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ABSTRACT: The chickpea crop has been expanding in Brazil and, thus, the demand for 
high quality seeds along with it. The aim of this study was to adapt the methodology for 
evaluation of chickpea seed vigor by the accelerated aging test and to analyze whether 
antioxidant enzyme activity is related to the physiological potential of these seeds. Seeds 
from five seed lots of the cv. BRS Aleppo and from four seed lots of the cv. Cícero were 
initially tested to characterize their physiological potential. The accelerated aging test was 
conducted by the traditional method (100% RH) and with a saturated NaCl solution (76% 
RH), both at 41 °C, for 24, 36, 48, and 72 h. The activity of the SOD, CAT, and APX enzymes 
were also determined. The accelerated aging test using 41 °C/48 h with a saturated NaCl 
solution is recommended for assessment of chickpea seed vigor. The activity of CAT and 
APX enzymes may be related to the physiological potential of these seeds, but this is not 
the case with SOD.

Index terms: artificial aging, Cicer arietinum L., enzymatic analysis, methodology, 
physiological potential.

RESUMO: O cultivo de grão-de-bico vem se expandindo no Brasil e, com isto, a demanda 
por sementes de alta qualidade também aumenta.  Neste trabalho, objetivou-se 
adequar metodologia para avaliação do vigor de sementes de grão-de-bico pelo teste de 
envelhecimento acelerado, bem como analisar se a atividade de enzimas antioxidantes 
apresenta relação com o potencial fisiológico das sementes. Sementes de cinco lotes, cv. 
BRS Aleppo, e de quatro lotes da cv. Cícero, foram inicialmente submetidas a testes para 
a caracterização do seu potencial fisiológico. O teste de envelhecimento acelerado foi 
conduzido pelo método tradicional (100% UR) e com solução saturada de NaCl (76% UR), 
ambos a 41 °C, por 24, 36, 48 e 72 h. Foram determinadas também a atividade das enzimas 
SOD, CAT e APX. Para o teste de envelhecimento acelerado, recomenda-se a utilização de 
41 °C/48 h com solução saturada NaCl para a avalição do vigor das sementes de grão-de-
bico. A atividade das enzimas CAT e APX pode ser relacionada ao potencial fisiológico das 
sementes, o que não ocorre para a SOD.

Termos para indexação: envelhecimento artificial, Cicer arietinum L., análise enzimática, 
metodologia, potencial fisiológico.
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INTRODUCTION

Pulses, or dry edible seeds of leguminous plants, are important sources of plant protein. Chickpea (Cicer arietinum L.) 
is one of the most prominent pulses as it is the third most consumed leguminous seed in the world (Ullah et al., 2020). 
In Brazil, the Central-West, Southeast, and South regions have climate and altitude characteristics that are favorable to 
growing it, and this has been encouraged both for increasing production for internal consumption, reducing imports, and 
for increasing exports to consumer countries (Nascimento and Silva, 2019), especially India, where a considerable part of 
the population has a vegetarian diet.

Brazilian domestic production of chickpea has gradually increased in recent years. In 2017, growing area in Brazil 
was less than 1,000 hectares (Nascimento and Silva, 2019), increasing to more than 10,000 hectares in 2019 (Cavalcanti-
Mata et al., 2020). In this context, the availability of high-quality seeds on the market is important for obtaining uniform 
and high-yielding crop fields. Thus, reliable information on the vigor of seed lots for estimating seed performance in 
the field and in storage is essential. 

Among the vigor tests available, the accelerated aging test has proven to be one of the most sensitive and effective 
for assessment of seed vigor (Marcos-Filho, 2016). It is a stress test based on the principle that the seed deterioration 
rate increases when seeds are exposed to high temperature and relative humidity conditions (Baalbaki et al., 2009). 
Temperature, relative humidity, and period of exposure of seeds to the test conditions and their interactions are 
important factors to establish for effectiveness of the test in seed vigor evaluation (Marcos-Filho, 2020). Very high 
temperatures may lead to denaturation of proteins and excessive decline in seed viability. In this regard, conducting 
the test at 41 °C for soybean seeds (Marcos-Filho et al., 2001) and common bean seeds (Bertolin et al., 2011) has been 
recommended. 

The traditional accelerated aging test (TAA) uses water within the gerbox (germination box) to obtain relative 
humidity of around 100%. Differences in water absorption by seeds when exposed to this humid atmosphere 
may result in sharp variations in seed moisture content and, consequently, in the deterioration rate (Jianhua and 
McDonald, 1996). To get around this problem, these authors proposed an alternative methodology, replacing the 
water with a saturated salt solution, so as to obtain relative humidity lower than that used in the TAA. That way, 
water absorption by seeds is slower, with the additional possibility of reducing the occurrence of microorganisms 
that may interfere in the results of the test. Saturated salt accelerated aging (SSAA) was proposed for small seeds of 
vegetable crops and proved to be effective for other species as well, such as field pea (Machado et al., 2019), sweet 
corn (Alvarenga et al., 2013), and cowpea (Dourado et al., 2013).

There is still little information regarding the most appropriate methodology for conducting the accelerated aging 
test in chickpea seeds. Kapoor et al. (2010) used specific accelerated aging conditions, such as 45 °C and 100% RH for 
72 h, to bring about seed deterioration and monitor the physiological and biochemical changes resulting from this 
process. Samarah and Abu-Yahya (2008) used 40 °C and 100% RH for 96 h to evaluate the vigor of chickpea seeds 
harvested at different stages of maturity. Neither study had the objective of fitting the methodology of the accelerated 
aging test to chickpea seeds. 

Considering that seed vigor declines as the deterioration process advances and that the formation of reactive 
oxygen species (ROS) generated by lipid peroxidation (Kumar et al., 2015) has been attributed as the main cause, an 
interesting alternative for classifying seed lots for vigor would be evaluation of enzymes of the antioxidant system. 
Among these enzymes, superoxide dismutase (SOD), catalase (CAT), and ascorbate peroxidase (APX) play a fundamental 
role in neutralization of the ROS, and they are the most studied and relevant in aiming to perform evaluations related 
to oxidative stress (Anjum et al., 2017; Ebone et al., 2019). 

Reduction in antioxidant enzyme activity has been associated with reduction in the quality of seeds during 
deterioration (Ebone et al., 2019; Oliveira et al., 2020). However, studies related to antioxidant enzyme activity for 
selection of lots in regard to vigor are not widely reported in the literature, but they have had promising results. Bandeira 
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et al. (2014) found that evaluation of the SOD, CAT, and APX enzymes was an effective alternative for differentiating 
soybean seed lots with small vigor differences. 

In light of the above, the aim of this study was to adapt the methodology for evaluation of chickpea seed vigor by 
the accelerated aging test and to analyze whether antioxidant enzyme activity is related to the physiological potential 
of these seeds.

MATERIALS AND METHODS

The study was carried out in the seed research laboratory of the Universidade Federal de Viçosa, Minas Gerais, 
Brazil. Five seed lots of the chickpea cultivar BRS Aleppo and four lots of the cultivar Cícero were used, which were 
supplied by Embrapa Hortaliças. The seeds from each lot were first characterized for their physiological potential 
through the following tests: 

Moisture content: determined by the laboratory oven method at 105 °C for 24 h (Brasil, 2009).  
Germination test: four replications of 50 seeds were distributed on paper toweling moistened with water in the 

amount of 2.0 times the weight of the dry paper. Rolls were formed and kept in a seed germinator at 20 °C. The 
percentage of normal seedlings at 8 days after sowing was determined (Brasil, 2009). 

Emergence percentage and emergence speed index (ESI) of seedlings: conducted in a growth chamber using four 
replications of 50 seeds sown at 2.0 cm depth in plastic trays containing a mixture of soil and sand at the proportion 
of 1:2 moistened until reaching 60% retaining capacity (Brasil, 2009). Daily counts were made of the number of 
emerged seedlings up to complete stabilization of stand, calculating the percentage of emergence and the ESI, 
according to Maguire (1962). 

Cold test: conducted in a way similar to the germination test, adding 40 mL of soil over the seeds after sowing. The 
rolls were placed in plastic bags and kept in BOD at 10 °C for seven days. After that period, they were removed from the 
plastic bags and kept in a seed germinator at 20 °C for five days to then evaluate the percentage of normal seedlings. 

Germination at low temperature: conducted according to the methodology described for the germination test; 
however, the rolls were placed in plastic bags and kept in BOD at 15 °C for 5 days. The result was expressed in percentage 
of normal seedlings with size ≥ 4.0 cm (Dias and Marcos-Filho, 2020).  

Trial I – Adaptation of the methodology for the accelerated aging test

The traditional method and alternative method (with saturated NaCl solution) were used, following the procedures 
recommended by the AOSA (Baalbaki et al., 2009). 

Traditional accelerated aging test (TAA): conducted with 250 seeds distributed in a uniform layer on metallic screens 
in gerboxes (plastic germination boxes) containing 40 mL of water at the bottom. Lids were placed on the boxes to 
obtain 100% RH within them and they were kept in a BOD incubator at 41 °C for 24, 36, 48, and 72 h. After each period, 
the germination test was conducted as described above, obtaining the percentage of normal seedlings on the fifth day 
after sowing. The moisture content of the seeds was also determined after the aging periods. 

Saturated salt accelerated aging (SSAA): conducted in a way similar to the traditional method, using the same 
temperature conditions and aging periods, however, replacing water with 40 mL of saturated NaCl solution (40 g of 
NaCl / 100 mL of water) to obtain approximately 76% RH within each gerbox (Jianhua and McDonald, 1996). 

Trial II – Quantification of antioxidant enzymes

Six replications of 10 seeds from each seed lot were used, which were pre-soaked in moistened paper toweling 
and kept in a seed germinator at 20 °C for 24 h. After that, the seed coat was removed and the embryos were frozen 
in liquid nitrogen and lyophilized to later be macerated using a TissueLyser. The activity of the enzymes superoxide 
dismutase (SOD; EC 1.15.1.1), catalase (CAT; EC. 1.11.1.6), and ascorbate peroxidase (APX; EC 1.11.1.11) was quantified 
by absorbance readings on a microplate spectrophotometer, Multiskan GO. 
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Crude enzyme extracts were obtained from 80 mg of embryos followed by the addition of 1.000 µL of the extraction 
medium, and then they were centrifuged at 15,000 g for 15 min. at 4 °C. The extraction medium consisted of a potassium 
phosphate buffer (50 mM, pH 7.0), ethylenediamine tetraacetic acid (EDTA) (2 mM), ascorbate (20 mM), triton (0.1%), 
dithiothreitol (DTT) (2 mM), and polyvinylpolypyrrolidone (PVPP) 200% (w/w). The protein contents of the enzymatic 
extracts were determined by the method of Bradford (1976) using bovine serum albumin (BSA) as a standard. SOD activity 
was determined, monitoring the inhibition of photochemical reduction of the NBT according to Giannopolitis and Ries 
(1977). CAT activity was estimated measuring the rate of H2O2 decomposition in 240 nm (Havir and McHale, 1987). Total 
activity of the APX was estimated monitoring the decline in absorbance at 290 nm (Nakano and Asada, 1981).

Experimental design and statistical analysis

The experiment was conducted in a completely randomized design. Analysis of variance was performed on the 
data, and the means were compared by Tukey’s test at 5% probability. In Trial I, for each cultivar, the data were analyzed 
in a triple factorial arrangement: seed lots (five for the cv. BRS Aleppo and four for the cv. Cícero) × aging methods 
(TAA and SSAA) × aging periods (24, 36, 48, and 72 h).  Regression analysis was performed for the quantitative factor. 
Furthermore, the simple Pearson correlation coefficients (r) were calculated for all the combinations among the 
variables obtained in the tests of characterization of the seed lots and in Trial I. In addition, multivariate principal 
component analysis (PCA) was performed among the data on characterization of physiological potential of the seeds 
and of Trial II. The R statistical software, version 3.5.2, was used for all the analyses.

RESULTS AND DISCUSSION

Characterization of seed physiological potential 

The seed moisture content of both cultivars was similar for all the lots, ranging from 12.2% to 12.8% (Table 1). 
According to Marcos-Filho (2016), uniformity in seed moisture content is important to allow standardization of the 
evaluations and reliable comparison of the physiological potential of the seed lots analyzed.

 From the tests performed in characterization of the physiological potential of the seeds of the cv. BRS Aleppo 
(Table 1), different levels of seed quality are seen among the lots when evaluated by the germination test, with the 
highest value for Lot A2, which did not differ from Lot A1, and the lowest value was for Lot A4. Lot A4 was also lower 
than the others by the seedling emergence results. The results obtained in the emergence speed index, cold test, and 
germination at low temperature were similar in terms of classification of the seed lots in vigor levels, with Lot A4 as the 
least vigorous and Lots A1 and A2, in general, as the most vigorous. Lots A3 and A5 were in an intermediate position.

The cv. Cícero (Table 1) showed lower germination for the seeds of Lot C1 in relation to the others, which did not 
differ from each other.  Similar results were also obtained in the cold test and in germination at low temperature. In 
general, except for the emergence speed index, lower physiological potential was found for the seeds of Lot C1. 

Trial I – Accelerated aging

Within each period of aging, regardless of the methodology, there was little variation in the moisture content 
of the seeds after accelerated aging with 100% RH and 76% RH (Table 2). The maximum was 2.4 percentage points 
(p.p.) and minimum was 1.1 p.p. for the cv. BRS Aleppo, and 2.8 p.p. maximum and 0.7 p.p. minimum for the cv. 
Cícero. These variations are within the tolerable limit of up to 3 p.p. (Marcos-Filho, 2020), indicating that the results 
obtained were consistent.

Comparison of the two methods of accelerated aging (Table 2) shows that with use of the saturated NaCl 
solution (76% RH), there was lower moisture absorption by the seeds, resulting in less drastic deterioration, which 
can be confirmed by the higher values of germination after accelerated aging in relation to the values obtained 
with 100% RH (Table 3).

Journal of Seed Science, v.43, e202143038, 2021

4 J.O. Araújo et al.



Table 1.	 Moisture content (MC), germination (G), emergence (E), emergence speed index (ESI), cold test (CT), and 
germination at low temperature (GLT) of seed lots of two chickpea cultivars.

Lot MC (%) G (%) E (%) ESI (index) CT (%) GLT (%)
BRS Aleppo

A1 12.7 95 ab 99 a 5.7 a 97 a 87 a
A2 12.8 97 a 98 a 5.5 a 96 a 90 a
A3 12.8 90 b 94 a   5.2 ab   89 ab 73 b
A4 12.7 80 c 84 b 4.1 c 73 c 44 c
A5 12.2 91 b 92 a 4.8 b 88 b   80 ab
F - 23.51* 12.49* 19.00* 24.82* 64.47*

CV (%) - 3.01 3.63 5.51 4.31 6.17
Cícero

C1 12.5 68 b 64 b 3.1 a 57 b 34 b
C2 12.3 78 a   79 ab 3.7 a 82 a 55 a
C3 12.5 80 a 81 a 3.7 a 80 a 57 a
C4 12.4 81 a   78 ab 3.6 a 76 a 55 a
F -   9.49* 4.47* 1.26 ns 47.16* 67.11*

CV (%) - 5.05 9.73 14.91 4.62 5.47
*, ns = significant and non-significant by the F test at 5% probability; F = F value calculated; CV = coefficient of variation. Mean values followed by 
the same letter in the column do not differ from each other by Tukey’s test at 5% probability.

Table 2.	 Moisture content (%) obtained after the periods of traditional accelerated aging (TAA) and saturated salt 
accelerated aging (SSAA) in seed lots of two chickpea cultivars.

Lot
TAA (100% RH) SSAA (76% RH)

24 h 36 h 48 h 72 h 24 h 36 h 48 h 72 h
BRS Aleppo

A1 19.6 23.6 24.6 26.5 13.6 13.6 13.5 13.5
A2 20.6 21.4 25.2 27.6 13.7 13.7 13.6 14.1
A3 20.8 23.8 25.1 26.6 13.6 13.8 14.0 13.9
A4 20.0 21.9 24.3 26.0 13.5 13.8 13.4 13.0
A5 19.2 23.0 24.1 26.5 13.4 13.6 13.8 14.0

Cícero
C1 19.6 22.2 23.9 26.8 13.0 13.5 13.8 13.7
C2 19.4 22.4 23.9 25.1 13.1 13.4 13.6 13.5
C3 19.7 22.2 24.5 27.9 13.3 13.1 13.5 13.3
C4 19.2 21.4 23.9 26.7 13.3 13.6 13.4 13.3

The TAA and the SSAA allowed separation of the seed lots regarding vigor in the four aging periods analyzed, for 
both cultivars (Table 3). However, for the cultivar BRS Aleppo, the lots could be classified in three vigor levels in all the 
aging periods with salt solution. This was not observed in the test conducted by the traditional method, in which there 
was stratification of the lots in only two vigor levels in the periods of 36 and 72 h. Thus, when using the saturated NaCl 
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solution, in general, greater vigor was observed for Lots A1 and A2. Lower vigor was clearer in Lot A4; and Lots A3 and 
A5 were classified as having intermediate vigor. 

For the cv. Cícero (Table 3) in the TAA for 24 h, there was separation of the seed lots in two levels of physiological potential, 
with greater vigor for Lots C2, C3, and C4 compared to Lot C1. A similar result was found in the period of 48 h; however, there 
was no statistical difference between Lots C4 and C1. With 36 and 72 h, in general, there was greater stratification of the 
lots, with Lot C1 remaining as that of lowest vigor, but variations occurred regarding the lot of greatest vigor. Nevertheless, 
it is noteworthy that in the period of 72 h, the values obtained were very low, indicating excessive deterioration of the seed 
lots, leading to loss of viability of the seeds of Lot C1. In the period of 48 h, although the TAA did not have as drastic effect as 
that observed in the period of 72 h, the values obtained were also low, ranging from 18% to 31%, which may be an indication 
that for lots that do not have high physiological potential, such as lots of the cv. Cícero, 48 h of aging may be excessive. There 
are reports of conducting the accelerated aging test in chickpea seeds using 100% RH for 96 h (Ram et al., 1989); however, 
this also caused severe reduction in seed germination, especially in the lots that did not have high physiological potential. It 
should be emphasized that these authors did not test other accelerated aging times.

The results of the SSAA for the cv. Cícero (Table 3) in the period of 24 h were similar to those obtained in the same 
period of the TAA, with lower vigor for Lot C1 compared to the others, which also occurred in the periods of 36 and 
48 h. In these periods, it was possible to separate the seed lots into two levels of physiological quality, in a way similar 
to that observed in most of the vigor tests used for characterization of seed physiological potential (Table 1). At 72 h, 
there was better performance for Lots C2 and C4, which did not differ from each other, followed by Lot C3; and Lot C1 
was inferior to the others. Considering that the vigor results obtained for the seed lots of this cultivar were relatively 
low, it should be emphasized that in a quality control program, such lots could be discarded as grain or recommended 
for immediate sowing, and should not be stored.  

There was a linear reduction in vigor with the increase in aging time for all the seed lots in both methods studied 
(Figure 1). Nevertheless, there was a sharper decline in percentage of normal seedlings after accelerated aging when TAA 

Table 3.	 Germination (%) of seed lots of two chickpea cultivars after different times of traditional accelerated aging 
(TAA) and saturated salt accelerated aging (SSAA).

Lot
TAA (100% RH) SSAA (76% RH)

24 h 36 h 48 h 72 h 24 h 36 h 48 h 72 h
BRS Aleppo

A1 95 aA 93 aA 87 aA 60 a B 93 aA 93 aA 83 aA 86 aA
A2 93 aA 90 aA 86 aA 68 aB   91 abA 92 aA 84 aA 85 aA
A3 66 cB 62 bB   50 bcB 19 bB 81 cA 76 bA 73 bA   55 bcA
A4 57 cB 58 bA 42 cB 11 bB 64 dA 54 cA 59 cA 48 cA
A5 76 bA 64 bB 52 bB 16 bB   82 bcA 76 bA 72 bA 61 bA

CV (%) 2.91
Cícero

C1 37 bB 35 cA 18 bB   1 cB 48 bA 32 bA 30 bA 25 cA
C2 56 aA 48 bB 31 aB 16 bB 60 aA 57 aA 50 aA 51 aA
C3 60 aA 59 aA 29 aB   21 abB 66 aA 55 aA 47 aA 39 bA
C4 55 aB 48 bA   25 abB 25 aB 64 aA 50 aA 50 aA 48 aA

CV (%) 3.41
Mean values followed by the same lowercase letters in the column and uppercase letters in the row comparing the methods in each time do not 
differ from each other by Tukey’s test at 5% probability. CV = coefficient of variation.

Journal of Seed Science, v.43, e202143038, 2021

6 J.O. Araújo et al.



(100% RH) was used (Figures 1A and C), due to the greater stress and deterioration from TAA compared to conducting 
the test with salt solution (76% RH) (Figures 4B and D). It is noteworthy that in traditional accelerated aging for 72 h, 
there was a sharp decrease in germination, especially in Lots A3, A4, and A5 of the cv. BRS Aleppo and Lot C1 of the 
cv. Cícero, which practically lost all vigor, indicating that this period had a drastic effect on chickpea seeds. Freitas and 
Nascimento (2006) also reported that traditional accelerated aging for 72 h had a drastic effect on lentil seeds. 

For the accelerated aging test in soybean and common bean seeds, the temperature of 41 °C for 48 h is recommended 
for the traditional method (Baalbaki et al., 2009). However, for chickpea seeds in this same method and period, there 
was a high incidence of microorganisms and many dead seeds, with excess of exudate around them, indicating excessive 
deterioration mainly caused by high relative humidity. 

In general, a clear increase in the deterioration rate is seen with an increase in the period of exposure to the test, 
above all when the TAA is used, a result also observed in common bean seeds (Binotti et al., 2008; Bertolin et al., 2011). 
Kapoor et al. (2010) in a study on deterioration of chickpea seeds after aging with 100% RH at 45 °C for 24, 48, and 72 h, 
observed a reduction in seed physiological potential, as well as in protein and sugar contents as the time of accelerated 
aging increased. Based on the results observed with 100% RH at 41 °C, the temperature of 45 °C would be relatively high 
for the species as it would cause excess deterioration and an increase in the incidence of microorganisms in the seeds. 

The correlation between the results of the accelerated aging test and those of the other tests for evaluation of seed 
quality (Figure 2) reinforces its effectiveness for evaluation of chickpea seed vigor. It should be emphasized that high 
and significant correlations were obtained between the SSAA for 36 and 48 h and seedling emergence, ESI, the cold 
test, and germination at low temperature. In other leguminous plants, such as pea (Nascimento et al., 2007), lentils 

Figure 1.	 Germination of the chickpea seed lots, cv. BRS Aleppo (A and B) and cv. Cícero (C and D) after traditional 
accelerated aging (TAA) and saturated salt accelerated aging (SSAA) for different periods.
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(Freitas and Nascimento, 2006), and cowpea (Dourado et al., 2013), there was also greater effectiveness of the SSAA in 
relation to the TAA, and the time of 48 h at 41 °C is most recommended. 

Considering the lower occurrence of microorganisms in the SSAA with 76% RH, this procedure can be considered 
effective for evaluation of the vigor or chickpea seed lots. Although both 36 h and 48 h were effective for both cultivars, 
and both periods cited provided similar results, the period of 48 h can be considered more appropriate due to practicality, 
allowing the test to be conducted within the commercial schedule of operation of seed analysis laboratories. 

Trial II – Enzyme activity

The activity of the antioxidant system enzymes does not show significant difference between the seed lots regarding 
SOD activity for either cultivar (Figures 3A and D). However, significant variations were observed in the activity of the CAT 
(Figures 3B and E) and APX (Figures 3C and F) enzymes between the seed lots of different vigor levels. For the cv. BRS 
Aleppo, the activity of the CAT and APX enzymes was greater for Lots A1 and A2 compared to Lot A4, although the APX 
activity in the seeds of Lot A3 was also superior to that obtained for Lot A4. These results are consistent with those obtained 
in most of the tests for evaluation of physiological quality (Table 1), in which Lots A1 and A2 were generally superior to Lot 
A4. The cv. Cícero, Lot C1, was classified as having lowest vigor in most of the tests performed in initial characterization of 
the quality of the lots, and it was also that which obtained the lowest activity of the CAT and APX enzymes.

In general, considering these results, it can be inferred that the seed lots of greater physiological potential had 
greater activity of the CAT and APX enzymes. According to Deuner et al. (2011), the balance between the production 
and intracellular removal of ROS, especially of hydrogen peroxide, is directly related to cell capacity in maintaining 
high SOD, CAT, and APX activity. To maintain cellular homeostasis, preventing oxidative damage, the seed antioxidant 
defense system is activated, which includes the antioxidant enzymes (Kumar et al., 2015). Effective operation of the 
antioxidant defense system is directly related to success in seed germination (Gomes and Garcia, 2013). 

Thus, antioxidant enzyme activity can be an interesting tool for separating seed lots into different levels of 
physiological quality. Bandeira et al. (2014) found that activity of enzymes such as SOD, CAT, and APX was more sensitive 
than germination, first count, and seedling growth tests for differentiating soybean seed lots regarding physiological 
potential. These authors found high activity of these enzymes in the shoots of seedlings at 8 days of germination in the 
highest vigor lots. But upon evaluating the activity of these enzymes in the primary root, they did not obtain results 
related to the vigor of the lots, with greater activity of SOD and APX for the lot of lower physiological potential, and no 

Figure 2.	 Pearson simple correlation coefficients (r) estimated among the variables of germination and vigor with the 
different procedures of the accelerated aging test performed on seeds from five chickpea seed lots, cv. BRS 
Aleppo (A), and on seeds from four lots, cv. Cícero (B). Quadrants marked with “X” represent non-significant 
correlation at 5% probability by the t-test.
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Figure 3.	 Activity of the enzymes superoxide dismutase (SOD), catalase (CAT), and ascorbate peroxidase (APX) in seeds 
from five chickpea seed lots cv. BRS Aleppo (A, B, and C) and four lots of cv. Cícero (D, E, and F). The same 
letters do not differ by Tukey’s test (p ≤ 0.05). Bars: standard deviation.

significant difference for CAT. For Borba et al. (2014), evaluation of the enzymes of the antioxidant system (SOD, CAT, 
and APX) was also an effective alternative for differentiating maize seed lots with small differences in vigor. Reductions 
in SOD activity due to deterioration were observed in sunflower (Bailly et al., 1996) and soybean (Xin et al., 2014) seeds, 
and the results were associated with loss of vigor. In a similar manner, Sharma et al. (2018) observed that SOD and 
CAT activity significantly declined in mung bean seeds subjected to deterioration. In contrast, Yin et al. (2015) did not 
observe changes in SOD and CAT activities in rapeseed under artificial aging compared to non-aged seeds. 

Principal component analysis (PCA) was performed in the present study with the aim of associating the results 
obtained in the enzyme analyses and those of the traditional tests performed for evaluation of seed physiological 
quality. The first two components of the PCA explained more than 90% of the total variability of the data (Figure 4). 
When the sum of the principal components (PC1 and PC2) is greater than 80%, the results observed in the PCA can 
be considered effective for explaining the total variability of the data (Jolliffe and Cadima, 2016). The more the vector 
of the variable is distant from the lot, the lower the performance of that lot in relation to the corresponding variable. 
Lot A4 of the cv. BRS Aleppo and Lot C1 of the cv. Cícero were located in the quadrant opposed to (PC1-/PC2+) the 
vectors of CAT and APX, confirming the results presented in Figure 3, which show lower enzyme activity in less vigorous 
seed lots. According to Ebone et al. (2019), depression of protective ability against ROS can result in physiological 
imbalances, such as lipid peroxidation and increase in respiration, leading to loss of seed vigor and viability.

The proximity between the vectors of the physiological quality variables with the vectors corresponding to CAT 
and APX activity indicates high correlation between these two enzymes especially with the results of the cold test and 
of germination at low temperature. Thus, the results obtained in the present study suggest that antioxidant enzyme 
activity has sensitivity in classifying chickpea seed lots in relation to physiological potential since they were consistent 
with the results obtained in traditional vigor tests. 
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CONCLUSIONS

The accelerated aging test with saturated NaCl solution (76% RH) conducted at 41 °C for 48 h is effective for 
evaluation of chickpea seed vigor. 

The activity of the CAT and APX enzymes is related to seed physiological potential, unlike that which occurs for SOD.

ACKNOWLEDGMENTS

This study was partially funded by the Coordenação de Aperfeiçoamento de Pessoal de Nível Superior - Brazil 
(CAPES) – Financial Code 001.

REFERENCES

ALVARENGA, R.O.; MARCOS-FILHO, J.; TIMÓTEO, T.S. Assessment of the physiological potential of super sweet corn seeds. Journal 
of Seed Science, v.35, n.3, p.340-346, 2013. https://doi.org/10.1590/S2317-15372013000300010 

ANJUM, S.A.; ASHRAF, U.; TANVEER, M.; KHAN, I.; HUSSAIN, S.; SHAHZAD, B.; ZOHAIB, A.; ABBAS, F.; SALEEM, M.F.; ALI, L.; WANG, 
L. C. Drought induced changes in growth, osmolyte accumulation and antioxidant metabolism of three maize hybrids. Frontiers in 
Plant Science, v.8, n.69, p.1-12, 2017. https://pubmed.ncbi.nlm.nih.gov/28220130/ 

BAALBAKI, R.; ELIAS, S.; MARCOS-FILHO, J.; McDONALD, M.B. Seed vigor testing handbook. Ithaca, NY: AOSA, 2009. 345p. 
(Contribution 32).

BAILLY, C.; BENAMAR, A.; CORBINEAU, F.; COME, D. Changes in malondialdehyde content and in superoxide dismutase, catalase 
and glutathione reductase activities in sunflower seeds as related to deterioration during accelerated aging. Physiologia Plantarum, 
v.97, n.1, p.104–110, 1996. https://doi.org/10.1111/j.1399-3054.1996.tb00485.x 

Figure 4.	 Biplot of principal component analysis obtained from the linear combination of physiological variables 
(germination and vigor) and antioxidant enzymes in seeds of two chickpea cultivars.

Journal of Seed Science, v.43, e202143038, 2021

10 J.O. Araújo et al.

https://doi.org/10.1590/S2317-15372013000300010
https://pubmed.ncbi.nlm.nih.gov/28220130/
https://doi.org/10.1111/j.1399-3054.1996.tb00485.x


BANDEIRA, J.M.; MARINI, P.; BORBA, I.C.G.; MARTINS, A.B.N.; AMARANTE, L.; MORAES, D.M. Antioxidative metabolism: a tool 
to detect small differences in the vigor of soybean seeds. Iheringia, v.69, n.2, p.285-292, 2014. https://isb.emnuvens.com.br/
iheringia/article/view/92/99 

BINOTTI, F.F.S.; HAGA, K.I.; CARDOSO, E.D.; ALVES, C.Z.; SÁ, M.E.; ARF, O. Efeito do período de envelhecimento acelerado no teste 
de condutividade elétrica e na qualidade fisiológica de sementes de feijão. Acta Scientiarum, v.30, n.2, p.247-254, 2008. https://
doi.org/10.1590/S1807-86212008000200014 

BRADFORD, M.M. A rapid and sensitive method for the quantitation of microgram quantities of protein utilizing the principle of 
protein-dye binding. Analytical Biochemistry, v.72, n.1-2, p.248-254, 1976. https://doi.org/10.1016/0003-2697(76)90527-3 

BRASIL. Ministério da Agricultura, Pecuária e Abastecimento. Regras para análise de sementes. Ministério da Agricultura, Pecuária 
e Abastecimento. Secretaria de Defesa Agropecuária. Brasília: MAPA/ACS, 2009. 399p. https://www.gov.br/agricultura/pt-br/
assuntos/insumos-agropecuarios/arquivos-publicacoes-insumos/2946_regras_analise__sementes.pdf 

BERTOLIN, D.C.; SÁ, M.E.; MOREIRA, E.R. Parâmetros do teste de envelhecimento acelerado para determinação do vigor de sementes 
de feijão. Revista Brasileira de Sementes, v.35, n.1, p.104-112, 2011. http://dx.doi.org/10.1590/S0101-31222011000100012 

BORBA, I. C. G.; BANDEIRA, J. M.; MARINI, P.; MARTINS, A. B. N.; MORAES, D. M. Metabolismo antioxidativo para separação de lotes 
de sementes de diferentes graus de homogeneidade. Revista Brasileira de Biociências, v.12, n.1, p.20-26, 2014. http://www.ufrgs.
br/seerbio/ojs/index.php/rbb/article/viewFile/2784/1231. 10 ago. 2015

CAVALCANTI-MATA, M.E.R.M.; DUARTE, M.E.M.; LIRA, V.V.; OLIVEIRA, R.F.; COSTA, N.L.; OLIVEIRA, H.M.L. A new approach to the 
traditional drying models for the thin-layer drying kinetics of chickpeas. Journal of Food Process Engineering, v.43, n.12, p.1-11, 
2020. https://doi.org/10.1111/jfpe.13569 

DEUNER, C.; MAIA, M. S.; DEUNER, S.; ALMEIDA, A. S.; MENEGHELLO, G. E. Viabilidade e atividade antioxidante de sementes de 
genótipos de feijão-miúdo submetidos ao estresse salino. Revista Brasileira de Sementes, v.33, n.4, p. 711-720, 2011. https://doi.
org/10.1590/S0101-31222011000400013 

DIAS, D.C.F.S.; MARCOS-FILHO, J. Teste de Germinação a baixa temperatura. In: KRZYZANOWSKI, F.C.; VIEIRA, R.D.; FRANÇA-NETO, 
J.B.; MARCOS-FILHO, J. (Eds.).  Vigor de sementes: conceitos e testes. Londrina: ABRATES, 2020. p.317-332. 

DOURADO, W.S.; BELO, A.P.M.; MATOSO, A.O.; SILVA, H.D.; SILVA, G.D.; SOUZA, E.R.B. Envelhecimento acelerado com soluções 
salinas para avaliação do vigor de sementes de feijão caupi. Enciclopédia Biosfera, v.9, n.17, p.1274, 2013. https://www.conhecer.
org.br/enciclop/2013b/CIENCIAS%20AGRARIAS/envelhecimento.pdf 

EBONE, L.A.; CAVERZAN, A.; CHAVARRIA, G. Physiologic alterations in orthodox seeds due to deterioration processes. Plant 
Physiology and Biochemistry, v.145, p.34-42, 2019. https://doi.org/10.1016/j.plaphy.2019.10.028 

FREITAS, R.A.; NASCIMENTO, W.M. Teste de envelhecimento acelerado em sementes de lentilha. Revista Brasileira de Sementes, 
v.28, n.3, p.59-63, 2006. https://doi.org/10.1590/S0101-31222006000300009 

GIANNOPOLITIS, C. N.; RIES, S. K. Superoxide dismutases: II. Purification and quantitative relationship with water-soluble protein in 
seedlings. Plant Physiology, v.59, n.2, p.315-318, 1977. https://pubmed.ncbi.nlm.nih.gov/16659840/ 

GOMES, M. P.; GARCIA, Q. S. Reactive oxygen species and seed germination. Biologia, v.68, n.3, p.351-357, 2013. https://doi.
org/10.2478/s11756-013-0161-y 

HAVIR, E. A; MCHALE, N. A. Biochemical and developmental characterization of multiple forms of catalase in tobacco leaves. Plant 
Physiology, v.84, n.2, p.450–455, 1987. https://pubmed.ncbi.nlm.nih.gov/16665461/ 

JIANHUA, Z.; McDONALD, M.B. The saturated salt accelerated aging test for small seeded crops. Seed Science and Technology, v.25, 
n.1, p.123-131, 1996.

JOLLIFFE, I.; CADIMA, J. Principal component analysis: a review and recent developments. Philosophical transactions. Series A, 
Mathematical, physical, and engineering sciences, v.374, n.2065, p.1-16, 2016. https://doi.org/10.1098/rsta.2015.0202 

KAPOOR, N.; ARYA, A.; SIDDIQUI, M.A.; AMIR, A.; KUMAR, H. Seed deterioration in chickpea (Cicer arietinum L.) under accelerated 
ageing. Asian Journal of Plant Sciences, v.9, n.3, p.158-162, 2010. https://scialert.net/abstract/?doi=ajps.2010.158.162 

KUMAR, S. P.J.; PRASAD, S. R.; BANERJEE, R.; THAMMINENI, C. Seed birth to death: Dual functions of reactive oxygen species in seed 
physiology. Annals of Botany, v. 116, p. 663-668, 2015. https://doi.org/10.1093/aob/mcv098 

Journal of Seed Science, v.43, e202143038, 2021

11Accelerated aging and antioxidant enzymes in chickpea seeds

https://isb.emnuvens.com.br/iheringia/article/view/92/99
https://isb.emnuvens.com.br/iheringia/article/view/92/99
https://doi.org/10.1590/S1807-86212008000200014
https://doi.org/10.1590/S1807-86212008000200014
https://doi.org/10.1016/0003-2697(76)90527-3
https://www.gov.br/agricultura/pt-br/assuntos/insumos-agropecuarios/arquivos-publicacoes-insumos/2946_regras_analise__sementes.pdf
https://www.gov.br/agricultura/pt-br/assuntos/insumos-agropecuarios/arquivos-publicacoes-insumos/2946_regras_analise__sementes.pdf
http://dx.doi.org/10.1590/S0101-31222011000100012
http://www.ufrgs.br/seerbio/ojs/index.php/rbb/article/viewFile/2784/1231
http://www.ufrgs.br/seerbio/ojs/index.php/rbb/article/viewFile/2784/1231
https://doi.org/10.1111/jfpe.13569
https://doi.org/10.1590/S0101-31222011000400013
https://doi.org/10.1590/S0101-31222011000400013
https://www.conhecer.org.br/enciclop/2013b/CIENCIAS%20AGRARIAS/envelhecimento.pdf
https://www.conhecer.org.br/enciclop/2013b/CIENCIAS%20AGRARIAS/envelhecimento.pdf
https://doi.org/10.1016/j.plaphy.2019.10.028
https://doi.org/10.1590/S0101-31222006000300009
https://pubmed.ncbi.nlm.nih.gov/16659840/
https://doi.org/10.2478/s11756-013-0161-y
https://doi.org/10.2478/s11756-013-0161-y
https://pubmed.ncbi.nlm.nih.gov/16665461/
https://doi.org/10.1098/rsta.2015.0202
https://scialert.net/abstract/?doi=ajps.2010.158.162
https://doi.org/10.1093/aob/mcv098


MACHADO, C.G.; SILVA, G.Z.; OLIVEIRA, S.S.C.; MARTINS, C.C. Accelerated aging test for forage pea seeds. Semina: Ciências Agrárias, 
v.40, n.5, p.1819-1828, 2019. http://www.uel.br/revistas/uel/index.php/semagrarias/article/view/33121/25639 

MAGUIRE, J. D. Speed of germination - aid in selection and evaluation for seedling emergence and vigor. Crop Science. v.2, n.2, 
p.176-177, 1962. https://doi.org/10.2135/cropsci1962.0011183X000200020033x 

MARCOS-FILHO, J. Seed Physiology of Cultivated Plants. Londrina: ABRATES, 2016. 616p.

MARCOS-FILHO, J. Teste de envelhecimento acelerado. In: KRZYZANOWSKI, F.C.; VIEIRA, R. D.; FRANÇA-NETO, J.B.; MARCOS-FILHO, 
J. (Eds.) Vigor de sementes: conceitos e testes. Londrina: ABRATES, 2020. p.185-246.

MARCOS-FILHO, J.; NOVEMBRE, A.D.C.; CHAMMA, H.M.C.P. Testes de envelhecimento acelerado e de deterioração controlada 
para avaliação do vigor de sementes de soja. Scientia Agricola, v.58, n.2, p.421-426, 2001. https://doi.org/10.1590/S0103-
90162001000200029 

NAKANO, Y.; ASADA, K. Hydrogen peroxide is scavenged by ascorbate-specific peroxidase in spinach chloroplasts. Plant and Cell 
Physiology, v.22, n.5, p. 867–880, 1981. https://doi.org/10.1093/oxfordjournals.pcp.a076232 

NASCIMENTO, W.M.; FREITAS, R.A.; GOMES, E.M.L.; SOARES, A.S. Metodologia para o teste de envelhecimento acelerado em 
sementes de ervilha. Horticultura Brasileira, v. 25, n.2, p.205-209, 2007. https://doi.org/10.1590/S0102-05362007000200015 

NASCIMENTO, W.M; SILVA, P.P. Grão-de-bico: nova aposta do agronegócio brasileiro. Seed News, v.23, n.3, p.18-22, 2019. https://
seednews.com.br/artigos/2969-grao-de-bico-nova-aposta-do-agronegocio-brasileiro-edicao-maio-2019 

OLIVEIRA, T.L.; PINHO, R.G.V.; SANTOS, H.O.; SILVA, K.M.J.; PEREIRA, E.M.; SOUZA, J.L.D. Biochemical changes and physiological 
quality of corn seeds subjected to different chemical treatments and storage times. Journal of Seed Science, v.42, n.4, p.1-15, 2020. 
https://doi.org/10.1590/2317-1545v42234181 

RAM, C.; KUMARI, P.; SINGH, O.; SARDANA, R.K. Relationship between seed vigour tests and field emergence in chickpea. Seed 
Science and Technology, v.17, p.169-173, 1989.

SHARMA, S. N.; MAHESHWARI, A.; SHARMA, C.; SHUKLA, N. Gene expression patterns regulating the seed metabolism in relation 
to deterioration/ageing of primed mung bean (Vigna radiata L.) seeds. Plant Physiology and Biochemistry, v.124, n.2018, p.40–49, 
2018. https://doi.org/10.1016/j.plaphy.2017.12.036 

SAMARAH, N.H.; ABU-YAHYA, A. Effect of maturity stages of winter- and spring-sown chickpea (Cicer arietinum L.) on germination and 
vigour of the harvested seeds. Seed Science and Technology, v.36, n.1, p.177-190, 2008. https://doi.org/10.15258/sst.2008.36.1.19 

ULLAH, S.; KHAN, J.; HAYAT, K.; ELATEEQ, A.A.; SALAM, U.; YU, B.; MA, Y.; WANG, H.; TANG, Z. Comparative study of growth, cadmium 
accumulation and tolerance of three chickpea (Cicer arietinum L.) cultivars. Plants, v.9, n.3, p.1-18, 2020. https://doi.org/10.3390/
plants9030310

XIN, X.; TIAN, Q.; YIN, G.; CHEN, X.; ZHANG, J.; NG, S.; LU, X. Reduced mitochondrial and ascorbate–glutathione activity after artificial 
ageing in soybean seed. Journal of Plant Physiology, v. 171, n.2, p.140–147, 2014. https://doi.org/10.1016/j.jplph.2013.09.016 

YIN, X.; HE, D.; GUPTA, R.; YANG, P. Physiological and proteomic analyses on artificially aged Brassica napus seed. Frontiers in Plant 
Science, v.6, n.2015, p.1–11, 2015. https://doi.org/10.3389/fpls.2015.00112 

Journal of Seed Science, v.43, e202143038, 2021

12 J.O. Araújo et al.

This is an Open Access article distributed under the terms of the Creative Commons Attribution License, which permits unrestricted 
use, distribution, and reproduction in any medium, provided the original work is properly cited.

http://www.uel.br/revistas/uel/index.php/semagrarias/article/view/33121/25639
https://doi.org/10.2135/cropsci1962.0011183X000200020033x
https://doi.org/10.1590/S0103-90162001000200029
https://doi.org/10.1590/S0103-90162001000200029
https://doi.org/10.1093/oxfordjournals.pcp.a076232
https://doi.org/10.1590/S0102-05362007000200015
https://seednews.com.br/artigos/2969-grao-de-bico-nova-aposta-do-agronegocio-brasileiro-edicao-maio-2019
https://seednews.com.br/artigos/2969-grao-de-bico-nova-aposta-do-agronegocio-brasileiro-edicao-maio-2019
https://doi.org/10.1590/2317-1545v42234181
https://doi.org/10.1016/j.plaphy.2017.12.036
https://doi.org/10.15258/sst.2008.36.1.19 
https://doi.org/10.3390/plants9030310
https://doi.org/10.3390/plants9030310
https://doi.org/10.1016/j.jplph.2013.09.016
https://doi.org/10.3389/fpls.2015.00112

	_Hlk85974966
	_Hlk86398718
	_Hlk86305323
	_Hlk66720613
	_Hlk70922339
	_Hlk70755503
	_Hlk83200830
	_Hlk86306097
	_Hlk75976925
	_Hlk75977160
	_Hlk83193686
	_Hlk86309741

