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 Background: Tea cultivation faces growing challenges due to drought, a problem 

worsened by climate change. One potential method to enhance drought tolerance is the 

foliar application of chitosan and nano chitosan. Objective: This study investigates the 

effects of nano chitosan particles (NCP) on mitigating drought stress in tea plants (Kashef 

cultivar) while maintaining quality. Method: Four concentrations of NCP solution (0, 25, 

50, and 100 mg L-¹) were applied twice during the dry season in summer 2021 at the 

Lahijan Tea Research Centre in Iran. Physiological, biochemical, and metabolic 

parameters were measured under severe drought conditions (25% soil field capacity) and 

compared to control plants (no drought stress or NCP treatment). Results: The data 

showed that NCP increased the total polyphenol and flavonoid content, except for 

catechin. Under drought conditions, NCP treatment significantly enhanced relative water 

content (RWC), total chlorophyll, shoot numbers, green leaf yield, proline, and protein 

levels. Antioxidant enzymes such as catalase (CAT) and superoxide dismutase (SOD) were 

activated to counter oxidative stress. Application of the highest NCP concentration (100 

mg L-¹) significantly enhanced polyphenol accumulation, contributing to improved 

drought tolerance and tea quality. Conclusion: These findings suggest that NCP could be 

an eco-friendly and effective tool for improving drought resilience in tea plants. 
 

1. Introduction 

Climate change and global warming have 

intensified drought stress, affecting cell 

development and plant growth, ultimately 

reducing crop yields. In response, plants 

activate defense mechanisms, including the 

synthesis of osmolytes and antioxidants, to 

counteract the negative impacts of drought [1]. 
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However, these mechanisms are often 

insufficient under severe water scarcity, 

necessitating the external application of certain 

compounds [2].  

Nanotechnology offers promising solutions 

for agriculture, particularly in enhancing crop 

production and stress tolerance. Chitosan-based 

nanoparticles have shown various biological 

activities that improve plant growth and nutrient 

uptake [3, 4]. Nano chitosan, a biodegradable 

material, has demonstrated significant potential 

in enhancing plant metabolism and promoting 

stress resilience [5]. Previous research has 

shown that NCP increases phenolic compounds, 

flavonoids, and specific antioxidants in crops 

like Vicia faba and mung bean [5, 6]. 

The use of NCP has been shown to increase 

the levels of specific compounds, such as 

epigallocatechin gallate (EGCG), epicatechin 

(EC), gallic acid (GA), epicatechin gallate 

(ECG), and gallocatechin gallate (GCG) in 

Camellia sinensis (L.) Kuntze (tea plant) [7]. 

Tea (Camellia sinensis) is a popular beverage 

worldwide, valued for its health benefits. Its 

quality is determined by the presence of key 

metabolites such as catechins and flavonoids, 

which are influenced by environmental factors 

like drought. Drought stress reduces the 

photosynthesis rate, negatively affecting plant 

growth [8]. Recent studies have shown that 

catechins act as antioxidants and help mitigate 

oxidative stress in tea plants under drought 

conditions [9].  

Catechins have recently been recognized as 

exogenous antioxidants that can reduce plant 

oxidative stress [10]. However, there are few 

comprehensive studies on the mechanisms by 

which catechins scavenge reactive oxygen 

species (ROS) in tea plants. Drought stress also 

alters the activity of CAT, SOD in Camellia 

sinensis [11, 12]. 

Although various strategies have been 

explored to alleviate drought stress in plants, 

using nano chitosan particles (NCP) in tea 

plants under severe drought conditions remains 

largely underexplored. This study offers a novel 

assessment of NCP at different concentrations 

on the drought-sensitive Camellia sinensis 

cultivar Kashef, investigating its physiological, 

biochemical, and metabolic responses under 

25% soil field capacity. It uniquely 

demonstrates the protective role of NCP in 

enhancing both growth and quality parameters, 

providing a comprehensive insight that has not 

been previously reported. 

Given the growing incidence of drought 

stress in regions like Iran, the application of 

NCP is a promising approach to improve plant 

resilience. The foliar use of NCP presents an 

innovative strategy to mitigate the adverse 

effects of water deficit, potentially enhancing 

tea plant performance and quality. This research 

specifically focuses on the physiological and 

biochemical implications of NCP, aiming to 

strengthen drought tolerance and improve 

overall tea productivity. 

 

2. Materials and methods 

2.1. Plant Samples and Treatments 

The experiment was set up in a randomized 

complete block design with three replicates. The 

Kashef tea cultivar (Camellia sinensis, 

herbarium code: HSBU-2025112) was used at 

the Lahijan Tea Research Center, Iran. After the 

first harvest and at the onset of drought stress 

(25% soil field capacity), the plants were 

divided into four subplots. Nano chitosan 

particles were applied at concentrations of 0, 25, 

50, and 100 mg L-¹ through foliar spraying in 

early July 2021. The nano chitosan particles 

used were supplied by Nanoshel Company with 
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a molecular weight of 161 g mol-¹, particle size 

of 80–100 nm, and purity of 99%. 

For characterization, field emission scanning 

electron microscopy (FE-SEM) was performed 

using a TESCAN MIRA3 device. X-ray 

diffraction (XRD) analysis confirmed the 

crystalline structure of nano chitosan using a 

STOE model diffractometer. NCP was dissolved 

in 1% acetic acid. Following two foliar 

applications at a two-week interval, young 

branches (two leaves and one bud) were collected 

for metabolic analysis. In contrast, the third and 

fourth leaves were harvested for physiological and 

biochemical studies. 

For metabolic analysis of the samples after 

harvesting, green leaves were dried in an oven at 

110°C for one hour and then at 80°C for 10 hours 

[13]. The dried leaves were ground and stored in 

impermeable containers in a dark, dry place for 

polyphenol extraction. 

 

2.2. Metabolic analysis  

2.2.1. Total polyphenol 

The total polyphenol content in tea was 

determined using the standard method outlined by 

ISO14502-1[14]. A 0.2 g sample was mixed with 

5 mL of 70% methanol and incubated in a 70°C 

water bath for 25 minutes. The supernatant was 

collected, and the total polyphenol concentration 

was calculated using a standard gallic acid 

solution and a spectrophotometer at 765 nm. 

The polyphenol concentration of the samples 

was calculated from the standard curve using the 

following equation: 

 
Where P= total polyphenol percentage, Asample= 

the absorbance of the tested sample, Vsample= the 

volume of the tested sample, d= the dilution factor 

(which was considered 100 in this experiment), 

Sstd= the slope of the standard calibration curve, m 

sample = the mass of the tested sample (g). 

 

2.2.2. Catechin Analysis by HPLC 

Catechin content was analyzed using high-

performance liquid chromatography (HPLC) 

following ISO14502-2 [15]. Samples were 

injected into a Phenomenex Luna 5 µm Phenyl-

Hexyl column and detected at 278 nm. The 

concentrations of catechins, including 

epigallocatechin (EGC), gallocatechin (GC) and 

catechin, were determined and expressed in 

milligrams per gram of dry weight (mg g-1 DW). 

Data collection and integration were 

performed using Millennium 32 software. 

 

2.3. Physiological measurements 

2.3.1. Relative water content (RWC) 

Relative water content was measured by 

weighing leaf discs, first for fresh weight (FW), 

then after immersion in water for 24 hours for 

turgid weight (TW), and finally after drying at 

70°C for 48 hours for dry weight (DW) [16]. 

The RWC was calculated using the equation: 

RWC (%) = [(FW-DW)/(TW-DW)×100 

 

2.3.2. Chlorophyll content 

Chlorophyll content was determined using 

the Arnon (year) method [17]. Ground leaf 

samples were mixed with 80% cold acetone, 

incubated, and centrifuged. Absorbance was 

measured at 645 nm and 663 nm to quantify 

chlorophyll a, chlorophyll b, and total 

chlorophyll content using standard equations. 

Chl a (mg/mL) = 12.7 * A663 – 2.69 *A645 

Chl b (mg/mL) = 22.9 * A645 – 4.68 *A663 

Total chloraphyll (mg/mL) = chloraphyll a + 

chloraphyll b 
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2.3.3. Shoot number and green leaf yield 

To determine the number of shoots per unit 

area, three random placements of a 25 x 25 cm 

box were made within each plot for each 

treatment. Shoots containing one bud and two to 

three leaves were counted, and the average was 

calculated per unit area following the 

methodology outlined in the International Plant 

Genetic Resources Institute (IPGRI), tea trait 

measurement guidelines. 

To measure the yield of green leaves per unit 

area, the fresh weight of the harvested shoots 

was recorded using a calibrated precision scale. 

The calculation was based on the IPGRI 

guidelines [18] and expressed Kg/m². 

 

2.3.5. Measurement of proline content  

To measure the proline content, following the 

method of Bates et al. [19], 10 ml of 3% 

sulfosalicylic acid was added to the samples. After 

homogenization, acetic acid and ninhydrin reagent 

were added to the filtered extracts, and the mixture 

was placed in a 100°C water bath for 1 hour. After 

adding toluene, the proline concentration of the 

samples was measured using a spectrophotometer 

at a wavelength of 520 nm, and the proline 

concentration was reported in mg/g fresh weight 

using a standard curve. 

 

2.4. Biochemical analysis 

2.4.1. Total protein concentration 

Total protein concentration was determined 

using a modified Bradford assay [20]. Initially, 0.1 

mL of the enzymatic extract was mixed with 0.1 

mL of 20% trichloroacetic acid (TCA). The 

residue was dissolved in 0.5 mL of 1 N sodium 

hydroxide solution. Bovine serum albumin (BSA) 

served as the standard protein solution. After 

preparing the samples, their absorbance was 

measured using a spectrophotometer at 595 nm. 

 

2.4.2. Enzyme assay 

2.4.2.1. Antioxidant enzymes activity 

Catalase (CAT) activity was assessed following 

the method described by Aebi [21], which involves 

measuring the decomposition of hydrogen peroxide 

(H2O2) by catalase, and the absorbance was read at 

240 nm. Enzyme activity was calculated using the 

following equation: 

 
Where A0-A180= the difference between the 

initial and final absorbance, Vt= the final 

reaction volume (3 mL), Z240= the molar 

extinction coefficient for H2O2 in OD240 (34.9 

mol cm-1), d= the cuvette optical width (1cm), 

Vs= the sample volume (mL) and Ct= the 

sample protein concentration (mg mL-1) 

SOD activity was determined using a 

modified method based on previous works [22] 

involving the reduction of nitro blue tetrazolium 

(NBT). The reaction mixture was prepared, and 

the samples were incubated under white light 

for 15 minutes. Subsequently, the absorbance of 

the samples was measured at 560 nm. The 

enzyme efficiency in NBT reduction was 

calculated using the following equation: 

 

2.6. Statistical analysis 

Each experiment was conducted using a 

randomized complete block design (RCBD) 

with a minimum of three replicates. Statistical 

analysis was performed using SAS software 

version 9.4, and graphs were created using 

Excel 2016. Analysis of variance regression 

model (GLM) was utilized to interpret the data 

and identify significant differences. Tukey's test 

was applied to compare the means at a 5% 

probability level. 
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3. Results 

3.1. Nano Chitosan Characterization 

Figure 1a presents the X-ray diffraction 

(XRD) analysis of the chitosan nanoparticles 

(NCP), confirming their crystalline structure. 

The characteristic peak of chitosan was 

observed at 2θ = 10.12°, with an additional 

broad peak at 2θ = 20.14°, indicating higher 

crystallinity (Fig. 1b).  

Furthermore, two peaks were observed at 2θ 

= 44° and 2θ = 64.2°, which are likely related to 

chitosan nanoparticles. The scanning electron 

microscope (FE-SEM) image analysis showed 

that the NCP particles were within the 

nanometer range, with diameters between 30 

and 80 nm (Fig. 1c). 

 

3.2. Effect of nano chitosan on total polyphenol 

content and flavonoid compounds  

The results indicated highly significant 

differences among the various treatments in 

terms of total polyphenol content, catechin, and 

epigallocatechin (P < 0.05), whereas 

gallocatechin did not show a significant 

difference (Table 1). 

Applying nano chitosan (NCP) significantly 

influenced the polyphenol and catechin content 

in tea leaves under drought stress. Total 

polyphenol content increased in response to 

NCP treatments, with notable enhancements at 

50 mg L-¹ (25.45%) and 100 mg L-¹ (26.54%) 

compared to control plants (18.10%).  

Catechin content decreased under drought 

stress, declining from 4.708 mg g-¹ dry weight 

(DW) in control plants to 0.480 mg g-¹ DW with 

100 mg L-¹ NCP treatment. In contrast, 

gallocatechin levels increased with NCP 

application, reaching a maximum of 1.648 mg g-

¹ DW at 100 mg L-¹. Similarly, epigallocatechin 

(EGC) content rose in response to NCP, with the 

highest value of 45.036 mg g-¹ DW observed at 

100 mg L-¹, compared to 39.543 mg g-¹ DW in 

control plants (Table 2). 

 

 

 
Fig.1. Characterization of NCP.  X-ray diffraction spectrum for chitosan structure and NCP (a), X-ray powder 

diffraction patterns for JCPDS file No. 39-1894 (b) FESEM image of NCP (c) The dimensions of the chitosan 

nanoparticles are about 30 to 80 nm. 
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Table 1. Mean squares and significance levels from ANOVA for the effects of different NCP treatments under drought 
conditions on various physiological and biochemical parameters. C: control treatment without drought stress and 

without NCP amendment. 
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Replication 2 0.8547ns 0.033 ns 66.200 ns 0.0148 ns 0.000001 ns 0.1618 ns 66.20 ns 0.8364 ns 

Treatment 4 85.4142* 6.369* 5335.33* 1.200* 0.000163* 151.433* 5335.33* 828.71* 

Error 8 0.7662 0.0525 60.0333 0.0135 0.0000 0.1733 193.406 0.2796 

C.V  0.982 1.999 8.705 8.705 7.469 3.757 2.583 1.081 

Source d.f 

Mean of squares 
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Replication 2 2.75* 0.046 ns 0.152 ns 0.2169 ns     

Treatment 4 32.40* 51.43* 0.228 ns 611.414*     

Error 8 0.26 0.959 0.437 2.195     

C.V  0.8796 10.569 14.99 1.686     
ns and *: non-significant and significant differences at 5% probability level. 

Table 2. Effects of different concentration of nano chitosan on total polyphenols and some catechin compounds content 
in leaves of C. sinensis Kashef cultivar under drought stress. C: control treatment without drought stress and without 

NCP amendment. Different letters in the same column refer to significant differences between treatments according to 
Tukey’s test at P < 0.05. Each value is the mean of three replicates (mean ± SD, n = 3). 

Epigalocatechin 

(mg/gDW) 

Gallocatechin 

(mg/gDW) 

Catechin 

(mg/gDW) 

Total polyphenol 

(%) 

NCP 

mg L-1 

39.543 ±0.70b 1.266 ± 0.15c 4.708 ± 0.40a 18.1 ± 0.60c C 

13.360 ± 0.34c 1.267 ± 0.19c 0.53 ± 0.60b 21.095 ± 0.87b 0 

39.240 ± 0.46b 1.440 ± 0.46b 0.42 ± 0.00c 17.024 ± 0.81d 25 

18.110 ± 0.68c 1.480 ± 0.26b 0.45 ± 0.08c 25.45 ± 0.85a 50 

45.036 ± 0.20a 1.648 ± 0.17a 0.48 ± 0.00c 26.54 ± 0.85a 100 

1.686 14.990 10.569 0.8796 C.V. (%) 

 

3.3. Effect of nano chitosan on RWC and 

chlorophyll content 

Statistical analysis revealed significant 

differences among treatments in both relative 

water content (RWC) and chlorophyll 

concentration (P < 0.05) (Table 1). 

RWC decreased in untreated drought-

stressed plants, dropping from 96.89% in 

control plants to 83.25% without NCP. 

However, NCP treatment improved RWC, with 

the highest RWC recorded at 100 mg L-1 

(89.87%) (Fig. 2a). 

Chlorophyll content also decreased under 

drought conditions, with untreated plants 

dropping from 262 mg gFW-1 in control plants 

to 180 mg gFW-1. NCP treatments helped 

recover chlorophyll content, with the highest 

recovery seen at 100 mg L-1 NCP (246 mg gFW-

1) (Fig. 2b). 
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3.4. Effect on shoot numbers and green leaf 

yield 

The results showed significant differences 

among the treatments in terms of shoot numbers 

and green leaf yield (P < 0.05) (Table 1). 

Drought stress significantly reduced the number 

of shoots per unit area in untreated plants to 43; 

however, NCP treatments mitigated this effect, 

resulting in a marked increase in shoot 

production. The highest number of shoots (101) 

was observed in plants treated with 100 mg L-

1NCP (Fig. 3a). 

Similarly, green leaf yield was reduced in 

untreated drought-stressed plants (0.185 kg/m²) 

but increased with NCP application. Plants 

treated with 100 mg L-1NCP showed a green 

leaf yield of 0.428 kg/m², close to that of fully 

irrigated control plants (0.665 kg/m²) (Fig. 3b). 

 

3.5. Protein and proline content 

The results showed significant variation 

among the treatments in terms of protein and 

proline content (P < 0.05) (Table 1). 

Drought stress reduced total protein content 

in untreated plants, but NCP treatments restored 

protein levels. Application of 100 mg L-¹ NCP 

resulted in the highest protein content, which 

was significantly greater than that observed in 

the control plants (Fig. 4a). 

Proline content, a vital osmolyte involved in 

the drought stress response, increased 

significantly following NCP treatment. In plants 

treated with 100 mg L-1 NCP, proline levels 

were approximately six times higher than 

untreated control plants (Fig. 4b). 

 

3.6. Antioxidant Enzyme Activity 

The results demonstrated significant 

differences in antioxidant enzyme activity among 

the treatments (P < 0.05) (Table 1). 

The highest catalase activity was observed at 

100 mg L-1 NCP (Fig. 5a). At the same time, SOD 

activity also increased substantially with higher 

NCP concentrations (Fig. 5b). This increase in 

antioxidant activity suggests that NCP helps 

mitigate oxidative stress caused by drought. 

 
Fig. 2. Effects of different concentration of nano chitosan on RWC content and chlorophyll content (a+b) in leaves of 

C. sinensis Kashef cultivar under drought stress. Control: without nano chitosan and without drought stress, NCP0: 0 

mg L-1, NCP25: 25 mg L-1 nano chitosan particle, NCP50: 50 mg L-1 nano chitosan particle and NCP100: 100 mg L-1 

nano chitosan particle. Values represent three replicates' means ± SD. Letter indicates significant differences from nano 

chitosan treatments at P < 0.05 according to Tukey test. 
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Fig. 3. Effects of different concentration of nano chitosan on shoots number (a) and green leaf yield (b) in C. sinensis 

Kashef cultivar under drought stress. Control: without nano chitosan and without drought stress, NCP0: 0 mg L-1, 

NCP25: 25 mg L-1 nano chitosan particle, NCP50: 50 mg L-1 nano chitosan particle and NCP100: 100 mg L-1 nano 

chitosan particle. Values represent three l replicates' means ± SD. Letter indicates significant differences from nano 

chitosan treatments at P < 0.05 according to Tukey test. 

 
Fig. 4. Effects of different concentration of nano chitosan on total protein and proline content in leaves of C. sinensis 

Kashef cultivar under drought stress. (a) total protein (b) proline. Control: without nano chitosan and without drought 

stress, NCP0: 0 mg L-1, NCP25: 25 mg L-1 nano chitosan particle, NCP50: 50 mg L-1 nano chitosan particle and 

NCP100: 100 mg L-1 nano chitosan particle. Values represent three replicates' means ± SD. Letter indicates significant 

differences from nano chitosan treatments at P < 0.05 according to Tukey test. 

 

Fig. 5. Effects of different concentration of nano chitosan on antioxidant enzymes in leaves of C. sinensis Kashef 
cultivar under drought stress. (a) Catalase and (b) SOD. Control: without nano chitosan and without drought stess, 

NCP0: 0 mg L-1, NCP25: 25 mg L-1 nano chitosan particle, NCP50: 50 mg L-1 nano chitosan particle and NCP100: 100 
mg L-1 nano chitosan particle. Values represent three replicates' means ± SD. Letter indicates significant differences 

from nano chitosan treatments at P < 0.05 according to Tukey test. 
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4. Discussion  

Plant growth is significantly constrained by 

both biotic and abiotic stresses, with drought 

stress recognized as one of the most severe 

abiotic challenges. It disrupts cellular processes, 

notably inhibiting cell proliferation, which leads 

to substantial reductions in plant growth and 

yield, effects that are particularly pronounced in 

tea (Camellia sinensis) cultivation. The use of 

nanomaterials, such as nano chitosan particles 

(NCP), has emerged as a promising approach to 

mitigate the detrimental impacts of drought, 

contributing to more resilient and sustainable 

tea production. Comprehensive analysis of plant 

responses at physiological, biochemical, and 

molecular levels provides critical insights into 

the extent of stress-induced damage and the 

potential of applied treatments to enhance plant 

tolerance [23]. 

The increase in total polyphenol content with 

NCP treatments, particularly at 50 mg L-1 and 

100 mg L-1 concentrations, suggests that nano 

chitosan can enhance the antioxidant capacity of 

tea plants under drought stress. Polyphenols, 

known for their role in mitigating oxidative 

stress, are essential in drought conditions due to 

the increased production of reactive oxygen 

species (ROS). The observed rise in 

polyphenols with NCP treatment aligns with 

previous studies demonstrating that polyphenols 

help protect plants from oxidative damage [24]. 

Moreover, the fluctuations in catechin levels, 

particularly the decrease in catechin content 

with drought stress, followed by a significant 

increase in epigallocatechin (EGC) and 

gallocatechin levels under NCP treatment, 

highlight the complex relationship between 

drought stress and secondary metabolite 

biosynthesis. EGC and gallocatechin are 

essential antioxidants in tea plants, and their 

increase under NCP treatment suggests that 

nano chitosan may promote the synthesis of 

specific flavonoids critical for drought 

tolerance.  

The observed improvement in RWC with 

NCP treatment indicates that nano chitosan 

enhances the water retention capability of tea 

plants under drought stress. Maintaining a 

higher RWC is crucial for plants to sustain 

cellular functions during water scarcity. This 

effect can be attributed to NCP’s role in 

stabilizing cell membranes and enhancing water 

uptake efficiency. The restoration of RWC at 

100 mg L-1 NCP suggests that this concentration 

is particularly effective in mitigating drought-

induced water loss. Several studies have 

demonstrated that a reduction in the relative 

water content (RWC) of tea leaves is closely 

associated with decreased soil moisture levels 

[7, 8, 25-28]. 

Similarly, the recovery of chlorophyll 

content with NCP treatment underscores the 

importance of maintaining photosynthetic 

capacity under drought conditions. Drought 

typically causes a decline in chlorophyll due to 

oxidative stress and the degradation of 

photosynthetic pigments [25]. However, the 

application of NCP protects chloroplasts, 

thereby preserving chlorophyll levels and 

promoting sustained photosynthetic activity. 

This is crucial for maintaining plant growth and 

productivity under stress conditions.  

The significant increase in shoot numbers 

and green leaf yield observed with NCP 

treatment further demonstrates the growth-

promoting effects of nano chitosan under 

drought conditions. Drought stress typically 

reduces both parameters due to limited water 

availability, which inhibits cell division and 

expansion. The fact that NCP-treated plants, 

particularly those treated with 100 mg L-1, 

showed higher shoot numbers and leaf yield 
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suggests that NCP enhances drought tolerance 

by improving water retention, photosynthesis, 

and overall plant vigor. The positive impact of 

NCP on green leaf yield is particularly 

important for tea plants, where yield is directly 

tied to economic value. By mitigating the 

adverse effects of drought stress on yield, NCP 

offers a potential solution for maintaining tea 

production in drought-prone regions. In many 

studies, the impact of drought stress on reducing 

the number of harvestable shoots and increasing 

the number of stagnant shoots in tea plants has 

been reported [29-31]. The yield reduction of 

tea under drought stress has been reported by 

various researchers [32, 33].  

Drought stress reduces total protein content 

in plants, as seen in untreated tea plants in this 

study. However, the significant recovery of 

protein levels with NCP treatment, particularly 

at 100 mg L-1, suggests that nano chitosan helps 

to maintain or enhance protein synthesis under 

stress conditions. Proteins are vital for various 

metabolic processes, and their preservation 

under drought is essential for plant survival. 

NCP has been shown to increase total protein 

content under stress conditions. The effect of 

nano chitosan on protein content depends on the 

nitrogen content in chitosan, which plays an 

essential role in protein synthesis [34]. 

Moreover, chitosan could reduce the 

degradation of soluble proteins by increasing 

the expression of proteinase and protease 

inhibitor genes [35]. The role of nano chitosan 

in increasing protein content in Salvia 

abrotanoides [36] and Triticum aestivum [37] 

has been proven under stress conditions, 

consistent with our findings.  

Another important observation is the increase 

in proline content following NCP treatment, 

indicating its potential role in the plant’s 

response to drought stress. Proline is an 

osmoprotectant, stabilizing cellular structures 

and maintaining osmotic balance during 

drought. The six-fold increase in proline content 

with 100 mg L-1 NCP demonstrates the efficacy 

of nano chitosan in promoting osmotic 

adjustment, which is crucial for enhancing 

drought tolerance in tea plants. This aligns with 

previous studies that highlight proline 

accumulation as a key mechanism for drought 

resilience [6, 38, 39]. 

The enhancement of catalase (CAT) and 

superoxide dismutase (SOD) activity with NCP 

treatment indicates that nano chitosan boosts the 

plant's antioxidant defense system. Drought 

stress induces the production of ROS, which can 

cause significant cellular damage if not 

effectively neutralized. By increasing the 

activity of CAT and SOD, NCP helps tea plants 

to scavenge ROS more efficiently, reducing 

oxidative damage and enhancing stress tolerance. 

The highest antioxidant enzyme activities were 

observed at 100 mg L-1 NCP, suggesting that this 

concentration is optimal for inducing antioxidant 

defenses. These findings align with previous 

research demonstrating nano chitosan's ability to 

activate reactive oxygen species (ROS)-

scavenging enzymes in various plant species, 

further supporting its effectiveness in mitigating 

abiotic stress [25, 40]. 

Given that tea is a C3 plant, increased 

catalase activity might eliminate the hydrogen 

peroxide produced by airway cells and lower the 

rate of photorespiration [41]. Studies by Khesali 

Langaroudi et al., Liu et al., Panda et al., and 

Upadhyaya et al. have shown that compared to 

other tea genotypes, drought-resistant tea 

genotypes have increased catalase activity [42-

44]. In response to biotic and abiotic challenges, 

plants develop a set of defensive enzymes called 

peroxidases, which reduce H2O2 in cells and 

eliminate the production of ROS [45]. Chitosan 
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has been shown to accumulate hydrogen 

peroxide under stress conditions [46] and 

increase the expression of several defence 

enzymes in the ROS scavenging system [47]. 

The activity of catalase and peroxidases has 

been attributed to the nitric oxide pathway due 

to nano chitosan [48], indicating that plants 

treated with NCP have a higher efficiency in 

removing H2O2 and preventing membrane lipid 

peroxidation. The results suggest that NCP 

could induce the pathway of antioxidant 

enzymes, which could remove ROS, maintain 

membrane integrity, and ultimately make the 

plant resistant to drought [25, 40, 49].  

 

5. Conclusion 

This study demonstrates the potential of nano 

chitosan particles (NCP) to mitigate drought 

stress in tea plants by enhancing physiological 

and biochemical parameters. NCP treatment 

significantly improved relative water content, 

chlorophyll levels, shoot numbers, and green 

leaf yield under drought conditions. It also 

increased the total polyphenol content and 

stimulated the activity of key antioxidant 

enzymes, such as catalase and superoxide 

dismutase, which help combat oxidative stress. 

Furthermore, NCP application led to a 

substantial rise in protein and proline levels, 

suggesting that it can improve drought tolerance 

by stabilizing cell structures and promoting 

osmotic adjustment. 

The findings indicate that NCP can be a 

viable, eco-friendly solution for inducing 

drought tolerance in tea plants, improving plant 

productivity, and maintaining tea quality under 

stress. Future research should explore long-term 

field applications of NCP and its effects on 

other crops, offering a sustainable approach to 

addressing the challenges of climate change. 

 

Author contributions 

All phases of the project were developed by 

A. Z. and K. F. carried out the experiments in 

the field, while A. B. served as an advisor and 

R. A. G. developed the plan and experiments. 

The experiments were conducted in the lab and 

the field by M. P. provided assistance with 

laboratory tests and data analysis. The final 

manuscript was read and approved by all the 

authors. 

 

Conflicts of interest 

The authors declare that they have no known 

competing financial interests or personal 

relationships that could have appeared to 

influence the work reported in this paper. 

 

Acknowledgments 

The work was supported and funded by the 

ACECR, Tea Research Centre and the Research 

Institute of Applied Sciences (RIAS).  

References

1. Dien DC, Thu TTP, Moe K and Yamakawa 

T. Proline and carbohydrate metabolism in rice 

varieties (Oryza sativa L.) under various 

drought and recovery conditions. Plant Physiol. 

Rep. 2019; 24: 376-387. doi: 10.1007/s40502-

019-00462-y.  

2. Ali EF and Hassan FAS. Water stress 

alleviation of roselle plant by silicon treatment 

through some physiological and biochemical 

responses. Annu. Res. Rev. Biol. 2017; 21(3): 1-

17. doi: 10.9734/ARRB/2017/37670. 

3. Saharan V, Mehrotra A, Khatik R, Rawal P, 

Sharma SS and Pal A. Synthesis of chitosan 

based nanoparticles and their in vitro evaluation 

against phytopathogenic fungi. Int. J. Biol. 

 [
 D

O
I:

 1
0.

61
88

2/
jm

p.
24

.9
4.

31
 ]

 
 [

 D
ow

nl
oa

de
d 

fr
om

 jm
p.

ir
 o

n 
20

25
-1

1-
18

 ]
 

                            11 / 15

https://doi.org/10.9734/ARRB/2017/37670
http://dx.doi.org/10.61882/jmp.24.94.31
http://jmp.ir/article-1-3805-en.html


Effect of nano chitosan particles …  A. Banaei, et al 
 

 

Journal of Medicinal Plants 42 June 2025, Vol. 24, No. 94: 31-45 

Macromol. 2013; 62: 677-683. doi: 

10.1016/j.ijbiomac.2013.10.012. 

4. Shinde NA, Kawar PG, and Dalvi SG. 

Chitosan-based nanoconjugates: A promising 

solution for enhancing crop drought-Stress 

resilience and sustainable yield in the face of 

climate change. Plant Nano Biol. 2024; 100059. 

doi: 10.1016/j.plana.2024.100059.  

5. Dawood MG, El-Awadi ME-s and Sadak MS. 

Chitosan and its nanoform regulates 

physiological processes and antioxidant 

mechanisms to improve drought stress tolerance 

of Vicia faba Plant. J. Soil. Sci. Plant. Nutr. 

2024; 24(3): 5696-5709. doi: 10.1007/s42729-

024-01934-3.  

6. Sen SK, Chouhan D, Das D, Ghosh R and 

Mandal P. Improvisation of salinity stress 

response in mung bean through solid matrix 

priming with normal and nano-sized chitosan. 

Int. J. Biol. Macromol. 2020; 145: 108-123. doi: 

10.1016/j.ijbiomac.2019.12.170. 

7. Chandra S, Chakraborty N, Dasgupta A, 

Sarkar J, Panda K and Acharya K. Chitosan 

nanoparticles: a positive modulator of innate 

immune responses in plants. Sci. Rep. 2015; 

5(1): 15195. doi: 10.1038/srep15195. 

8. Cheruiyot EK, Mumera LM, NG’ETICH 

WK, Hassanali A, Wachira F and Wanyoko JK. 

Shoot epicatechin and epigallocatechin contents 

respond to water stress in tea (Camellia sinensis 

(L.) O. Kuntze). Biosci. Biotechnol. Biochem. 

2008; 72(5): 1219-1226. doi: 

10.1271/bbb.70698.  

9. Cheruiyot EK, Mumera LM, Ng’etich WK, 

Hassanali A and Wachira F. Polyphenols as 

potential indicators for drought tolerance in tea 

(Camellia sinensis L.). Biosci. Biotechnol. 

Biochem. 2007; 71(9): 2190-2197. doi: 

10.1271/bbb.70156. 

10. Kittipornkul P, Treesubsuntorn C and 

Thiravetyan P. Effect of exogenous catechin and 

salicylic acid on rice productivity under ozone 

stress: the role of chlorophyll contents, lipid 

peroxidation, and antioxidant enzymes. Environ. 

Sci. Pollut. Res. 2020; 27: 25774-25784. doi: 

10.1007/s11356-020-08962-3. 

11. Das A, Das S and Mondal TK. 

Identification of differentially expressed gene 

profiles in young roots of tea [Camellia sinensis 

(L.) O. Kuntze] subjected to drought stress 

using suppression subtractive hybridization. 

Plant Mol. Biol. Rep. 2012; 30: 1088-1101. doi: 

10.1007/s11105-012-0422-x.  

12. Wang Y, Fan K, Wang J, Ding Z-t, Wang 

H, Bi C-h, Zhang Y-w and Sun H-w. Proteomic 

analysis of Camellia sinensis L. reveals a 

synergistic network in the response to drought 

stress and recovery. Journal of Plant Physiol. 

2017; 219: 91-99. doi: 10.1016/ 

j.jplph.2017.10.001.  

13. Chen X, Zhuang C, He Y, Wang L, Han G, 

Chen C and He H. Photosynthesis, yield, and 

chemical composition of Tieguanyin tea plants 

(Camellia sinensis (L.) O. Kuntze) in response 

to irrigation treatments. Agric. Water Manag. 

2010; 97(3): 419-425. doi: 10.1016/ 

j.agwat.2009.10.015.  

14. ISO14502-1, Determination of substances 

characteristic of green and black tea —Part 1: 

Content of total polyphenols in tea —

Colorimetric method using Folin-Ciocalteu 

reagent; 2005a. 

15. ISO14502-2, Determination of substances 

characteristic of green and black tea. Part 2. 

Content of catechins in green tea—method 

using highperformance liquid chromatography.; 

2005b. 

16. Senthilkumar M, Amaresan N and 

Sankaranarayanan A. Plant-microbe 

interactions: Springer Protocols Handbooks, 

New York; 2021. doi: 10.1007/978-1-0716-

1080-0. 

 [
 D

O
I:

 1
0.

61
88

2/
jm

p.
24

.9
4.

31
 ]

 
 [

 D
ow

nl
oa

de
d 

fr
om

 jm
p.

ir
 o

n 
20

25
-1

1-
18

 ]
 

                            12 / 15

https://doi.org/10.1016/j.ijbiomac.2013.10.012
https://doi.org/10.1016/j.ijbiomac.2013.10.012
https://doi.org/10.1016/j.ijbiomac.2019.12.170
https://doi.org/10.1016/j.ijbiomac.2019.12.170
https://doi.org/10.1038/srep15195
https://doi.org/10.1271/bbb.70698
https://doi.org/10.1271/bbb.70698
https://doi.org/10.1271/bbb.70156
https://doi.org/10.1271/bbb.70156
https://doi.org/10.1007/s11356-020-08962-3
https://doi.org/10.1007/s11356-020-08962-3
https://doi.org/10.1016/j.jplph.2017.10.001
https://doi.org/10.1016/j.jplph.2017.10.001
https://doi.org/10.1016/j.agwat.2009.10.015
https://doi.org/10.1016/j.agwat.2009.10.015
http://dx.doi.org/10.61882/jmp.24.94.31
http://jmp.ir/article-1-3805-en.html


Effect of nano chitosan particles …  A. Banaei, et al 
 

 

Journal of Medicinal Plants 43 June 2025, Vol. 24, No. 94: 31-45 

17. Arnon DI. Copper enzymes in isolated 

chloroplasts. Polyphenoloxidase in Beta 

vulgaris. Plant Physiol. 1949; 24(1): 1-15. doi: 

10.1104/pp.24.1.1. 

18. Institute IPGR, Descriptors for Tea 

(Camellia Sinensis): Bioversity International; 

1997. 

19. Bates LS, Waldren RP and Teare I. Rapid 

determination of free proline for water-stress 

studies. Plant and Soil. 1973; 39: 205-207. doi: 

10.1007/BF00018060. 

20. Bradford MM. A rapid and sensitive 

method for the quantitation of microgram 

quantities of protein utilizing the principle of 

protein-dye binding. Anal. Biochem. 1976; 

72(1-2): 248-254. doi: 10.1016/0003-

2697(76)90527-3. 

21. Aebi H. Catalase, in Methods of enzymatic 

analysis. 1974, Elsevier. p. 673-680. doi: 

10.1016/B978-0-12-091302-2.50032-3. 

22. Beauchamp C and Fridovich I. Superoxide 

dismutase: improved assays and an assay 

applicable to acrylamide gels. Anal. Biochem. 

1971; 44(1): 276-287. doi: 10.1016/0003-

2697(71)90370-8. 

23. Bolat I, Dikilitas M, Ercisli S, Ikinci A and 

Tonkaz T. The effect of water stress on some 

morphological, physiological, and biochemical 

characteristics and bud success on apple and 

quince rootstocks. Sci. World J. 2014; 2014(1): 

769732. doi: 10.1155/2014/769732. 

24. Zagoskina NV, Zubova MY, Nechaeva TL, 

Kazantseva VV, Goncharuk EA, Katanskaya 

VM, Baranova EN and Aksenova MA. 

Polyphenols in plants: structure, biosynthesis, 

abiotic stress regulation, and practical 

applications. Int. J. Mol. Sci. 2023; 24(18): 

13874. doi: 10.3390/ijms241813874. 

25. Ali EF, El-Shehawi AM, Ibrahim OH, 

Abdul-Hafeez EY, Moussa MM and Hassan 

FAS. A vital role of chitosan nanoparticles in 

improvisation the drought stress tolerance in 

Catharanthus roseus L. through biochemical 

and gene expression modulation. Plant Physiol 

Biochem. 2021; 161: 166-175. doi: 

10.1016/j.plaphy.2021.02.008. 

26. Maritim TK, Kamunya SM, Mireji P, 

Mwendia C, Muoki RC, Cheruiyot EK and 

Wachira FN. Physiological and biochemical 

response of tea [Camellia sinensis (L.) O. 

Kuntze] to water-deficit stress. J. Hortic. Sci. 

Biotechnol. 2015; 90(4): 395-400. doi: 

10.1080/14620316.2015.11513200. 

27. Bistgani ZE, Siadat SA, Bakhshandeh A, 

Pirbalouti AG and Hashemi M. Interactive 

effects of drought stress and chitosan 

application on physiological characteristics and 

essential oil yield of Thymus daenensis Celak. 

Crop. J. 2017; 5(5): 407-415. doi: 

10.1016/j.cj.2017.04.003. 

28. Hao T, Yang Z, Liang J, Yu J and Liu J. 

Foliar application of carnosine and chitosan 

improving drought tolerance in bermudagrass. 

Agronomy 2023; 13(2): 442. doi: 

10.3390/agronomy13020442. 

29. William S and Carr MKV. Responses of 

tea (Camellia sinensis) to irrigation and 

fertilizer on yield. Experimental Agric. 1991; 

27(2): 177-191. doi: 10.1017/ 

S0014479700018822. 

30. Carr MKV. The role of water in the growth 

of the tea (Camellia sinensis) crop: a synthesis 

of research in Eastern Africa. 1. Water relations. 

Exp. Agric. 2010; 46(3): 327-349. doi: 

10.1017/S0014479710000293. 

31. Chaeikar SS, Falakro K, Majd Salimi K, 

Alinaghipour B and Rahimi M. Evaluation of 

response to water-deficit stress in some selected 

tea (Camellia sinensis L.) clones based on 

growth characteristics. Iran. J. Hortic. Sci. 

2020; 51(2): 319-328. doi: 

10.22059/ijhs.2019.273368.1581.  

 [
 D

O
I:

 1
0.

61
88

2/
jm

p.
24

.9
4.

31
 ]

 
 [

 D
ow

nl
oa

de
d 

fr
om

 jm
p.

ir
 o

n 
20

25
-1

1-
18

 ]
 

                            13 / 15

https://doi.org/10.1007/BF00018060
https://doi.org/10.1007/BF00018060
https://doi.org/10.1016/B978-0-12-091302-2.50032-3
https://doi.org/10.1016/B978-0-12-091302-2.50032-3
https://doi.org/10.1016/0003-2697\(71\)90370-8
https://doi.org/10.1016/0003-2697\(71\)90370-8
https://doi.org/10.1016/j.plaphy.2021.02.008
https://doi.org/10.1016/j.plaphy.2021.02.008
https://doi.org/10.1080/14620316.2015.11513200
https://doi.org/10.1080/14620316.2015.11513200
https://doi.org/10.3390/agronomy13020442
https://doi.org/10.3390/agronomy13020442
https://doi.org/10.1017/S0014479700018822
https://doi.org/10.1017/S0014479700018822
https://doi.org/10.1017/S0014479710000293
https://doi.org/10.1017/S0014479710000293
http://dx.doi.org/10.61882/jmp.24.94.31
http://jmp.ir/article-1-3805-en.html


Effect of nano chitosan particles …  A. Banaei, et al 
 

 

Journal of Medicinal Plants 44 June 2025, Vol. 24, No. 94: 31-45 

32. Cheruiyot EK, Mumera LM, Ng'etich WK, 

Hassanali A and Wachira FN. High fertilizer 

rates increase susceptibility of tea to water 

stress. J. Plant Nutr. 2009; 33(1): 115-129. doi: 

10.1080/01904160903392659.  

33. Sharma P and Kumar S. Differential 

display-mediated identification of three 

drought-responsive expressed sequence tags in 

tea [Camellia sinensis (L.) O. Kuntze]. J. 

Biosci. 2005; 30: 231-235. doi: 

10.1007/BF02703703. 

34. Divya K and Jisha M. Chitosan 

nanoparticles preparation and applications. 

Environ. Chem. Lett. 2018; 16: 101-112. doi: 

10.1007/s10311-017-0670-y. 

35. Hidangmayum A, Dwivedi P, Katiyar D, 

and Hemantaranjan A. Application of chitosan 

on plant responses with special reference to 

abiotic stress. Physiol. Mol. Biol. Plants 2019; 

25: 313-326. doi: 10.1007/s12298-018-0633-1. 

36. Attaran Dowom S, Karimian Z, Mostafaei 

Dehnavi M and Samiei L. Chitosan 

nanoparticles improve physiological and 

biochemical responses of Salvia abrotanoides 

Kar. under drought stress. BMC Plant Biol. 

2022; 22(1): 364. doi: 10.1186/s12870-022-

03689-4. 

37. Li R, He J, Xie H, Wang W, Bose SK, Sun 

Y, Hu J and Yin H. Effects of chitosan 

nanoparticles on seed germination and seedling 

growth of wheat (Triticum aestivum L.). Int. J. 

Biol. Macromol. 2019; 126: 91-100. doi: 

10.1016/j.ijbiomac.2018.12.118. 

38. Zhang X, Hu C, Sun X, Zang X, Zhang X, 

Fang T and Xu N. Comparative transcriptome 

analysis reveals chitooligosaccharides-induced 

stress tolerance of Gracilariopsis lemaneiformis 

under high temperature stress. Aquaculture 

2020; 519: 734876. doi: 

10.1016/j.aquaculture.2019.734876. 

39. Sathiyabama M and Manikandan A. Foliar 

application of chitosan nanoparticle improves 

yield, mineral content and boost innate 

immunity in finger millet plants. Carbohydr 

Polym. 2021; 258: 117691. doi: 

10.1016/j.carbpol.2021.117691.  

40. Li Z, Zhang Y, Zhang X, Merewitz E, Peng 

Y, Ma X, Huang L and Yan Y. Metabolic 

pathways regulated by chitosan contributing to 

drought resistance in white clover. J. Proteome. 

Res. 2017; 16(8): 3039-3052. doi: 

10.1021/acs.jproteome.7b00334. 

41. Jeyaramraja PR, Raj Kumar R, Pius PK and 

Thomas J. Photoassimilatory and 

photorespiratory behaviour of certain drought 

tolerant and susceptible tea clones. 

Photosynthetica 2003; 41(4): 579-582. doi: 

10.1023/B:PHOT.0000027523.51145.a0. 

42. Langaroudi IK, Piri S, Chaeikar SS and 

Salehi B. Evaluating drought stress tolerance in 

different Camellia sinensis L. cultivars and 

effect of melatonin on strengthening antioxidant 

system. Sci. Hortic. 2023; 307: 111517. doi: 

10.1016/j.scienta.2022.111517.  

43. Liu S-C, Yao M-Z, Ma C-L, Jin J-Q, Ma J-

Q, Li C-F and Chen L. Physiological changes 

and differential gene expression of tea plant 

under dehydration and rehydration conditions. 

Sci. Hortic. 2015; 184: 129-141. doi: 

10.1016/j.scienta.2014.12.036. 

44. Panda P, Nath S, Chanu TT, Sharma GD 

and Panda SK. Cadmium stress-induced 

oxidative stress and role of nitric oxide in rice 

(Oryza sativa L.). Acta Physiol. Plant. 2011; 

33(5): 1737-1747. doi: 10.1007/s11738-011-

0710-3. 

45. Buller DB and Aune RK. The effects of 

speech rate similarity on compliance: 

Application of communication accommodation 

theory. West. J. Commun. 1992; 56(1): 37-53. 

doi: 10.1080/10570319209374400. 

 [
 D

O
I:

 1
0.

61
88

2/
jm

p.
24

.9
4.

31
 ]

 
 [

 D
ow

nl
oa

de
d 

fr
om

 jm
p.

ir
 o

n 
20

25
-1

1-
18

 ]
 

                            14 / 15

https://doi.org/10.1007/s10311-017-0670-y
https://doi.org/10.1007/s10311-017-0670-y
https://doi.org/10.1007/s12298-018-0633-1
https://doi.org/10.1186/s12870-022-03689-4
https://doi.org/10.1186/s12870-022-03689-4
https://doi.org/10.1016/j.ijbiomac.2018.12.118
https://doi.org/10.1016/j.ijbiomac.2018.12.118
https://doi.org/10.1016/j.scienta.2014.12.036
https://doi.org/10.1016/j.scienta.2014.12.036
http://dx.doi.org/10.61882/jmp.24.94.31
http://jmp.ir/article-1-3805-en.html


Effect of nano chitosan particles …  A. Banaei, et al 
 

 

Journal of Medicinal Plants 45 June 2025, Vol. 24, No. 94: 31-45 

46. Lin W, Hu X, Zhang W, Rogers WJ and 

Cai W. Hydrogen peroxide mediates defence 

responses induced by chitosans of different 

molecular weights in rice. J. Plant Physiol. 

2005; 162(8): 937-944. doi: 

10.1016/j.jplph.2004.10.003. 

47. Kim H-J, Chen F, Wang X and Rajapakse 

NC. Effect of chitosan on the biological 

properties of sweet basil (Ocimum basilicum 

L.). J. Agric Food Chem. 2005; 53(9): 3696-

3701. doi: 10.1021/jf0480804. 

48. Zhang H, Zhao X, Yang J, Yin H, Wang 

W, Lu H and Du Y. Nitric oxide production and 

its functional link with OIPK in tobacco defense 

response elicited by chitooligosaccharide. Plant 

Cell Rep. 2011; 30: 1153-1162. doi: 

10.1007/s00299-011-1024-z. 

49. Ma D, Sun D, Wang C, Li Y and Guo T. 

Expression of flavonoid biosynthesis genes and 

accumulation of flavonoid in wheat leaves in 

response to drought stress. Plant Physiol. 

Biochem. 2014; 80: 60-66. doi: 

10.1016/j.plaphy.2014.03.024. 
 

How to cite this article: Banaei A, Zeinali A, 

Parsa M, Azadi Gonbad R, Falakro K. Effect 

of nano chitosan particles on physiological 

and phytochemical parameters of tea plant 

(Camellia sinensis (L.) Kuntze) Kashef 

cultivar under drought stress. Journal of 

Medicinal Plants 2025; 24(94): 31-45. 

doi: 10.61882/jmp.24.94.31  
 

 

 

 [
 D

O
I:

 1
0.

61
88

2/
jm

p.
24

.9
4.

31
 ]

 
 [

 D
ow

nl
oa

de
d 

fr
om

 jm
p.

ir
 o

n 
20

25
-1

1-
18

 ]
 

Powered by TCPDF (www.tcpdf.org)

                            15 / 15

http://dx.doi.org/10.61882/jmp.24.94.31
http://dx.doi.org/10.61882/jmp.24.94.31
http://jmp.ir/article-1-3805-en.html
http://www.tcpdf.org

