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Abstract. Salinization is increasing on a global scale, decreasing average yields for most major crop plants. Inves-
tigations into salt resistance have, unfortunately, mainly been focused on conventional crops, with few studies screen-
ing the potential of available halophytes as new crops. This study has been carried out to investigate the mechanisms
used by quinoaq, a facultative halophytic species, in order to cope with high salt levels at various stages of its develop-
ment. Quinoa is regarded as one of the crops that might sustain food security in this century, grown primarily for its
edible seeds with their high protein content and unique amino acid composition. Although the species has been
described as a facultative halophyte, and its tolerance to salt stress has been investigated, its physiological and
molecular responses to seawater (SW) and other salts have not been studied. We evaluated the effects of SW and
different salts on seed germination, seedling emergence and the antioxidative pathway of quinoa. Seeds were germi-
nated in Petri dishes and seedlings grown in pots with SW solutions (25, 50, 75 and 100 %) and NaCl, CaCl,, KCl and
MgCl, individually, at the concentrations in which they are present in SW. Our results demonstrated that all salts, at
lower concentrations, increased the germination rate but not the germination percentages, compared with control
(pure water). Conversely, seedlings were differently affected by treatments in respect to salt type and concentration.
Growth parameters affected were root and shoot length, root morphology, fresh and dry weight, and water content.
An efficient antioxidant mechanism was present in quinoa, activated by salts during germination and early seedling
growth, as shown by the activities of antioxidant enzymes. Total antioxidant capacity was always higher under salt
stress than in water. Moreover, osmotic and ionic stress factors had different degrees of influence on germination and
development.

* Corresponding author’s e-mail address: amuscolo@unirc.it

Published by Oxford University Press on behalf of the Annals of Botany Company.

This is an Open Access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/
licenses/by/4.0/), which permits unrestricted reuse, distribution, and reproduction in any medium, provided the original work is properly
cited.

AoB PLANTS www.aobplants.oxfordjournals.org © The Authors 2014


http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

Panuccio et al. — Traits of salt tolerance in quinoa early stage

Keywords: Abiotic stress; antioxidant enzymes; Chenopodium quinoa; germination; root morphology; salinity stress;

seedling growth.

Introduction

Soil salinity and sodicity cause severe problems in agricul-
ture worldwide, and salt tolerance in crops is an extremely
important trait and a major focus of research. Detrimen-
tal effects of high salinity on crops are multifaceted and
affect plants in several ways: drought stress, ion toxicity,
nutritional disorders, oxidative stress, alteration of meta-
bolic processes, membrane disorganization and reduc-
tion of cell division and expansion (Hasegawa et al.
2000; Munns 2002; Muscolo et al. 2007, 2013; Zhu 2007;
Sidari et al. 2008). As a result, plant growth, development
and survival are reduced (Muscolo et al. 2011; Schleiff and
Muscolo 2011). Two major stresses affecting plants under
salinity are osmotic and ionic stresses. Osmotic stress,
occurring immediately in the root medium on exposure
to salts, can result in inhibition of water uptake, cell
expansion and lateral bud development (Munns and
Tester 2008). Ionic stress develops when toxic ions (e.g.
Na™) accumulate in cells causing increase in leaf mortal-
ity, chlorosis, necrosis and decrease in the activity of
cellular metabolism including photosynthesis (Yeo and
Flowers 1986; Glenn and Brown 1999). In fact, excess
Na* and Cl~ have the potential to affect plant enzymes,
resulting in reduced energy production and other physio-
logical processes (Larcher 1980; Morais et al. 2012q, b).
Ionic stress results in premature senescence of older
leaves and in toxicity symptoms (chlorosis, necrosis) in
mature leaves due to high Na*™ and Cl™ which affect
plants by disrupting protein synthesis and by interfer-
ing with enzyme activity (Munns and Termaat 1986;
Hasegawa et al. 2000; Munns 2002).

In order to counteract the detrimental effects of
salinity on agricultural production, extensive research
on plant screening for salt tolerance has been conducted,
with the aim of providing more tolerant cultivars. How-
ever, these studies have mainly focused on conventional
crops, screening criteria and investigating how plants tol-
erate salts (Shannon and Noble 1990; Chen et al. 2005;
Sevengor et al. 2011). Unfortunately, there are few inves-
tigations on screening of available halophytes and their
responses to saline conditions (Flowers et al. 2010). The
seed crop quinoa is a facultative halophyte native to the
Andean region of Bolivia and Peru, and a member of
the Amaranthaceae: quinoa is traditionally cultivated
across a range of extreme environments. Due to its huge
genetic variability, the species can be grown under un-
favourable soil and climatic conditions (Ruiz-Carrasco
et al. 2011), showing a diverse tolerance to a wide range

of abiotic stresses such as frost, salinity and drought, as
well as an ability to grow on marginal soils (Jacobsen
et al. 2005, 2007, 2009; Maughan et al. 2009; Sun et al.
2014). Some varieties can grow in salt concentrations simi-
lar to those found in seawater (SW, 40 dS m™!) and even
higher (Jacobsen et al. 2001; Adolf et al. 2012, 2013; Sha-
bala et al. 2012, 2013), well above the threshold for any
known crop species.

Quinoa is considered a major alternative crop to meet
food shortages in this century (Jensen et al. 2000;
Jacobsen et al. 2003; Sanchez et al. 2003; Trognitz 2003;
Ruiz et al. 2014), for its gluten-free seeds and also as its
grains provide a rich source of a wide range of minerals
(Ca, P, Mg, Fe and Zn), vitamins (B;, Bg, C and E), linolenate,
natural antioxidants and high-quality protein, containing
ample amounts of essential amino acids such as lysine
and methionine (Abugoch et al. 2008; Koyro and Eisa
2008). Quinoa’s tolerance to high salinity at the primary
stages of seed germination is based upon alterations in
the levels of primary metabolites and enzyme activity
(Gonzdalez and Prado 1992; Adolf et al. 2013). Most of
the studies on the effect of salinity on seed germination
of halophytes have, however, been conducted using NaCl
solutions. Such investigations may not provide informa-
tion on germination under field conditions, because
soils contain different salts, which may collectively influ-
ence germination in different ways from their individual
effects (Ungar 1996). Sea salt mimics the composition
of saline soil solutions and can be used to study the syn-
ergistic effect of different salts on seed germination (Liu
et al. 2006). Therefore, the work presented here was car-
ried out to examine the effects of SW and its component
salts on seed germination, seedling emergence and the
antioxidative pathway of quinoa cv. Titicaca, as well as
the relative importance of two components (ionic and
osmotic) of salinity stress.

Quinoa cultivars have been shown to differ in salt toler-
ance (Bonales-Alatorre et al. 2013). In general, varieties
originating from salt-affected areas are adapted to saline
conditions and hence are less affected by salinity (Adolf
et al. 2012; Shabala et al. 2013) than those from non-saline
areas. In this study, we used the Danish-bred quinoa cv.
Titicaca (Jacobsen et al. 2010; Adolf et al. 2012) to verify
the salinity tolerance of a variety well adapted to European
climatic conditions. Quinoa production may be a viable
option for farmers interested in a high-value crop with
regional production and local markets in Mediterranean
countries where saline water and soil salinity are major
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risks for the future of agricultural development. Here fresh
water resources are limited, while food requirements and
pressure from climate change are still growing. The use of
saline water resources may constitute a remedy for the
current water scarcity. For these reasons, quinoa offers
the possibility of an alternative, promising, cash crop to
be cultivated in arid and semiarid environments that are
prohibitive for other species and so may be able to utilize
saline soils in a sustainable and productive way.

Methods

Plant material

Mature seeds of the Danish-bred quinoa (Chenopodium
quinoa cv. Titicaca) (provided by Department of Plant
Environmental Science, University of Copenhagen)
were stored at 5°C until the start of experiments.
Two different experiments were carried out in a growth
chamber (Green line WRS 96-85, KW, Scientific Equip-
ment, Italy) (temperature of 25 4+ 1 °C in the dark with
a relative humidity of 70 %) to characterize the re-
sponses of quinoa to salt stress. Seed germination and
biochemical responses were studied in the first experi-
ment, while morphological, physiological and biochem-
ical responses of seedlings were studied in the second
experiment.

Experiment 1: seed germination

Germination conditions and experimental design. Seeds
were surface-sterilized for 20 min in 20 % (v/v) sodium
hypochlorite, rinsed and soaked for 1h in distilled
water. The sterilization procedure is required to eliminate
saponine from seeds and to avoid contamination by
microorganisms during the germination process. The
entire sterilization procedure, including soaking, took 1 h
and did not affect the germination process (Ruiz-Carrasco
et al. 2011; Burrieza et al. 2012). For the germination
tests, five 50-seed replicates were used with either Medi-
terranean SW collected from the Tirreno sea (Calabria
Southern Italy) with a salinity of 38 % (Cotruvo 2005) or
solutions of NaCl, CaCl,, KCl or MgCl, at the concentration
in which they were in the SW and at various dilutions. In
the experiment, five different concentrations of NaCl (0,
100, 200, 300 and 400 mM); KCI (0, 2.54, 5.08, 7.62 and
10.2 mM); CaCl; (0, 2.54, 5.08, 7.62 and 10.2 mM) and
MgCl, (0, 13.4, 26.7, 40.1 and 53.5 mM) were used to
test whether the various ions differently affected germin-
ation indexes and to verify possible antagonistic or syner-
gic ion effects on seed germination. Seeds were placed on
filter paper in 9 cm diameter Petri dishes containing 3 mL
of each solution. The Petri dishes were hermetically
sealed with Parafilm to prevent evaporation and kept in

the growth chamber at a temperature of 25 +1°C in
the dark with a relative humidity of 70 %. Seeds were con-
sidered germinated when the radicle had extended at
least 2 mm.

Germination indexes. The number of seeds germinated
was recorded daily for up to 7 days. From these germin-
ation counts, several germination attributes were calcu-
lated to characterize the salt tolerance, including
germination percentage (%) at 1 and 7 days, coefficient
of velocity of germination (CVG) (Kader and Jutzi 2004),
germination rate index (GRI) (Kader 2005) and mean ger-
mination time (MGT) (Kader 2005), as follows:

CVG (% day™) = YN/ Y (N;T)) x 100,
GRI (% day™) = > Ni/}.
MGT(days) = > (N;Ty)/ >_N;

where N is the number of seeds germinated on day i, and
T;is the number of days from sowing. The CVG gives anin-
dication of the rapidity of germination: it increases when
the number of germinated seeds increases and the time
required for germination decreases. The GRI reflects the
percentage of germination on each day of the germin-
ation period. Higher GRI values indicate higher and faster
germination. The lower the MGT, the faster a population
of seeds has germinated.

Determination of ionic and osmotic effect. According to
Munns et al. (1995), the decrease in germination under
saline conditions is the consequence of the combined
effect of osmotic (OE) and ionic (IE) factors; consequently,
the total effect (TE) of salinity on germination can be
defined as

TE=OE +IE

To resolve this equation, the osmotic components (OE)
were determined by germinating seeds in distilled water
(zero osmolality) and in solutions of polyethylene glycol
(PEG 8000) with an osmolality equivalent to the concentra-
tions of the various salts that reduced germination by 50 %
(LDsomax)- Consequently, OE corresponds to the difference
between the germination values obtained in pure water
(GH,0) and those obtained in the isotonic solutions (GOs).

OE = GH,0 — GOs

A cryoscopic osmometer (OSMOMAT 030 GONOTEC) was
used in order to determine the osmolality of each PEG
and saline solution. The TE of salinity was obtained by
means of the difference between the germination values
under non-saline conditions with water (GH,0) and ger-
mination obtained with the LDsomqx Saline concentrations.
This germination is termed GLDsomax, thus TE was
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determined through:

TE = GHzo — GLD50max

Based on the values of TE and OE, the ionic effect (IE) was
calculated as

IE=TE-OE

Determination of enzyme activities. Seeds (0.5 g) that had
been soaked for 3 days in the test solutions were ground
using a chilled mortar and pestle and homogenized in
0.1 M phosphate buffer solution (pH 7.0) containing
100 mg soluble polyvinylpolypyrrolidone and 0.1 mM
ethylenediamine tetra acetic acid (EDTA). The homogen-
ate was filtered through two layers of muslin cloth and
centrifuged at 15 000 g for 15 min at 4 °C. The resulting
supernatant was used to evaluate the activity of catalase
(CAT, EC 1.11.1.6), peroxidase (POX, EC 1.11.1.7), ascor-
bate peroxidase (APX, EC 1.11.1.11) and superoxide dis-
mutase (SOD EC 1.15.1.1). All enzyme activities were
measured at 25 °C by a UV-visible light spectrophotom-
eter (UV-1800 CE, Shimadzu, Japan).

Catalase activity was determined by monitoring the
disappearance of H,0; at 240 nm, calculated using its ex-
tinction coefficient (¢) = 0.036 mM~! cm ™. The reaction
mixture contained 1 mL of potassium phosphate buffer
(50 mM, pH 7.0), 40 pL of enzyme extract and 5 pL of
H,0, (Beaumont et al. 1990).

Ascorbate peroxidase activity was assayed according
to Nakano and Asada (1981). The reaction mixture
(1.5 mL) contained 50 mM phosphate buffer (pH 6.0),
0.1 uM EDTA, 0.5 mM ascorbate, 1.0 mM H,0, and 50 plL
enzyme extract. The reaction was started by the addition
of H,0, and ascorbate oxidation measured at 290 nm for
1 min. Enzyme activity was quantified using the molar
extinction coefficient for ascorbate (2.8 mM~1cm™1).

Peroxidase activity was measured on the basis of
determination of guaiacol oxidation at 436 nm for 90 s
(Panda et al. 2003). The reaction mixture contained
1 mL of potassium phosphate buffer (0.1 M, pH 7.0),
20 pL of guaiacol, 40 pL of enzyme extract and 15 pl of
H,0,. Peroxidase activity was quantified by the amount
of tetraguaiacol formed using its extinction coefficient
(e)=255mM tem L

Superoxide dismutase activity was estimated by re-
cording the decrease in the absorbance of superoxide
nitro-blue tetrazolium complex by the enzyme (Gupta
et al. 1993). The reaction mixture (3 mL) contained
0.1 mL of 200 MM methionine, 01 mL of 2.25mM
nitro-blue tetrazolium, 0.1 mL of 3 mM EDTA, 1.5 mL of
100 mM potassium phosphate buffer, 1 mL of distilled
water and 0.05 mL of enzyme extract. The assay was per-
formed in duplicate for each sample. Two tubes without

enzyme extract were used as a background control. The
reaction was started by adding 0.1 mL of riboflavin
(60 wM) and placing the tubes below a light source of
two 15 W florescent lamps for 15 min. The reaction was
stopped by switching off the light and covering the
tubes with black cloth. Tubes without enzyme developed
maximum colour. A non-irradiated complete reaction
mixture which did not develop colour served as the
blank. Absorbance was recorded at 560 nm and one
unit of enzyme activity was taken as the quantity of en-
zyme which reduced the absorbance of samples to
50 % in comparison with tubes lacking enzymes.

For CAT, APX, SOD and POX activities, the results were
expressed as enzyme units (U) per mg fresh weight.
One unit of enzyme was defined as the amount of en-
zyme necessary to decompose 1 pmol of substrate per
min at 25 °C.

Determination of total antioxidant capacity. Seeds (trea-
ted with different salt solutions for 3 days) were homoge-
nized in a chilled mortar with distilled water at a ratio of
1:4 (seeds/water; w/v) and centrifuged at 14 000 g for
30 min. All steps were performed at 4 °C. The superna-
tants were filtered through two layers of muslin cloth
and were used to determine the total antioxidant cap-
acity by the spectrophotometric method of Prieto et al.
(1999). Aqueous extracts of the seeds were mixed in Ep-
pendorf tubes with 1 mL of reagent solution (0.6 M H,SO,,
28 mM sodium phosphate, 4 mM ammonium molybdate
mixture). The tubes were incubated for 90 min at 95 °C,
then cooled to room temperature, and the absorbance
read at 695 nm against a blank (mixture without seed ex-
tract). The assay was conducted in triplicate and the total
antioxidant activity expressed as the absorbance of the
sample at 695 nm. The higher the absorbance value,
the higher the antioxidant activity (Prasad et al. 2009).

Determination of total phenolic content. Total phenolic
content was determined with the Folin-Ciocalteu re-
agent according to a modified procedure described by
Singleton and Rossi (1965). Briefly, 0.50 mL of the aque-
ous extract of the seeds was reacted with 2.5 mL of
Folin-Ciocalteu reagent (1:10 diluted with distilled
water) for 4 min, and then 2 mL of saturated sodium car-
bonate solution (~75 g/L) was added to the reaction mix-
ture. The absorbance readings were taken at 760 nm
after incubation at room temperature for 2 h. Tannic
acid was used as a reference standard, and the results
were expressed as milligram tannic acid equivalent (mg
TAET/g fresh weight).
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Experiment 2: morphological, physiological

and biochemical responses of seedlings

Plantlet growth in pots. Seeds were germinated in Petri
dishes. After 3 days from the beginning of germination,
germinated seeds were grown for 21 days in plastic
pots (10 cm diameter x 7 cm height), in a growth cham-
ber (Green line WRS 96-85, KW apparecchi scientifici,
Italy), under white light (80 W m~2, Osram HQI halogen
vapor W lamp, PAR 1055 pmolm 2s—1) in a 16/8-h
photoperiod, 70 % relative humidity and at 21 °C. All
pots were filled with Perlite that had been equilibrated,
before transplanting the germinated seeds, with one of
the different salts or SW solutions at the desired concen-
tration. All reagents used were of the highest analytical
grade and were purchased from Sigma Chemical Co.
(St. Louis, MO, USA). All pots were watered with a one-
fourth strength Murashige and Skoog medium (MS,,,) con-
taining macro and micronutrients at pH 5.8: the pots were
weighed daily, and watered when their weight decreased
by 30 % (corresponding to water that was lost by evapo-
transpiration). The control pots were watered with MS,,
alone. Leaf and root length were evaluated 21 days
after the beginning of the stress, using six plants for
each treatment.

Measurement of enzyme activities. After 21 days in pots
under different salinity treatments, plantlet material was
ground with a mortar and pestle in 100 mM HEPES-NaOH
(pH 7.5), 5 mM MgCl, and 1 mM dithiothreitol . The ratio of
plant material to buffer was 1: 3. The extract was filtered
through two layers of muslin and clarified by centrifuga-
tion at 15 000 g for 15 min. The supernatant was used
for CAT, APX, POX, SOD analyses and total antioxidant
capacity as described above. All steps were performed
at 4 °C.

Cations (Na*, K*, Ca®* Mg?* and NHZ) and anions (Cl~
and SO2~) were determined in the water extracts of trea-
ted seedlings by ion chromatography (DIONEX ICS-1100).

Measurement of root morphology. Seedlings were har-
vested and root weight was recorded. Roots were scan-
ned using an Epson Expression/STD 1600 scanner and
personal computer with Intel Pentium III/500 CPU, 128
MB RAM, optimized for root analyses by Regent Instru-
ment, Inc., and their length was analysed using the
WinRHIZO image analysis system (Regent Instruments,
Quebec, Canada). When scanning, each root sample
was placed in a rectangular glass dish (300 x 200 mm)
with ~4-5 mm of water to untangle the roots and min-
imize root overlap. Three replicated roots were analysed
for each treatment.

Statistical analysis

All data were analysed by one-way analysis of variance
(ANOVA) with the salt concentration as the grouping fac-
tor. Separate ANOVAs were performed for each of four salt
types and concentrations: NaCl (0, 100, 200, 300,
400 mM); KCl (0, 2.54, 5.08, 7.62, 10.16 mM); CaCl, (0,
2.54,5.08, 7.62, 10.16 mM) and MgCl, (0, 13.36, 26.72,
40.09, 53.46 mM). The response variables for these
ANOVAs were: seed germination, seedling growth, en-
zyme activities, ion contents and root morphology.
Since salt concentration had five levels, on all significant
ANOVAs we performed Tukey’s multiple comparison tests
to compare all pairs of means. The germination percent-
age data were previously subjected to arcsine transform-
ation but are reported in tables as untransformed values.
All data collected were statistically analysed using SYSTAT
8.0 software (SPSS Inc.).

Results

Experiment 1: Germination under saline conditions

In water, all (100 %) seeds germinated (Table 1). At the
lower concentrations, individual salts (NaCl, CaCl,, KCl
and MgCl,) did not have any significant effects on the ger-
mination percentage of quinoa seeds. Conversely, dilute
SW significantly lowered germination (Table 1). With in-
creasing salt concentration, the germination percentage
decreased, irrespective of the treatment, except for
MgCl,. The strongest reduction of germination was ob-
served in the presence of 75 and 100 % SW in comparison
to the other salts. The inhibition of different salt solutions
on seed germination was in the order of SW > NaCl >
KCl > CaCl, > MgCl; (Table 1). There were no significant
differences among the treatments in germination rapid-
ity (CVG), except in the SW (Table 1: with increasing SW
concentration, the CVG decreased, with a reduction of
53 % at 75 % SW). The GRI, reflecting the percentage of
germination on each day of the germination period, de-
creased under NaCl and SW. The strongest decrease
was observed in SW. No significant differences were ob-
served among NaCl, CaCl,, KCl and MgCl, and the control,
in terms of MGT (MGT, Table 1). Conversely, with increasing
SW percentage, the MGT increased, reaching values 10
times greater than the control and of the other treat-
ments. The strong significant inverse relationship be-
tween SW concentrations and germination indexes
confirmed the detrimental effects of the SW on seed
germination (Table 1).

Separation of ionic and osmotic components. Calculating
the relative importance of the osmotic and ionic compo-
nent stresses showed that the two stressful factors made
a different contribution to the deterioration of
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Table 1. Germination indices: total germination; CVG, GRI and MGT determined for quinoa seeds after 7 days of germination in the presence of
NacCl, CaCl,, KCl, MgCl, and SW at different concentrations. Data are expressed as percentage in respect to control. Data are the means of five

replicates. ***P < 0.001; **P < 0.01: *P < 0.05.

Total germination (%)

Control 100
NaCl 100 mM 100
NacCl 200 mM 100
NaCl 300 mM 95
NacCl 400 mM 80**
KCl 2.54 mM 96
KCl 5.08 mM 95
KCl 7.62 mM 93*
KCl 10.16 mM 86*
MgCl, 13.36 mM 100
MgCl, 26.73 mM 100
MgCl, 40.00 mM 100
MgCl, 53.46 mM 100
CaCl, 2.54 mM 98
CaCl, 5.08 mM 95
CaCl, 7.62 mM 93*
CaCl, 10.16 mM 93+
SwW 25% 85*
SwW 50 % 65***
SwW 75 % 10%**
SwW 100 % 0

CVG (%) GRI (%) MGT (days)
268 ........................ 26737 ..........
26.2 26.4 3.8
27.0 28.4 3.7
26.0 24.7* 3.8
26.7 22.2* 3.7
26.8 26.7 3.8
26.8 26.7 3.8
26.5 253 3.8
26.9 23.9* 3.7
26.1 26.1 3.7
26.9 283 3.7
26.3 26.6 3.7
27.0 29.1* 3.6
26.6 26.8 3.8
26.4 25.4 3.8
26.4 24.9 3.8
27.0 26.8 3.7
25.8* 21.4** 3.9
19.6** 6.6*** 5.1*
14.3** 0.28*** 35%**
nd nd nd

Table 2. Influence of osmotic and ionic factors on seed germination
of Titicaca quinoa seeds in the presence of NaCl, KCl, MgCl,, CaCl,
and SW at LDspmax concentration. *Different letters in the same
column denote significant differences among treatments (P < 0.05).
The values correspond to the average of five replicates.

Treatments OE TE (OE + IE) IE IE/OE IE/TE

(%)
R P
KCl 29° 52 23 0.79¢ 44
MgCl, 27° 54 27°  1.0° 50°
CaCl, 339 58 25°  0.76° 43¢
sw 20 60 400 2.0° 67°

germination depending on the salts used. In the presence
of MgCl,, the two stressful factors (ionic and osmotic) had
a proportional effect on the reduction of seed germin-
ation as shown by the value of the IE/OE ratio (1.0,
Table 2). Regarding NaCl, the osmotic effect prevailed

(IE/OE ratio = 0.53). In CaCl, and KCl, at LDsg concentra-
tions, seed germination decreased, mainly due to osmotic
factors, as suggested by the IE/OE ratios that were always
<1.0 and by IE values that were under 50 (Table 2). Sea-
water (the most toxic) affected seed germination mainly
through its IE as evidenced by the IE/OE ratio >1.0
(Table 2).

Enzyme activities, phenols and antioxidants. With in-
creasing salt concentrations, POX activity decreased,
with respect to the control in the presence of NaCl,
CaCl, and SW. Conversely, an increase in POX activity
was observed with MgCl, and particularly KCl (Fig. 1A). As-
corbate peroxidase, CAT and SOD activities were always
lower in control seeds compared with treated seeds; the
highest concentrations of KCl and SW increased APX ac-
tivity five and four times, respectively, compared with
control. In NaCl and MgCl,, APX activity was higher at
the lower, than at the higher, concentrations, and it
was unaffected by CaCl, treatment (Fig. 1B). Catalase
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0.8

Kel POX

0.6 4

0.4 4

pmol guaiacol/ g FW

0.2 1

0.0 -

2.0 4

umol Asc/ g FW
i

significant differences among the treatments (P < 0.05).

activity increased with increasing concentration of CaCl,
and SW. In contrast, in the presence of KCl and MgCl,, CAT
activity decreased when the concentration increased
(Fig. 1C). Superoxide dismutase activity decreased as
the concentrations of NaCl and CaCl, increased. Con-
versely, in the presence of increasing concentrations of
KCl, MgCl, and SW, SOD activity increased, but to different
extents. The highest values of SOD were observed in the
presence of SW and KCl (Fig. 1D).

The amount of total phenols and the total antioxidant
capacity of seeds varied with the salt used. Total phenols
increased in seeds treated with NaCl and SW, but the
greatest increase was observed in the presence of SW
(Table 3). Increasing the concentrations of KCl and
MgCl;, decreased total phenols; no significant differences
were instead observed with increasing the concentration
of CaCl, with respect to control and the other treatments.
Total antioxidant capacity increased in all treated seeds

0.25
CAT -
0.20 4
=
w015
=0
2
T
T 0104
£
0.05
0.00 <
D 30

compared with control. The highest antioxidant capacity
was detected in the presence of SW (Table 3).

Ion contents. In seeds 3 days after sowing, the total
quantity of ions increased with increasing concentration
of NaCl. A similar response was observed in the presence
of SW, the only exception being at the higher concentra-
tions (mainly ungerminated seeds) (Fig. 2). In the pres-
ence of KCl and CaCl,, the total ionic concentration
gradually decreased with increasing concentrations of
salts due to the increased number of non-germinated
seeds (Fig. 2). On increasing MgCl, concentrations, the re-
duction in total ion concentration compared with control
is likely due to the greater seed dry weight observed
(+20 %). The ratio of cations/anions was unchanged in
CaCl, and MgCl, and in NaCl up to a concentration of
400 mM. Increasing the concentration of KCl caused
an increase in cations and a concomitant decrease in
anion percentage (Fig. 2). Seawater, at the lowest con-
centrations (25 and 50 %), increased the total ions,
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Table 3. Total antioxidant activity and total phenol content in quinoa seeds 3 days after sowing with different salt treatments: A = control;
B =100 mM NaCl, 2.54 mM KCl, 2.54 mM CaCl,, 13.38 mM MqCl,, 25 % SW; C = 200 mM NaCl, 5.08 mM KCl, 5.08 mM CaCl,, 26.76 mM MgCl,,
50 % SW; D =300 mM NaCl, 7.62 mM KCl, 7.62 mM CaCly, 40.1 mM MgCly, 75 % SW; E = 400 mM NaCl, 10.16 mM KCl, 10.16 mM CaCl,, 53.52 mM
MgCl,, 100 % SW. *Different letters in the same column denote significant differences among treatments (P < 0.05). Mean + SE (n = 4-5).

Total antioxidant activity (nmol a-tocopherol/g FW)

A 0.65 + 0.02¢ 0.65 + 0.02°
B 3.15 + 0.02° 3.06 + 0.04°
C 2.98 +0.02° 2.91 + 0.09°
D 3.06 + 0.04° 2.89 +0.1°
E 2.44 +0.05° 2.94 + 0.05°
Total phenols (mg TAET/g DW)
A 209 + 10° 209 + 10°
B 285 + 10° 200 + 15°
C 307 + 8° 180 + 10°
D 370 + 12° 181 + 12°
E 347 +9° 180 + 13°

CaCl, MgCl, SW

0.65 + 0.02° 0.65 + 0.02¢ 0.65 + 0.02¢
1.91 + 0.10° 1.95 + 0.10° 2.24 + 0.08°
2.62 +0.03° 2.69 + 0.02° 413 + 0.15°
2.50 + 0.02° 2.52 +0.08° 3.24 +0.03°
2.51 + 0.03° 2.75 + 0.10° 3.17 +£ 0.02°
209 + 10° 209 + 10° 209 + 10°
198 + 10° 167 + 8° 555 + 25°
223 +20° 169 + 5° 521 + 10°
223 4+ 18° 171 + 10° 625 + 20°
224 + 22° 163 + 6° 568 + 10°

lowering the amount of cations (33 %) with respect to the
anions. Conversely, at the highest concentrations (75 and
100 %), SW decreased the number of germinated seeds
and consequently the quantity of total ions but did not af-
fect the cation-anion ratio (Fig. 2).

The ratio of Na* to cations and of Cl™ to anions chan-
ged significantly depending on the salts used (Table 4).
The ratio of Na*/cations increased significantly in com-
parison to the control with increasing the concentration
of NaCl and SW. No differences were observed in the
presence of MgCl,, while with CaCl; a slight decline was
observed with respect to the control. The greatest signifi-
cant decrease in Na*/cations ratio (ranging from 30 to
22 %) was observed in seeds under KCl treatment.
For the Cl™ /anions ratio, the lowest values were observed
in the presence of KCl and the highest with NaCl. Increas-
ing the concentration of SW and NaCl, increased the
Na*/Cl™ ratio with respect to the control, while this ratio
decreased in the presence of other salts when their con-
centrations increased (Table 4). The greatest decrease
in K*/CL™ ratio was observed in the presence of NaCl
with a reduction ranging from 49 to 87 %. Mg?*/Cl™ and
NHZ/Cl™ ratios decreased with respect to the control,
mainly with increasing salt concentrations (Table 4). The
Ca®*/Cl™ ratio decreased in each treatment except
for CaCl, and KCl. The PO3/Cl™ ratio was significantly
reduced compared with control in the presence of SW,
NaCl and MgCl, (Table 4). The highest SO27/Cl™ ratios
were observed in the presence of SW and the lowest
under NaCl treatment.

Experiment 2: morphological, physiological and
biochemical responses of seedlings

Growth parameters. Seawater and NaCl, at the highest
concentrations, affected the dry weights of the whole
seedlings, as shown by the highest fresh weight/dry weight
(FW/DW) ratio (Table 5), and additionally they reduced the
root mass ratio (RMR). These findings suggest that the
reduction of root mass may be the cause of the decrease
in the total dry matter of the seedlings (Table 5). Investigat-
ing the root morphology showed that the total root length
in all treatments was the most affected root parameter, as
shown by F-ratios (Table 6). The plants irrigated with SW
(50 %) had root lengths, surface areas and root volumes
significantly lower than control (Table 6).

Root parameters. Root length to mass ratio (SRL) and root
fineness (RF), under SW, were not different from control
while the ratio of root mass to volume (RTD) was lower.
In seedlings irrigated with 400 mM NaCl, a higher SRL
value indicated longer roots per unit root mass, while
RTD and RF ratios were significantly reduced (Table 7),
suggesting a decrease in root length and dry weight of
seedlings treated with NaCl (200 mM) or MgCl, (26,
76 mM). Root morphology parameters were significantly
changed by CaCl, and KCl compared with control but to
different extents, depending on salt type (Table 7). NaCl,
MgCl; and CaCl,, at lower concentrations, significantly in-
creased RTD and RF ratios. No differences were observed
when CaCl, and NaCl concentrations increased (Table 7).
KCl, at all concentrations, significantly increased RTD and
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Figure 2. Total ion content, cation and anion percentages in seeds of quinoa after 3 days of different salt treatments. Mean + SE (n = 4-5).
Different letters denote significant differences among the treatments (P < 0.05).

RF ratios, inducing a root system with thinner roots in
comparison with control.

Ion contents. In 21-day-old seedlings, total percentage of
ions increased in the presence of NaCl, SW and KCl at all
concentrations (Fig. 3) and at the highest concentrations
of CaCl, and MgCl,. Total cations (Fig. 3) decreased in the

presence of NaCl at all concentrations and at the highest
concentrations of SW, MgCl, and CaCl,, with a concomi-
tant increase in anion percentages (Fig. 3). No significant
differences, in comparison to control, were observed in
the presence of KCL.
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Table 4. Cation and anion content against chloride, in seeds of quinoa treated with different salts, expressed as percentages. *Different letters in
the same column denote significant differences among treatments (P < 0.05). Mean + SE (n = 4-5).

Treatments Na*/cations Cl™/anions Na*/CI= PO3}~/CI” SOZ7/CL™  K*/Cl™  NHZ/Clm  Mg?*/Cl” Ca®*/Clm
o B P E ORI i L g o S
NaCl 100 mM 41° 49¢ 63° 102¢ 1.8¢ 514 23¢ 15¢ 3.2¢
NaCl  400mM  72° 64° 76° 0¢ 13¢ 5.8° 10¢ 1.9¢
MgCl, 13.38mM  5.0¢ 33d 16° 202¢ 6.5 185°¢ 340 53¢ 19°
MgCl, 53.52mM  5.0° 63° 6.1 0¢ 534 9.6¢ 44° 6.8°
CaCl, 2.54mM 6.0¢ 16° 304 530° 15° 345° 45° 55¢ 14¢
CaCl, 10.16mM 43¢ 374 11¢ 170¢ 0.82¢ 130° 154 43° 439

KCl 2.54 mM 3.54 13¢ 244 500° 100° 4859 7.4° 62° 29°

KCl 1016 mM  3.2¢ 45¢ 18¢ 120¢ 2.6 273° 7.3¢ 29¢ 45°

SW 25% 37¢ 35d 51¢ 128° 514 134 144 9.3¢
SwW 100 % 55P 57° 63° 19° 364 of 13¢ 3.2¢

Table 5. Total FW/DW ratio, LMR (leaf mass ratio = leaf dry weight/plant dry weight) and RMR (root mass ratio = root dry weight/plant dry
weight) of quinoa seedlings after 21 days under different salt treatments. Different letters in the same column denote significant differences

among treatments (P < 0.05). Mean + SE (n = 4-5).

FW/DW (g plant™?)

Control 9.7 +0.2°
SW 50 % 11.8 + 0.2°
KCl 5.08 mM 83+0.7°
KCl 10.16 mM 8.5 + 0.4°
CaCl, 5.08 mM 9.0 + 0.5°
CaCl, 10.16 mM 8.8 +0.3°
NaCl 200 mM 9.8 +0.2°
NaCl 400 mM 10.8 + 0.2°
MgCl, 26.76 mM 9.2+0.3°
MgCl, 53.52mM 9.5 + 0.5°

LMR (g plant™?) RMR (g plant™?)

0.81 +0.02° 0.19 + 0.01°
0.89 + 0.01° 0.11 +0.02°
0.83 + 0.02° 0.17 + 0.01°
0.84 + 0.02° 0.16 + 0.01°
0.82 +0.03° 0.18 + 0.02°
0.83 +0.01° 0.17 + 0.01°
0.82 + 0.02° 0.18 + 0.02°
0.90 +0.02 ¢ 0.10 + 0.01°
0.78 + 0.02° 0.22 4+ 0.03°
0.82 +0.01° 0.18 + 0.02°

Different salts caused a different distribution of cations
and anions between root and shoot (Fig. 4). More cations
were accumulated in shoots than in roots, decreasing in
shoots when NaCl and MgCl, concentrations increased,
while roots accumulated more anions than cations. The
highest accumulation of anions was observed with
CaCl, and KClI but with a different trend. In CaCl,, the an-
ions increased in a concentration-dependent manner; in
contrast increasing KCl concentrations lowered the anion
percentage (Fig. 4). NaCl and MgCl, increased the cation
concentration in roots as their external concentrations in-
creased (Fig. 4).

The ratios of Na*/total cations and of Cl~/anions chan-
ged significantly depending on the salts used (Table 8).

The Na™/cations ratio increased in comparison to the con-
trol with increasing the concentration of NaCl and SW. In
contrast, Na*/cations ratio decreased with increasing the
concentration of KCl, MgCl, and CaCl,. Cl™/anions ratios
increased in the different salts at all concentrations, the
highest value being observed with NaCl treatment. In-
creasing the concentration of SW and NaCl increased
the Na™/Cl™ ratio, while it was lowered in the other salts
as their concentration increased. The K*/Cl™ ratio de-
creased in the presence of all salts except for KCl, the
greatest decrease being observed in NaCl. The Mg®*/Cl~
ratio decreased with increasing concentrations of salts,
other than for MgCl,. A similar situation was seen for
the Ca®?*/Cl™ ratio, which decreased in each treatment
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Table 6. Analysis of variance of the effect of different salt
treatments on root morphology parameters of quinoa seedlings 21
days old. ***P < 0.001; **P < 0.01; *P < 0.05.

Treatment  Total root Surface Volume
length area
SW230920***20082***13225***Frat|o

0.99 0.99 0.98 R

KCl 56.11*** 2.98 8.22* F-ratio
0.97 0.71 0.86 R

CaCl, 49,18** 27.73* 8.33* F-ratio
0.97 0.95 0.86 R

MgCl, 95.77*** 21.25** 11.27**  F-ratio
0.98 0.94 0.89 R

NaCl 42.67** 3.94 7.00* F-ratio
0.97 0.75 0.84 R

Table 7. Specific root length (SRL = root length/root DW), root tissue
density (RTD =root DW/root volume), root fineness (RF = root
length/root volume) of quinoa seedlings after 21 days of different
salt treatments. ***P < 0.001; **P < 0.01; *P < 0.05.

SRL RTD RF
(cm/mg DW)  (mg DW/cm?)  (cm/cm?)
o S PEREES T
SwW 50 % 21 23.1* 613
SwW 100 % - - -
KCl 5.08 mM 19.3 35% 675*
KCl 10.16 mM 21 31.3* 690**
CaCl, 5.08 mM 18.6 31.2* 687*
CaCl, 1016 mM 20.0 27.5 520.9*
MgCl, 26.76 mM 16.8 33.4* 636*
MgCl, 53.52mM 20 29.0 601
NaCl 200 mM 18.35 36.6* 659*
NaCl 400 mM 24* 19.6** 522*

except for CaCl,. The NHZ/Cl™ ratio decreased in all situa-
tions as did SO?~/Cl™ ratios, where the highest values
were detected in SW (Table 8).

Enzyme activities, phenols and antioxidants. The activity
of the antioxidant enzymes depended on the salt and on
the concentrations used (Fig. 5). Ascorbate peroxidase ac-
tivity significantly decreased in the presence of MgCl, and
KCl. In contrast, it increased in CaCl,-, SW- and NaCl-
treated seedlings compared with control. POX activity in-
creased in all treatments except for MgCl, and KCl. The
most significant increase in catalase activity was in
NaCl and SW. The same trend was observed for the SOD

SW
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Figure 3. Total ion content, cation and anion percentages in quinoa
seedlings after 21 days of different salt treatments. Mean + SE
(n = 4-5). Different letters denote significant differences among
the treatments (P < 0.05).

activity, with the highest values seen in the presence of
SW and NaCl.

A significant increase in total phenols was observed in
seedlings grown with NaCl and SW (Table 9). The SW was
the most damaging agent, causing a 2-fold increase in
the concentration of phenols. The total antioxidant cap-
acity was doubled by NaCl and tripled by SW in respect to
the control (Table 9).
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Discussion

In the Mediterranean region, besides water scarcity or
high coastal soil salinity, it is mainly where saline water
is used for irrigation that adverse effects are seen on
crops, delaying or preventing germination and seedling
growth (Hegarty 1978; Almodares et al. 2007). Utilization
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seedlings after 21 days of different salt treatments.

of halophytes as crops would help in highly salinized
zones, where only poor quality water, unsuitable for
most agriculture, is available (Rozema and Flowers 2008).

In this context, quinoa a facultative halophyte with ex-
ceptional nutritional quality could be useful to recover
salinized land and to increase the poor agricultural econ-
omy of semiarid regions of the Mediterranean area. Our
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Table 8. Cation and anion content against chloride, in seedlings of quinoa treated with different salts, expressed as percentages. *Different
letters in the same column denote significant differences among treatments (P < 0.05). The values correspond to the average of five replicates.

Treatments Na*/cations Cl~/anions S02-/Cl™ K*Icl- NHZ/C1- Mg2*/Cl™ Ca?*/C1- Na*/Cl™
Control 154 - - - - - - -
NacCl 200 mM 55° 83¢ 18° 18¢ 3¢ 154 242 1.99
NaCl 400 mM 65° 87° 15° 11¢ 2.9¢ 5¢ 21¢ 1.29
MgCl, 2673mM  17¢ 414 19° 26 36° 46° 63¢ 62¢
MgCl,  53.46mM  11° 85¢ 18° 214 18° 49° 50¢ 4f
CaCl, 5.08 mM 9¢ 424 16° 37°¢ 549 23¢ 70° 110°
CaCly 10.16 mM 2.6 78° 4.7¢ 13¢ 20° 9¢ 78° 149°
Kcl 5.08 mM 12¢ 13¢ 6.4¢ 345° 144 23¢° 564 274
Kcl 10.16 mM 6° 71¢ 4.0° 654° 5¢ 21° 524 26¢
SW 50 % 43¢ 67¢ 48° 30° 1.9 54° 11f 11¢
1.6
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Figure 5. Effect of different salts on antioxidant enzymatic activities of quinoa seedlings after 21 days of different salt treatments. Mean + SE
(n = 4-5). Different letters denote significant differences among the treatments (P < 0.05).

study focused on germination and seedling growth, be-
cause crop establishment depends on a successful ger-
mination and seedling emergence. Optimal germination

for most halophytes has been reported in non-saline con-
ditions (Khan et al. 2002; Gul et al. 2013), and our data
conform to these findings, showing toxicity of different
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Table 9. Total antioxidant activity and total phenol content in quinoa seedlings after 21 days with different salt treatments: A = 200 mM NaCl,
5.08 mM KCl, 5.08 mM CaCl,, 26.76 mM MgCl,, 50 % SW; B = 400 mM NaCl, 10.16 mM KCl, 10.16 mM CaCl,, 53.52 mM MgCl,, 100 % SW. Different
letters in the same column denote significant differences among treatments (P < 0.05). Mean + SE (n = 4-5).

Total antioxidant activity (mmol a-tocopherol/g FW)

Control 2.07 + 0.03¢ 2.07 + 0.03°

A 435 + 0.05° 1.76 + 0.02°

B 6.01 + 0.06° 1.56 + 0.02¢
Total phenols (mg TAET/g DW)

Control 272 + 40° 272 + 40°

A 635 + 20° 322 +30°

B 840 + 30° 312 + 109

CaCl, MgCl, swW

2.07 + 0.03¢ 2.07 + 0.03¢ 2.07 + 0.03°
2.06 + 0.02° 2.16 + 0.07° 6.20 + 0.03°
1.82 + 0.04° 1.58 + 0.04° -

272 + 40° 272 + 40° 272 + 40°
252 + 30° 222 + 30° 1075°

240 + 20° 239 + 20° -

salts. Results provided evidence for the existence of both
ionic and osmotic effects by different treatments on
seeds, depending on the salts used.

Our data clearly demonstrated that SW was the most
detrimental solution affecting seed germination and
seedling emergence of quinoa, mainly through its IE, con-
firming previous work showing that germination of halo-
phytes was inhibited more by SW than different chlorides
of Na, K, Mg (Joshi et al. 1995). There is little information
available on comparative influence of single salts and SW
on seed germination of other halophytes (Joshi et al.
1995; Baskin and Baskin 1998; Houle et al. 2001; Zia
and Khan 2002; Atia et al. 2006; Liu et al. 2006). Some
authors found NaCl more detrimental than SW and others
the opposite (Tirmizi et al. 1993; Zia and Khan 2002; Duan
et al. 2003). Our data showed that the inhibition of differ-
ent salt solutions on seed germination was in the order
of SW > NaCl > KCl > CaCl, > MgCl, with no significant
differences among the treatments in germination rapid-
ity, except for the SW. The greatest negative effects of SW
may be due to ion toxicity on germination, as a conse-
quence of a coincident increase in cations and anions.
Ion toxicity during germination has been previously de-
monstrated by Zehra et al. (2013) for the halophytic
reed Phragmites karka: the inhibitory effect of different
salts was interpreted mainly as an IE.

Although NaCl is the predominant salt in SW, its effects
on seed germination and seedling growth were less det-
rimental than SW itself. The negative effects of SW on
seedling growth may be ascribed to the induced accumu-
lation of SO2~ (7.67 mmol g~ DW, at least five times
more than the other treatments) in leaves and of SOZ~
(0.88 mmol g~ ! DW) and Cl™ (47.97 mmol g~ DW) in
roots. Sulfate is one of the components of sulfur-
containing amino acids (cysteine and methionine) and
many other compounds (e.g. glutathione or ferredoxin),

which play important physiological functions, but when
SOZ™ is present in high concentration, it may affect
plant development and crop yield, becoming injurious to
plants (Lianes et al. 2013). Lianes et al. (2013) previously
showed that when the SOZ ~ is present in the medium, the
capacities for ion compartmentalization and osmotic
adjustment were reduced in the halophyte Prosopis
strombulifera, resulting in water imbalance and symp-
toms of toxicity due to altered carbon metabolism (e.g.
synthesis of sorbitol instead of mannitol, reduced sucrose
production and protein content). This inhibition was par-
tially mitigated when SOZ~ and Cl~ were present together
in the solution, demonstrating a detrimental effect of the
sulphate ion on plant growth (Reginato et al. 2013).
According to Munns (2002), the time scales for the os-
motic and specific ionic component of salinity stress differ
significantly, with the osmotic component dominating
the first several days. Interestingly, however, comparing
seed germination and seedling growth in the different
salts, the results suggest that most probably ion toxicity
is more detrimental to seedlings compared with the
osmotic component of salt stress, as evidenced by the
effect of SW treatment. This high salinity tolerance of qui-
noa, during germination and early seedling growth, may
be explained by the existence of a significant gradient in
the accumulation of potentially toxic (Na and Cl) and
non-toxic essential (K, Mg, Ca, P and S) elements in
seeds and also in the different distribution between
shoot and root in salt-treated seedlings, as already de-
monstrated by Koyro and Eisa (2008). Hence, we suggest
that, once the seed’s ability to exclude toxic Na* from the
developing embryo fails, ion toxicity occurs, and seeds
become unviable. The details of the distributions of ions
between root and shoot showed differences among
treatments; specifically with NaCl in shoot, we observed
a significant accumulation of Na*, and little Cl™. In
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accordance with previous investigations (Eisa et al. 2000),
Na* was shown to be preferentially accumulated in
shoots thereby the plants avoid excessive ion accumula-
tion in the root tissues (Koyro 2000; Ashraf et al. 2006).
Seawater caused an accumulation of Na* and SOZ~
both in roots and in shoots, and an accumulation of Cl™
in roots. Excessive accumulation of ions in halophytes
(salt includers) under high substrate salinities (such a
full strength SW) can lead to toxic effects in plants
(Munns 2005). The cause of injury is probably the salt
load exceeding the ability of cells to compartmentalize
salts in the vacuole. Salts might then build up rapidly in
the cytoplasm inhibiting enzyme activity or alternatively,
they might build up in cell walls, dehydrating the cell.
Considering the high energy cost of de novo synthesis
of organic osmolytes (Raven 1985), we can suppose
that the seedlings tend to use Na* for osmotic adjust-
ment. Hariadi et al. (2011) previously showed in quinoa
that accumulation of Na™ and K* was responsible for
>95 % of cell turgor in old leaves and between 80 and
100 % in young leaves. A further role in the maintenance
of turgor was also attributed to Cl™ accumulated in roots
(James et al. 2006). Our results showed that the Cl™ con-
centration was more than enough to contribute to os-
motic adjustment maintaining root turgor as previously
demonstrated in seedling of Stylosanthes guianensis by
Veraplakorn et al. (2013). Thus, it appears that the better
germination and growth of cv. Titicaca observed in NaCl
with respect to the other salts and SW may be achieved
by the accumulation of inorganic osmolytes, particularly
of Na™ in shoots, and of Cl ™ in roots. The differences in ion
uptake and distribution may be ascribed to properties of
the roots. Roots have a high degree of plasticity, enabling
plants to cope with a wide range of soil constraints (Ho
et al. 2005; Panuccio et al. 2011). Root morphology is a
compromise among costs of resource capture, transport
and efficiency (Malamy 2005). Some morphological mod-
ifications at the individual root level can affect the struc-
tural and physiological characteristics of the entire root
system and this can change water uptake and nutrient
supply by plants. Specific root length, indicating root func-
tionality (Ryser 2006), characterizes the economic as-
pects of a root system, defining the cost-benefit ratio.
Generally, under high salinity the costs per root length
is minimized because of the growth limiting conditions.
SW (50 %) reduced root growth and elongation, suggest-
ing a decrease in photosynthate supply from the shoot. At
the highest NaCl concentration, the greatest SRL ratio
suggests the plants maximized the effectiveness of
roots in water and nutrient uptake (Fitter 1991). At the
lowest concentrations of NaCl, KCl, CaCl, and MgCl,, the
high root tissue density and root fineness ratios indicated
that the seedlings explored a larger soil volume per unit of

root surface area under stress than in its absence. In
short, our data suggest that root morphology modifica-
tions should not be considered as a simple growth reduc-
tion, but rather as an induced reorientation of growth to
avoid stress.

The results of this study clearly indicated that salt tol-
erance in this variety of quinoa is largely conferred by a
delicate balance between osmotic adjustment and ion
accumulation, showing differences in the ion compart-
mentalization between root and shoot. The greater nega-
tive effect of SW compared with NaCl, MgCl, CaCl, and KCl
used separately suggests an additive and/or an inter-
active effect of these salts which cause an accumulation
of ions in excess or leading to ion toxicity.

Conclusions

In conclusion, the present findings allow us to speculate
that quinoa cv. Titicaca is a NaCl-tolerant cultivar of qui-
noa. Osmotic adjustment to NaCl salinity is largely con-
ferred by inorganic ions, especially Na*, the main
osmoregulatory material in the seedlings. The high SRL
contributed to a high relative NaCl salinity tolerance in
Titicaca, maintaining water and nutrient uptake. Higher
SW toxicity may have been caused by SO2~ accumulation
in seedlings that affected Titicaca germination and
growth more than Cl™. Even if salinity reduced the prod-
uctivity in terms of biomass, there was an increase in the
antioxidant compounds, important health-protecting
factors in food. On the basis of salt soil classifications cur-
rently used in all countries of the world, our results sug-
gest that saline-sodic soils may be suitable for the
cultivation of quinoa.

Sources of Funding

The research in the Mediterranea University laboratory
and travelling was funded by Fattoria della Piana Com-
pany and by COST (STSM FA0901).

Contributions by the Authors

S.S.A. participated in the experiments, M.R.P. and A.M. did
the experiments, analysed the data and wrote the manu-
script, S.E.J. participated in the writing of the manuscript,
acquired the funds for S.S.A. through the COST action
‘Putting Halophytes to Work’, and provided quinoa seed
material for the study.

Conflicts of Interest Statement

None declared.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2014

15



16

Panuccio et al. — Traits of salt tolerance in quinoa early stage

Acknowledgements

The authors thank Carmelo Mallamaci for technical as-
sistance and for taking care of the plants.

Literature Cited

Abugoch L, Romero N, Tapia C, Silva J, Rivera M. 2008. Study of some
physicochemical and functional properties of quinoa (Chenopo-
dium quinoa Willd.) protein isolates. Journal of Agricultural and
Food Chemistry 56:4745-4750.

Adolf VI, Shabala S, Andersen MN, Razzaghi F, Jacobsen S-E. 2012.
Varietal differences of quinoa’s tolerance to saline conditions.
Plant and Soil 357:117-129.

Adolf VI, Jacobsen S-E, Shabala S. 2013. Salt tolerance mechanisms
in quinoa (Chenopodium quinoa Willd.). Environmental and
Experimental Botany 92:43-54. http://dx.dx.doi.org/10.1016/
j.envexpbot.2012.07.004.

Almodares A, Hadi MR, Dosti B. 2007. Effects of salt stress on germin-
ation percentage and seedling growth in sweet sorghum culti-
vars. Journal of Biological Sciences 7:1492 -1495.

Ashraf M, Hameed M, Arshad M, Ashraf Y, Akhtar K. 2006. Salt toler-
ance of some potential forage grasses from Cholistan desert of
Pakistan. In: Khan MA, Weber DJ, eds. Ecophysiology of high sal-
inity tolerant plants. Task Vegetation Sci 40. Dordrecht: Springer,
31-54.

Atia A, Hamed KB, Debez A, Abdely C. 2006. Salt and seawater effects
on the germination of Crithmum maritimum. In: Ozturk M,
Waisel Y, Khan MA, Gork G, Verlag B, eds. Biosaline agriculture
and salinity tolerance in plants. Switzerland: Springer, 29-33.

Baskin JM, Baskin CC. 1998. The annual dormancy cycle in buried
weed seeds: a continuum. Biological Science 35:492-498.

Beaumont F, Jouve HM, Gagnon J, Gaillard J, Pelmont J. 1990. Purifi-
cation and properties of a catalase from potato tubers (Solanum
tuberosum). Plant Science 72:19-26.

Bonales-Alatorre E, Pottosin I, Shabala L, Chen Z-H, Zeng F,
Jacobsen S-E, Shabala S. 2013. Differential activity of plasma
and vacuolar membrane transporters contributes to genotypic
differences in salinity tolerance in a halophyte species, Chenopo-
dium quinoa. International Journal of Molecular Sciences 14:
9267-9285.

Burrieza HP, Koyro A-W, Tosar LM, Kobayashi K, Maldonado S. 2012.
High salinity induces dehydrin accumulation in Chenopodium
quinoa Willd. cv. Hualhuas embryos. Plant and Soil 354:
69-79.

Chen Z, Newman I, Zhou M, Mendham N, Zhang G, Shabala S. 2005.
Screening plants for salt tolerance by measuring K* flux: a case
study for barley. Plant, Cell and Environment 28:1230-1246.

Cotruvo JA. 2005. Water desalinization processes and associated
health and environmental issue. Water Conditioning & Purifica-
tion 1:13-17.

Duan D, Liu X, Feng F, Li C. 2003. Effects of salinities on seed germin-
ation of halophytes Suaeda salsa. Chinese Agricultural Science
Bulletin 19:168-172.

Eisa S, Hussin S, Geissler N, Koyro HW. 2000. Effect of NaCl salinity on
water relations, photosynthesis and chemical composition of
quinoa (Chenopodium quinoa Willd.) as a potential cash crop
halophyte. Australian Journal of Crop Science 6:357-368.

Fitter AH. 1991. Characteristics and functions of root systems. In:
Waisel Y, Eshel A, Kafkafi U, eds. Plant roots: the hidden half.
New York: Marcel Dekker, 3-25.

Flowers TJ, Galal HK, Bromham L. 2010. Evolution of halophytes: mul-
tiple origins of salt tolerance. Functional Plant Biology 37:
604-612.

Glenn EP, Brown JJ. 1999. Salt tolerance and crop potential of halo-
phytes. Critical Reviews in Plant Sciences 18:227-255.

Gonzdlez JA, Prado FE. 1992. Germination in relation to salinity and
temperature in Chenopodium quinoa Willd. Agrochimica 36:
101-108.

Gul B, Ansari R, Flowers TJ, Khan MA. 2013. Germination strategies
of halophyte seeds under salinity. Environmental and Experimen-
tal Botany 92:4-18.

Gupta SA, Webb RP, Holaday AS, Allen RD. 1993. Overexpression of
superoxide dismutase protects plants from oxidative stress.
Plant Physiology 103:1067-1073.

Hariadi Y, Marandon K, Tian Y, Jacobsen S-E, Shabala S. 2011. Ionic
and osmotic relations in quinoa (Chenopodium quinoa Willd.)
plants grown at various salinity levels. Journal of Experimental
Botany 62:185-193.

Hasegawa PM, Bressan RA, Zhu JK, Bohnert HJ. 2000. Plant cellular
and molecular responses to high salinity. Annual Review of
Plant Physiology and Plant Molecular Biology 51:463-499.

Hegarty TW. 1978. The physiology of seed hydration and dehydra-
tion, and the relation between water stress and the control of
germination: a review. Plant, Cell and Environment 1:101-119.

Ho MD, Rosas JC, Brown KM, Lynch JP. 2005. Root architectural trade
offs for water and phosphorus acquisition. Functional Plant Biol-
ogy 32:737-748.

Houle G, More L, Reynolds LE, Siége J. 2001. The effect of salinity on
different developmental stages of an endemic annual plant Aster
laurentianus (Asteraceae). American Journal of Botany 88:62-67.

Jacobsen S-E, Quispe H, Mujica A. 2001. Scientists and farmer—
partners in research for the 21st century. Quinoa: an alternative
crop for saline soils in the Andes. CIP Program Report 1999-
2000, 403-408.

Jacobsen S-E, Mujica A, Jensen CR. 2003. The resistance of quinoa
(Chenopodium quinoa Willd.) to adverse abiotic factors. Food
Reviews International 19:99-109.

Jacobsen S-E, Monteros C, Christiansen JL, Bravo LA, Corcuera LJ,
Mujica A. 2005. Plant responses of quinoa (Chenopodium quinoa
Willd.) to frost at various phenological stages. European Journal
of Agronomy 22:131-139.

Jacobsen S-E, Monteros C, Corcuera LJ, Bravo LA, Christiansen JL,
Muijica A. 2007. Frost resistance mechanisms in quinoa (Chenopo-
dium quinoa Willd.). European Journal of Agronomy 26:471-475.

Jacobsen S-E, Liu F, Jensen CR. 2009. Does root-sourced ABA play a
role for regulation of stomata under drought in quinoa (Chenopo-
dium quinoa Willd.). Scientia Horticulturae 122:281-287.

Jacobsen S-E, Christiansen JL, Rasmussen J. 2010. Weed harrowing
and inter-row hoeing in organic grown quinoa (Chenopodium
quinoa Willd.). Outlook on Agriculture 39:223-227.

James JJ, Alder NN, Muhling KH, Lduchli AE, Shackel KA, Donovan LA,
Richards JH. 2006. High apoplastic solute concentrations in
leaves alter water relations of the halophytic shrub, Sarcobatus
vermiculatus. Journal of Experimental Botany 57:139-147.

Jensen CR, Jacobsen SE, Andersen MN, Nanez N, Andersen SD,
Jasmussen L, Mogensen VO. 2000. Leaf gas exchange and

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2014


http://dx.doi.org/10.1016/j.envexpbot.2012.07.004
http://dx.doi.org/10.1016/j.envexpbot.2012.07.004
http://dx.doi.org/10.1016/j.envexpbot.2012.07.004
http://dx.doi.org/10.1016/j.envexpbot.2012.07.004

Panuccio et al. — Traits of salt tolerance in quinoa early stage

water relation characteristics of field quinoa (Chenopodium
quinoa Willd.) during soil drying. European Journal of Agronomy
13:11-25.

Joshi AJ, Mali BS, Hingalajia H. 1995. Halophytes a good source of for-
age production under salt stress conditions 1. Salvadora persica.
In: Khan MA, Ungar IA, eds. Biology of salt tolerant plants.
Karachi, Pakistan: Department of Botany, University of Karachi,
353-360.

Kader MA. 2005. A comparison of seed germination calculation for-
mulae and the associated interpretation of resulting data. Jour-
nal and Proceeding of the Royal Society of New South Wales 138:
65-75.

Kader MA, Jutzi SC. 2004. Effects of thermal and salt treatments
during imbibition on germination and seedling growth of
sorghum at 42/19 °C. Journal of Agronomy and Crop Science
190:35-38.

Khan MA, Gul B, Weber DJ. 2002. Effect of temperature, and salinity
on the germination of Sarcobatus vermiculatus. Biologia Plan-
tarum 45:133-135.

Koyro HW. 2000. Effect of high NaCl-salinity on plant growth, leaf
morphology, and ion composition in leaf tissues of Beta vulgaris
ssp. maritima. Journal of Applied Botany 74:67-73.

Koyro HW, Eisa SS. 2008. Effect of salinity on composition, viability
and germination of seeds of Chenopodium quinoa Willd. Plant
and Soil 302:79-90.

Larcher W. 1980. Physiological plant ecology. 2nd totally rev. edition
edn. Berlin and New York: Springer, 303.

Lianes A, Bertazza G, Palacio G, Luna V. 2013. Different sodium salts
cause different solute accumulation in the halophyte Prosopis
strombulifera. Plant Biology 15:118-125.

Liu X, Qiao H, Li W, Tadano T, Khan MA. 2006. Comparative effect of
NaCl and seawater on seed germination of Suaeda salsa and
Atriplex central asiatica. In: Ozturk M, Waisel Y, Khan MA,
Gork G, eds. Biosaline agriculture and salinity tolerance in plants.
Switzerland: Birkhauser, 45-53.

Malamy JE. 2005. Intrinsic and environmental response pathways
that regulate root system architecture. Plant, Cell and Environ-
ment 28:67-77.

Maughan PJ, Turner TB, Coleman CE, Elzinga DB, Jellen EN,
Morales JA, Udall DJ, Fairbanks DJ, Bonifacio A. 2009. Character-
ization of salt overly sensitive 1 (SOS1) gene homologous in qui-
noa (Chenopodium quinoa Willd.). Genome 52:647-657.

Morais MC, Panuccio MR, Muscolo A, Freitas H. 2012a. Does salt stress
increase the ability of the exotic lequme Acacia longifolia to com-
pete with native legumes in sand dune ecosystems? Environmen-
tal and Experimental Botany 82:74-79.

Morais MC, Panuccio MR, Muscolo A, Freitas H. 2012b. Salt tolerance
traits increase the invasive success of Acacia longifolia in Portu-
guese coastal dunes. Plant Physiology and Biochemistry 55:
60-65.

Munns R. 2002. Comparative physiology of salt and water stress.
Plant, Cell and Environment 25:239-250.

Munns R. 2005. Tansley review: genes and salt tolerance: bringing
them together. New Phytologist 167:645-669.

Munns R, Termaat A. 1986. Whole-plant responses to salinity. Func-
tional Plant Biology 13:143-160.

Munns R, Tester M. 2008. Mechanisms of salinity tolerance. Annual
Review of Plant Biology 59:651-681.

Munns R, Schachtman D, Condon A. 1995. The significance of a two-
phase growth response to salinity in wheat and Barley. Australian
Journal of Plant Physiology 22:561-569.

Muscolo A, Sidari M, Santonoceto C, Anastasi U, Preiti G. 2007. Re-
sponse of four genotypes of lentil to salt stress conditions.
Seed Science and Technology 35:497-503.

Muscolo A, Sidari M, Panuccio MR, Santonoceto C, Orsini F, De
Pascale S. 2011. Plant responses in saline and semiarid environ-
ments: an overview. The European Journal of Plant Science and
Biotechnology 5:1-11.

Muscolo A, Panuccio MR, Heshel A. 2013. Ecophysiology of Pennise-
tum clandestinum: a valuable salt tolerant grass. Environmental
and Experimental Botany 92:55-63.

Nakano Y, Asada K. 1981. Hydrogen peroxide is scavenged by
ascorbate-specific peroxidase in spinach chloroplasts. Plant and
Cell Physiology 22:867-880.

Panda SK, Singha LB, Khan MH. 2003. Does aluminum phytotoxicity
induce oxidative stress in greengram (Vigna radiate)? Bulgarian
Journal of Plant Physiology 29:77 - 86.

Panuccio MR, Logoteta B, De Lorenzo F, Muscolo A. 2011. Root plas-
ticity improves salt tolerance in different genotypes of lentil (Lens
culinaris). Ecological Questions 14:95-97.

Prasad KN, Yang B, Yang SY, Chen YL, Zhao MM, Ashraf M. 2009. Iden-
tification of phenolic compounds and appraisal of antioxidant
and antityrosinase activities from litchi (Litchi sinensis Sonn.)
seeds. Food Chemistry 116:1-7.

Prieto P, Pineda M, Aguilar M. 1999. Spectrophotometric quantitation
of antioxidant capacity through the formation of a phosphomo-
lybdenum complex: specific application to the determination of
vitamin E. Analytical Biochemistry 269:337-341.

Raven JA. 1985. Regulation of pH and generation of osmolality in
vascular plants: a cost-benefit analysis in relation to efficiency
of use of energy, nitrogen and water. Phytologist 101:25-77.

Reginato M, Sosa L, Llanes A, Hampp E, Vettorazzi N, Reinoso H,
Luna V. 2013. Growth responses and ion accumulation in the ha-
lophytic legume Prosopis strombulifera are determined by
Na,SO, and NaCl. Plant Biology 1:1-10.

Rozema J, Flowers TJ. 2008. Crops for a salinized world. Science 322:
1478-1480.

Ruiz-Carrasco K, Antognoni F, Coulibaly AK, Lizardi S, Covarrubias A,
Martinez EA, Molina-Montenegro MA, Biondi S, Zurita-Silva A.
2011. Variation in salinity tolerance of four lowland genotypes
of quinoa (Chenopodium quinoa Willd.) as assessed by growth,
physiological traits, and sodium transporter gene expression.
Plant Physiology and Biochemistry 49:1333-1341.

Ruiz KB, Biondi S, Oses R, Acufia-Rodriguez IS, Antognoni F,
Martinez-Mosqueira EA, Coulibaly A, Canahua-Murillo A, Pinto M,
Zurita-Silva A, Bazile D, Jacobsen S-E, Molina-Montenegro MA.
2014. Quinoa biodiversity and sustainability for food security
under climate change. A review. Agronomy for Sustainable Devel-
opment 34:349-359.

Ryser P. 2006. The mysterious root length. Plant and Soil 286:1-6.

Sanchez HB, Lemeur R, Van Damme P, Jacobsen S-E. 2003. Ecophysiolo-
gical analysis of drought and salinity stress of quinoa (Chenopodium
quinoa Willd.). Food Reviews International 19:111-119.

Schleiff U, Muscolo A. 2011. Fresh look at plant salt tolerance as af-
fected by dynamics at the soil/root-interface using Leek and
Rape as model crops. The European Journal of Plant Science
and Biotechnology 5:27-32.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2014

17



18

Panuccio et al. — Traits of salt tolerance in quinoa early stage

Sevengor S, Yasar F, Kusvuran S, Ellialtioglu S. 2011. The effect of salt
stress on growth, chlorophyll content, lipid peroxidation and anti-
oxidative enzymes of pumpkin seedling. African Journal of Agri-
cultural Research 6:4920-4924.

Shabala L, Mackay A, Tian Y, Jacobsen S-E, Zhou D, Shabala S. 2012.
Oxidative stress protection and stomatal patterning as compo-
nents of salinity tolerance mechanism in quinoa (Chenopodium
quinoa Willd). Physiologia Plantarum 146:26-38.

Shabala S, Hariadi Y, Jacobsen S-E. 2013. Genotypic difference in sal-
inity tolerance in quinoa is determined by differential control of
xylem Na+ loading and stomatal density. Journal of Plant Physi-
ology 170:906-914.

Shannon MC, Noble CL. 1990. Genetic approaches for developing eco-
nomic salt tolerant crops in agricultural salinity assessment and
management. NY: American Society of Civil Engineering, 161.

Sidari M, Santonoceto C, Anastasi U, Preiti G, Muscolo A. 2008. Varia-
tions in four genotypes of lentil under NaCl-salinity stress.
American Journal of Agriculture and Biological Science 3:
410-416.

Singleton VL, Rossi JA. 1965. Colorimetry of total phenolics with
phosphomolybdic-phosphotungstic acid reagents. American
Journal of Enology and Viticulture 16:144-158.

Sun'Y, Liu F, Bendevis M, Shabala S, Jacobsen S-E. 2014. Sensitivity of
two quinoa (Chenopodium quinoa Willd.) varieties to progressive
drought stress. Journal of Agronomy and Crop Science 200:12-23.

Tirmizi SAS, Khan KM, Qadir SA. 1993. Study on salt tolerance of Hip-
pophae rhamnoides L. during germination. Pakistan Journal of
Science and Industrial Research 36:252-257.

Trognitz BR. 2003. Prospects of breeding quinoa for tolerance to abi-
otic stress. Food Reviews International 19:129-137.

Ungar I. 1996. Effect of salinity on seed germination, growth, and ion
accumulation of Atriplex patula (Chenopodiaceae). American
Journal of Botany 83:604-607.

Veraplakorn V, Nanakorn M, Kaveeta L, Suwanwong S, Bennett 1J.
2013. Variation in ion accumulation as a measure of salt toler-
ance in seedling and callus of Stylosanthes guianensis. Theoret-
ical and Experimental Plant Physiology 25:106-115.

Yeo AR, Flowers TJ. 1986. Salinity resistance in rice (Oryza sativa L.)
and a pyramiding approach to breeding varieties for saline
soils. In: Turner NC, Passioura JB, eds. Effect of drought on plant
growth. Salts in soils. Melbourne, Australia: CSIRO, 161-173.

Zehra A, Gul B, Ansari R, Alatar AA, Hegazy AK, Khan MA. 2013. Inter-
active effect of salt, light and temperature on seed germination
and recovery of a halophytic grass. Phragmites karka. Pakistan
Journal of Botany 45:725-736.

Zhu JK. 2007. Plant salt stress. In: O’Daly A, ed. Encyclopedia of life
sciences. Chichester: John Wiley & Sons, Ltd, 1-3.

Zia S, Khan MA. 2002. Comparative effect of NaCl and seawater on
seed germination of Limonium stocksii. Pakistan Journal of
Botany 34:345-350.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2014




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG2000
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG2000
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 175
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


