumari, A., Sairam, R.K., Singh, S.K., Krishna, G.K., 
2014. Early growth response: an indicator of 
subsequent growth and yield of wheat genotypes 

grown under simulated water stress condition. 
Indian Journal Plant Physiology, 19: 94-100. 

Lichtenthaler, H.K., and Wellburn, A.R., 1983. 
Determinations of total carotenoids and 
chlorophylls a and b of leaf extracts in different 
solvents. Biochemical Society Transactions, 11: 
591-592. 

Ma, J., Du, G., Li, X., Zhang, C., Guo, J., 2015. A 
major locus controlling malondialdehyde content 
under water stress is associated with Fusarium 
crown rot resistance in wheat. Mol. Genet. 
Genomics, 290: 1955-1962. 

Noreen, S., Akhter, M.S., Yaamin, T., Arfan, M., 
2018. The ameliorative effects of exogenously 
applied proline on physiological and biochemical 
parameters of wheat (Triticum aestivum L.) crop 
under copper stress condition. Journal of Plant 
Interactions, 13(1): 221-230. 

Pervaiz, A., Iqbal, A., Khalid, A., Manzoor, A., 
Noreen, S., Ayaz, A., Zafar, Z.U., Ashraf, M., 
2019. Proline induced modulation in physiological 
responses in wheat plants. Journal of Agriculture 
and Environmental Science, 8: 112-119. 

Sarto, M.V.M., Sarto, J.R.W., Rampim, L., Rosset, 
J.S., Bassegio, D., da Costa, P.F., Inagaki, A.M., 
2017. Wheat phenology and yield under drought:  
a review. Australian Journal of Crop Science, 8:  
941-946. 

Semida, W.M., Abdelkhalika, A., Mohamed, O.A., 
Rady, M.O.A., Abd El-Mageed, T.A., 2020. 
Exogenously applied proline enhances growth and 
productivity of drought stressed onion by 
improving photosynthetic efficiency, water use 
efficiency and up-regulating osmoprotectants. 
Scientia Horticulturae, 272: 109580. 

Szabados, L., and Savouré, A., 2010. Proline: a 
multifunctional amino acid. Trends Plant Science, 
15(2): 89-97. 

Troll, W., and Lindsley, J.A., 1955. Photometric 
method for the determination of proline. Journal of 
Biological Chemistry, 215: 655-660. 

 

NARDI FUNDULEA, ROMANIA                                  ROMANIAN AGRICULTURAL RESEARCH, NO. 40, 2023 
www.incda-fundulea.ro; doi.org/10.59665/rar4011                               Print ISSN 1222-4227; Online ISSN 2067-5720 

________________________________________ 

Received 28 October 2022; accepted 18 January 2023. First Online: January, 2023. DII 2067-5720 RAR 2023-81 

  
 

EXOGENOUS APPLICATION OF ASCORBIC ACID TO INDUCE 
TOLERANCE AGAINST SALT STRESS IN COMMON BEAN PLANTS 

 
Cigdem Aydogan, Zeynep Girici, Ece Turhan* 

 
Department of Agricultural Biotechnology, Faculty of Agriculture, Eskisehir Osmangazi University, 

26160, Eskisehir, Türkiye 
*Corresponding author. E-mail: eturhan@ogu.edu.tr 

 
 

ABSTRACT 
Common beans have an important place in the world due to its high nutritional values in the human diet 

and with the largest cropping area among the legumes. Besides, they are named as quite sensitive to salt stress. 
Salinity is one of the utmost abiotic stress factors limiting agricultural production, which affects plant growth 
and development at different levels. Lately, exogenous applications of signalling and/or protective molecules to 
various parts of plants are used to combat salt stress before or at the time of stress. In this context, this research 
was conducted to assess the influence of foliar-applied ascorbic acid (AsA) on electrolyte leakage (EL), activity 
of antioxidative enzymes, total protein (TSP) content and protein profiles in the two common bean genotypes 
(salt-sensitive “Local Genotype” and salt-tolerant “Şeker Fasulye”) at early growth stage under salinity (0, 50, 
100, 150 mM NaCl). The genotypes were exposed to salt stress from fully developed true leaf at the third nodes 
emerged stage for two weeks, meanwhile 3 mM AsA was foliar-applied every three days. Salt stress increased 
EL in both genotypes and exogenous AsA application decreased EL value especially in “Local Genotype”. 
Foliar-applied AsA generally reduced the adverse effects of NaCl on AsA content of both genotypes. Exogenous 
AsA application also increased the activities of catalase (CAT), ascorbate peroxidase (APX) and glutathione 
reductase (GR) in the salt-stressed common bean plants and did not play a role in the TSP content. However, it 
has been determined that SDS-PAGE protein profiles represent adaptive mechanisms for dealing with excess 
salt in common bean genotypes. The results suggested that foliar-applied AsA was effective in reducing the 
adverse effects of salinity especially in relatively salt sensitive common bean genotype.  
 
Keywords: antioxidants, foliar application, Phaseolus vulgaris, protein, salt injury. 

 
INTRODUCTION 

 
alinity, which causes more than 50% 
reduction in average crop yield, is one of 

the most limiting factors for agricultural 
production worldwide (Zhang et al., 2020).   
It is estimated that salinity affects 7% of     
the agricultural areas in the world, which 
accounts for about a third of irrigated 
agricultural land (Maršálová et al., 2016). 
Soil salinity, increases soil osmotic pressure, 
causes nutritional imbalance due to its 
interaction with plant nutrients and 
negatively affects plant growth through the 
specific ion effect or combination of these 
factors (Machado and Serralheiro, 2017). 
High salinity also triggers reactive oxygen 
species’ (ROS) formation, whose excessive 
accumulation in plant cells causes oxidative 
damage to membrane lipids, proteins, nucleic 
acids, and carbohydrates (Suzuki et al., 2012).  

The ROS, which are by-products of stress 
metabolism, can be toxic over a threshold 
level. Besides, it acts as signal transduction 
molecules during stress acclimation and 
regulate different pathways (Choudhury et 
al., 2017). The increment in ROS levels        
is often provisional and linked with the 
subsequent induction of defence mechanisms; 
such as generating antioxidative pattern 
(enzymatic and non-enzymatic antioxidants), 
accumulation of stress proteins and up 
regulation of stress-protective genes, which 
collectively ensure stress protection (Kerchev 
et al., 2020). Several enzymes such as 
superoxide dismutase (SOD: EC 1.15.1.1), 
catalase (CAT: EC 1.11.1.6), peroxidase 
(POX: EC 1.11.1.7), ascorbate peroxidase 
(APX: EC 1.11.1.11), glutathione reductase 
(GR: EC 1.6.4.2) are involved in the 
detoxification of ROS and are stimulated 
under salinity. In the non-enzymatic defence 
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system, antioxidant compounds like ascorbic 
acid (AsA), glutathione (GSH), phenolics, 
flavonoids, and tocopherols have a 
significant role in the removal of toxic 
oxygen compounds (Symes et al., 2018). 

In recent years, some techniques have 
been proposed along with traditional 
breeding and biotechnological methods to 
reduce the negative effects of salinity on 
agricultural production. Seed or seedling 
priming, application of osmolytes, hydrogen 
peroxide (H2O2), and antioxidants including 
AsA, GSH and dehydroascorbate; which    
are implicated in signalling against stress 
(Romero-Romero and López-Delgado, 2009). 
Antioxidants can impromptu supply electrons 
to free radicals, alleviating the oxidative 
cellular environments induced by aerobic 
metabolism (Paciolla et al., 2019). Though 
recent scientific efforts have shown that     
the use of AsA has promising results in 
alleviating abiotic stresses such as salinity, 
chilling, and flooding (Jamil et al., 2015; 
Aliniaeifard et al., 2016; Ullah et al., 2017; 
Elkelish et al., 2020), the underlying 
mechanisms remain unclear (Al-Huqail et  
al., 2020). The favourable effects of AsA 
may be attributed to the increase in 
photosynthesis activity, as well as its role     
in various defence mechanisms against 
oxidative stress under salinity (Saeidi-Sar et 
al., 2013; Alnusaire et al., 2022).  

The common bean contains full 
carbohydrates, vitamins, and various 
minerals, and plays an essential role in 
human diet (Hayat et al., 2014). However, it 
is quite sensitive to salinity at early growth 
stage, which poses a serious threat to its 
production (Assimakopoulou et al., 2015). 
Due to the growing demand to plant products 
and environmental pressures on agricultural 
ecosystems, it is becoming clear that grain 
legumes would play an important role in 
future cropping systems (Stagnari et al., 
2017). Therefore, the elevation of salt 
tolerance is useful to expand the planting area 
of common bean on saline land. In addition, 
Taïbi et al. (2016) reported that future 
strategies for plant breeding studies in 
Phaseolus vulgaris aiming at developing new 
genotypes that are tolerant to salinity should 

focus on selecting plants with high 
antioxidant activity rather than plants that can 
accumulate more salt. There are some 
researches on the use of AsA by adding it to 
irrigation water or nutrient solution in order 
to eliminate the negative effects of salinity in 
bean plants (Dolatabadian and Jouneghani, 
2009; Saeidi-Sar et al., 2013; Rady et al., 
2018). However, it is reported that foliar 
application provides rapid absorption of AsA, 
and increases the salt tolerance of plants 
(Bybordi, 2012). In this respect, there is a 
question of whether foliar-applied AsA could 
activate particular defensive mechanisms, 
which may be associated with salt tolerance 
and whether AsA could be used as bio-
fortifier in common bean plants? The   
present study was designed to answer these 
questions. 

 
MATERIAL AND METHODS 

 
Plant materials and experimental 
practices 
In order to determine the effects of foliar-

applied AsA to induce tolerance against 
salinity in common bean, “Şeker Fasulye” 
(salt-tolerant) and “Local Genotype” (salt-
sensitive) genotypes were used (Gulmezoglu 
et al., 2016). The seeds were sown into     
pots (14 cm) filled with a mixture of 
peat:perlite:vermiculite (2:1:1). The experimental 
treatments were arranged in a randomized 
block design with three replicates. Each 
replicate consisted of 30 plants. Plants     
were grown in a climate cabinet (DAIHAN 
WGC-1000, South Korea), under 26°C/18°C 
(day/night) with approximately 60-70% relative 
humidity and a light density of 450 molμm-2s-1 
(Khadri et al., 2006).  

Seeds were irrigated with doubly distilled 
water (ddH2O) until fully developed true leaf 
emerged at the third nodes. Afterwards, 
seedlings were irrigated with ddH2O 
containing 0 (control), 50, 100 and 150 mM 
NaCl. While half of the plants were sprayed 
with 3 mM AsA (Elwan et al., 2012; Ergin et 
al., 2014) every three days for 2 weeks         
(5 applications) in order to investigate 
whether AsA was effective on salt tolerance 
of the genotypes, the other half were used as 
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control plants. The amount of water to be 
given was determined by the pot tensiometer 
(Irrometer, Co. Riverside, Calif, USA). At 
the end of experiment, samples of each 
treatment were divided into two groups: One 
group was used to detect electrolyte leakage 
(EL), and the other group immediately was 
fixed in liquid nitrogen (N2) and stored at -
80°C until AsA, enzyme and protein analyses 
were performed.  

 
Electrolyte leakage (EL) 
Electrolyte leakage of leaf tissues was 

measured according to Arora et al. (1998) 
with some modifications: Leaf disks of      
1.5 cm diameter from each treatment group 
were put into test tubes containing 15 mL of 
ddH2O. The samples were then subjected to 
vacuum infiltrated at -0.15 MPa for 5 min 
and incubated at room temperature (24±1ºC) 
for 4 hours using an orbital shaker (Thermo 
Scientific MaxQ 4000, USA) at 250 rpm 
before the electrical conductivity of each 
solution (EC1) was measured using a 
conductivity meter (Metler Toledo Seven 
Easy S30, USA) then immediately autoclaved 
(ALP CLG 32L, South Korea). Total 
conductivity (EC2) was determined once 
more when the solution in test tubes     
cooled down to room temperature. 
Electrolyte leakage was calculated as  
follows: EL(%) = (EC1/EC2). 

 
Ascorbic acid (AsA) content 
Ascorbic acid content was determined 

according to Schoner and Krause (1990). 
Briefly, liquid N2-frozen leaf tissues of 1.0 g 
were homogenized in 5 mL ice cold 
containing 4% (v/v) metaphosphoric acid, 
and centrifuged (Beckman Coulter Allegra 
64R, USA) at 4000×g for 10 min at 4°C. 
Subsequently, 1 mL of the supernatant      
was sampled, mixed with 1 mL 50 mM Na 
citrate buffer, pH 2.6, and 1 mL 10 mM 
dichlorophenolindophenol and incubated    
for 1 min at 25ºC. Following incubation     
for 30 s, the AsA content in the mixture was 
determined at 524 nm using a UV/VIS 
spectrophotometer Perkin Elmer Lambda 25, 

USA) and compared with those of standard 
AsA solutions.  

 
Extraction and determination of 
enzymatic antioxidant activity 
To prepare enzyme extracts, 0.5 g of 

liquid N2-frozen leaf tissues were ground in a 
pre-chilled mortar and pestle with 5 mL of 
the following ice-cold extraction solutions 
containing 1.0% polyvinylpolypyrrolidone 
(PVPP) (Moran et al., 1994): For CAT      
100 mM potassium phosphate (K-phosphate) 
buffer, pH 7.0, containing 0.1 mM 
ethylenediamine-tetraacetic acid (EDTA), 
with addition 0.1% Triton, for APX and GR 
50 mM K-phosphate buffer, pH 7.8, 
containing 50 mM AsA and 50 mM            
K-phosphate, pH 7.6, containing 0.1 mM 
EDTA, respectively. The homogenate was 
centrifuged at 15000×g for 20 min at 4°C. 
The supernatants were used to assay for      
the enzymatic activities and soluble protein 
analysis. All the enzyme analyses were 
carried out spectrophotometrically. The 
method of Rao et al. (1996) was employed 
for the assay of CAT by recording the 
decrease in absorption at 240 nm in a 
UV/VIS spectrophotometer as H2O2 (ε = 39.4 
mM/cm) was consumed. The APX activity 
was recorded by the decrease in oxidized 
AsA (ε = 2.8 mM/cm) at 290 nm (Nakano  
and Asada, 1980). The GR activity was 
measured at 340 nm (ε = 6.22 mM/cm) by   
the method of Cakmak and Marschner 
(1992), equivalent to the oxidation of β-
nicotinamide adenine dinucleotide phosphate. 
The soluble protein content of the crude 
enzyme extracts was determined according to 
Bradford (1976). 

 
Total soluble protein (TSP) content and 
SDS-PAGE 
The TSP content was determined by 

making some modifications in Shen et al. 
(2003)'s method. The TSP was extracted  
with a mortar and pestle from 250 mg of   
leaf samples at 4ºC with 1.0% PVPP and      
1 mL of the extraction buffer containing      
25 mM tris-base, 275 mM sucrose, 2 mM 
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system, antioxidant compounds like ascorbic 
acid (AsA), glutathione (GSH), phenolics, 
flavonoids, and tocopherols have a 
significant role in the removal of toxic 
oxygen compounds (Symes et al., 2018). 

In recent years, some techniques have 
been proposed along with traditional 
breeding and biotechnological methods to 
reduce the negative effects of salinity on 
agricultural production. Seed or seedling 
priming, application of osmolytes, hydrogen 
peroxide (H2O2), and antioxidants including 
AsA, GSH and dehydroascorbate; which    
are implicated in signalling against stress 
(Romero-Romero and López-Delgado, 2009). 
Antioxidants can impromptu supply electrons 
to free radicals, alleviating the oxidative 
cellular environments induced by aerobic 
metabolism (Paciolla et al., 2019). Though 
recent scientific efforts have shown that     
the use of AsA has promising results in 
alleviating abiotic stresses such as salinity, 
chilling, and flooding (Jamil et al., 2015; 
Aliniaeifard et al., 2016; Ullah et al., 2017; 
Elkelish et al., 2020), the underlying 
mechanisms remain unclear (Al-Huqail et  
al., 2020). The favourable effects of AsA 
may be attributed to the increase in 
photosynthesis activity, as well as its role     
in various defence mechanisms against 
oxidative stress under salinity (Saeidi-Sar et 
al., 2013; Alnusaire et al., 2022).  

The common bean contains full 
carbohydrates, vitamins, and various 
minerals, and plays an essential role in 
human diet (Hayat et al., 2014). However, it 
is quite sensitive to salinity at early growth 
stage, which poses a serious threat to its 
production (Assimakopoulou et al., 2015). 
Due to the growing demand to plant products 
and environmental pressures on agricultural 
ecosystems, it is becoming clear that grain 
legumes would play an important role in 
future cropping systems (Stagnari et al., 
2017). Therefore, the elevation of salt 
tolerance is useful to expand the planting area 
of common bean on saline land. In addition, 
Taïbi et al. (2016) reported that future 
strategies for plant breeding studies in 
Phaseolus vulgaris aiming at developing new 
genotypes that are tolerant to salinity should 

focus on selecting plants with high 
antioxidant activity rather than plants that can 
accumulate more salt. There are some 
researches on the use of AsA by adding it to 
irrigation water or nutrient solution in order 
to eliminate the negative effects of salinity in 
bean plants (Dolatabadian and Jouneghani, 
2009; Saeidi-Sar et al., 2013; Rady et al., 
2018). However, it is reported that foliar 
application provides rapid absorption of AsA, 
and increases the salt tolerance of plants 
(Bybordi, 2012). In this respect, there is a 
question of whether foliar-applied AsA could 
activate particular defensive mechanisms, 
which may be associated with salt tolerance 
and whether AsA could be used as bio-
fortifier in common bean plants? The   
present study was designed to answer these 
questions. 

 
MATERIAL AND METHODS 

 
Plant materials and experimental 
practices 
In order to determine the effects of foliar-

applied AsA to induce tolerance against 
salinity in common bean, “Şeker Fasulye” 
(salt-tolerant) and “Local Genotype” (salt-
sensitive) genotypes were used (Gulmezoglu 
et al., 2016). The seeds were sown into     
pots (14 cm) filled with a mixture of 
peat:perlite:vermiculite (2:1:1). The experimental 
treatments were arranged in a randomized 
block design with three replicates. Each 
replicate consisted of 30 plants. Plants     
were grown in a climate cabinet (DAIHAN 
WGC-1000, South Korea), under 26°C/18°C 
(day/night) with approximately 60-70% relative 
humidity and a light density of 450 molμm-2s-1 
(Khadri et al., 2006).  

Seeds were irrigated with doubly distilled 
water (ddH2O) until fully developed true leaf 
emerged at the third nodes. Afterwards, 
seedlings were irrigated with ddH2O 
containing 0 (control), 50, 100 and 150 mM 
NaCl. While half of the plants were sprayed 
with 3 mM AsA (Elwan et al., 2012; Ergin et 
al., 2014) every three days for 2 weeks         
(5 applications) in order to investigate 
whether AsA was effective on salt tolerance 
of the genotypes, the other half were used as 
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control plants. The amount of water to be 
given was determined by the pot tensiometer 
(Irrometer, Co. Riverside, Calif, USA). At 
the end of experiment, samples of each 
treatment were divided into two groups: One 
group was used to detect electrolyte leakage 
(EL), and the other group immediately was 
fixed in liquid nitrogen (N2) and stored at -
80°C until AsA, enzyme and protein analyses 
were performed.  

 
Electrolyte leakage (EL) 
Electrolyte leakage of leaf tissues was 

measured according to Arora et al. (1998) 
with some modifications: Leaf disks of      
1.5 cm diameter from each treatment group 
were put into test tubes containing 15 mL of 
ddH2O. The samples were then subjected to 
vacuum infiltrated at -0.15 MPa for 5 min 
and incubated at room temperature (24±1ºC) 
for 4 hours using an orbital shaker (Thermo 
Scientific MaxQ 4000, USA) at 250 rpm 
before the electrical conductivity of each 
solution (EC1) was measured using a 
conductivity meter (Metler Toledo Seven 
Easy S30, USA) then immediately autoclaved 
(ALP CLG 32L, South Korea). Total 
conductivity (EC2) was determined once 
more when the solution in test tubes     
cooled down to room temperature. 
Electrolyte leakage was calculated as  
follows: EL(%) = (EC1/EC2). 

 
Ascorbic acid (AsA) content 
Ascorbic acid content was determined 

according to Schoner and Krause (1990). 
Briefly, liquid N2-frozen leaf tissues of 1.0 g 
were homogenized in 5 mL ice cold 
containing 4% (v/v) metaphosphoric acid, 
and centrifuged (Beckman Coulter Allegra 
64R, USA) at 4000×g for 10 min at 4°C. 
Subsequently, 1 mL of the supernatant      
was sampled, mixed with 1 mL 50 mM Na 
citrate buffer, pH 2.6, and 1 mL 10 mM 
dichlorophenolindophenol and incubated    
for 1 min at 25ºC. Following incubation     
for 30 s, the AsA content in the mixture was 
determined at 524 nm using a UV/VIS 
spectrophotometer Perkin Elmer Lambda 25, 

USA) and compared with those of standard 
AsA solutions.  

 
Extraction and determination of 
enzymatic antioxidant activity 
To prepare enzyme extracts, 0.5 g of 

liquid N2-frozen leaf tissues were ground in a 
pre-chilled mortar and pestle with 5 mL of 
the following ice-cold extraction solutions 
containing 1.0% polyvinylpolypyrrolidone 
(PVPP) (Moran et al., 1994): For CAT      
100 mM potassium phosphate (K-phosphate) 
buffer, pH 7.0, containing 0.1 mM 
ethylenediamine-tetraacetic acid (EDTA), 
with addition 0.1% Triton, for APX and GR 
50 mM K-phosphate buffer, pH 7.8, 
containing 50 mM AsA and 50 mM            
K-phosphate, pH 7.6, containing 0.1 mM 
EDTA, respectively. The homogenate was 
centrifuged at 15000×g for 20 min at 4°C. 
The supernatants were used to assay for      
the enzymatic activities and soluble protein 
analysis. All the enzyme analyses were 
carried out spectrophotometrically. The 
method of Rao et al. (1996) was employed 
for the assay of CAT by recording the 
decrease in absorption at 240 nm in a 
UV/VIS spectrophotometer as H2O2 (ε = 39.4 
mM/cm) was consumed. The APX activity 
was recorded by the decrease in oxidized 
AsA (ε = 2.8 mM/cm) at 290 nm (Nakano  
and Asada, 1980). The GR activity was 
measured at 340 nm (ε = 6.22 mM/cm) by   
the method of Cakmak and Marschner 
(1992), equivalent to the oxidation of β-
nicotinamide adenine dinucleotide phosphate. 
The soluble protein content of the crude 
enzyme extracts was determined according to 
Bradford (1976). 

 
Total soluble protein (TSP) content and 
SDS-PAGE 
The TSP content was determined by 

making some modifications in Shen et al. 
(2003)'s method. The TSP was extracted  
with a mortar and pestle from 250 mg of   
leaf samples at 4ºC with 1.0% PVPP and      
1 mL of the extraction buffer containing      
25 mM tris-base, 275 mM sucrose, 2 mM 
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EDTA, 10 mM dithiothreitol (DTT), 0,5 mM 
phenylmethylsulfonyl fluoride (PMSF). 

The extract was centrifuged (10000×g,   
10 min, 4°C) and used for the Bradford assay 
(Bradford, 1976). The SDS-PAGE was 
performed with a PROTEAN tetra vertical 
electrophoresis unit (Bio-Rad, Hercules, 
USA) using “TGXTM FastCastTM premixed 
acrylamide solutions” kit (Bio-Rad, Hercules, 
USA). An equal amount of total protein    
(7.5 μg) was loaded for each sample and gels 
were stained with Coomassie Brilliant Blue 
G-250. Protein bands were examined in the 
imaging system (Vilber, Quantum ST4 Gel 
Imaging System, France). The SDS-PAGE 
molecular weight (MW) standard (Biorad, 
Low Range SDS-PAGE standard) was used 
during electrophoresis of the samples. 

 
Statistical analysis 
The experiment was set up using a 

randomized block design. Thirty biological 
and 3 technical replications were used for all 
assays. The data were subjected to analysis of 
variance (ANOVA) and the means were 
evaluated using Duncan test at p<0.05 using the  

SPSS software (version 22., Chicago, USA). 
 

RESULTS AND DISCUSSION 
 

Electrolyte leakage (EL) 
The leaf EL values of both genotypes are 

shown in Figure 1A. Root zone salinity 
significantly increased the EL of both 
genotypes. Due to imposition of salinity, the 
genotypes showed similar increasing trends 
in EL attributes. The highest increase in EL 
values was recorded at 150 mM NaCl of 
65.81% and 50.95% for “Local Genotype” 
and “Şeker Fasulye”, respectively, as 
compared to control plants. In addition, the 
EL was higher in “Local Genotype” than in 
“Şeker Fasulye”. Although these harmful 
effects seem alleviated by spraying AsA, 
statistical analysis revealed a significant 
effect of only NaCl treatment on EL (Table 1). 
On the other hand, plant growth also 
decreased with increasing salinity levels and 
foliar-applied AsA ameliorated inhibitory 
effects of salinity especially in “Local 
Genotype” (Figure 1B). 
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Figure 1. Electrolyte leakage in leaf tissues of two common bean genotypes as influenced 
by foliar-applied AsA under salt stress (Panel A), the effects of salinity and AsA applications 

on common bean plants (Panel B). Error bars represent ± SE of three replications. 
 

Ascorbic acid (AsA) content 
A significant alteration in the AsA content 

of both genotypes was recorded due to 
salinity treatment (Figure 2). 50 and 100 mM 
NaCl applications decreased the AsA 
content, while 150 mM NaCl increased the 
AsA content of “Local Genotype” without 
AsA application. On the other hand, salt 
induced increment of the leaf AsA content   
in the “Şeker Fasulye” at same condition. 
Exogenous application of AsA significantly 

reduced the adverse effects of salinity on 
AsA content of both genotypes except that of 
50 mM NaCl (Figure 2). The highest increase 
in AsA content was recorded at 100 and    
150 mM NaCl with 27.37% and 18.24% 
respectively, in “Şeker Fasulye” by foliar-
applied AsA. The effect of genotype, AsA 
application, NaCl treatment and all their 
interaction on AsA content was statistically 
significant (Table 1). 
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EDTA, 10 mM dithiothreitol (DTT), 0,5 mM 
phenylmethylsulfonyl fluoride (PMSF). 

The extract was centrifuged (10000×g,   
10 min, 4°C) and used for the Bradford assay 
(Bradford, 1976). The SDS-PAGE was 
performed with a PROTEAN tetra vertical 
electrophoresis unit (Bio-Rad, Hercules, 
USA) using “TGXTM FastCastTM premixed 
acrylamide solutions” kit (Bio-Rad, Hercules, 
USA). An equal amount of total protein    
(7.5 μg) was loaded for each sample and gels 
were stained with Coomassie Brilliant Blue 
G-250. Protein bands were examined in the 
imaging system (Vilber, Quantum ST4 Gel 
Imaging System, France). The SDS-PAGE 
molecular weight (MW) standard (Biorad, 
Low Range SDS-PAGE standard) was used 
during electrophoresis of the samples. 

 
Statistical analysis 
The experiment was set up using a 

randomized block design. Thirty biological 
and 3 technical replications were used for all 
assays. The data were subjected to analysis of 
variance (ANOVA) and the means were 
evaluated using Duncan test at p<0.05 using the  

SPSS software (version 22., Chicago, USA). 
 

RESULTS AND DISCUSSION 
 

Electrolyte leakage (EL) 
The leaf EL values of both genotypes are 

shown in Figure 1A. Root zone salinity 
significantly increased the EL of both 
genotypes. Due to imposition of salinity, the 
genotypes showed similar increasing trends 
in EL attributes. The highest increase in EL 
values was recorded at 150 mM NaCl of 
65.81% and 50.95% for “Local Genotype” 
and “Şeker Fasulye”, respectively, as 
compared to control plants. In addition, the 
EL was higher in “Local Genotype” than in 
“Şeker Fasulye”. Although these harmful 
effects seem alleviated by spraying AsA, 
statistical analysis revealed a significant 
effect of only NaCl treatment on EL (Table 1). 
On the other hand, plant growth also 
decreased with increasing salinity levels and 
foliar-applied AsA ameliorated inhibitory 
effects of salinity especially in “Local 
Genotype” (Figure 1B). 
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Figure 1. Electrolyte leakage in leaf tissues of two common bean genotypes as influenced 
by foliar-applied AsA under salt stress (Panel A), the effects of salinity and AsA applications 

on common bean plants (Panel B). Error bars represent ± SE of three replications. 
 

Ascorbic acid (AsA) content 
A significant alteration in the AsA content 

of both genotypes was recorded due to 
salinity treatment (Figure 2). 50 and 100 mM 
NaCl applications decreased the AsA 
content, while 150 mM NaCl increased the 
AsA content of “Local Genotype” without 
AsA application. On the other hand, salt 
induced increment of the leaf AsA content   
in the “Şeker Fasulye” at same condition. 
Exogenous application of AsA significantly 

reduced the adverse effects of salinity on 
AsA content of both genotypes except that of 
50 mM NaCl (Figure 2). The highest increase 
in AsA content was recorded at 100 and    
150 mM NaCl with 27.37% and 18.24% 
respectively, in “Şeker Fasulye” by foliar-
applied AsA. The effect of genotype, AsA 
application, NaCl treatment and all their 
interaction on AsA content was statistically 
significant (Table 1). 
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Figure 2. Ascorbic acid content in leaf tissues of two common bean genotypes as influenced by foliar-applied AsA 
under salt stress. Error bars represent ± SE of three replications. 

 
Enzymatic antioxidants activities 
Antioxidant enzymes like CAT, APX, and 

GR displayed different responses under 
salinity (Figure 3). Figure 3A shows the 
changes in the leaf CAT activity. Due to root 
zone salinity, significant increase in the CAT 
activity of leaves was recorded in both 
genotypes. Both genotypes showed similar 
increasing trends in CAT activity due to 
NaCl application except 150 mM NaCl. 
However, foliar-applied AsA was found 
effective in reducing the adverse effects of 
salinity on this attribute between 20.38% and 
61.99% in both genotypes. More increases in 
the CAT activity due to the foliar-applied 
AsA was evident in the “Local Genotype” 
under salt stress. All the independent 
variables and their interaction was 
statistically significant except the genotype 
and interaction of genotype*NaCl treatment 
on CAT activity (Table 1). 

The changes in the leaf APX activity are 
shown in Figure 3B. The APX activity of 
both genotypes decreased due to salinity 

except 50 mM NaCl for “Local Genotype”. 
However, the exogenous application of AsA 
significantly increased the APX activity 
between 85.04% and 92.66% in “Local 
Genotype” but the opposite was true for 
“Şeker Fasulye” under salt stress. All the 
independent variable and their interaction 
was statistically significant except the 
genotype and genotype*AsA interaction on 
APX activity (Table 1).  

The changes in the leaf GR activity are 
shown in Figure 3C. The GR activity of 
“Local Genotype” was increased while the 
activity decreased in “Şeker Fasulye” (except 
50 mM NaCl) significantly due to salinity. 
Although foliar-applied AsA did not affect 
GR activity significantly, AsA application 
increased GR activity between 12.66% and 
55.92% in both genotypes under salt stress as 
compared to control treatment. All the 
independent variables and their interactions 
were statistically significant except the AsA 
application on GR activity (Table 1). 
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Figure 3. The activities of CAT (Panel A), APX (Panel B), and glutathione reductase (GR) (Panel C) 
in leaf tissues of two common bean genotypes as influenced by foliar-applied AsA under salt stress. 

Error bars represent ± SE of three replications. 
 

Total soluble protein (TSP) content and 
SDS-PAGE 
The changes in the leaf TSP content are 

shown in Figure 4A. While the TSP content 
increased significantly due to salinity in 
“Local Genotype”, the opposite was true    
for “Şeker Fasulye”. A non-significant effect 
of foliar-applied AsA was found on the    
TSP content of both genotypes. All the 
independent variable and their interaction on 
TSP content was statistically significant 
except the AsA application (Table 1). 

Figure 4B shows the total protein profiles 
of both genotypes depending on NaCl and 
AsA applications. While many protein bands 
had been observed in SDS-PAGE with sizes 
ranging from 14.40 kDa to 127.46 kDa 
according to treatments, only polymorphic 
bands were marked on the gels. Ten 
polymorphic bands estimated as 127.46, 
108.36, 81.97, 77.17, 72.65, 58.27, 54.56, 
43.89, 22.86 and 20.88 kDa were noted in 
both genotypes. The 127 kDa protein band 
was observed only in 0 mM NaCl without 
foliar-applied AsA for “Local Genotype”. 
The 108.36 kDa protein band disappeared in 
100 and 150 mM NaCl in “Local Genotype” 
and in 150 mM NaCl in “Şeker Fasulye” 
without foliar-applied AsA. However, the 

size of 108.36 kDa protein band occurred in 
both genotypes except 150 mM NaCl for 
“Şeker Fasulye” with foliar-applied AsA. The 
sizes of 81.97 and 77.17 kDa protein bands 
were hardly visible in 150 mM NaCl in 
“Local Genotype” and all the NaCl 
treatments in “Şeker Fasulye” without foliar-
applied AsA. On the other hand, the 81.97 
and 77.17 kDa protein bands were detected 
with foliar-applied AsA in 100 and 150 mM 
NaCl for “Local Genotype”, in 50 and       
100 mM NaCl for “Şeker Fasulye”. Although 
the 72.65 kDa protein band disappeared       
at 150 mM NaCl without foliar-applied AsA, 
it occurred with foliar-applied AsA in both 
genotypes. A 58.27 kDa sized protein band in 
both genotypes disappeared by 150 mM NaCl 
without foliar-applied AsA and this band was 
detected in 150 mM NaCl with foliar-applied 
AsA for “Local Genotype”. The sizes of 
54.56 and 43.89 kDa protein bands also 
disappeared in 150 mM NaCl in two 
genotypes in both conditions. The 22.86 and 
20.88 kDa protein bands disappeared at     
150 mM NaCl in both genotypes without 
foliar-applied AsA. However, these protein 
bands appeared in both genotypes in 150 mM 
NaCl with foliar-applied AsA. 
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Figure 2. Ascorbic acid content in leaf tissues of two common bean genotypes as influenced by foliar-applied AsA 
under salt stress. Error bars represent ± SE of three replications. 

 
Enzymatic antioxidants activities 
Antioxidant enzymes like CAT, APX, and 

GR displayed different responses under 
salinity (Figure 3). Figure 3A shows the 
changes in the leaf CAT activity. Due to root 
zone salinity, significant increase in the CAT 
activity of leaves was recorded in both 
genotypes. Both genotypes showed similar 
increasing trends in CAT activity due to 
NaCl application except 150 mM NaCl. 
However, foliar-applied AsA was found 
effective in reducing the adverse effects of 
salinity on this attribute between 20.38% and 
61.99% in both genotypes. More increases in 
the CAT activity due to the foliar-applied 
AsA was evident in the “Local Genotype” 
under salt stress. All the independent 
variables and their interaction was 
statistically significant except the genotype 
and interaction of genotype*NaCl treatment 
on CAT activity (Table 1). 

The changes in the leaf APX activity are 
shown in Figure 3B. The APX activity of 
both genotypes decreased due to salinity 

except 50 mM NaCl for “Local Genotype”. 
However, the exogenous application of AsA 
significantly increased the APX activity 
between 85.04% and 92.66% in “Local 
Genotype” but the opposite was true for 
“Şeker Fasulye” under salt stress. All the 
independent variable and their interaction 
was statistically significant except the 
genotype and genotype*AsA interaction on 
APX activity (Table 1).  

The changes in the leaf GR activity are 
shown in Figure 3C. The GR activity of 
“Local Genotype” was increased while the 
activity decreased in “Şeker Fasulye” (except 
50 mM NaCl) significantly due to salinity. 
Although foliar-applied AsA did not affect 
GR activity significantly, AsA application 
increased GR activity between 12.66% and 
55.92% in both genotypes under salt stress as 
compared to control treatment. All the 
independent variables and their interactions 
were statistically significant except the AsA 
application on GR activity (Table 1). 
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Figure 3. The activities of CAT (Panel A), APX (Panel B), and glutathione reductase (GR) (Panel C) 
in leaf tissues of two common bean genotypes as influenced by foliar-applied AsA under salt stress. 

Error bars represent ± SE of three replications. 
 

Total soluble protein (TSP) content and 
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The changes in the leaf TSP content are 

shown in Figure 4A. While the TSP content 
increased significantly due to salinity in 
“Local Genotype”, the opposite was true    
for “Şeker Fasulye”. A non-significant effect 
of foliar-applied AsA was found on the    
TSP content of both genotypes. All the 
independent variable and their interaction on 
TSP content was statistically significant 
except the AsA application (Table 1). 

Figure 4B shows the total protein profiles 
of both genotypes depending on NaCl and 
AsA applications. While many protein bands 
had been observed in SDS-PAGE with sizes 
ranging from 14.40 kDa to 127.46 kDa 
according to treatments, only polymorphic 
bands were marked on the gels. Ten 
polymorphic bands estimated as 127.46, 
108.36, 81.97, 77.17, 72.65, 58.27, 54.56, 
43.89, 22.86 and 20.88 kDa were noted in 
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was observed only in 0 mM NaCl without 
foliar-applied AsA for “Local Genotype”. 
The 108.36 kDa protein band disappeared in 
100 and 150 mM NaCl in “Local Genotype” 
and in 150 mM NaCl in “Şeker Fasulye” 
without foliar-applied AsA. However, the 

size of 108.36 kDa protein band occurred in 
both genotypes except 150 mM NaCl for 
“Şeker Fasulye” with foliar-applied AsA. The 
sizes of 81.97 and 77.17 kDa protein bands 
were hardly visible in 150 mM NaCl in 
“Local Genotype” and all the NaCl 
treatments in “Şeker Fasulye” without foliar-
applied AsA. On the other hand, the 81.97 
and 77.17 kDa protein bands were detected 
with foliar-applied AsA in 100 and 150 mM 
NaCl for “Local Genotype”, in 50 and       
100 mM NaCl for “Şeker Fasulye”. Although 
the 72.65 kDa protein band disappeared       
at 150 mM NaCl without foliar-applied AsA, 
it occurred with foliar-applied AsA in both 
genotypes. A 58.27 kDa sized protein band in 
both genotypes disappeared by 150 mM NaCl 
without foliar-applied AsA and this band was 
detected in 150 mM NaCl with foliar-applied 
AsA for “Local Genotype”. The sizes of 
54.56 and 43.89 kDa protein bands also 
disappeared in 150 mM NaCl in two 
genotypes in both conditions. The 22.86 and 
20.88 kDa protein bands disappeared at     
150 mM NaCl in both genotypes without 
foliar-applied AsA. However, these protein 
bands appeared in both genotypes in 150 mM 
NaCl with foliar-applied AsA. 
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Figure 4. Total soluble protein content (Panel A) and protein profiles (Panel B) of leaf tissues 
in two common bean genotypes as influenced by foliar-applied AsA under salt stress. M: MW standard. 

Error bars represent ± SE of three replications. 
 

Table 1. Results of analysis of variance (ANOVA) of genotype (G), NaCl, AsA and their interactions with EL, CAT, 
APX, GR activities, and TSP content in leaf tissues of common bean genotypes. 

Numbers represent F values relative to a significance level of 0.05. 
 

Dependent 
variable 

Independent variable 

G NaCl AsA GxNaCl GxAsA NaClxAsA GxNaClxAsA 
EL 0.784ns 57.445* 1.733ns 1.246ns 0.546ns 0.240ns 2.542ns 
AsA 74.596* 27.134* 89.532* 22.232* 12.296* 6.417* 11.721* 
CAT 2.746ns 151.609* 15.594* 1.915ns 11.609* 12.193* 7.451* 
APX 2.170ns 21.861* 175.682* 50.493* 0.323ns 53.291* 25.906* 
GR 610.685* 15.460* 0.010ns 39.427* 8.636* 44.612* 45.650* 
TSP 25.124* 41.238* 3.318ns 35.263* 133.456* 90.087* 222.755* 

 (*) Significant within column at p<0.05, (ns) - nonsignificant. 
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Plasma membranes are the main region of 
ion-specific salt damage (Hasegawa et al., 
2000). Therefore, EL is a common evaluation 
way for plasma membrane stability and an 
important criterion for selection of salt-
tolerant plants (Hniličková et al., 2019; 
Aydogan and Turhan, 2020). In the current 
study, salinity ruptured plant tissues, leading 
to high EL in both genotypes. Similarly, it 
was reported that salinity induced important 
suppression in growth of P. vulgaris 
seedlings (Saeidi-Sar et al., 2013; Taïbi et al., 
2016). It is suggested that the retardation in 
growth is due to inhibition of cell elongation 
(Abdelgawad et al., 2019). It has been 
determined that the EL value was lower in 
the “Şeker Fasulye”; which is more tolerant 
to salt, than in the “Local Genotype”, while 
AsA application caused a reduction in EL of 
the “Local Genotype” under salt stress 
(Figure 1). The results are in accordance with 
previous research in common bean (Rady et 
al., 2018), faba bean (Alzahrani et al., 2019) 
and mung bean (Nawaz et al., 2021), that also 
showed high EL under salt stress. In previous 
researches, the application of AsA reduced 
EL in the common bean and mung bean plant 
under salt stress (Rady et al., 2018; Nawaz et 
al., 2021). From the results, it might be 
suggested that AsA application regulates 
plant tolerance to reaction, and relieves the 
injurious effects of salinity on plant growth. 
This result is in agreement with previous 
results, which argue that AsA can effectively 
improve salt damages in tomato (Abdelgawad 
et al., 2019) and barley (Noreen et al., 2020). 
Furthermore, the results suggest that AsA is 
more effective on the “Local Genotype”, 
which is relatively more sensitive to salinity, 
than on the “Şeker Fasulye”.  

Oxidative protection is an important 
component for determining the viability of a 
plant during stress. Ascorbic acid, one of the 
non-enzymatic antioxidants, is a scavenger of 
many ROS due to its electron donating 
ability. It is evident from the present study 
that foliar-applied AsA reduced the adverse 
effects of salinity on AsA content in both 
genotypes (Figure 2). Similar effects were 
also observed in several recent studies 

(Dolatabadian and Jouneghani, 2009; Ergin 
et al., 2014; Nawaz et al., 2021). The fast 
reduction of ROS by the AsA prevents the 
impairing of bio molecules before the 
activation of antioxidant enzymes (Paciolla et 
al., 2019). 

Although ROS are produced in 
chloroplast, mitochondria and peroxysomes 
under optimal conditions, they may be 
generated by salinity that induces lipid 
peroxidation and destruction, which leads to 
membrane damage (Srour, 2015). Plants have 
generated an effective antioxidative pattern 
composed of enzymatic and non-enzymatic 
antioxidants to minimize and repair the  
ROS-initiated damage (Sharma et al., 2012). 
Catalase, found largely in peroxisomes, directly 
transforms H2O2 to H2O and O2 and it is 
more involved in detoxification of H2O2 not 
as a signalling molecule (Sofo et al., 2015). 
In the AsA-GSH cycle, APX reduces H2O2  
to H2O utilizing AsA as an electron donor 
(Sharma et al., 2012). Glutathione reductase 
is a possible enzyme of the AsA-reduced 
GSH cycle and acts a part in the defence 
system against ROS by maintaining the reduced 
position of GSH (Noctor et al., 2012). 

It was evident from the results that, there 
was a notable increase in the CAT activity 
induced by salt applications (Figure 3A). The 
CAT activity of common bean (Dolatabadian 
and Jouneghani, 2009), and barley (Agami, 
2014) increased due to salinity. Increments in 
the activity of CAT enzyme is considered as 
a response to the elevated H2O2 generation 
and may be effective in detoxifying salt  
stress induced H2O2. In addition, foliar-applied 
AsA increased the activity of CAT in both 
genotypes under salinity. Similar results were 
found in wheat (Athar et al., 2008), barley 
(Hassan et al., 2021) and common bean 
(Dolatabadian and Jouneghani, 2009; Rady et 
al., 2018) plants subjected to salinity with an 
AsA application. This implies an unequivocal 
role of AsA in scavenging H2O2 under salt 
stress. In addition, from the results, it can be 
suggested that AsA is more effective on the 
“Local Genotype”, which is relatively more 
sensitive to salinity, than “Şeker Fasulye”on 
this attribute.  
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Plasma membranes are the main region of 
ion-specific salt damage (Hasegawa et al., 
2000). Therefore, EL is a common evaluation 
way for plasma membrane stability and an 
important criterion for selection of salt-
tolerant plants (Hniličková et al., 2019; 
Aydogan and Turhan, 2020). In the current 
study, salinity ruptured plant tissues, leading 
to high EL in both genotypes. Similarly, it 
was reported that salinity induced important 
suppression in growth of P. vulgaris 
seedlings (Saeidi-Sar et al., 2013; Taïbi et al., 
2016). It is suggested that the retardation in 
growth is due to inhibition of cell elongation 
(Abdelgawad et al., 2019). It has been 
determined that the EL value was lower in 
the “Şeker Fasulye”; which is more tolerant 
to salt, than in the “Local Genotype”, while 
AsA application caused a reduction in EL of 
the “Local Genotype” under salt stress 
(Figure 1). The results are in accordance with 
previous research in common bean (Rady et 
al., 2018), faba bean (Alzahrani et al., 2019) 
and mung bean (Nawaz et al., 2021), that also 
showed high EL under salt stress. In previous 
researches, the application of AsA reduced 
EL in the common bean and mung bean plant 
under salt stress (Rady et al., 2018; Nawaz et 
al., 2021). From the results, it might be 
suggested that AsA application regulates 
plant tolerance to reaction, and relieves the 
injurious effects of salinity on plant growth. 
This result is in agreement with previous 
results, which argue that AsA can effectively 
improve salt damages in tomato (Abdelgawad 
et al., 2019) and barley (Noreen et al., 2020). 
Furthermore, the results suggest that AsA is 
more effective on the “Local Genotype”, 
which is relatively more sensitive to salinity, 
than on the “Şeker Fasulye”.  

Oxidative protection is an important 
component for determining the viability of a 
plant during stress. Ascorbic acid, one of the 
non-enzymatic antioxidants, is a scavenger of 
many ROS due to its electron donating 
ability. It is evident from the present study 
that foliar-applied AsA reduced the adverse 
effects of salinity on AsA content in both 
genotypes (Figure 2). Similar effects were 
also observed in several recent studies 

(Dolatabadian and Jouneghani, 2009; Ergin 
et al., 2014; Nawaz et al., 2021). The fast 
reduction of ROS by the AsA prevents the 
impairing of bio molecules before the 
activation of antioxidant enzymes (Paciolla et 
al., 2019). 

Although ROS are produced in 
chloroplast, mitochondria and peroxysomes 
under optimal conditions, they may be 
generated by salinity that induces lipid 
peroxidation and destruction, which leads to 
membrane damage (Srour, 2015). Plants have 
generated an effective antioxidative pattern 
composed of enzymatic and non-enzymatic 
antioxidants to minimize and repair the  
ROS-initiated damage (Sharma et al., 2012). 
Catalase, found largely in peroxisomes, directly 
transforms H2O2 to H2O and O2 and it is 
more involved in detoxification of H2O2 not 
as a signalling molecule (Sofo et al., 2015). 
In the AsA-GSH cycle, APX reduces H2O2  
to H2O utilizing AsA as an electron donor 
(Sharma et al., 2012). Glutathione reductase 
is a possible enzyme of the AsA-reduced 
GSH cycle and acts a part in the defence 
system against ROS by maintaining the reduced 
position of GSH (Noctor et al., 2012). 

It was evident from the results that, there 
was a notable increase in the CAT activity 
induced by salt applications (Figure 3A). The 
CAT activity of common bean (Dolatabadian 
and Jouneghani, 2009), and barley (Agami, 
2014) increased due to salinity. Increments in 
the activity of CAT enzyme is considered as 
a response to the elevated H2O2 generation 
and may be effective in detoxifying salt  
stress induced H2O2. In addition, foliar-applied 
AsA increased the activity of CAT in both 
genotypes under salinity. Similar results were 
found in wheat (Athar et al., 2008), barley 
(Hassan et al., 2021) and common bean 
(Dolatabadian and Jouneghani, 2009; Rady et 
al., 2018) plants subjected to salinity with an 
AsA application. This implies an unequivocal 
role of AsA in scavenging H2O2 under salt 
stress. In addition, from the results, it can be 
suggested that AsA is more effective on the 
“Local Genotype”, which is relatively more 
sensitive to salinity, than “Şeker Fasulye”on 
this attribute.  
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In the current work, the leaf APX activity 

was increased in seedlings exposed to salinity 
only when 50 mM NaCl was applied in 
“Local Genotype”. Although foliar-applied 
AsA increased the activity of APX in all salt 
applications in the “Local Genotype”, the 
APX activity was equal to those at the control 
plants only under 150 mM NaCl application 
and decreased in other applications with 
foliar-applied AsA in “Şeker Fasulye” 
(Figure 3B). Higher APX activity might 
improve the H2O2 scavenging system in 
chloroplasts and prevent the accumulation of 
H2O2 (Chaitanya et al., 2002). It means that 
foliar-applied AsA could be increased in 
genotype sensitivity to salinity especially salt 
sensitive common bean genotype. These 
results also suggest that, under mild saline 
stress, the alleviated levels of the antioxidant 
enzymes protect seedlings against the ROS 
(Younis et al., 2010). The association of APX 
activity with salt tolerance found by the 
current study is in good agreement with 
previous studies that have clarified the 
significant role of APX in increasing salt 
tolerance by AsA application (Kaya, 2017; 
Hassan et al., 2021; El-Beltagi et al., 2022). 

According to the presented data, the GR 
activity showed different responses to salinity 
in both genotypes. Although not statistically 
significant, foliar-applied AsA generally 
increased GR activity under salt stress in both 
genotypes (Figure 3C). These results suggest 
that, higher GR activity may relate to higher 
salt tolerance of the common bean genotypes, 
which is consistent with previous finding of 
Taïbi et al. (2016). Besides, several previous 
reports have suggested that AsA application 
enhanced GR activities and this increased the 
induction of stress response due to the effect 
of AsA on antioxidant system (Wang et al., 
2014; Kaya, 2017). This calls our attention to 
the fact that the AsA-GSH cycle may play an 
important role in salt tolerance in P. vulgaris 
(Taïbi et al., 2016). 

A remarkable approach about salt stress 
adaptation is to study some mechanisms 
involving protein promotion and differentiated 
protein function (Sofy et al., 2017). Early 
changes caused by stress include reprogramming 
of signal transduction components, transcription 

factors and proteins associated with ROS 
metabolism under stressful conditions 
(Ashraf and Harris, 2004). The preservation 
of protein structures and functions under 
stress is very important for the survival of the 
cell (Wang et al., 2004). In the present study, 
the genotypes showed a different trend in 
case of TSP content in response to salinity. 
The TSP content of “Şeker Fasulye” at      
150 mM NaCl reached control treatments' 
level with foliar-applied AsA (Figure 4A). 
Salinity increases the TSP content at low 
concentrations with the synthesis of new 
stress proteins, while at high stress levels   
the TSP content decreases with a decrease   
in photosynthesis (Abdoli Nejad and 
Shekafandeh, 2014). Under salinity, protein 
accumulation may be considered as a form of 
N storage that may utilized when stress ends 
and may play a role in osmotic regulation 
(Ashraf and Harris, 2004). The results 
showed that the TSP content was not an 
effective parameter in the salt tolerance of 
common bean, and foliar AsA application 
also did not play a role in this mechanism.  

The changes in protein profiles of the 
genotypes under different salinity levels and 
treated with AsA are shown in Figure 4B. 
Salt and AsA applications stimulated an 
induction of some polypeptides and other 
polypeptides vanished. It has been determined 
that SDS-PAGE protein profiles represent 
adaptive mechanisms for dealing with excess 
salt in common bean. Similar results were 
obtained in faba bean and flax under salinity 
by AsA application (Younis et al., 2009;    
El-Bassiouny and Sadak, 2015). 

Ten polymorphic bands, which may be 
members of heat shock protein (HSP) 
families; ranging between 14.40 kDa to 
127.46 kDa, with roles to play in salt stress  
in plants were represented in the current 
work. The protein band with 108.36 kDa, 
may play the role of HSP100 proteins, which 
maintains the functional integrity of some 
key polypeptides by re-solubilizing protein 
aggregates via interactions with the small 
HSP (sHSP) chaperone system (Gupta et al., 
2010). The protein band with 81.97 kDa, may 
function as HSP 90, which is mentioned as 
stress protein and as a key regulator of 
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normal growth and development (Sangster et 
al., 2007; El-Bassiouny and Sadak, 2015). 
The protein bands with 77.17 kDa and    
72.65 kDa seems to be HSP 70 chaperones 
that function is prevention of protein 
aggregation (Park and Seo, 2015). The 
protein bands with 58.27 kDa and 54.56 kDa, 
may be members of the HSP 60 family which 
are significant in helping plastid proteins 
(Gupta et al., 2010). The protein bands with 
MW 43.89 kDa, of the HSP40 family are 
known to induce folding of proteins by 
HSP70 (Wang et al., 2004). Besides, the 
protein bands with 22.86 kDa and 20.88 kDa 
described the small HSP family where the 
MW ranges from 15 to 42 kDa, terminating 
unwanted protein-protein interactions and 
helping in refolding of denatured proteins 
(Gupta et al., 2010). 

 
CONCLUSIONS 

 
This study indicates that salt stress 

disrupts the growth of common bean plant by 
damaging cellular membranes. The results 
suggest that foliar-applied AsA, especially in 
the “Local Genotype”, reduces EL through 
ROS scavenging, upregulation of the 
antioxidant system and stabilization of 
cellular membranes under salinity. 

Besides the results indicates that foliar-
applied AsA is an effective preservative for 
improving salt tolerance to activate the 
antioxidative system and salt responsive 
protein especially in the salt-sensitive 
common bean genotype in seedling stage. 
The findings also suggest that common bean 
genotypes develop different mechanisms in 
salt tolerance. 

Although the results obtained are 
promising, before recommending the use     
of 3.0 mM AsA sprays in commercial 
formulations to enhance plant growth and the 
production of especially salt sensitive 
common bean genotypes under salt stress, 
further studies with more genotypes are 
required. Moreover, there is a need to 
decipher the protective mechanisms of AsA 
and the signalling cascades at the gene level 
in future studies. 
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Hassan et al., 2021; El-Beltagi et al., 2022). 

According to the presented data, the GR 
activity showed different responses to salinity 
in both genotypes. Although not statistically 
significant, foliar-applied AsA generally 
increased GR activity under salt stress in both 
genotypes (Figure 3C). These results suggest 
that, higher GR activity may relate to higher 
salt tolerance of the common bean genotypes, 
which is consistent with previous finding of 
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salt in common bean. Similar results were 
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in plants were represented in the current 
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normal growth and development (Sangster et 
al., 2007; El-Bassiouny and Sadak, 2015). 
The protein bands with 77.17 kDa and    
72.65 kDa seems to be HSP 70 chaperones 
that function is prevention of protein 
aggregation (Park and Seo, 2015). The 
protein bands with 58.27 kDa and 54.56 kDa, 
may be members of the HSP 60 family which 
are significant in helping plastid proteins 
(Gupta et al., 2010). The protein bands with 
MW 43.89 kDa, of the HSP40 family are 
known to induce folding of proteins by 
HSP70 (Wang et al., 2004). Besides, the 
protein bands with 22.86 kDa and 20.88 kDa 
described the small HSP family where the 
MW ranges from 15 to 42 kDa, terminating 
unwanted protein-protein interactions and 
helping in refolding of denatured proteins 
(Gupta et al., 2010). 

 
CONCLUSIONS 

 
This study indicates that salt stress 

disrupts the growth of common bean plant by 
damaging cellular membranes. The results 
suggest that foliar-applied AsA, especially in 
the “Local Genotype”, reduces EL through 
ROS scavenging, upregulation of the 
antioxidant system and stabilization of 
cellular membranes under salinity. 

Besides the results indicates that foliar-
applied AsA is an effective preservative for 
improving salt tolerance to activate the 
antioxidative system and salt responsive 
protein especially in the salt-sensitive 
common bean genotype in seedling stage. 
The findings also suggest that common bean 
genotypes develop different mechanisms in 
salt tolerance. 

Although the results obtained are 
promising, before recommending the use     
of 3.0 mM AsA sprays in commercial 
formulations to enhance plant growth and the 
production of especially salt sensitive 
common bean genotypes under salt stress, 
further studies with more genotypes are 
required. Moreover, there is a need to 
decipher the protective mechanisms of AsA 
and the signalling cascades at the gene level 
in future studies. 

ACKNOWLEDGEMENTS 
 

The authors would like to thank Tchanou 
Tchakoute Rodolph for editing the English 
language of this research article. 

 
REFERENCES 

 
Abdelgawad, K.F., El-Mogy, M.M., Mohamed, 

M.I.A., Garchery, C., Stevens, R.G., 2019. 
Increasing ascorbic acid content and salinity 
tolerance of cherry tomato plants by suppressed 
expression of the ascorbate oxidase gene. 
Agronomy, 9: 51.  

Abdoli Nejad, R., and Shekafendeh, A., 2014. Salt 
stress-induced changes in leaf antioxidant activity, 
proline and protein content in Shah Anjir and 
Anjir Shiraz fig seedlings. International Journal of 
Horticultural Science and Technology, 1(2): 121-129.  

Agami, R.A., 2014. Applications of ascorbic acid or 
proline increase resistance to salt stress in barley 
seedlings. Biologia Plantarum, 58(2): 341-347.  

Al-Huqail, A.A., Ali, H.M., Kushwaha, B.K., Al-
Huqail, A.A., Singh, V.P., Siddiqui, M.H., 2020. 
Ascorbic acid is essential for inducing chromium 
(VI) toxicity tolerance in tomato roots. Journal of 
Biotechnology, 322: 66-73.  

Aliniaeifard, S., Hajilou, J., Tabatabaei, S.J., Sifi-
Kalhor, M., 2016. Effects of ascorbic acid and 
reduced glutathione on the alleviation of salinity 
stress in olive plants. International Journal of Fruit 
Science, 16(4): 395-409.  

Alnusaire, T.S., Al-Mushhin, A.A.M., Soliman, M.H., 
2022. Role of ascorbic acid in alleviating abiotic 
atress in crop plants. In: Aftab, T., Hakeem, K.R. 
(eds.), Antioxidant Defense in Plants. Springer, 
Singapore: 259-283. 

Alzahrani, S.M., Khan, M.A., Alaraidh, I.A., Migdadi, 
Alghamdi, H.S., Ahmad, P., 2019. Physiological, 
biochemical, and antioxidant properties of two 
genotypes of Vicia faba grown under salinity 
stress. Pakistan Journal of Botany, 51(3): 789-798.  

Arora, R., Pitchay, D.S., Bearce, B.C., 1998. Water-
stress-induced heat tolerance in geranium leaf 
tissues: A possible linkage through stress proteins. 
Physiologia Plantarum, 103(1): 24-34. 

Ashraf, M., and Harris, P.J.C., 2004. Potential 
biochemical indicators of salinity tolerance in 
plants. Plant Science, 166: 3-16.  

Assimakopoulou, A., Salmas, I., Nifakos, K., 
Kalogeropoulos, P., 2015. Effect of salt stress on 
three green bean (Phaseolus vulgaris L.) cultivars. 
Notulae Botanicae Horti Agrobotanici Cluj-Napoca, 
43: 113-118.  

Athar, H-u-R., Khan, A., Ashraf, M., 2008. 
Exogenously applied ascorbic acid alleviates salt-
induced oxidative stress in wheat. Environmental 
and Experimental Botany, 63(1-3): 224-231.  



128                                                                                                                                                           Number 40/2023 
ROMANIAN AGRICULTURAL RESEARCH 

 
Aydogan, C., and Turhan, E., 2020. Evaluation of 

nineteen potato cultivars for salt tolerance and 
determination of reliable parameters in tolerance. 
Journal of Agricultural Faculty of Bursa Uludag 
University, 34(2): 365-383. 

Bradford, M.M., 1976. A rapid and sensitive method 
for quantitation of microgram quantities of protein 
utilizing the principle of protein-dye binding. 
Analytical Biochemistry, 72: 248-254.  

Bybordi, A., 2012. Effect of ascorbic acid and silicium 
on photosynthesis, antioxidant enzyme activity, and 
fatty acid contents in canola exposure to salt stress. 
Journal of Integrative Agriculture, 11: 1610-1620.  

Cakmak, I., and Marschner, H., 1992. Magnesium 
deficiency and high-light intensity enhance 
activities of superoxide dismutase, ascorbate 
peroxidase and glutathione reductase in bean 
leaves. Plant Physiology, 98(4): 1222-1227.  

Chaitanya, K., Sundar, D., Masilamani, S., Reddy, 
A.R., 2002. Variation in heat stress-induced 
antioxidant enzyme activities among three 
mulberry cultivars. Plant Growth Regulation, 36: 
175-180. 

Choudhury, F.K., Rivero, R.M., Blumwald, E., 
Mittler, R., 2017. Reactive oxygen species, abiotic 
stress and stress combination. Plant Journal, 90(5): 
856-867.  

Dolatabadian, A., and Jouneghani, R.S., 2009. Impact 
of exogenous ascorbic acid on antioxidant activity 
and some physiological traits of common bean 
subjected to salinity stress. Notulae Botanicae 
Horti Agrobotanici Cluj-Napoca, 37(2): 165-172.  

El-Bassiouny, H.M.S., and Sadak, M.S., 2015. Impact 
of foliar application of ascorbic acid and Α-
tocopherol on antioxidant activity and some 
biochemical aspects of flax cultivars under salinity 
stress. Acta Biológica Colombiana, 20(2): 209-222.  

El-Beltagi, H.S., Ahmad, I., Basit, A., Shehata, W.F., 
Hassan, U., Shah, S.T., Haleema, B., Jalal, A., 
Amin, R., Khalid, M.A., Noor, F., Mohamed, H.I., 
2022. Ascorbic acid enhances growth and yield of 
sweet peppers (Capsicum annum) by mitigating 
salinity stress. Gesunde Pflanzen, 74: 423-433.  

Elkelish, A., Qari, S.H., Mazrou, Y.S.A., Abdelaal, 
K.A.A., Hafez, Y.M., Abu-Elsaoud, A.M., Batiha, 
G.S., El-Esawi, M.A., El Nahhas, N., 2020. 
Exogenous ascorbic acid induced chilling 
tolerance in tomato plants through modulating 
metabolism, osmolytes, antioxidants, and 
transcriptional regulation of catalase and heat 
shock proteins. Plants, 9(4): 431.  

Elwan, M.W.M., and El-Hamed, K.E.A., 2012. 
Mitigation of salt stress in strawberry plants by 
foliar application of ascorbic acid and dipotassium 
hydrogen orthophosphate. Agricultural Segment, 3(2): 
AGS/1584. 

Ergin, S., Aydogan, C., Ozturk, N., Turhan, E., 2014. 
Effects of ascorbic acid application in strawberry 
plants during heat stress. Turkish Journal of 
Agricultural and Natural Sciences, Special Issue 2: 
1486-1491. 

Gulmezoglu, N., Aydogan, C., Turhan, E., 2016. 
Physiological, biochemical and mineral dimensions 
of green bean genotypes depending on Zn priming 
and salinity. Legume Research, 39(5): 713-721.  

Gupta, S.C., Sharma, A., Mishra, M., Mishra, R.K., 
Chowdhuri, D.K., 2010. Heat shock proteins in 
toxicology: how close and how far? Life Sciences, 
86(11-12): 377-384.  

Hasegawa, P.M., Bressan, R.A., Zhu, J.K., Bohnert, 
H.J., 2000. Plant cellular and molecular responses 
to high salinity. Annual Review of Plant Physiology 
and Plant Molecular Biology, 51: 463-499.  

Hassan, A., Amjad, S.F., Saleem, M.H., Yasmin, H., 
Imran, M., Riaz, M., Ali, Q., Joyia, F.A., Mobeen, 
Ahmed, S., Ali, S., Alsahli, A.A., Alyemeni, M.N., 
2021. Foliar application of ascorbic acid enhances 
salinity stress tolerance in barley (Hordeum vulgare 
L.) through modulation of morpho-physio-
biochemical attributes, ions uptake, osmo-protectants 
and stress response genes expression. Saudi Journal 
of Biological Sciences, 28(8): 4276-4290.  

Hayat, I., Ahmad, A., Masud, T., Ahmed, A., Bashir, 
S., 2014. Nutritional and health perspectives of 
beans (Phaseolus vulgaris L.): an overview. 
Critical Reviews in Food Science and Nutrition, 
54(5): 580-592.  

Hniličková, H., Hnilička, F., Orsák, M., Hejnák, V., 
2019. Effect of salt stress on growth, electrolyte 
leakage, Na+ and K+ content in selected plant 
species. Plant, Soil and Enviroment, 65: 90-96.  

Jamil, S., Iftikhar, W., Ali, Q., Iqbal, M., Shahzad, F., 
Javed, M.T., Perveen, R., 2015. Modulations in 
plant water relations and tissue-specic osmoregulation 
by foliar-applied ascorbic acid and the induction 
of salt tolerance in maize plants. Brazilian Journal 
of Botany, 38(3): 527-538.  

Kaya, A., 2017. Exogenous ascorbic acid improves 
defence responses of sunflower (Helianthus 
annuus) exposed to multiple stresses. Acta 
Biologica Hungarica, 68(3): 290-299.  

Kerchev, P., Meer, T.V.D., Sujeeth, N., Verlee, A., 
Stevens, C.V., Breusegem, F.V., Gechev, T., 2020. 
Molecular priming as an approach to induce 
tolerance against abiotic and oxidative stresses in 
crop plants. Biotechnology Advances, 40.  

Khadri, M., Tejera, N.A., Lluch, C., 2006. Alleviation 
of salt stress in common bean (Phaseolus vulgaris) 
by exogenous abscisic acid supply. Journal of Plant 
Growth Regulation, 25: 110-119.  

Machado, R.M.A., and Serralheiro, R.P., 2017. Soil 
salinity: effect on vegetable crop growth. 
Management Practices to Prevent and Mitigate Soil 
Salinization, Horticulturae, 3(2): 30.  

Maršálová, L., Vítámvás, P., Hynek, R., Prášil, I.T., 
Kosová, K., 2016. Proteomic response of Hordeum 
vulgare cv. Tadmor and Hordeum marinum to 
salinity stress: Similarities and differences between 
a glycophyte and a halophyte. Frontiers in Plant 
Science, 7: 1154. 

Moran, J.F., Becana, M., Titrbe-Ormaetxe, I., 
Frechilla, S., Klucas, R.V., Aparicio-Tejo, P., 

129 
CIGDEM AYDOGAN ET AL.: EXOGENOUS APPLICATION OF ASCORBIC ACID 

TO INDUCE TOLERANCE AGAINST SALT STRESS IN COMMON BEAN PLANTS 
 

1994. Drought induces oxidative stress in pea 
plants. Planta, 194: 346-352.  

Nakano, Y., and Asada, K., 1980. Spinach chloroplasts 
scavenge hydrogen peroxide on illumination. Plant 
Cell Physiology, 21: 1295-1307.  

Nawaz, M., Ashraf, M.Y., Khan, A., Nawaz, F., 2021. 
Salicylic acid- and ascorbic acid-induced salt 
tolerance in mung bean (Vigna radiata (L.) 
Wilczek) accompanied by oxidative defense 
mechanisms. Journal of Soil Science and Plant 
Nutrition, 21: 2057-2071. 

Noctor, G., Mhamdi, A., Chaouch, S., Han, Y., 
Neukermans, J., Marquez-Garcia, B., Queval, G., 
Foyer, C.H., 2012. Glutathione in plants: an 
integrated overview. Plant, Cell and Environment, 
35: 454-484.  

Noreen, S., Sultan, M., Akhter, M.S., Shah, K.H., 
Ummara, U., Manzoor, H., Ulfat, M., Alyemeni, 
M.N., Ahmad, P., 2020. Foliar fertigation of 
ascorbic acid and zinc improves growth, 
antioxidant enzyme activity and harvest index in 
barley (Hordeum vulgare L.) grown under salt 
stress. Plant Physiology and Biochemistry, 158: 
244-254.  

Paciolla, C., Fortunato, S., Dipierro, N., Paradiso, A., 
De Leonardis, S., Mastropasqua, L., de Pinto, 
M.C., 2019. Vitamin C in plants: From functions 
to biofortification. Antioxidants, 8(11): 519.  

Park, C.J., and Seo, Y.S., 2015. Heat shock proteins: 
A review of the molecular chaperones for plant 
immunity. The Plant Pathology Journal, 31(4): 
323-333.  

Rady, M.M., Taha, S.S., Kusvuran, S., 2018. 
Integrative application of cyanobacteria and 
antioxidants improves common bean performance 
under saline conditions. Scientia Horticulturae, 
233: 61-69.  

Rao, M.V., Paliyath, G., Ormord, D.P., 1996. 
Ultraviolet-B- and ozone-induced biochemical 
changes in antioxidant enzymes of Arabidopsis 
thaliana. Plant Physiology, 110(1): 125-136.  

Romero-Romero, M.T., and López-Delgado, H.A., 
2009. Ameliorative effects of hydrogen peroxide, 
ascorbate and dehydroascorbate in Solanum 
tuberosum infected by phytoplasma. American 
Journal of Potato Research, 86: 218-226.  

Saeidi-Sar, S., Abbaspour, H., Afshari, H., Yaghoobi, 
S.R., 2013. Effects of ascorbic acid and gibberellin 
A3 on alleviation of salt stress in common bean 
(Phaseolus vulgaris L.) seedlings. Acta Physiologia 
Plantarum, 35: 667-677.  

Sangster, T.A., Bahrami, A., Wilczek, A., Watanabe, 
E., Schellenberg, K., McLellan, C., Kelley, A., 
Kong, S.W., Queitsch, C., Lindquist, S., 2007. 
Phenotypic diversity and altered environmental 
plasticity in Arabidopsis thaliana with reduced 
Hsp90 levels. PLoS One, 7: e648.  

Schoner, S., and Krause, G.H., 1990. Protective 
systems against active oxygen species in spinach: 

response to cold acclimation in excess light. 
Planta, 180: 383-389. 

Sharma, P., Jha, A.B., Dubey, R.S., Pessarakli, M., 
2012. Reactive oxygen species, oxidative damage, 
and antioxidative defense mechanism in plants 
under stressful conditions. Journal of Botany, 
2012: 217037.  

Shen, S., Jing, Y., Kuang, T., 2003. Proteomics 
approach to identify wound-response related 
proteins from rice leaf sheath. Proteomics, 3(4): 
527-535.  

Sofo, A., Scopa, A., Nuzzaci, M., Vitti, A., 2015. 
Ascorbate peroxidase and catalase activities and 
their genetic regulation in plants subjected to 
drought and salinity stresses. International Journal 
of Molecular Sciences, 16: 13561-13578.  

Sofy, M.R., Sharaf, A.E.M., Osman, M.S., Sofy, A.R., 
2017. Physiological changes, antioxidant activity, 
lipid peroxidation and yield characters of salt 
stressed barely plant in response to treatment with 
Sargassum extract. International Journal of 
Advanced Research in Biological Sciences, 4:    
90-109.  

Srour, H.A.M., 2015. Exogenous application of 
glycinebetaine improves antioxidant system in 
green bean (Phaseolus vulgaris) seedlings under 
salinity stress. Arab Universities Journal of 
Agricultural Sciences, 23(1): 111-119. 

Stagnari, F., Maggio, A., Galieni, A., Pisante, M., 
2017. Multiple benefits of legumes for agriculture 
sustainability: an overview. Chemical and 
Biological Technologies in Agriculture, 4(2). 

Suzuki, N., Koussevitzky, S., Mittler, R., Miller, G., 
2012. ROS and redox signalling in the response   
of plants to abiotic stress. Plant, Cell and 
Environment, 35: 259-270.  

Symes, A., Shavandi, A., Zhang, H., Mohamed 
Ahmed, I.A., Al-Juhaimi, F.Y., Bekhit, A.E.-D.A., 
2018. Antioxidant activities and caffeic acid 
content in New Zealand asparagus (Asparagus 
officinalis) roots extracts. Antioxidants, 7: 52.  

Taïbi, K., Taïbi, F., Abderrahim, L.A., Ennajah, A., 
Belkhodja, M., Mulet, J.M., 2016. Effect of salt 
stress on growth, chlorophyll content, lipid 
peroxidation and antioxidant defence systems in 
Phaseolus vulgaris L. South African Journal of 
Botany, 105: 306-312.  

Ullah, I., Waqas, M., Khan, M.A., Lee, I.J., Kim, 
W.C., 2017. Exogenous ascorbic acid mitigates 
flood stress damages of Vigna angularis. Applied 
Biological Chemistry, 60: 603-614.  

Wang, W., Vinocur, B., Shoseyov, O., Altman, A., 
2004. Role of plant heat-shock proteins and 
molecular chaperones in abiotic stress response. 
Trends in Plant Science, 9(5): 244-253.  

Wang, R., Liu, S., Zhou, F., Ding, C., Hua, C., 2014. 
Exogenous ascorbic acid and glutathione alleviate 
oxidative stress induced by salt stress in the 
chloroplasts of Oryza sativa L. Zeitschrift fur 



128                                                                                                                                                           Number 40/2023 
ROMANIAN AGRICULTURAL RESEARCH 

 
Aydogan, C., and Turhan, E., 2020. Evaluation of 

nineteen potato cultivars for salt tolerance and 
determination of reliable parameters in tolerance. 
Journal of Agricultural Faculty of Bursa Uludag 
University, 34(2): 365-383. 

Bradford, M.M., 1976. A rapid and sensitive method 
for quantitation of microgram quantities of protein 
utilizing the principle of protein-dye binding. 
Analytical Biochemistry, 72: 248-254.  

Bybordi, A., 2012. Effect of ascorbic acid and silicium 
on photosynthesis, antioxidant enzyme activity, and 
fatty acid contents in canola exposure to salt stress. 
Journal of Integrative Agriculture, 11: 1610-1620.  

Cakmak, I., and Marschner, H., 1992. Magnesium 
deficiency and high-light intensity enhance 
activities of superoxide dismutase, ascorbate 
peroxidase and glutathione reductase in bean 
leaves. Plant Physiology, 98(4): 1222-1227.  

Chaitanya, K., Sundar, D., Masilamani, S., Reddy, 
A.R., 2002. Variation in heat stress-induced 
antioxidant enzyme activities among three 
mulberry cultivars. Plant Growth Regulation, 36: 
175-180. 

Choudhury, F.K., Rivero, R.M., Blumwald, E., 
Mittler, R., 2017. Reactive oxygen species, abiotic 
stress and stress combination. Plant Journal, 90(5): 
856-867.  

Dolatabadian, A., and Jouneghani, R.S., 2009. Impact 
of exogenous ascorbic acid on antioxidant activity 
and some physiological traits of common bean 
subjected to salinity stress. Notulae Botanicae 
Horti Agrobotanici Cluj-Napoca, 37(2): 165-172.  

El-Bassiouny, H.M.S., and Sadak, M.S., 2015. Impact 
of foliar application of ascorbic acid and Α-
tocopherol on antioxidant activity and some 
biochemical aspects of flax cultivars under salinity 
stress. Acta Biológica Colombiana, 20(2): 209-222.  

El-Beltagi, H.S., Ahmad, I., Basit, A., Shehata, W.F., 
Hassan, U., Shah, S.T., Haleema, B., Jalal, A., 
Amin, R., Khalid, M.A., Noor, F., Mohamed, H.I., 
2022. Ascorbic acid enhances growth and yield of 
sweet peppers (Capsicum annum) by mitigating 
salinity stress. Gesunde Pflanzen, 74: 423-433.  

Elkelish, A., Qari, S.H., Mazrou, Y.S.A., Abdelaal, 
K.A.A., Hafez, Y.M., Abu-Elsaoud, A.M., Batiha, 
G.S., El-Esawi, M.A., El Nahhas, N., 2020. 
Exogenous ascorbic acid induced chilling 
tolerance in tomato plants through modulating 
metabolism, osmolytes, antioxidants, and 
transcriptional regulation of catalase and heat 
shock proteins. Plants, 9(4): 431.  

Elwan, M.W.M., and El-Hamed, K.E.A., 2012. 
Mitigation of salt stress in strawberry plants by 
foliar application of ascorbic acid and dipotassium 
hydrogen orthophosphate. Agricultural Segment, 3(2): 
AGS/1584. 

Ergin, S., Aydogan, C., Ozturk, N., Turhan, E., 2014. 
Effects of ascorbic acid application in strawberry 
plants during heat stress. Turkish Journal of 
Agricultural and Natural Sciences, Special Issue 2: 
1486-1491. 

Gulmezoglu, N., Aydogan, C., Turhan, E., 2016. 
Physiological, biochemical and mineral dimensions 
of green bean genotypes depending on Zn priming 
and salinity. Legume Research, 39(5): 713-721.  

Gupta, S.C., Sharma, A., Mishra, M., Mishra, R.K., 
Chowdhuri, D.K., 2010. Heat shock proteins in 
toxicology: how close and how far? Life Sciences, 
86(11-12): 377-384.  

Hasegawa, P.M., Bressan, R.A., Zhu, J.K., Bohnert, 
H.J., 2000. Plant cellular and molecular responses 
to high salinity. Annual Review of Plant Physiology 
and Plant Molecular Biology, 51: 463-499.  

Hassan, A., Amjad, S.F., Saleem, M.H., Yasmin, H., 
Imran, M., Riaz, M., Ali, Q., Joyia, F.A., Mobeen, 
Ahmed, S., Ali, S., Alsahli, A.A., Alyemeni, M.N., 
2021. Foliar application of ascorbic acid enhances 
salinity stress tolerance in barley (Hordeum vulgare 
L.) through modulation of morpho-physio-
biochemical attributes, ions uptake, osmo-protectants 
and stress response genes expression. Saudi Journal 
of Biological Sciences, 28(8): 4276-4290.  

Hayat, I., Ahmad, A., Masud, T., Ahmed, A., Bashir, 
S., 2014. Nutritional and health perspectives of 
beans (Phaseolus vulgaris L.): an overview. 
Critical Reviews in Food Science and Nutrition, 
54(5): 580-592.  

Hniličková, H., Hnilička, F., Orsák, M., Hejnák, V., 
2019. Effect of salt stress on growth, electrolyte 
leakage, Na+ and K+ content in selected plant 
species. Plant, Soil and Enviroment, 65: 90-96.  

Jamil, S., Iftikhar, W., Ali, Q., Iqbal, M., Shahzad, F., 
Javed, M.T., Perveen, R., 2015. Modulations in 
plant water relations and tissue-specic osmoregulation 
by foliar-applied ascorbic acid and the induction 
of salt tolerance in maize plants. Brazilian Journal 
of Botany, 38(3): 527-538.  

Kaya, A., 2017. Exogenous ascorbic acid improves 
defence responses of sunflower (Helianthus 
annuus) exposed to multiple stresses. Acta 
Biologica Hungarica, 68(3): 290-299.  

Kerchev, P., Meer, T.V.D., Sujeeth, N., Verlee, A., 
Stevens, C.V., Breusegem, F.V., Gechev, T., 2020. 
Molecular priming as an approach to induce 
tolerance against abiotic and oxidative stresses in 
crop plants. Biotechnology Advances, 40.  

Khadri, M., Tejera, N.A., Lluch, C., 2006. Alleviation 
of salt stress in common bean (Phaseolus vulgaris) 
by exogenous abscisic acid supply. Journal of Plant 
Growth Regulation, 25: 110-119.  

Machado, R.M.A., and Serralheiro, R.P., 2017. Soil 
salinity: effect on vegetable crop growth. 
Management Practices to Prevent and Mitigate Soil 
Salinization, Horticulturae, 3(2): 30.  

Maršálová, L., Vítámvás, P., Hynek, R., Prášil, I.T., 
Kosová, K., 2016. Proteomic response of Hordeum 
vulgare cv. Tadmor and Hordeum marinum to 
salinity stress: Similarities and differences between 
a glycophyte and a halophyte. Frontiers in Plant 
Science, 7: 1154. 

Moran, J.F., Becana, M., Titrbe-Ormaetxe, I., 
Frechilla, S., Klucas, R.V., Aparicio-Tejo, P., 

129 
CIGDEM AYDOGAN ET AL.: EXOGENOUS APPLICATION OF ASCORBIC ACID 

TO INDUCE TOLERANCE AGAINST SALT STRESS IN COMMON BEAN PLANTS 
 

1994. Drought induces oxidative stress in pea 
plants. Planta, 194: 346-352.  

Nakano, Y., and Asada, K., 1980. Spinach chloroplasts 
scavenge hydrogen peroxide on illumination. Plant 
Cell Physiology, 21: 1295-1307.  

Nawaz, M., Ashraf, M.Y., Khan, A., Nawaz, F., 2021. 
Salicylic acid- and ascorbic acid-induced salt 
tolerance in mung bean (Vigna radiata (L.) 
Wilczek) accompanied by oxidative defense 
mechanisms. Journal of Soil Science and Plant 
Nutrition, 21: 2057-2071. 

Noctor, G., Mhamdi, A., Chaouch, S., Han, Y., 
Neukermans, J., Marquez-Garcia, B., Queval, G., 
Foyer, C.H., 2012. Glutathione in plants: an 
integrated overview. Plant, Cell and Environment, 
35: 454-484.  

Noreen, S., Sultan, M., Akhter, M.S., Shah, K.H., 
Ummara, U., Manzoor, H., Ulfat, M., Alyemeni, 
M.N., Ahmad, P., 2020. Foliar fertigation of 
ascorbic acid and zinc improves growth, 
antioxidant enzyme activity and harvest index in 
barley (Hordeum vulgare L.) grown under salt 
stress. Plant Physiology and Biochemistry, 158: 
244-254.  

Paciolla, C., Fortunato, S., Dipierro, N., Paradiso, A., 
De Leonardis, S., Mastropasqua, L., de Pinto, 
M.C., 2019. Vitamin C in plants: From functions 
to biofortification. Antioxidants, 8(11): 519.  

Park, C.J., and Seo, Y.S., 2015. Heat shock proteins: 
A review of the molecular chaperones for plant 
immunity. The Plant Pathology Journal, 31(4): 
323-333.  

Rady, M.M., Taha, S.S., Kusvuran, S., 2018. 
Integrative application of cyanobacteria and 
antioxidants improves common bean performance 
under saline conditions. Scientia Horticulturae, 
233: 61-69.  

Rao, M.V., Paliyath, G., Ormord, D.P., 1996. 
Ultraviolet-B- and ozone-induced biochemical 
changes in antioxidant enzymes of Arabidopsis 
thaliana. Plant Physiology, 110(1): 125-136.  

Romero-Romero, M.T., and López-Delgado, H.A., 
2009. Ameliorative effects of hydrogen peroxide, 
ascorbate and dehydroascorbate in Solanum 
tuberosum infected by phytoplasma. American 
Journal of Potato Research, 86: 218-226.  

Saeidi-Sar, S., Abbaspour, H., Afshari, H., Yaghoobi, 
S.R., 2013. Effects of ascorbic acid and gibberellin 
A3 on alleviation of salt stress in common bean 
(Phaseolus vulgaris L.) seedlings. Acta Physiologia 
Plantarum, 35: 667-677.  

Sangster, T.A., Bahrami, A., Wilczek, A., Watanabe, 
E., Schellenberg, K., McLellan, C., Kelley, A., 
Kong, S.W., Queitsch, C., Lindquist, S., 2007. 
Phenotypic diversity and altered environmental 
plasticity in Arabidopsis thaliana with reduced 
Hsp90 levels. PLoS One, 7: e648.  

Schoner, S., and Krause, G.H., 1990. Protective 
systems against active oxygen species in spinach: 

response to cold acclimation in excess light. 
Planta, 180: 383-389. 

Sharma, P., Jha, A.B., Dubey, R.S., Pessarakli, M., 
2012. Reactive oxygen species, oxidative damage, 
and antioxidative defense mechanism in plants 
under stressful conditions. Journal of Botany, 
2012: 217037.  

Shen, S., Jing, Y., Kuang, T., 2003. Proteomics 
approach to identify wound-response related 
proteins from rice leaf sheath. Proteomics, 3(4): 
527-535.  

Sofo, A., Scopa, A., Nuzzaci, M., Vitti, A., 2015. 
Ascorbate peroxidase and catalase activities and 
their genetic regulation in plants subjected to 
drought and salinity stresses. International Journal 
of Molecular Sciences, 16: 13561-13578.  

Sofy, M.R., Sharaf, A.E.M., Osman, M.S., Sofy, A.R., 
2017. Physiological changes, antioxidant activity, 
lipid peroxidation and yield characters of salt 
stressed barely plant in response to treatment with 
Sargassum extract. International Journal of 
Advanced Research in Biological Sciences, 4:    
90-109.  

Srour, H.A.M., 2015. Exogenous application of 
glycinebetaine improves antioxidant system in 
green bean (Phaseolus vulgaris) seedlings under 
salinity stress. Arab Universities Journal of 
Agricultural Sciences, 23(1): 111-119. 

Stagnari, F., Maggio, A., Galieni, A., Pisante, M., 
2017. Multiple benefits of legumes for agriculture 
sustainability: an overview. Chemical and 
Biological Technologies in Agriculture, 4(2). 

Suzuki, N., Koussevitzky, S., Mittler, R., Miller, G., 
2012. ROS and redox signalling in the response   
of plants to abiotic stress. Plant, Cell and 
Environment, 35: 259-270.  

Symes, A., Shavandi, A., Zhang, H., Mohamed 
Ahmed, I.A., Al-Juhaimi, F.Y., Bekhit, A.E.-D.A., 
2018. Antioxidant activities and caffeic acid 
content in New Zealand asparagus (Asparagus 
officinalis) roots extracts. Antioxidants, 7: 52.  

Taïbi, K., Taïbi, F., Abderrahim, L.A., Ennajah, A., 
Belkhodja, M., Mulet, J.M., 2016. Effect of salt 
stress on growth, chlorophyll content, lipid 
peroxidation and antioxidant defence systems in 
Phaseolus vulgaris L. South African Journal of 
Botany, 105: 306-312.  

Ullah, I., Waqas, M., Khan, M.A., Lee, I.J., Kim, 
W.C., 2017. Exogenous ascorbic acid mitigates 
flood stress damages of Vigna angularis. Applied 
Biological Chemistry, 60: 603-614.  

Wang, W., Vinocur, B., Shoseyov, O., Altman, A., 
2004. Role of plant heat-shock proteins and 
molecular chaperones in abiotic stress response. 
Trends in Plant Science, 9(5): 244-253.  

Wang, R., Liu, S., Zhou, F., Ding, C., Hua, C., 2014. 
Exogenous ascorbic acid and glutathione alleviate 
oxidative stress induced by salt stress in the 
chloroplasts of Oryza sativa L. Zeitschrift fur 



130                                                                                                                                                           Number 40/2023 
ROMANIAN AGRICULTURAL RESEARCH 

 
Naturforschung. C, Journal of Biosciences, 69(5-6): 
226-236.  

Younis, M.E., Hasaneen, M.N.A., Kazamel, A.M.S., 
2009. Plant growth, metabolism and adaptation in 
relation to stress conditions. XXVII. Can ascorbic 
acid modify the adverse effects of NaCl and 
mannitol on amino acids, nucleic acids and 
protein patterns in Vicia faba seedlings? 
Protoplasma, 235: 37-47.  

Younis, M.E., Hasaneen, M.N.A., Kazamel, A.M.S., 
2010. Exogenously applied ascorbic acid 
ameliorates detrimental effects of NaCl and 
mannitol stress in Vicia faba seedlings. 
Protoplasma, 239: 39-48.  

Zhang, M., Hong, L.Z., Gu, M.F., Wu, C.D., Zhang, 
G., 2020. Transcriptome analyses revealed 
molecular responses of Cynanchum auriculatum 
leaves to saline stress. Scientific Reports, 10: 449. 

 

NARDI FUNDULEA, ROMANIA                                  ROMANIAN AGRICULTURAL RESEARCH, NO. 40, 2023 
www.incda-fundulea.ro; doi.org/10.59665/rar4012                               Print ISSN 1222-4227; Online ISSN 2067-5720 

________________________________________ 

Received 3 November 2022; accepted 19 December 2022. First Online: December, 2022. DII 2067-5720 RAR 2023-83 

  
 

NITROGEN INHIBATORS AND RHIZOBIA CAN IMPROVE YIELD 
AND YIELD COMPONENTS IN BEAN 

 
Engin Takil* and Nihal Kayan 

 
Department of Field Crops, Faculty of Agriculture, Eskisehir Osmangazi University, 26480, Eskisehir, Turkey 

*Corresponding author. E-mail: etakil@ogu.edu.tr 
 
 

ABSTRACT 
The aim of this study is investigation of the effects of rhizobia and different nitrogen fertilizer types and 

doses on yield and some yield components for bean. The field experiment was conducted during the 2017 and 
2018 at the experimental area of the Faculty of Agriculture, Eskisehir Osmangazi University, Eskisehir, 
Turkey. The experiments were laid out as a randomized complete block design in a factorial arrangement and 
replicated four times per treatment. In this study, rhizobia and non-rhizobia were investigated at different 
nitrogen fertilizer types and doses (control, 25 kg ha-1 AS, 25 kg ha-1 DMPP, 50 kg ha-1 AS and 50 kg ha-1 
DMPP). Bean varieties Goynuk-98 was used research material. The effects of year were significantly for all of 
the investigated characters but differences between the rhizobia and nitrogen fertilization were significant were 
all of the investigated characters except for plant emergence number. All of the investigated characters were 
higher in first year than second year due to climatic conditions. Rhizobia inoculation was increased yield and 
yield components. 50 kg ha-1 DMPP nitrogen fertilization types and doses were provided highest values for 
investigated characters and grain yield. Inoculation with rhizobia and 50 kg ha-1 DMPP application can be 
recommended for beans in Eskişehir conditions.  
 
Keywords: DMPP, Phaseolus vulgaris L., yield, yield components. 

 
INTRODUCTION 

 
o maintain crops yield, agricultural soils 
need to be supplemented with nitrogen 

(Ozdemir et al., 2019; Rodrigues et al., 2019). 
However, sub-optimal or over-fertilization 
have led to an increase of N losses through 
ammonia (NH3) volatilization, nitrate (NO3

−) 
leaching and nitrous oxide (N2O) emissions 
from soil (IPCC, 2007), which cause severe 
environmental and ecological problems in 
water, air and soil (Vries et al., 2013). 

The use of fertilizers in agriculture, both 
organic and synthetic, in agriculture, is 
considered the most important anthropogenic 
source of N2O emissions (c. 70% of the total 
worldwide), mainly produced as a by-product 
or intermediate product of microbial processes 
(e.g. nitrification and denitrification) (Ussiri 
and Lal, 2013). Nitrification inhibitors can 
delay the microbial oxidation of NH4

+ to 
nitrite (NO2

−) for a certain period (several 
weeks or months) and are therefore very 
effective at blocking microbial nitrification 
and subsequent denitrification (Weiske et al., 

2001; Zerulla et al., 2001). A proposed 
strategy to minimize N losses is the use of 
nitrification inhibitors (NIs), which delay the 
oxidation of NH4

+ to NO3
− via nitrification 

(Fuertes-Mendizabal et al., 2019). The most 
regularly used and best understood nitrification 
inhibators are the synthetic dicyandiamide 
(DCD), 2-chloro-6-(trichloromethyl)-pyridine 
(nitrapyrin) and 3,4-dimethylpyrazole phosphate 
(DMPP). The nitrification inhibitor, 3,4-
dimethylpyrazole phosphate (DMPP), is 
already used extensively, as it can slow down 
the ammonia-oxidizing process by inhibiting 
the activity of the ammonia monooxygenase 
enzyme, thereby reducing N losses (Di and 
Cameron, 2012). Pasda et al. (2001) found 
that the yield-increasing effect of DMPP was 
stronger the lighter the soil and the higher the 
amount of precipitation in the period January-
July. This relationship gives an indication of 
the risk of potential NO3

– leaching at a site. 
The higher this risk, the greater the chance 
that the addition of a nitrification inhibitor 
will result in improved N efficiency and thus 
in a yield increase. 

T 


