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Abstract:
Total flavonoids and polyphenols content, and pigment amount under salt stress were analyzed in Calendula officinal is L.
seedlings after 24 days of treatment with different salt combination, including NaCl, CaCl2,and MgCl2.The content of
photosynthetic pigments increased according to increasing salinity concentration. Total polyphenols content generally
decreased under salt stress, while flavonoids biosynthesis significantly increased almost under all salt treatments.
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Introduction
Calendula officinalis (L.), generally known as marigold, belongs to Asteraceae family and should not be confused
with Tagetes species; it is an annual herb native to the Mediterranean region [1]. It is originally from Europe, Asia and the
U.S.A, and has been widely used in folk medicine [2; 3]. The therapeutic properties of C. officinalis are attributed to the
existence of a large variety of biologically active substances such as terpenoids, flavonoids, carotenoids, volatile oils,
quinones, and amino acids[4; 5].Several studies suggested that extracts of C. officinalis may have actions that include the
following properties: anti-inflammatory [6; 5; 7], antibacterial [8], antifungal [9], anticancer [7], hepatoprotective [10],
antioxidant [11], wound healing effects following skin burns [4] and potential capacity to prevent UV irradiation-induced
oxidative stress in skin [1]. The interest in the study of salt tolerant plants and/or in plants with assumed salt tolerance is
still argued by theoretical reasons, and especially by the current context of human condition, regarded as a well-defined part
of surrounding environment [12; 13]. Salinity has affected agriculture from millennia, having a deeply negative impact in
agriculture and most likely, being involved in the fall of some ancient flourishing civilizations [14].
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The Earth’s total surface area covers about 13.2 billion ha, but no more than 7 billion ha are arable and 1.5 billion
are cultivated [15]. Of the cultivated lands, about 340 million ha (23%) are saline (salt-affected) and another 560 million ha

(37%) are sodic (sodium-affected) [16]. Here are many different projections, suggesting that human population will
increase over 8 billion by the year 2020 that will worsen the current scenario about food insecurity [17]. There are often not
sufficient reservoirs of freshwater available and most of the agronomical used irrigation systems are leading to a permanent
increase in soil-salinity and slowly to growth conditions unacceptable for most of the common crops [18].A global study of
land use over 45 years found that 6 % had become saline [19]. Soil salinity expands, and some studies suggest that this
process is almost irreversible and difficult to control. According to a FAO Repport [20], despite unprecedented global
economic growth, 1.1. bilion people continue to live in extreme poverty and more than 850 milion people suffer from
chronic hunger while ecosystems are being threatened as never before. Not accidentally the first goal of The Millennium
Development Goals Report [21] is to eradicate extreme poverty and hunger.
This data suggests that salt tolerant plants should be taken into consideration, since they could play an important
role in bio saline agriculture [14].
Therefore, the aim of this study is to investigate the antioxidant responses of the medicinal plant C. officinalis
subjected to different salt treatments; in addition, calcium and magnesium salts are discussed in relation to the possible role
in alleviating NaCl effects.

Material and methods
Plant material, treatment and growth conditions
Seeds of marigold (C. officinalis) were obtained from Agricultural Research and Development Station, Secuieni
Neamt, Romania. Only intact seeds were chosen. These seeds were then sterilized with sodium hypochlorite 10% for 30
seconds and were washed with sterile distilled water. Consequently, marigold seeds were sown and germinated in plastic
pots. After 7 days, salt treatments started, by adding 100 mL of salt solutions (or distilled water for the control variants) to
pots once per week. Eleven treatments were applied (Table 1).
Table 1. Concentrations of salt treatments
1
2
3
4
5
6
7
8
9
10
11

50mM NaCl
50mM NaCl +10mM CaCl2
50mM NaCl+ 20mM MgCl2
100mM NaCl
100mM NaCl + 10mM CaCl2
100mM NaCl+ 20 MgCl2
150mM NaCl
150mM NaCl+10mM CaCl2
150mM NaCl+20mM MgCl2
10mM CaCl2
20mM MgCl2

The biochemical analyses were conducted at 24-days old seedlings; five different individuals corresponding of
each treatment were selected for analysed parameters.
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Photosynthetic pigment content assay
Chlorophyll a, chlorophyll b and carotenoids content assays were performed according to Lichtenthaler method
[22]. Thus fresh leaves of samples were homogenized in 80% acetone and then were centrifuged at 4°C for 15 min (3000
rpm). Finally the volume was made to 5 mL and used then for the analysis. The absorbance was measured at 645, 663 and
470 nm respectively and pigment contents were evaluated and expressed in mg/g fresh weight (FW) using the following
equations:
Chlorophyll a = (11.24×A662 - 2.04×A645)
Chlorophyll b = (20.13×A645 - 4.19×A662)
Carotenoids = [(1000×A470 - 1.9×Chl a - 63.14×Chl b)/214]

Total polyphenols and flavonoids assay
The total polyphenols content was determined through a slightly modified Folin - Ciocalteau method [23]. FolinCiocalteau reagent was added to appropriately diluted samples and mixed thoroughly. After four minutes, 15% Na 2CO3
was added. After two hours, the absorbance of resulted coloured solution was determined at 765 nm, against the blank
(distilled water). The amount of the total polyphenols content was expressed as mg gallic acid equivalents per g fresh
weight (mg GAE g-1 FW) (R2=0.99). The flavonoids content was measured following a spectrophotometric method [24].
Initially, 5% NaNO2 solution was added to each test tube; after five minutes, 10% AlCl 3 solution was added followed by
1.0 M NaOH. Absorbance of resulting coloured solutions was read at 510 nm against the blank (distilled water). Flavonoids
content was expressed as mg catechin equivalent per g fresh weight (mg CE g-1 FW) (R2 = 0.98).
All experiments were carried out with three independent repetitions and the results were expressed as the mean
values ± standard error (ES). The statistic significance of the differences between treated samples and control ones was
assessed by means of the Student t test.

Results and discussions
Chlorophyll content
Obtained results show that chlorophyll content displays a variant and heterogeneous picture in respect to salt
treatments. Surprisingly, increasing NaCl concentrations increase the content of chlorophylls a and b (Table 2). The
combination of NaCl salt with calcium or magnesium chloride did not affect the pigments content, in terms of alleviating
the effects of NaCl treatment. Only the combination of 50 mM NaCl with CaCl2 induces a slightly increased content of
chlorophyll a and b, comparatively with NaCl solely. The unique treatment with 10 mM CaCl2 induced however a
decreased content in chlorophyll a and b in plants treated both with NaCl solely and in combination with calcium chloride.
Only at higher salinity (150 mM NaCl), but in combination with CaCl2, the treatment with 10 mM CaCl2 induced a slightly
increase in chlorophylls content. Generally, the same is true for 20 mM Mg Cl 2, corresponding to a higher value of
chlorophyll content, only comparatively with 50 mMNaCl treatment; nevertheless, in all cases when NaCl was combined
with magnesium chloride, the chlorophyll content was lower than in plants subjected solely to 20 mM MgCl 2. This finding
may be explained by the fact that in green leaves a major function of magnesium is its role as the central atom of the
chlorophyll molecule [25]. However, at higher concentration of NaCl (150 mM), combined with magnesium chloride, the
values remain lower, as compared with mixtures with 50 and 100 mM NaCl. In this case, perhaps the concentration of
magnesium chloride was not efficient in order to counteract the effects of salt stress induced by NaCl.
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Table 2. Variation in pigment content in seedlings of C. officinalis aftersalt treatments
Chlorophyll a
Chlorophyll b
Carotenoids
Martor
0.247±0.0238
0.075±0.013
0.0041±0.0005
50 mMNaCl
0.215±0.0366
0.068±0.014
0.0036±0.0008
50 mM+CaCl2
0.266±0.0192
0.083±0.009
0.0046±0.000394
50 mM+MgCl2
0.196±0.0143
0.063±0.0101
0.0034±0.00005
100 mMNaCl
0.269±0.0443
0.080±0.012
0.0048±0.00075
100 mM+CaCl2
0.191±0.0075
0.067±0.006
0.0034±0.00039
100 mM+MgCl2
0.195±0.031
0.061±0.012
0.0033±0.000635
150 mMNaCl
0.291±0.0488
0.095±0.019
0.0050±0.000553
150 mM+CaCl2
0.158±0.027
0.052±0.005
0.0027±0.000712
150 mM+MgCl2
0.185±0.038
0.061±0.012
0.0033±0.000941
10 mM CaCl2
0.171±0.007
0.050±0.003
0.0031±0.00021
20 mM MgCl2
0.234±0.028
0.068±0.011
0.0042±0.000488
Values are means of three replicates ± SE
It is well known that photosynthesis is the source of organic carbon and energy used by plants for their growth,
biomass production and yield [26]. Photosynthetic rates are usually lower in plants exposed to salinity and especially to
NaCl. For instance, increasing salinity in the growth medium decreases content of chlorophyll and the net photosynthetic
rate, which is expressed more obviously in salt-sensitive species, such as alfalfa [27], canola [28], pea [29] and wheat [30],
while it increased in tomato [31].

Non enzymatic antioxidants
Total polyphenols. The highest value was recorded for control plants (Table 3); increasing NaCl salinity decreases
the content of polyphenols, with the smallest value in the case of 100 mM NaCl treatment (with the biggest inhibition rate
by -39.08%). Actually, this is the single situation where both added calcium and magnesium chloride slightly increased the
content of total phenolics, as compared with 100 mM NaCl solely. In other situations, under 50 and 150 mM NaCl, the
added calcium and magnesium chloride generally do not act as alleviative factors. There is some evidence of the induction
of phenolic metabolism in plants as a response to multiple stresses [32].
Table 3. Effect of NaCl, CaCl2, MgCl2 and their combination on total polyphenols content of C. officinalis (Values are
means ± Standard error of 3 replicates); significance level: P ≤ 0.001(*)
Means values ± ES
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Control

68,42 ± 0.07

50 mM NaCl

57,81 ± 0.43

50 mM NaCl+CaCl2

41,92 ± 0.057*

50 mM NaCl+MgCl2

47,20 ± 0.18

100 mM NaCl

41,68 ± 0.09

100 mM NaCl+CaCl2

45,97 ± 0.13

100 mM NaCl+MgCl2

48,97 ± 0.07

150 mM NaCl

52,94 ± 0.44

150 mM NaCl+CaCl2

53,89 ± 0.09

150 mM NaCl+MgCl2

46,87 ± 0.17

10 mM CaCl2

53,49 ± 0.29

20 mM MgCl2

40,45 ± 0.11
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Total flavonoids. The content of total flavonoids is generally higher in plants subjected to salt stress than in control
(Table 4). At 50 mM NaCl, the content of flavonoids is increased when calcium and magnesium chloride were added. The
same was found for the mixture of 150 mM NaCl mixed with CaCl2 when compared to 150 mM NaCl solely. Only under
moderate salinity conditions (100 mM NaCl), the flavonoids content was found to be greater than in plants exposed to the
mixture of sodium chloride and calcium or magnesium chloride. When treated with CaCl 2 and MgCl2, the flavonoids
content was higher than in control and sodium chloride treated plants (at 50 and 150 mM concentrations). However, this
could suggest that flavonoids can be clearly involved in the salt stress responses in Calendula seedlings.

Table 4. Effect of NaCl, CaCl2, MgCl2 and their combination on flavonoids content of C. officinalis (Values are means ±
Standard error of 3 replicates); significance level: P ≤ 0.001(*),P ≤ 0.01(**)

Control
50 mM NaCl
50 mM NaCl+CaCl2
50 mM NaCl+MgCl2
100 mM NaCl
100 mM NaCl+CaCl2
100 mM NaCl+MgCl2
150 mM NaCl
150 mM NaCl+CaCl2
150 mM NaCl+MgCl2
10 mM CaCl2
20 mM MgCl2

Means values ± ES
50,35648 ±0.,08
56,17834 ± 0.04*
62,55472 ± 0.01**
70,15582 ± 0.14
73,88137 ± 0.006**
67,00352 ± 0.009**
47,99161 ± 0.74
57,38672 ± 0.44
82,95483 ± 0.01**
55,7546 ± 0.09
66,48131 ± 0.09
70,61536 ± 0.06

Since different stresses have in common the generation of reactive oxygen species [33], it has been postulated that
flavonoids are synthesized to effectively counter the stress-induced oxidative damage [34]. Flavonoids may act as
antioxidant factors by both preventing the generation of ROS (through their ability to chelate transition metal ions such as
Fe and Cu [35; 36] and scavenging ROS when formed [37].
Unlike polyphenols, the role of flavonoids as antioxidants in plants under abiotic stress is well supported. Stressresponsive flavonoids have the greatest antioxidant potential, and the ratio of “effective antioxidant” to “poor antioxidant”
flavonoids has been conclusively shown to increase gradually in response to many abiotic stresses [38; 39; 40].
The antioxidant enzymes are traditionally regarded as a first line of defense against stress-induced enhancement in
ROS concentration. However, they have been reported to be ineffective to protect cells from oxidative damage during
severe stress conditions [41]. Consequently, Hatier and Gould [41] have suggested that the conditions that lead to the
accumulation of flavonoids are those that may inactivate key antioxidant enzymes. Salt stress has been reported to induce
biosynthesis and accumulation of flavonoids in several species, such as: Ligustrumvulgare[42], Oleaeuropaea[43], Oryza
sativa (salt-sensitive genotype) [44]. Nevertheless, a major question is if there is a relation between antioxidant enzymes
and antioxidant flavonoids. There are several data suggesting that the biosynthesis of flavonoids is mostly upregulated
under severe stress conditions, when the activities of antioxidant enzymes decline; therefore, flavonoids may complement
www.bumej.com
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the action of other ROS – scavenging systems [34]. For instance, Xu et al. [45] have reported a higher
accumulation of antioxidant enzyme proteins in soybean line with reduced flavonoid content. In Ulvafasciata, exposed to
high UV-B doses that lead to the maximal flavonoid accumulation, the activity of antioxidant enzymes, particularly CAT
and ascorbate peroxidase, declined significantly [46].

Conclusions
Salt treatments induced the increase in chlorophyll content, especially on moderate and severe stress intensity (100
and 150 mM NaCl). Under salt stress, significant differences occur in terms of polyphenols and flavonoids content.
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