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Abstract 

   
The weakness of agricultural production in Algeria is one of the main constraints to meet the needs of 

consumption, while soil pollution by heavy metals and salinity becomes a factor of more or less concern for 

agriculture with detrimental effects on crop production and biodiversity. We are interested in this research work, 

to study the biochemical behavior of a model plant (Vicia faba L.) in the face of metal and salt stress. For this, we 

studied the effect of four concentrations of zinc sulphate (0, 300, 500 and 700 ppm) combined with 100 and 200 

meq.l-1 of NaCl for 2 weeks, after 45 days of plant growth. Levels of proline, proteins and soluble sugars were 

analyzed by spectrophotometry. The results obtained show an increase in the content of proline and soluble 

sugars as a function of the increasing concentration of zinc and NaCl at leaf and root levels. The levels of proline 

and soluble sugars in the leaves are much higher than those of the roots. The content of proline and the higher 

soluble sugars (168.727 mg g-1 dry weight and 56.274 mg g-1 dry weight respectively) are obtained at the dose of 

700 ppm of zinc combined with 200 meq.l-1 of NaCl. The results obtained show that the combined effect of zinc 

and salt results in a significant decrease in the total protein content of the treated plants, the lowest levels of 

protein in the leaves are obtained at the dose of zinc of 700 ppm added to 200 meq.l-1   (33.68 mg.g-1 dry weight). 

* Corresponding Author: Hadjira Bouker  boukerhadjer@yahoo.com  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

International Journal of Biosciences | IJB | 

ISSN: 2220-6655 (Print), 2222-5234 (Online) 

http://www.innspub.net 

Vol. 13, No. 3, p. 51-57, 2018 

 

http://dx.doi.org/10.12692/ijb/13.3.51-57
http://www.innspub.net/


 

52 Bouker et al. 

 

Int. J. Biosci. 2018 

Introduction 

The salinity of soil and irrigation water is a major 

problem worldwide, according to FAO and the most 

recent estimates it already affects at least 400 million 

hectares and seriously threatens an equivalent area 

(Legros, 2009). Indeed, this constraint is considered 

as one of the main factors limiting agricultural 

productivity and development (Baatour and al, 

2004). 

 

Osmotic adjustment is one of the main adaptive 

mechanisms of plants with respect to stress which is 

specifically related to a net increase in the 

concentration of stressed solute. Soluble sugars have 

a major role to play in the osmotic adjustment; their 

synthesis is stimulated by salt stress in many species 

by either blocking glycolysis or starch hydrolysis 

(Rathinasabapathi, 2000). The peculiarity in the 

accumulation of proline by highly stressed plants may 

be one of the parameters to characterize the 

development of tolerance to salinity in glycophytes 

(Paquin and Pelletier, 1987). 

 

To this contaminant is added the heavy metals and 

their accumulation in the environment, which leads 

to the disruption of the functioning of natural 

ecosystems but also agro-systems while high levels of 

metals in agricultural soils reduce crop yields. 

 

In agriculture, most heavy metals accumulated in soil 

are absorbed by crop plants. Plants require certain 

metal ions for their growth and development, such as 

copper, zinc, manganese, iron or cobalt, which are 

used in certain enzymes or as co-factors (Yang and 

al., 2005). These elements, necessary in small 

quantities, prove however toxic even lethal when they 

are present in strong concentration. 

 

Zinc is part of a very large number of enzymes (more 

than 300), zinc is particularly important for the 

metabolism of sugars, proteins and phosphates, and 

zinc also influences the integrity and permeability of 

membranes, and allows the protection of lipids and 

membrane proteins from oxidative stress (Marschner, 

2011). 

 

But a high dose of zinc in plants often takes the form 

of growth retardation and wilting of the aerial parts 

(Broadley and al., 2007). Another common symptom 

is chlorosis, which causes yellowing of the leaves 

between the veins. Excess zinc disrupts cell function 

by degrading chloroplasts and the absorption of 

minerals such as phosphorus, magnesium, and 

manganese, disrupting chlorophyll synthesis (Boawn 

and Rasmussen, 1971; Carroll and Loneragan ,1968) . 

It is in this context that the objective of our research 

work in the study of the biochemical behavior 

(proline, soluble sugars, proteins) of the bean (Vicia 

faba L.) grown on a substrate contaminated with zinc 

and under salt stress. 

 

Materials and methods 

Plant material 

The plant material used was the bean (Vicia faba L., 

variety Aguadulce), The seeds of Vicia faba, are 

rinsed with water and then plunged for fifteen 

minutes in a solution of hypochlorite of sodium  at 

12% diluted half to  eliminate any possible fungal 

contamination. After several rinses with water to 

remove the remains of hypochlorite of sodium. 

 

Methods of culture 

The Seeds are germinated in alveoli containing 

compost for 15 days in a greenhouse to select 

seedlings of the same size and growth rate for 

transplanting. Then, the seedlings are replanted in 

plastic pots of 3kg (20 cm diameter and 30 cm high). 

The bottom of each pot has been lined with a layer of 

gravel to ensure good drainage, on this layer is 

deposited a gauze band to retain the substrate, it is 

filled with a mixture of sand and industrial compost 

at respective proportions of (2v / 1v). A watering 

every three days is performed with the nutrient 

solution of Hoagland (1938) to 60% of the capacity of 

retention of the substrate. 

 

Application of stress 

Vicia Faba plants aged 45 days are irrigated with a 

solution of zinc sulphate (ZNSO4) at concentrations of 
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300 ppm, 500 ppm, and 700 ppm added to NaCl at 

100meq L-1   and 200 meq. L-1 (Table 1). 

 

After two weeks of stress, the plants are separated, 

the leaves and roots separated and dried for 24 hours 

at 80 °c. Then the dry samples are crushed and put 

into closed vials using a stopper. 

 

The parameters analyzed 

Content of proline 

The technique of Monneveux and Nemmar, (1986) 

was used to determine the content of proline. 

 

Content of soluble sugars 

The levels of soluble sugars are determined by the use 

of the technique of Dubois et al., (1956). 

 

Content of Protein 

The levels of protein are determined by the use of 

Bradford method, (1976). 

Statistical analyzes 

Statistical analyzes based on the average comparison 

tests, using 4 repetitions for each dose, were applied 

using STAT-BOX 6.4 software using the ANOVA 

variances analysis calling for the Newman Keuls test 

with a threshold p = 5%. 

 

Results 

Content of proline 

The results obtained show a significant increase in the  

content of proline in the leaves than the roots of 

plants subjected to Zinc stress at 300, 500,700 ppm 

combined with 200meq NaCl (129,62; 126,263 and 

168,727 mg.g-1  dry weight, respectively)  compared to 

those combined with 100 meq NaCl and  the control 

plant 76, 992 mg.g-1  dry weight (Figure 1). 

 

Statistical analysis reveals a highly significant effect of 

proline content in leaves and roots of stressed plants 

compared to controls. 

 

Table 1. The experimental device. 

concentration Lot 1 Lot 2 Lot3 Lot4 Lot5 Lot6 Lot7 

NaCl(meq.l-1 ) 0 100 100 100 200 200 200 

Zinc (ppm) 0 300 500 700 300 500 700 

 

Content of soluble sugars 

Figure (2) shows the variations in the content of 

soluble sugars analyzed with a higher rate for the 

leaves compared to the roots. On the other hand for 

the leaves of plants stressed at 700 ppm zinc 

combined with 200 meq NaCl, the results register a 

much more gradual increase with a rate of 56.274 

mg.g-1 dry weight. 

 

Analysis of the variance shows that the presence of 

zinc combined with NaCl induces a highly significant 

effect on the accumulation of soluble sugars in the 

leaves and roots compared to control plants. 

 

Content of protein 

The results of Figure (3) show a significant increase in 

the content of protein compared to the control at 300 

ppm zinc combined with 100 meq NaCl (100.29, 

130.425 mg.g-1  dry weight, respectively), then it 

drops to 33.68 mg.g-1  dry weight of the plants 

stressed at 700 ppm zinc combined with 200 meq 

NaCl. Statistical analysis shows that the accumulation 

of protein is highly significant in the leaves and roots 

with all zinc treatments combined with NaCl. 

 

Discussion 

The results show that under the action of zinc and 

salinity the bean synthesizes and accumulates larger 

amounts of proline in the aerial part of the plants, 

particularly in the leaves compared to the control.  

 

These results are similar with to those obtained by 

other authors on different species, in fact many 

studies indicate that proline migrates to the leaves 

and is located under salt stress in eggplant 

(JOSHI,1984), the Cotton (BOUTELIER, 1986), The 

vine (IMAMULHUQ and LARHER, 1985) and The 

Bean (AIT SADI,1990). 
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some authors such as SINGH and al., 1973 believe 

that the amounts of proline accumulated could be 

related to the level of stress tolerance but rather as a 

sign of a metabolic disturbance (CHEIKH M'HAMED 

and al, 2008), this ability of plants to the synthesis 

and accumulation of proline is not specific only to 

halophytes (HU and al., 1992), it is also specific for 

numerous glycophytes such as tomato (HERNANDEZ 

and al., 2000), barley (HASSANI and al., 2008).

 

Fig. 1. Proline content (mg.g-1 dry weight) of the leaves and roots of Broad bean (Vicia faba L.) stressed to Zinc 

(ppm) Combined with NaCl (meq/l). 

 

Fig. 2. Soluble sugars content (mg.g-1 dry weight) of the leaves and roots of Broad bean (Vicia faba L.) stressed to 

Zinc (ppm) Combined with NaCl (meq/l). 

The accumulation of soluble sugars observed at the 

leaf level is among the most observed phenomena in 

the response to stress, COSTA and SPITZ (1997) then 

DUBEY and SINGH (1999) suggest that this 

accumulation has been reported in response to 

different environmental stresses and especially 

metals. According to Bouzoubaa and al., (2001), the 

accumulation of soluble sugars could have an osmotic 

role preventing dehydration of the cells and the 

maintaining of the equilibrium of the osmotic force.  

In addition, this study shows that the protein content 

decreases with the increase of zinc concentrations 
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combined with salinity, this decrease has already 

been reported by SOUSSI and al., (1998) on chickpea, 

by PARIDA and al.,(2004) on Bruguiera parviflora 

and by GABALLAH and GOMAA, (2007) on two 

varieties of beans, Giza blanka (salt tolerance) and 

Giza (salt-sensitive). 

 

Fig. 3. Protéine content (mg.g-1 fresh weight) of the leaves and roots of broad bean (Vicia faba L.) stressed to Zinc 

(ppm) Combined with NaCl (meq/l). 

The decrease in the content of protein could also be 

due to the low availability of amino acids and the 

denaturation of the enzymes involved in the synthesis 

of amino acids and proteins (POPOVA and al., 1995). 

 

Conclusion 

The response of (Vicia faba L.) to salt and metal 

stress resulted in a very large accumulation of soluble 

sugars and proline in the stressed bean compared 

with the unstressed plant, while there is a 

proportional decrease in protein with  the increased  

in Zinc concentrations combined with NaCl. 

 

References 

AIT-SADI M. 1990. comportement biochimique de 

quelques lignées de fève (Vicia faba L.) soumises à la 

salinité : étude particulière de la proline. Memoir 

DES, University Senia, p 65. 

https://doi/pdf/10.1080/12538078.1996.10515315 

 

Baatour O, M’rah S, Ben Brahim N,  

Boulesnem F, Lachaal M. 2004-Réponse 

physiologique de la gesse (Lathyrus sativus) à la 

salinité du milieu. Revue  des regions arides, 1, p 346-

358. 

 

Boawn LC, Rasmussen PE. 1971. Crop response 

to excessive zinc fertilization of alkaline soil. 

Agronomy Journal, 63(6), 874–876. 

https://doi/10.2134/agronj1971.0002196200630006

0015x 

 

Boutellier E. 1986. Effet du chlorure de sodium sur 

la physiologie du cotonnier , Gossypium hirsutum L. 

son rôle dans l’acquisition de la résistance à la 

sécheresse. Thèse Doc Univer., Paris 6, p 142. 

 

Bouzoubaa Z, El Mourid M, Karrou M, El 

Gharous MR. 2001. Manual of chemical and 

biochemical analysis of the plants. The Deroua 

Experimental Station of Institut National de 

Recherche Agronomique Morocco. 

http://dx.doi.org/10.12692/ijb/11.3.205-212 

 

Bradford M. 1976. A rapid and sensitive method for 

the quantotation of protein utilizing the principe of 

https://doi/pdf/10.1080/12538078.1996.10515315
https://doi/10.2134/agronj1971.00021962006300060015x
https://doi/10.2134/agronj1971.00021962006300060015x
http://dx.doi.org/10.12692/ijb/11.3.205-212


 

56 Bouker et al. 

 

Int. J. Biosci. 2018 

protein-dye briding. Analytical Biochemistry 72, 248-

254.  

https://doi.org/10.1016/0003-2697(76)90527-3 

 

Broadley , Martin R., Philip J. White, John P. 

Hammond, Ivan Zelko, Alexander Lux. 2007. « 

Zinc in plants ». New Phytologist 173 (4): 677–702. 

https://doi.org/10.1111/j.1469-8137.2007.01996.x 

 

Carroll MD, Loneragan JF. 1968. Response of 

plant species to concentrations of zinc in solution. I. 

Growth and zinc content of plants. Crop and Pasture 

Science 19(6), 859– 868. 

 

Cheikh M'hamed H, Abdellaoui R, Kadri K, 

Ben Naceur M, BelHadj S. 2008. Evaluation of 

the salt stress tolerance of a few accessions of barley 

(Hordium vidgare L.) grown in Tunisia. Physiological 

approach. 30- 37. 

http://dx.doi.org/10.12692/ijb/11.3.205-212 

 

Costa G, et Spitz E. 1997. Influence of cadmium on 

soluble carbohydrate, free amino acids, protein 

content of in vitro cultured Lupinus albus. Plant Sci. 

128, 131-140. 

 

 Dubey RS, et Singh AK. 1999. Salinity induces 

accumulation of soluble sugars and alters the activity 

of sugar metabolizing enzymes in rice plants. Biol. 

Plant 42, 233-239. 

https://doi.org/10.1023/A:1002160618700 

 

Dubois M, Gilles KA, Hamilton JK, Rebers PA, 

Smith F. 1956. Calorimetric method for 

determination of sugars and related substances. 

Analytical Chemistry 28(3), 350-356.  

https://doi.org/10.1021/ac60111a017 

 

Gaballah MS, Gomaa AM. 2007. performance of  

Faba been varieties grown under salinity stress and 

biofertilized with yeast .J.of Applied Science 4(1), 93- 

99. 

https://doi.org/10.3923/jas.2004.93.99 

 

Hassani A, Dellal A, Belkhodja M, Kaid-

Harche M. 2008. Effet de la salinité sur l’eau et 

certains osmolytes chez l’orge(hordeum vulgare). 

European Journal of Scientific  Researche 23(1), p 

61-69. 

 

Hernandez S, Deleu C.et Larche RF. 2000. 

Accumulation de proline dans les tissus foliaires de 

tomate en réponse à la salinité. Comptes Rendus 

Académie des sciences. Paris, Sciences de la vie/life 

sciences 323, 551-557. 

 

Hoagland DR, Arnon DI. 1938. The water-culture 

method for growing plants without soil.  california 

agricultural experiment station publications; 

ucdavis; americana  347, 1-39. 

 

HU CA, Delauney AJ, Verma DP. 1992.A 

bifunctional enzyme (delta 1-pyrroline-5-carboxylate 

synthetase) catalyzes the first two steps in proline 

biosynthesis in plant. Proceeding of the National 

Academy of Sciences of the united states. 

 

Imamulhuq S, Larher F. 1985 .Dynamic of Na+ 

,K+ , and proline accumulation in salt-treated Vigna 

sinensis L. and Phaseolus aureus L. J.plant.physiol., 

119, p 133-147. 

https://doi.org/10.1016/j.jplph.2017.07.009 

 

JOSHI. 1984. Effect of salinity stress on organic and 

mineral constituents in the leaves of pigeonpea 

Cajanus cajan L. Var.C-11. plant and soil 82, p 69-76. 

 

Legros JP. 2009.les grands sols du monde. Presse 

polytechniques et universitaires Romandes, 574p. 

 

Marschner, Horst. 2011. Marschner’s mineral 

nutrition of higher plants. Academic press. 

 

Monneveux PH, Nemmar M. 1986. Contribution  

à l’étude de la résistance à la  sécheresse chez le blé  

tendre (Triticum aestivum L.) et chez le blé dur 

(Triticum durum Desf.): Etude de l’accumulation de 

la proline au cours du cycle de développement. 

Agronomie, 6(6), 583-590. 

https://doi.org/10.1016/0003-2697(76)90527-3
https://doi.org/10.1111/j.1469-8137.2007.01996.x
http://dx.doi.org/10.12692/ijb/11.3.205-212
https://doi.org/10.1023/A:1002160618700
https://doi.org/10.1021/ac60111a017
https://doi.org/10.3923/jas.2004.93.99
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://archive.org/search.php?query=publisher%3A%22Berkeley%2C+Calif.+%3A+College+of+Agriculture%2C+University+of+California%22
https://doi.org/10.1016/j.jplph.2017.07.009


 

57 Bouker et al. 

 

Int. J. Biosci. 2018 

Paquin R,  Pelletier. 1987. Influence de l’âge des 

plantes sur la tolérances au gel et la teneur en proline 

et en matière sèche de la luzerne (medicago media 

pers) Acta Oecol. plant, p 69-80. 

https://doi.org/10.1080/12538078.1996.10515315 

 

Parida AK, Das AB, Sanada Y, Mohanty P. 

2004. Effects of salinity on biochemical 

comportments of the mangrove Aegiceras 

corniculatum,Aquatic Botany 80, 77-87. 

 

Popova L, Stoinova Z, Maslenkova L. 1995. 

Involvement of abscisic acid in photosynthetic 

process in Hordeum vulgare L. during salinity. stress. 

J. of plant growth regulation 14, 211-218. 

https://doi.org/10.1007/PL00007029 

 

Rathinasabapathi B. 2000.Metabolic engineering 

for stress tolerance: installing osmoprotectant 

synthesis pathways. Ann. botany 86, p 709-716. 

https://doi.org/10.1006/anbo.2000.1254 

 

Soucci M, Ocana  A, Liuch C. 1998. Effects of  salt 

stress ongrouth, photosynthesis and nitrogen fixation 

in chick-pea (Cicer arietinum L.) J. Exp. Botany 49, 

1329-1337. 

 

Yang X, Feng Y, He Z, Stoffella PJ. 2005. 

Molecular mechanisms of heavy metal hyper 

accumulation and phytoremediation. Journal of Trace 

Elements in Medicine and Biology 18, 339-353. 

https://doi.org/10.1016/j.jtemb.2005.02.007 

 

 

 

 

 

 

 

 

 

 

 

 

https://doi.org/10.1080/12538078.1996.10515315
https://doi.org/10.1007/PL00007029
https://doi.org/10.1006/anbo.2000.1254
https://doi.org/10.1016/j.jtemb.2005.02.007

