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Abstract 

 
The present study investigated the effects of cadmium stress on the growth, physio-biochemical attributes, and enzyme 

activity of five soybean genotypes. Cadmium stress significantly reduced growth attributes, such as the length of plant 

shoots and roots and the fresh and dry weight of plant shoots, but enhanced hydrogen peroxide (H2O2) production, lipid 

peroxidation (MDA), and electrolyte leakage, especially in the PK-416 and Pusa-24 genotypes. Cadmium stress also 

enhanced leaf proline content and the activity of antioxidant enzymes such as superoxide dismutase, catalase, ascorbate 

peroxidase, and glutathione reductase, especially in the Pusa-37 and Pusa-16 genotypes. Efficient antioxidant systems 

determine the stress tolerance potential of specific genotypes. Cadmium accumulated to higher levels in roots than in shoots, 

which indicated that cadmium was selectively absorbed to upper sensitive plant parts. The present study may provide a 

sustainable approach for identifying soybean genotypes that can be cultivated at heavy metal-polluted sites. 
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Introduction 

 

In plants, normal growth and development depend on 

optimal biotic and abiotic conditions, and heavy metal 

pollution is one of the main causes of reduced crop 

growth and yield (Singh & Prasad, 2014). Although a few 

heavy metals are essential for plant growth, cadmium is 

non-essential and differs from other heavy metals in its 

high solubility and absorption by plants (Pagani et al., 

2012), and the high mobility of cadmium in soil-plant 

systems is the main reason for its toxicity (DalCorso et 

al., 2008; Groppa et al., 2012; Hassan et al., 2016). 

Cadmium pollution occurs as a result of both natural and 

anthropogenic causes, including the weathering of metal-

rich rocks, mining, power station activities, the 

application of mineral fertilizers (especially phosphate 

fertilizer), and the excessive use of waste water and 

sewage sludge for agricultural purposes (McLauglin et 

al., 2000; Zoffoli et al., 2013). The consumption of 

cadmium-containing food causes renal disorders and the 

development of weak bones (Horiguchi et al., 2010). 

When cadmium concentrations surpass species-

specific threshold levels (Lagriffoul et al., 1998), the 

symptoms of cadmium toxicity, which include necrosis, 

reduced growth, and, hence, phytotoxicity, become 

apparent (Dias et al., 2013). The high affinity of cadmium 

to thiol compounds is one of the main causes of cadmium 

toxicity since the binding of cadmium to the cysteine 

sulfhydryl groups results in enzyme inactivation (Mendoza-

Cozatl et al., 2005). Cadmium also impedes key 

physiological and biochemical processes, including 

electron transport, and, moreover, severely disrupts mineral 

nutrition and water uptake (Ahmad et al., 2011; Groppa et 

al., 2012). Furthermore, cadmium also induces the 

production of reactive oxygen species (ROS), owing to its 

effects on electron transport systems, which leak electrons 

to molecular oxygen (Gill & Tuteja, 2010), and its 

interference with the enzymes involved in redox 

homeostasis (Cuypers et al., 2011), and the overproduction 

of ROS alters almost every physiological and biochemical 

attribute (Ahmad et al., 2011). 

To avert the deleterious effects of induced oxidative 

stress, plants use a variety of defense mechanisms, 

including the partitioning and compartmentalization of 

toxic metal ions into vacuoles (Wu & Wang, 2011), 

overproduction of phytochelatins and subsequent 

compartmentalization of phytochelatin-metal complexes 

into vacuoles (Salt et al., 1995), accumulation of 

compatible organic osmolytes, and increased antioxidant 

activity (Ahmad et al., 2011). Partitioning and 

compartmentalization help plants to maintain toxic ions 

and substances within physiological limits. For quickly 

neutralizing and scavenging ROS, plants have developed 

antioxidant defense systems that include both enzymatic 

and non-enzymatic components (Ahmad et al., 2010, 

2011; Abd_Allah et al., 2016), the former of which 

include superoxide dismutase (SOD), catalase (CAT), 

ascorbate peroxidase (APX), glutathione reductase (GR), 

and monodehydroascorbate reductase (MDHAR). 

Soybean (Glycine max) is a major source of protein, 

oil, and livestock feed across the globe. The crop has the 

potential to accumulate high levels of cadmium (Wolnik et 

al., 1983), and different genotypes have been reported to 

accumulate different levels (Jamali et al., 2009). Soybean is 

considered sensitive to cadmium (Finger-Teixeira et al., 

2010). The aim of the present study was to study the impact 

of cadmium stress on the growth, lipid peroxidation, and 

antioxidant responses of five soybean genotypes. 

mailto:parvaizbot@yahoo.com
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Material and Methods 

 

Plant materials and experimental design: Certified and 

viable seeds of five soybean genotypes (Pusa-37, Pusa-16, 

Pusa-40, PK-416, and Pusa-24) were sterilized using 

sodium hypochlorite (NaOCl2), and after washing, the 

seeds were sown in pots containing 5 kg of sand and 

vermicompost (3:1) and were kept under glasshouse 

conditions (day/night temperature of 27°C/16°C and 

photoperiod of 8-11 h). The experiment was performed 

using a completely randomized design, and every treatment 

was represented by five replicates. After germination (4 d), 

the seedlings were thinned to two per pot and supplied with 

Hoagland’s solution for 1 wk. Nutrient solutions with 

different cadmium (CdSO4∙ 8H2O) concentrations (0, 50, 

100, and 150 mg L-1) were prepared and supplied to the 

pots on alternate days, however, the control plants were 

only supplied with nutrient solution. After 35 d of treatment 

(46-d-old plants), the plants were carefully uprooted for 

analysis. The composition of the Hoagland’s solution was: 

(mg L−1): 270 N (KNO3), 31 P (KH2PO4), 234 K (KNO3), 

200 Ca (Ca(NO3)2.4H2O), 64 S (MgSO4.7H2O), 48 Mg 

(MgSO4.7H2O), 2.8 Fe (Fe-EDTA), 0.5 Mn (MnCl2.4H2O), 

0.5 B (H3BO3), 0.02 Cu (CuSO4), 0.05 Zn (ZnSO4.7H2O) 

and 0.01 Mo (H3MoO4.H2O). 

 

Growth and biomass: The lengths of the shoots and 

roots were measured manually, and dry weight (DW) was 

determined after drying for 72 h in an oven at 65°C.  

 

Relative leaf water content, electrolyte leakage and 

Proline content: To measure relative leaf water content 

(RLWC), leaf discs were punched using a sharp cork 

borer and then weighed both before (fresh weight, FW) 

and after (turgid weight, TW) floating on water for 1 h, 

which was performed to gain turgidity, as well as after 

drying in an oven at 85°C to constant weight (dry weight, 

DW), according to Smart & Bingham (1974). Afterward, 

LWC was calculated using following formula: 

 

RLWC (%) = (FW - DW)/(TW – DW) × 100% 

 

The method of Dionisio-Sese & Tobita (1998) was 

used to estimate electrolyte leakage. Briefly, 20 leaf discs 

were placed in tubes that contained 10 ml deionized 

water, and the initial electrical conductivity (EC0) was 

measured. Thereafter, the same samples were heated in a 

water bath at 50°C (EC1) and 100°C (EC2) for 25min and 

10 min respectively and electrolyte leakage was 

calculated using the following formula: 
 

Electrolyte leakage (%) = (EC1 - EC0)/(EC2 - EC0) × 100% 

 

Proline was extracted in sulphosalicylic acid, and its 

concentration was estimated by reacting the extract with a 

known quantity of supernatant with ninhydrin reagent and 

measuring its absorbance at 520 nm (Bates et al., 1973). 

 

Hydrogen peroxide (H2O2) content and membrane 

lipid peroxidation: To measure H2O2 content, fresh leaf 

samples (500 mg) were macerated in 5 ml trichloroacetic 

acid (TCA, 0.1%) and centrifuged at 12,000 rpm for 15 

min. The resulting supernatants (0.5 ml) were then mixed 

with equal volumes of 10 mM potassium phosphate buffer 

(pH 7.0) and 1.0 ml potassium iodide (1.0 M), and the 

absorbance of the solutions was measured at 390 nm. 

Afterward, the H2O2 content of the extracts was calculated 

from the absorbance measures using a standard curve 

(Velikova et al., 2000). 

To measure lipid peroxidation, in terms of 

malondialdehyde (MDA) content), fresh tissue (500 mg) 

was macerated in 2.5 ml TCA (1%) and centrifuged at 

10,000 rpm for 5 min. The resulting supernatants (1.0 ml) 

were then mixed with 4.0 ml thiobarbituric acid (TBA, 

0.5%) and incubated for 30 min at 95°C. After cooling in 

an ice bath, the samples were centrifuged again at 5000 

rpm for 5 min, and the absorbance of the supernatants at 

532 and 600 nm was determined. An extinction 

coefficient of 155 mM-1 cm-1 was used to determine the 

MDA concentration (Heath & Packer, 1968). 

 

Antioxidant enzymes: To extract antioxidant enzymes, 

fresh leaves (10 g) were homogenized in a mixture of 

Tris-HCl (100 mM, pH 7.5), dithiothreitol (DTT, 5.0 

mM), MgCl2 (10 mM), ethylenediaminetetraacetic acid 

(EDTA, 1.0 mM), magnesium acetate (5.0 mM), 

phenylmethanesulfonyl fluoride (PMSF, 1.0 mM), and 

PVP (1.5%) and then centrifuged at 10,000 rpm for 15 

min. Except for APX assay, the resulting supernatant was 

used as the enzyme source. For measuring APX, ascorbate 

(2.0 mM) was also included in the extraction buffer. The 

method of Bradford (1976) was used to estimate enzyme 

levels, and bovine serum albumin was used as a standard. 

The SOD (EC 1.15.1.1) activity (Unit mg-1 protein) 

was assayed using the method of Van Rossun et al. 

(1997), i.e., by observing the photoreduction of nitroblue 

tetrazolium (NBT) at 560 nm. Briefly, reaction mixtures 

that contained phosphate buffer (50 mM, pH 7.8), EDTA 

(0.1 mM), methionine (13 mM), NBT (75 μM), riboflavin 

(2.0 μM), and 100 μl enzyme solution were incubated 

under light for 15 min. 

The CAT (EC 1.11.1.6) activity (Unit mg-1 protein) 

was measured by observing the disappearance of H2O2 at 

290 nm for 3 min (Luck, 1974). The assay mixture 

contained 50 μl enzyme extract and 50 mM phosphate 

buffer (pH 7.0) and was initiated using 20 mM hydrogen 

peroxide. An extinction coefficient of 0.036 mM-1 cm-1 

was used for the calculation of enzyme activity. 
The APX (EC1.11.1.11) activity (Unit mg-1 protein) 

was measured using the method of Nakano & Asada 
(1981), i.e., by observing the oxidation of ascorbate at 290 
nm after adding H2O2. An extinction coefficient of 2.8 mM-

1 cm-1 was used for the calculation of enzyme activity. 
The GR (EC 1.6.4.2) activity (Unit mg-1 protein) was 

measured by observing the oxidation of NADPH at 340 nm 
for 2 min in an assay mixture of 0.75 μl potassium 
phosphate buffer (pH 7), 2.0 mM EDTA, 2.0 mM NADPH, 
and 20 mM GSSG, in a final volume of 1.0 ml (Carlberg & 
Mannervik, 1985). An extinction coefficient of 6.2 mM-1 
cm-1 was used for the calculation of enzyme activity. 

 

Cadmium accumulation: The cadmium content (M g-1 

DW) of the shoots and roots was estimated using a 

Perkin-Elmer (Analyst Model 300) atomic absorption 

spectrophotometer. 

http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6T66-4BWW8RW-1&_user=41961&_handle=V-WA-A-W-E-MsSAYWA-UUW-U-AABCUDDBDY-AABWZCYADY-VYYDDBEEZ-E-U&_fmt=full&_coverDate=08%2F31%2F2004&_rdoc=4&_orig=browse&_srch=%23toc%235022%232004%23999479998%23504259!&_cdi=5022&view=c&_acct=C000004478&_version=1&_urlVersion=0&_userid=41961&md5=997709a9c2d7af66c11128e41e05bfc1#bib23#bib23
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Statistical analysis: Data is presented as the mean of five 

replicates, and least significant differences were 

calculated using ANOVA in SPSS version 17. Different 

letters denote differences that are statistically significant 

at the P < 0.05 level. 

 

Results 

 

Growth and biomass: The exposure of the soybean 

genotypes to cadmium stress resulted in considerably 

reduced growth. Shoot and root length, as well as the 

fresh and dry weights of shoots, decreased with increasing 

cadmium concentration. However, the effect was more 

obvious in PK-416 and Pusa-24 than in Pusa-37 or Pusa-

16, which exhibited slight reductions in growth (Fig. 1A-

D). More specifically, cadmium stress (150 mg L-1) 

reduced the shoot length of Pusa-37, Pusa-16, Pusa-40, 

PK-416, and Pusa-24 by 26.45, 29.39, 32.50, 34.93, and 

33.50%, respectively, and reduced root length by 19.24, 

21.59, 25.17, 27.91, and 37.82%, respectively. Cadmium 

stress also induced the reduction of fresh and dry weight, 

and these parameters decreased substantially with 

increasing cadmium concentration. At 150 mg L-1, 

cadmium stress reduced the shoot FW of Pusa-37, Pusa-

16, Pusa-40, PK-416, and Pusa-24 by 40.45, 42.51, 45.06, 

49.03, and 54.12% over that of the control plants, 

respectively, and reduced shoot DW by 36.64, 41.99, 

42.49, 43.70, and 60.40%, respectively. 

 

Relative leaf water content, electrolyte leakage, and 

proline content: The effect of different cadmium 

concentrations on the RLWC of the different soybean 

genotypes is depicted in Fig. 2A. At the cadmium level of 

150 mg L-1, higher reductions were observed in the PK-416 

and Pusa-24 genotypes (48.70 and 56.60%, respectively) 

than in the others. 

Cadmium treatment dramatically increased the 

electrolyte leakage of the Pusa-37, Pusa-16, Pusa-40, PK-

416, and Pusa-24 genotypes by 4.65-, 4.85-, 4.95-, 5.37-, and 

6.07-fold, respectively (Fig. 2B). 

Soybean genotypes treated with different concentrations 

of cadmium accumulated increased levels of proline (Fig. 

2C). However, tolerant genotypes accumulated higher levels 

of proline than the sensitive genotypes. At higher doses of 

cadmium (150 mg L-1), the Pusa-37, Pusa-16, Pusa-40, PK-

416, and Pusa-24 genotypes accumulated proline levels of 

472.71, 457.81, 451.44, 391.24, and 346.28% respectively 

over that of the control plants. 

 

  

 

 
 

 
 
Fig. 1. Effect of Cd concentration on the (A) shoot length, (B) root length, (C) shoot fresh weight (FW), and (D) shoot dry weight 

(DW) of various soybean genotypes. Values indicate means ± SE (n = 5). Different letters indicate significant differences among 

treatments at the p≤0.05 level.  
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Fig. 2. Effect of Cd concentration on the (A) leaf relative water 

content, (B) electrolyte leakage, and (C) proline content of 

various soybean genotypes. Values indicate means ± SE (n = 5). 

Different letters indicate significant differences among 

treatments at the p≤0.05 level.  

 

Hydrogen peroxide content and membrane lipid 

peroxidation: The H2O2 levels of the soybean plants 

increased with increasing concentrations of cadmium, and 

the elevation of H2O2 was more obvious at 150 mgL-1 

cadmium in all five genotypes. The sensitive genotypes 

(PK-416 and Pusa-24) accumulated more H2O2 (214.90 

and 248.79%, respectively) than the Pusa-37 and Pusa-16 

genotypes (189.37 and 194.28%, respectively; Fig. 3A). 

Cadmium stress also induced the peroxidation of 

membrane lipids, which was measured in terms of MDA 

content. In the present study, MDA content increased with 

cadmium concentration in all the genotypes, reaching 

maximum values at 150 mg L-1. However, genotype 

differences were also evident, with the Pusa-37 and Pusa-

16 genotypes showing lower levels of lipid peroxidation 

than the sensitive genotypes (PK-416 and Pusa-24), which 

yielded higher MDA levels (Fig. 3B). 

 

 
 

 
 

Fig. 3. Effect of Cd concentration on the (A) hydrogen peroxide 

(H2O2) and (B) malondialdehyde (MDA) content of various 

soybean genotypes. Values indicate means ± SE (n = 5). 

Different letters indicate significant differences among 

treatments at the p≤0.05 level.  

 

Antioxidants: The influence of cadmium concentration 

on the SOD activity of soybean genotypes is shown in 

Fig. 4A. The activity of SOD varied greatly among 

genotypes, and at 150 mg L-1 cadmium, the SOD activity 

of genotypes Pusa-37, Pusa-16, Pusa-40, PK-416, and 

Pusa-24 were 193.17, 177.31, 173.31, 154.01, and 

88.64% greater than that of the control, respectively. The 

CAT activity also increased with increasing cadmium 

application (Fig. 4B), and at 150 mg L-1, the CAT activity 

of the genotypes varied considerably, higher activity in 

the Pusa-37 (271%), Pusa-16 (259.51%), and Pusa-40 

(226.48%) genotypes than in the PK-416 (196.18%) and 
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Pusa-24 (150.38%) genotypes. Meanwhile, APX activity 

was higher in the Pusa-17 and Pusa-16 genotypes at all 

cadmium concentrations (Fig. 4C), and GR activity was 

increased by cadmium treatment in all the genotypes, with 

a greater increase in genotype Pusa-37 at all 

concentrations of cadmium (Fig. 4D). More specifically, 

at 150 mg L-1 cadmium, the GR activity of the Pusa-37, 

Pusa-16, Pusa-40, PK-416, and Pusa-24 genotypes was 

369.89, 349.85, 344.59, 331.54, and 278.27% greater than 

that of the control, respectively. 

 

Cadmium accumulation: All five soybean genotypes 
accumulated higher levels of cadmium in their roots than 
in their shoots. However, there were obvious differences 
between the genotypes, and the concentration of 
accumulated cadmium was very low in the control plants. 
In addition, both the roots and shoots of genotypes PK-
416 and Pusa-24 accumulated higher contents of 
cadmium than the Pusa-37, Pusa-16, and Pusa-40 
genotypes (Fig. 5A-B). 
 

Discussion 
 

In the present study, the exposure of soybean 
genotypes to cadmium drastically reduced plant growth, 
an observation that is usually attributed to altered nutrient 
uptake and reduced water content (Gomes et al., 2013). 
Indeed, heavy metals hamper vital growth processes, like 

cell division and elongation, through their irreversible 
effect on the functioning of membranes and proton pumps 
(Karcz & Kurtyka, 2007). Therefore, the cadmium-
induced growth reduction observed in the present study 
corroborates several previous reports (e.g., Ahmad et al., 
2011; Irfan et al., 2014; Roy et al., 2016). The reduced 
RLWC observed in the present study may be due to 
cadmium-induced reductions in hydraulic conductivity, 
which significantly reduces cellular turgor (Ehlert et al., 
2009). Reduction in RLWC have also been observed in 
Atriplex halimus (Manousaki & Kalogerakis, 2009) and 
Brassica juncea (Ahmad et al., 2011) under Cd stress. 
Cadmium-induced water content reduction hampers cell 
wall extension and, thus, cell division, thereby reducing 
morphological attributes such as leaf area, length, and 
weight (Marshner, 2012). 

In the present study, cadmium stress also caused 
marked increases in the electrolyte leakage of all 
genotypes and had greater effects on the electrolyte 
leakage of the sensitive genotypes (Pusa-24 and PK-416) 
than tolerant genotypes (Pusa-37 and Pusa-16), which 
exhibited superior growth. These results are similar to 
those observed in mustard (John et al., 2009; Ahmad et 
al., 2011). Hossain et al. (2006) also reported higher 
electrolyte leakage in sensitive genotypes of 
Chrysanthemum morifolium that were subject to salt 
stress. Stress-induced loss of membrane integrity is 
attributed to enhanced peroxidation of membrane lipids. 

 

  

 

 
 

 
 

Fig. 4. Effect of Cd concentration on the activities of (A) superoxide dismutase (SOD), (B) catalase (CAT), (C) ascorbate peroxidase 

(APX), and (D) glutathione reductase (GR) in various soybean genotypes. Values indicate means ± SE (n = 5). Different letters 

indicate significant differences among treatments at the p≤0.05 level. 
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Fig. 5. Effect of Cd concentration on the accumulation of Cd by soybean (A) shoots and (B) roots. Values indicate means ± SE (n = 5). 

Different letters indicate significant differences among treatments at the p≤0.05 level. 
 

Hydrogen peroxide, which is one of the potentially 

toxic ROS, also increased with cadmium exposure in all 

the examined genotypes. Previous studies have 

established that H2O2 production is greatly increased upon 

exposure to environmental stresses (Ahmad et al., 2016 

a,b; Hashem et al., 2016), and H2O2 is also produced as a 

byproduct of various physiological and biochemical 

processes, such as photorespiration, the dismutation of 

superoxide radical, and β-oxidation (Ahmad et al., 2010). 

Furthermore, H2O2 and other toxic ROS usually target 

molecules like membrane lipids and DNA, which results 

in the formation of lipid peroxides (Ahmad et al., 2010), 

and cadmium-induced increases in H2O2 production have 

been previously reported in tobacco (Olmos et al., 2003), 

other soybean genotypes (Yang et al., 2007), and mustard 

(Ahmad et al., 2011). In the present study, cadmium 

stress-induced considerable increases in lipid peroxidation 

(i.e., MDA content), which is widely used to measure the 

magnitude of oxidative stress (Ahmad et al., 2011), since 

the exposure of plants to stress enhances the lipoxygenase 

activity mediateding lipid peroxidation (Macri et al., 

1994). In agreement with the findings of the present 

study, Ahmad et al. (2011) also observed the lipid 

peroxidation increased with cadmium concentration in 

Brassica juncea, and several other studies (e.g., Zhang et 

al., 2007; Monteiro et al., 2009; Noriega et al., 2012; 

Singh & Prasad, 2014) have reported the increased 

accumulation of MDA in cadmium-exposed plants, 

thereby supporting the use of lipid peroxidation as a 

biomarker for heavy-metal stress and tolerance. 

In addition, the accumulation of organic osmolytes 

has been shown to enhance the stress tolerance of plants 

by mediating the maintenance of cell water content 

(Tester & Davenport, 2003), a process in which proline 

plays an irreplaceable role via osmotic adjustment, 

membrane stabilization, and stress mitigation. Supra-

optimal levels of proline do not affect enzyme activity 

but, rather, hydrate enzymes and help restore their activity 

(Kishor et al., 2005). Indeed, cadmium-tolerant plants 

accumulate higher levels of compatible osmolytes. For 

example, in cadmium-stressed B. juncea, Irfan et al. 

(2014) demonstrated that tolerant genotypes accumulated 

higher levels of proline than sensitive genotypes, as 

observed in the present study, and similar observations 

were also reported by Zengin and Munzuroglu (2006) and 

Ahmad et al. (2011) in sunflower and B. juncea, 

respectively. Furthermore, Jaleel et al. (2007) also 

reported that the activity of proline synthesizing enzymes 

is upregulated under stressful conditions, whereas the 

activity of catabolizing enzymes is downregulated. 

Among the enzymes involved in the antioxidant 

network, both SOD and APX play important roles in the 

process of scavenging superoxide radicals. However, 

SOD activity is more important for the normal 

maintenance of cellular functioning of plants under 

oxidative stress (Slooten et al., 1995). Different SODs 

present in various cellular organelles are upregulated to 

avert oxidative damage in plants subjected to stress 

(Ahmad et al., 2010). In the present study, cadmium 

stress-induced increases in the SOD activity of all five 

soybean genotypes, although enhanced activity was 

observed  in genotypes Pusa-37 and Pusa-16, which 

indicates quick scavenging of superoxide radicals. 

Cadmium-induced increases in SOD activity have also 

been reported in Glycine max L. (Melo et al., 2011), 

Arachis hypogea L. (Shan et al., 2012), B. juncea (Ahmad 

et al., 2011; Irfan et al., 2014), and Solanum melongena 

L. (Singh & Prasad, 2014). 

The activity of CAT was also increased markedly in 

genotypes Pusa-37 and Pusa-16, suggesting that these 

genotypes exhibited superior H2O2-scavenging abilities, 

when compared to the other genotypes. This conclusion is 

supported by the fact that CAT, a heme-containing 

defense enzyme, catalyzes the conversion of H2O2 to 

oxygen and water (Srivalli et al., 2003) and the 

observation that genotypes PK-421 and Pusa-24, which 

possessed lower CAT activity, also exhibited increased 

H2O2 levels. In Solanum melongena L., Singh & Prasad 

(2014) demonstrated that cadmium stress significantly 

enhances CAT activity and, thereby, mediates the rapid 

scavenging of toxic ROS. In plants, increased antioxidant 

activity is a general strategy used to counteract ROS-

induced oxidative stress and to enhance tolerance. 

Therefore, enhanced CAT activity could be mediated by 

the upregulation of CAT-coding genes that are induced by 

elevated H2O2 levels (Dixit et al., 2001). Indeed, in five 



RESPONSE OF SOYABEAN GENOTYPES TO CD STRESS 909 

genotypes of Arachis hypogaea L., Shan et al. (2012) also 

demonstrated that CAT activity increased with cadmium 

concentration. 

The increased activity of APX in the cadmium-

stressed soybean genotypes coincide with the results 

reported by Schutzendubel et al. (2001) and Ahmad et al. 

(2011) for pine and B. juncea, respectively. APX, which 

uses ascorbate as an electron donor, plays important roles 

in scavenging H2O2 in both the water-water cycle and 

ascorbate-glutathione pathway (Kangasjarvi et al., 2008). 

In wheat, Milone et al. (2003) demonstrated that cadmium 

stress enhanced APX activity and that the effect was more 

evident in roots than in shoots. The higher APX activity 

observed in cadmium-stressed soybean plants suggest that 

it plays a pivotal role in the detoxification of H2O2 in 

soybean, as well. 

In addition, both GR and APX are crucial enzymes of 

the ascorbate-glutathione pathway and catalyze the 

NADPH-dependent reduction of GSSH to glutathione 

(GSH), in order to maintain a higher GSH/GSSH ratio, 

which enhances the stress tolerance of plants by 

mediating the generation of sufficient ascorbate levels and 

by activating enzymes related to carbon metabolism 

(Noctor & Foyer, 1998). Reduced GSH serves as an 

electron donor for the conversion of dehydroascorbate to 

ascorbate, which then serves as an electron donor for 

APX-mediated H2O2 scavenging (Noctor & Foyer, 1998). 

The finding of the present study, that GR activity was 

elevated in cadmium-stressed plants, is consistent with 

previous observations in Crotolaria juncea (Pereira et al., 

2002), Ceratophyllum demersum (Arvind & Prasad, 

2005), B. juncea (Ahmad et al., 2011). Moreover, higher 

GR activity also helps maintain a higher NADP/NADPH 

ratio, which allows NADP to quickly become available as 

an electron acceptor for the electrons released from the 

photosynthetic electron transport system and, thereby, 

restricts both the flow of electrons to oxygen and the 

subsequent formation of O2
- (Ahmad et al., 2010). 

In the present study, soybean roots accumulated 

more cadmium than did the shoots, which indicated that 

the toxic cadmium ions were sequestered efficiently, and 

genotype differences were quite clear, with higher levels 

of cadmium observed in the roots of the tolerant 

genotypes (Pusa-37 and Pusa-16). The enhanced uptake 

and accumulation of toxic heavy metals in upper plant 

parts causes osmotic shifts and induces the 

overproduction of ROS, which results in oxidative stress 

(Gill & Tuteja, 2010). Relatively higher levels of 

cadmium accumulation in plant roots, compared to 

shoots, has also been reported in B. juncea (Ahmad et al., 

2011; Irfan et al., 2014; Liu et al., 2014). 
 

Conclusion 

 

Soybean is an important legume crop that is often 

exposed to abiotic stressors. In the present study, 

cadmium stress was shown to adversely affect various 

morpho-physiological attributes. Both H2O2 and lipid 

peroxidation increased with cadmium stress in all 

genotypes, which indicated the deleterious impact of 

cadmium exposure on membrane integrity. Furthermore, 

tolerance was clearly related to the enzymatic antioxidant 

system, which is important for maintaining redox 

homeostasis. Among the five soybean genotypes analyzed 

in the present study, Pusa-37 and Pusa-16 exhibited 

efficient proline accumulation and enhanced antioxidant 

enzyme activity and, thus were more tolerant to cadmium 

stress than the other genotypes. 

 

Acknowledgments 
 

The authors would like to extend their sincere 

appreciation to the Deanship of Scientific Research at 

King Saud University for funding this Research Group 

NO (RGP-199). 

 
References 

 

Abd_Allah E. F., A. Hashem, A.A. Alqarawi, D.A.W. Soliman 

and M.A. Alghamdi. 2016. Selenium ameliorates cadmium 

stress-induced damage by improving antioxidant defense 

system in Chlamydomonas reinhardtii. Pak. J. Bot., 48(6): 

2223-2231.  

Ahmad, P., A.A. Abdel Latef, E.F. Abd Allah, A. Hashem, M. 

Sarwat, N.A. Anjum and S. Gucel. 2016a. Calcium and 

potassium supplementation enhanced growth, osmolytes, 

secondary metabolite production, and enzymatic 

antioxidant machinery in cadmium-exposed chickpea 

(Cicer arietinum L.). Front. Plant Sci., 7: 513. 

Ahmad, P., C.A. Jaleel, M.A. Salem, G. Nabi and S. Sharma. 2010. 

Roles of enzymatic and nonenzymatic antioxidants in plants 

during abiotic stress. Crit. Rev. Biotechnol., 30: 161-175. 

Ahmad, P., E.F. Abd Allah, A. Hashem, M. Sarwat and S. Gucel. 

2016b. Exogenous application of selenium mitigates 

cadmium toxicity in Brassica juncea L. (Czern & Cross) by 

up-regulating antioxidative system and secondary 

metabolites. J. Plant Growth Regul., 35: 936-950. 

Ahmad, P., G. Nabi and M. Ashraf. 2011. Cadmium-induced 

oxidative damage in mustard [Brassica juncea L.) Czern.& 

Coss.] plants can be alleviated by salicylic acid. S. Afr. J. 

Bot., 77: 36-44. 

Aravind, P. and M.N.V. Prasad. 2005. Zinc mediated protection to 

the conformation of carbonic anhydrase in cadmium exposed 

Ceratophyllum demersum L. Plant Sci., 169: 245–254. 

Bates, L.S., R.P. Waldren and I.D. Teare. 1973. Rapid 

determination of free proline for water-stress studies. Plant 

Soil, 39: 205-207. 

Bradford, M.M. 1976. A rapid and sensitive method for the 

quantization of microgram quantities of protein using the 

principle of protein-dye binding. Anal. Biochem., 72: 248-259. 

Carlberg, I. and B. Mannervik. 1985. Glutathione reductases. In: 

Meister, A. (Ed.), Methods in Enzymology, Academic Press, 

San Diego, pp. 484-490. 

Cuypers, A., K. Smeets, J. Ruytinx, K. Opdenakker, E. Keunen, 

T. Remans, N. Horemans, N. Vanhoudt, S. VanSanden, F. 

VanBelleghem, Y. Guisez, J. Colpaert and J. Vangronsveld. 

2011. The cellular redox state as a modulator in cadmium 

and copper responses in Arabidopsis thaliana seedlings. J. 

Plant Physiol., 168: 309-316. 

DalCorso, G., S. Farinati, S. Maistri and A. Furini. 2008. How 

plants cope with cadmium: staking all on metabolism and 

gene expression. J. Integr. Plant Biol., 50: 1268-1280. 

Dias, M.C., C. Monteiro, J. Moutinho-Pereira, C. Correia, B. 

Goncalves and C. Santos. 2013. Cadmium toxicity affects 

photosynthesis and plant growth at different levels. Acta 

Physiol. Plant., 35: 1281-1289. 

Dionisio-Sese, M.L. and S. Tobita. 1998. Antioxidant responses 

of rice seedlings to salinity stress. Plant Sci., 135: 1-9. 



M. NASSER ALYEMENI ET AL., 910 

Dixit, V., V. Pandey and R. Syam. 2001. Differential oxidative 

responses to cadmium in roots and leaves of pea (Pisum 

sativum L. cv. Azad). J. Exp. Bot., 52: 1101-1109. 

Ehlert, C., C. Maurel, F. Tardieu and T. Simonneau. 2009. 

Aquaporin mediated reduction in maize root hydraulic 

conductivity impacts cell turgor and leaf elongation 

even without changing transpiration. Plant Physiol., 

150: 1093-1104. 

Finger-Teixeira, A., M.L. de Lucio Ferrarese, A. Ricardo Soares, 

D. da Silva and O Ferrarese-Filho. 2010. Cadmium-induced 

lignification restricts soybean root growth. Ecotox. Environ. 

Safe, 73: 1959-1964. 

Gill, S.S. and N. Tuteja. 2010. Reactive oxygen species and 

antioxidant machinery in abiotic stress tolerance in crop 

plants. Plant Physiol. Biochem., 48: 909-930. 

Gomes, M.P., T.C.L.L.S.M. Marques and A.M. Soares. 2013. 

Cadmium effects on mineral nutrition of the Cd-

hyperaccumulator Pfaffia glomerata. Biol. Plantarum, 68: 

223-230. 

Groppa, M.D., M.P. Ianuzzo, E.P. Rosales, S.C. Vazquez and 

M.P. Benavides. 2012. Cadmium modulates NADPH 

oxidase activity and expression in sunflower leaves. Biol. 

Plantarum, 56: 167-171. 

Hashem, A., E.F. Abd Allah, A.A. Alqarawi, A.A. Al Huqail, D. 

Egamberdieva and S. Wirth. 2016. Alleviation of cadmium 

stress in Solanum lycopersicum L. by arbuscular 

mycorrhizal fungi via induction of acquired systemic 

tolerance. Saudi J. Biol. Sci., 23: 272-281. 

Hassan, N., D. Amouzgar and H. Sedghianzadeh. 2016. Effects 

of different concentrations of cadmium on growth and 

morphological changes in Basil (Ocimum basilicum L.). 

Pak. J. Bot., 48(3): 945-952. 

Heath, R.L. and L. Packer. 1968. Photoperoxidation in isolated 

chloroplasts. I. Kinetics and stoichiometry of fatty acid 

peroxidation. Arch. Biochem. Biophys., 125: 189-198. 

Horiguchi, H., K. Aoshima, R. Oguma, S. Sasaki, K. Miyamoto, 

Y. Hosoi, T. Katoh and F. Kayam. 2010. Latest status of 

cadmium accumulation and its effects on kidneys bone, and 

erythropoiesis in inhabitants of the formerly cadmium-

polluted Jinzu River Basin in Toyama, Japan, after 

restoration of rice paddies. Int. Arch. Occ. Env. Hea., 83: 

953-970. 

Hossain, Z., A.K.A. Mandal, S.K. Datta and A.K. Biswas. 2006. 

Isolation of a NaCl tolerant mutant of Chrysanthemum 

morifolium by gamma radiation: In vitro mutagenesis and 

selection by salt stress. Funct. Plant Biol., 33: 91-101. 

Irfan, M., A. Ahmad and S. Hayat. 2014. Effect of cadmium on 

the growth and antioxidant enzymes in two varieties of 

Brassica juncea. Saudi J. Biol. Sci., 21: 125-131. 

Jaleel, C.A., R. Gopi, B. Sankar, P. Manivannan, A. 

Kishorekumar, R. Sridharan and R. Panneerselvam. 2007. 

Studies on germination, seedling vigour, lipid peroxidation 

and proline metabolism in Catharanthus roseus seedlings 

under salt stress. S. Afr. J. Bot., 73: 190-195. 
Jamali, M.K., T.G. Kazi, M.B. Arain, H.I. Afridi, N. Jalbani, 

G.A. Kandhro, A.Q. Shah and J.A. Baig. 2009. Heavy metal 
accumulation in different varieties of wheat (Triticum 
aestivum L.) grown in soil amended with domestic sewage 
sludge. J. Hazard. Mater., 164: 1386-1391. 

John, R., P. Ahmad, K. Gadgil and S. Sharma. 2009. Cadmium 
and lead-induced changes in lipid peroxidation, 
antioxidative enzymes and metal accumulation in Brassica 
juncea L. at three different growth stages. Arch. Agron. Soil 
Sci., 55: 395-405. 

Kangasjärvi, S., A. Lepistö, K. Hännikäinen, M. Piippo, E.M. 

Luomala, E.M. Aro and E. Rintamäki. 2008. Diverse roles 

for chloroplast stromal and thylakoid-bound ascorbate 

peroxidases in plant stress responses. Biochem. J., 412: 

275-285. 

Karcz, W. and R. Kurtyka. 2007. Effect of cadmium on growth, 

proton extrusion and membrane potential in maize 

coleoptile segments. Biol. Plantarum, 51: 713-719. 

Kishor, P.B.K., S. Sangam, R.N. Amrutha, P. Sri Laxmi, K.R. 

Naidu, K.R.S.S. Rao, S. Rao, K.J. Reddy, P. Theriappan 

and N. Sreenivasulu. 2005. Regulation of proline 

biosynthesis, degradation, uptake and transport in higher 

plants: Its implications in plant growth and abiotic stress 

tolerance. Curr. Sci., 88: 424-438. 

Lagriffoul, A., B. Mocquot, M. Mench and J. Vangronsveld. 

1998. Cadmium toxicity effects on growth, mineral and 

chlorophyll contents, and activities of stress related 

enzymes in young maize plants (Zea mays L.). Plant Soil, 

200: 241-250. 

Liu, J., P. Qu, W. Zhang, Y. Dong, L. Li and M. Wang. 2014. 

Variations among rice cultivars in subcellular distribution 

of Cd: the relationship between translocation and grain 

accumulation. Environ. Exp. Bot., 107: 25-31. 

Luck, H. 1974. Catalases. In: Methods of Enzymatic Analysis, 

(Ed.): Bregmeyer, H.U. Academic Press, New York, pp. 

885-894. 

Macri, F., E Braidot, E. Petrusa and A. Vianello. 1994. 

Lipoxygenase activity associated to isolated soybean plasma 

membranes. Biochem. Biophys. Acta 1215: 109-114. 

Manousaki, E. and N. Kalogerakis. 2009. Phytoextraction of Pb 

and Cd by the Mediterranean saltbush (Atriplex halimus 

L.): metal uptake in relation to salinity. Environ. Sci. Pollut. 

R., 16: 844-854. 

Marshner, P. 2012. Marschner’s Mineral Nutrition of Higher 

Plants. (3rd Ed) Academic Press, London. 

McLauglin, M.J., M.J. Bell, G.C. Wright and G.D. Cozens. 2000. 

Uptake and partitioning of cadmium by cultivars of peanut 

(Arachis hypogea L.). Plant Soil, 222: 51-58. 

Melo, L.C.A., L.R.F. Alleoni, G. Carvalho and R.A. Azevedo. 

2011. Cadmium- and barium-toxicity effects on growth and 

antioxidant capacity of soybean (Glycine max L.) plants, 

grown in two soil types with different physicochemical 

properties. J. Plant. Nut. Soil Sci.,174: 847-859.  

Mendoza-Cozatl, D., H. Loza-Tavera, A. Hernandez-Navarro 

and R. Moreno-Sanchez. 2005. Sulfur assimilation and 

glutathione metabolism under cadmium stress in yeast, 

protists and plants. FEMS Microbiol. Rev., 29: 653-671. 

Monteiro, M.S., C. Santos, A.M.V.M. Soares and R.M. Mann. 

2009. Assessment of biomarkers of cadmium stress in 

lettuce. Ecotox. Environ. Safe, 72: 811-818. 

Nakano, Y. and K. Asada. 1981. Hydrogen peroxide is 

scavenged by ascorbate specific peroxidase in spinach 

chloroplast. Plant Cell Physiol., 22: 867-880. 

Noctor, G. and C.H. Foyer. 1998. Ascorbate and glutathione: 

Keeping active oxygen under control. Annu. Rev. Plant 

Physiol. Plant Mol. Biol., 49: 249-279. 

Noriega, G., E. Caggiano, M.L. Lecube, D.S. Cruz, A. Batlle, M. 

Tomaro and K.B. Balestrasse. 2012. The role of salicylic 

acid in the prevention of oxidative stress elicited by 

cadmium in soybean plants. Biometals, 25: 1155-1165. 

Olmos, E.O., J.R. Martinez-Solano, A. Piqueras and E. Hellin. 

2003. Early steps in the oxidative burst induced by 

cadmium in cultured tobacco cell (BY-2 line). J. Exp. Bot., 

54: 291-301. 

Pagani, M.A., M. Tomas, J. Carrillo, R. Bofill, M. Capdevila, S. 

Atrian and C.S. Andreo. 2012. The response of the different 

soybean metallothionein isoforms to cadmium intoxication. 

J. Inorganic Biochem., 117: 306-315. 

Pereira, G.J.G., S.M.G. Molina, P.J. Lea and R.A. Azevedo. 

2002. Activity of antioxidant enzymes in response to 

cadmium in C. juncea. Plant Soil, 239: 123-132. 

http://www.sciencedirect.com/science/article/pii/S0304389408013915
http://www.sciencedirect.com/science/article/pii/S0304389408013915
http://www.sciencedirect.com/science/article/pii/S0304389408013915
http://www.sciencedirect.com/science/article/pii/S0304389408013915


RESPONSE OF SOYABEAN GENOTYPES TO CD STRESS 911 

Roy, S.K., S.W. Cho, S.J. Kwon, A.H.M. Kamal, S.W Kim, 

M.W. Oh, M.S. Lee, K.Y. Chung, Z. Xin and S.H. Woo. 

2016. Morpho-physiological and proteome level responses 

to cadmium stress in sorghum. PLoS ONE, 11: e0150431. 

Salt, D.E., M. Blaylock, N. Kumar, S. Dushenkov, B. Ensley, I. 

Chet and I. Raskin. 1995. Phytoremediation: a novel 

strategy for removal of toxic metals from the environment 

using plants. Biotechnol., 13: 468-474. 

Schutzendubel, A., P. Schwanz, T. Terchmann, K. Gross, R. 

Langeenfeld-Heygerm and A. Godboldm Polle. 2001. 

Cadmium-induced changes in antioxidative systems, 

hydrogen peroxide content, and differentiation in scots pine 

roots. Plant Physiol., 75: 887-898. 

Shan, S., F. Liu, C. Li and S. Wan. 2012. Effects of cadmium on 

growth, oxidative stress and antioxidant enzyme activities 

in peanut (Arachis hypogaea L.) seedlings. J. Agri. Sci., 4: 

149-151. 

Singh, A. and S.M. Prasad. 2014. Effect of agro-industrial waste 

amendment on Cd uptake in Amaranthus caudatus grown 

under contaminated soil: an oxidative biomarker response. 

Ecotox. Environ. Safe, 100: 105-113 

Slooten, L., K. Capiau, W. Van Camp, M. Van Montagu, C. 

Sybesma and D. Inze. 1995. Factors affecting the 

enhancement of oxidative stress tolerance in transgenic 

tobacco overexpressing manganese superoxide dismutase 

in the chloroplasts. Plant Physiol., 107: 737-750. 

Smart, R.E. and G.E. Bingham. 1974. Rapid estimates of relative 

water content. Plant Physiol., 53: 258-260. 

Srivalli, B., V. Chinnusamy and R. Khanna-Chopra. 2003. 

Antioxidant defense in response to abiotic stresses in 

plants. J. Plant Biol., 30: 121-139. 

Tester, M. and R. Davenport. 2003. Na+ tolerance and Na+ 

transport in higher plants. Ann. Bot., 91: 503-527. 

van Rossun, M.W.P.C., M. Alberda and L.H.W. van der Plas. 

1997. Role of oxidative damage in tulip bulb scale 

micropropagation. Plant Sci., 130: 207-216. 

Velikova, V., I. Yordanov and A. Edreva. 2000. Oxidative stress 

and some antioxidant systems in acid rain treated bean 

plants: protective role of exogenous polyamines. Plant Sci., 

151: 59-66. 

Wolnik, K.A., F.L. Fricke, S.G. Capar, G.L. Braude, M.W. Meyer, 

R.D. Satzger and E. Bonnin. 1983. Elements in major raw 

agricultural crops in the United States. 1. Cadmium and lead in 

lettuce, peanuts, potatoes, soybeans, sweet corn and wheat. J. 

Agric. Food Chem., 31: 1240-1244. 

Wu, Y. and W.X. Wang. 2011. Accumulation subcellular 

distribution and toxicity of inorganic mercury and methyl 

mercury in marine phytoplankton. Environ. Pollut., 159: 

3097-3105. 

Yang, Y.J., L.M. Cheng and Z.H. Liu. 2007. Rapid effect of 

cadmium on lignin biosynthesis in soybean roots. Plant 

Sci.,172: 632-639. 

Zengin, F.K. and O. Munzuroglu. 2006. Toxic effects of cadmium 

(Cd++) on metabolism of sunflower (Helianthus annuus L.) 

seedlings. Acta Agri. Scand. B-S. P., 56: 224-229. 

Zhang, F.Q., Y.S. Wang, Z.P. Lou and J.D. Dong. 2007. Effect of 

heavy metal stress on antioxidative enzymes and lipid 

peroxidation in leaves and roots of two mangrove plant 

seedlings (Kandelia candel and Bruguiera gymnorrhiza). 

Chemosphere, 67: 44-50. 

Zoffoli, H.J., N.M. do Amaral-Sobrinho, E. Zonta, M.V. Luisi, 

G. Marcon and A. Tolon-Becerra. 2013. Inputs of heavy 

metals due to agrochemical use in tobacco fields in Brazil’s 

Southern Region. Environ. Monit. Assess., 185: 2423-2437. 

 

(Received for publication 10 April 2016) 


