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Abstract

Dehydrins (DHNs) are a sub-family of the
late embryogenesis abundant proteins gener-
ally induced during development of desiccation
tolerance in seeds and water deficit or salinity
stress in plants. Nevertheless, a detailed
understanding of the DHNs function is still
lacking. In this work we investigated the possi-
ble protective role during salt stress of a Dhn
from Hordeum vulgare (L.), aba2. The coding
sequence of the aba2 gene was constitutively
expressed in transgenic lines of Arabidopsis
thaliana (L.). During salt stress conditions
germination rate, cotyledon expansion and
greening were greatly improved in the trans-
genic lines as compared to the wild type.
Between 98 and 100% of the transgenic seeds
germinated after two weeks in media contain-
ing up to 250 mM NaCl, and 90% after 22 days
at 300 mM NaCl. In conditions of 200 mM NaCl
93% of the transgenic cotyledons had greened
after two weeks, outperforming the wild type
by 45%. Our study provides further evidence
that DHNs have an important role in salt stress
tolerance. The production of plants constitu-
tively expressing DHNs could be an effective
strategy to improve plant breeding programs. 

Introduction

Salinity stress can impact plant growth and
development at all stages of the plant life cycle. 

Plants respond to abiotic stress in many
ways that are controlled by complex regulatory
processes functioning at cellular and whole-
plant levels, which are still not completely
understood. A major response is the change in
gene expression and synthesis of different
types of proteins like those encoded by dehy-
drins (DHNs), a sub-family of group 2 Late

Embryogenesis Abundant (LEA D-11).1-3 DHNs
are a distinct group of proteins, which may
accumulate up to 1% of total soluble proteins
in mature embryos and in response to stresses
involving cellular dehydration.1-3

DHNs are conserved proteins, being identi-
fied from higher to lower plants. Presently,
public databases contain over 4300 deduced
amino acid sequences encoding DHNs
(http://www.ncbi.nlm.nih.gov/protein/?term=d
ehydrin). Recently, DHNs have also been iden-
tified in animal taxa such as rotifers, tardi-
grades, insects and nematodes.4 The molecular
weights of DHNs vary within a broad range
from 9 to 200 kDa.5,3 DHNs have been classi-
fied into different sub-groups based on their
amino acid composition and domain architec-
ture.1,5-8 Typically DHNs have one to 11 copies
of a highly conserved domain of 15 amino
acids, called the K segment.5,3 The K segment
is predicted to form an amphipathic a-helix
and it is required for binding to anionic phos-
pholipid membranes, supporting the hypothe-
sis that DHNs stabilize cell membranes during
dehydration.5,9-11 Many DHNs have a tract of
serine residues, called the S-segment,5 which
has been proposed to be a site of protein activ-
ity regulation through phosphorylation.12-15

Another conserved domain, the Y-segment, is
located near the N-terminus of several
DHNs.5,3 Previous studies suggests that the Y-
segment has a role in the protection from des-
iccation and salt stress.16

Although much is known about dehydrin
gene structure and expression patterns, their
function has not been completely elucidat-
ed.2,11 Data obtained through different meth-
ods of investigation support the hypothesis
that DHNs protect the cell from osmotic and
ionic stress. First, LEA protein accumulation
correlates with the development of desiccation
tolerance of seeds,17-20 and also occurs during
periods of environmental stress in vegetative
parts of the plant.21 Second, a greater DHN
level is positively associated with an increased
degree of stress resistance.22-30 Enhancement
of tolerance to salinity, drought and osmotic
stress has also been observed in transgenic
Arabidopsis plants overexpressing the maize
Rab17 or the wheat dehydrin Dhn5.22,23,26

Dhn5 and Rab17 are both YSK2 DHNs homolo-
gous to the barley aba2.21 Third, several Dhn
genes have been mapped within confidence
intervals of QTLs associated with dehydration
and low temperature tolerance in cereals and
other plants.6,31,32 The Dhn gene used in this
study, aba2, maps on the long arm of chromo-
some 5H of barley within a major QTL control-
ling freezing tolerance,32,33 on the 5AL chromo-
some of wheat within the confidence interval
of a QTL associated with abscissic acid (ABA)
accumulation during drought stress,34 and
with different traits determining salt toler-
ance.35

In this work we investigated the biological
function of a Dhn from Hordeum vulgare (L.),
aba2 (National Center for Biotechnology
Information accession number CAA66970),
and specifically its possible protective role dur-
ing salt stress. ABA2 was originally identified
in barley coleoptiles, and its expression was
induced by treatment with ABA.36 By using a
transgenic approach, we constitutively
expressed aba2 in Arabidopsis thaliana with
the goal to unveil, if present, a role of aba2 in
protecting from the damages of salt stress. The
aba2 is the cv. Georgie allele of the barley gene
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Dhn1 and it codes for a protein with a molecu-
lar mass of 22 kDa.1,7 We tested germination,
cotyledon expansion and greening, and
seedling growth on medium containing NaCl
concentrations that were restrictive to the
Arabidopsis control plants. 

When evaluating the effects of the heterolo-
gous expression of the barley aba2 in
Arabidopsis plants, it must be considered
whether the observed effects result from engi-
neering a novel gene into the Arabidopsis
genome or from a change in the expression
pattern of a Dhn with a function similar to
Arabidopsis’ native Dhn genes. For this pur-
pose we obtained a phylogenetic tree including
ABA2 and the native DHNs encoded in the
Arabidopsis genome.

Materials and Methods

Construction of the plasmid vector
for plant transformation

The EcoRI-NheI 530 bp fragment containing
the aba2 cDNA was isolated from the plasmid
pGEM-3Zf+-ABA2, filled-in with DNA poly-
merase I Klenow fragment, and ligated into the
SpeI site of pBlueScript II KS+ (Stratagene,
now Agilent Technologies, Santa Clara, CA,
USA), resulting in the plasmid pBSA2. To con-
struct pCGN18A2, the BamHI-XbaI fragment
from pBSA2 was cloned between the BamHI
and XbaI sites of the binary vector pCGN18,37

downstream of the constitutive promoter
CaMV 35S. 

Production of transgenic plants
The plasmid construct pCGN18A2 was trans-

formed into Agrobacterium tumefaciens, strain
ASE.38 Transformed A. tumefaciens was select-
ed on chloramphenicol (30 µg/mL-1), gentam-
icin (25 µg/mL-1), and kanamycin (50 µg/mL-1).
Seeds of Arabidopsis thaliana (L.) ecotype
Landsberg erecta (Ler) were sown on a soil
mixture of fine vermiculite, peat moss and
coarse vermiculite (1:2:1 v v-1), saturated with
modified Hoagland’s solution (3.0 mM KNO3,
2.5 mM Ca(NO3)2, 1.5 mM MgSO4, 0.5 mM
KH2PO4, 68.0 mM Fe-EDTA, 23.0 mM H3BO3,
4.55 mM MnCl2, 0.385 mM ZnSO4, 0.16 mM
CuCO4, and 0.04 mM Na2MoO4.39 Seeds were
stratified for 3 days in the dark at 4°C. Plants
were grown in 0.1 L pots with 2-3 plants per pot
at 23°C, with fluorescent light at 150 mEm-2s-1

and a photoperiod of 16 h. Four-week-old
plants were transformed by vacuum infiltra-
tion of A. tumefaciens carrying the pCGN18A2
plasmid.40 Seeds produced by the infiltrated
plants (T1 generation) were surface sterilized
and sown in Petri dishes on solid Murashige
and Skoog (MS) medium,41 containing 50
µg/mL-1 of kanamycin. Kanamycin-resistant

plants were transferred to soil and grown as
described above.

Analyses of ABA2 protein synthe-
sis in transgenic plants

ABA2 protein accumulation was analyzed in
kanamycin-resistant three weeks old Arabidopsis

plants of the T2 and T4 generation (Figure 1).
Plants were grown in 0.1 L pots with 2-3 plants per
pot. Total proteins were extracted from fresh leaf
material (50-100 mg) by homogenizing in ice-
cold 50 mM sodium borate and 50 mM citric acid
buffer, pH 9, with 1 mM phenylmethanesulfonyl-
fluoride (PMSF), followed by centrifugation at

                                                                                                                             Article

Figure 1. Characterization of ABA2 expression in Arabidopsis transgenic lines. A)
Immunoblot analysis of ABA2 protein accumulation in leaves of transgenic Arabidopsis
plants. Transgenic lines A2-1 through 9 (lanes 1-9) and Ler (non-transformed plants) are
shown. B) Southern blot analysis of genomic DNA isolated from transgenic plants (T3
generation) hybridized with a 32P-labeled aba2 cDNA. Genomic DNA was digested with
BamHI and XbaI (BX) to release a 530 bp aba2 sequence; KpnI and XbaI (KX) to release
a 1330 bp fragment corresponding to the 35S CaMV promoter and the aba2 sequence;
and DraI (D) which cuts once within the T-DNA sequence. The sizes of individual bands
expressed in bp are indicated on the right. Ler, non-transformed plants; 3, transgenic line
A2-3; 4, transgenic line A2-4.
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12000 × g for 10 min at 4°C. Proteins were also
extracted from 10 mg of seedlings using the same
procedure. Seedlings were extracted when the
cotyledons began to expand: after 2 days on MS
and after 4 days on MS supplemented with 150
mM NaCl (Figure 2). Protein concentration was
determined using the Bradford Assay (Bio-Rad
Laboratories). For immunoblot analyses, 10 µg of
total protein extract was separated by 13% acry-
lamide SDS-PAGE using Mini-Protean II elec-
trophoresis cells (Bio-Rad Laboratories) and elec-
trophoretically transferred onto nitrocellulose
membrane (Micron Separations, Westborough,
MA, USA) with Mini Trans-Blot Cells (Bio-Rad
Laboratories). After transfer, the nitrocellulose
membrane was blocked with 3% (w v-1) gelatin in
Tris-Buffered Saline (TBS; 50 mM Tris-Cl, 150
mM NaCl, pH 7.5). Polyclonal antibodies raised
against the carboxy terminal consensus peptide
of DHN were used to recognize ABA2.42 The sec-
ondary antibody, which binds to the primary anti-
body, was a goat anti-rabbit IgG conjugated to
alkaline phosphatase (Southern Biotechnology
Associates, Inc., Birmingham, AL). A colorimetric
detection was performed by incubating the mem-
brane in 0.05% (w v-1) 4-nitroblue tetrazolium
chloride and 0.05% (w v-1) 5-bromo-4-chloro-3-
indoyl-phosphate (Sigma-Aldrich, St. Louis, MO,
USA). In a control experiment for antibody speci-
ficity, the antiserum was incubated with the DHN
carboxy terminal peptide for 30 min at 37°C prior
to incubation with the nitrocellulose membrane
and no bands were observed (data not shown).
Proteins molecular weight were derived by using
the Prestained SDS-PAGE Standards Low Range
(BioRad Laboratories).

Southern blot analyses
Genomic DNA was extracted from 200-500

mg of one-week-old seedlings using a method
modified from Doyle and Doyle.43 Fresh tissue
was homogenized in 300 µL extraction buffer
[2.5% (w v-1) sorbitol, 1% (w v-1) N-lauroyl sar-
cosine, 0.8% (w v-1) CTAB, 0.8 M NaCl, 20 mM
EDTA, 1% (w v-1), pH 8] and incubated for 30
min at 65°C. Samples were extracted once
with phenol:chloroform (1:1 v v-1) and ethanol
precipitated following standard procedures.43

For DNA blot analyses, 0.6 µg of genomic DNA
of transgenic and control plants were restrict-
ed with BamHI and XbaI, with KpnI and XbaI,
and with DraI. Restricted DNA was size-frac-
tionated on a 0.8% agarose gel and transferred
to nylon membrane (Hybond-N+ Amersham,
GE Healthcare, Piscataway, NJ, USA) using an
alkaline DNA blot transfer method.44 The aba2
cDNA was 32P-labeled using the Oligolabeling
Kit (Pharmacia Biotech, Piscataway, NJ, USA)
and utilized for DNA hybridization.45

Germination and seedling growth
analyses in response to salt stress

Germination was analyzed on T4 seeds of

transgenic lines and non-transformed Ler
plants grown at the same time in the same
growth chamber in approx. 0.1 L pots with 2-3
plants per pot. Seeds of each genotype were
surface-sterilized with 95% ethanol for 5 min
followed by 20 min in 30% bleach and sown on
solid MS salt basic medium,41 with 0.3%
sucrose, supplemented with increasing con-
centrations of NaCl from 150 to 300 mM, at 50
mM intervals. Approximately 50 seeds of a
transgenic line and 50 seeds of Ler were sown
in the same Petri dish. The Petri dishes with
the seeds were incubated for 3 days at 4°C in
the dark and then transferred to an incubator
at 23°C, with light at 150 mEm-2s-1 and a pho-
toperiod of 16 h. Petri dishes were kept in a
vertical position. Germination percentage,
measured as seeds at radicle emergence stage,
and cotyledon greening was monitored at daily
intervals in four replicate Petri dishes. In
Figure 2 we choose to test 150 mM salt concen-
tration because at 200mM the non transgenic
seedlings would become quickly chlorotic and
die. The proportions of germinating seeds
determined in two independent experiments
were analyzed using the Minitab Probit
Analysis (Minitab Inc., State College, PA, USA;
Release 13.32) in which the factor considered
was cumulative germination percentage on
each day (time to germination). Two inde-
pendent experiments were performed.
Experiment 1 had four replicates for each NaCl
concentration with either transgenic A2-3 or
A2-4 and the wild type plated on each plate.
Experiment 2 had three replicates for each
NaCl concentration. The estimated mean
times to germination were analyzed as growth
models. The estimated mean time to germina-
tion differences between the wild type (C) and

either of the mutants (A2-3 or A2-4) were test-
ed using a two-sample t-test assuming unequal
variance.

Phylogenetic analysis
Proteins containing the conserved lysine-

rich domain K were identified in the
Arabidopsis genome from Pfam
(http://pfam.xfam.org//family/PF00257#tab-
view=tab7) and verified in TAIR
(https://www.arabidopsis.org/).The nine
Arabidopsis DHNs amino acid sequences, the
barley ABA2/DHN1, the wheat DHN5 and the
maize RAB17 were aligned using ClustalW ver-
sion 2.1 (http://clustalw.ddbj.nig.ac.jp/)46A
neighbor-joining tree was constructed using
FigTree version 1.4.2 (http://tree.
bio.ed.ac.uk/).

Results

Production of transgenic
Arabidopsis plants constitutively
expressing aba2

The level of accumulation of the 22 kDa
ABA2 protein in unstressed leaves was ana-
lyzed for nine transgenic lines (Figure 1A).
Line 3, 4 and 5 showed the highest level of
ABA2 accumulation; line 6,7 and 9 accumulat-
ed ABA2 to a lesser extent, with line 6 showing
an additional protein of 23 kDa; line 1, 2 and 8
did not show any detectable accumulation of
ABA2 (Figure 1A). Lines 3 and 4 (A2-3 and A2-
4) were used for further studies. Both lines A2-
3 and -4 have the aba2 gene inserted at a sin-
gle locus and they were produced from inde-

                             Article

Figure 2. Immunoblot analyses of the accumulation of ABA2 and other DHNs in
seedlings of transgenic lines and Ler. Seeds of control (Ler) and transgenic plants (A2-3
and A2-4) were germinated on MS or MS with 150 mM NaCl. DHNs having the same
molecular mass as ABA2 are indicated (*).
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pendent transformation events as verified by
genomic DNA blot analyses (Figure 1B).

Constitutive expression of aba2
enhances salt-stress resistance dur-
ing seed germination

Seed germination on media containing
NaCl, measured as percentage of radicle emer-
gence, was compared between seeds from the
T4 generation of two independent transgenic
lines (A2-3 and A2-4) and the wild type plants
(Figure 3, Table 1). At 200, 250 and 300 mM
NaCl, the final germination percentage was
greater for the transgenic lines than the wild
type (Figure 3B-D, Table 1). On control MS
medium, the final germination percentage for
the wild type Ler was 92% after 2 days and
100% for both transgenic lines (Figure 3A). Up
to 250 mM NaCl, both transgenic lines
achieved between 98% to 100% germination,
while the wild type a maximum of 85.2% and
70.6% on 200 and 250 mM NaCl respectively,
after 12-14 days (Figure 3B,C). When seeds
were imbibed and germinated on 300 mM
NaCl, the transgenic line reached 90% germi-
nation after 20 days whereas after the same
period of time the germination percentage for
Ler was 45% (Figure 3D). 

The transgenic lines overexpressing ABA2
showed a decreased time to germination in
response to salt stress. The mean time to ger-
mination, as estimated by probit analysis, was
shorter for the two transgenic lines than for
the wild type when seeds were exposed to 200,
250 and 300 mM NaCl (Table 1, Experiment 1).
An additional replicate experiment showed
similar results (germination time courses are
not shown; Table 1, Experiment 2). There are
no significant differences between the final
germination percentages of the A2-3 and A2-4
transgenic lines.

Cotyledon emergence and greening was
measured as a cumulative percentage at daily
intervals (Figure 4). On MS medium, cotyle-
dons had emerged by Day 2 in both the wild
type and transgenic lines, however, 15% of the
wild type cotyledons did not green (Figure 4A).
Exposure to 200 mM NaCl reduced greening to
48% in the wild type seedlings whereas 91-93%
of the transgenic cotyledons were greened
after 2 weeks (Figure 4B,C).

To verify the accumulation of ABA2 in
stressed and non-stressed seedlings,
immunoblot analyses were done on proteins
extracted from the transgenic and control
seedlings sown on MS media or MS media with
150 mM NaCl (Figure 2). The ABA2 protein
was present in the transgenic lines in stressed
and non-stressed conditions while it was
absent in Ler. The immunoblot analysis also
detected the native DHNs, which as expected
accumulated at higher levels under salt stress
conditions (Figure 2, bands a, b and c). It

                                                                                                                             Article

Figure 3. Germination time course of transgenic seeds constitutively expressing ABA2 and
control Ler seeds during salt stress. Seeds of the transgenic plants (T4 generation) A2-3
(ô), A2-4 () and non-transformed Ler plants () were plated on MS media (A; after
the second day there was no change in percent germination in the control conditions,
data not shown) and on MS supplemented with different concentrations of NaCl (B, 200
mM; C, 250 mM; D, 300 mM). Approximately 50 seeds of a transgenic line and Ler were
plated in the same Petri dish; three replicate plates were analyzed for each transgenic line
at each NaCl concentration. Germination was measured as a cumulative percentage of
radicle emergence at daily intervals for 3 weeks. Data are the average germination per-
centage ± s.e. Significant differences of the final germination percentages are indicated
(*). A representative experiment out of five independent experiments is shown.
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should be noted though that under stress some
of the native DHNs appear to accumulate at
lower levels in the transgenic lines as com-
pared to Ler (Figure 2, bands a and b).
Interestingly, an additional protein, smaller
than 20 kDa, was present in the transgenic
lines only, and it was expressed at higher lev-
els during salt stress conditions (Figure 2,
band c).

The barley ABA2 is closely related
to Arabidopsis dehydrins

The barley ABA2 protein sequence was phy-
logenetically compared to the native DHNs
encoded in the Arabidopsis genome, to the
wheat DHN5 and to the maize RAB17. The
Arabidopsis genome contains nine genes that
code for DHN proteins, as defined by the pres-
ence of the conserved K segment.5 To deter-
mine the phylogenetic relation between the
barley gene ABA2 and the Arabidopsis genes, a
neighbor-joining tree of the nine Arabidopsis
was built (Figure 5). Two main clades were
identified: one containing the YnSK2 proteins
and the other with the SK2-3 proteins. As pre-
dicted, ABA2 was in the clade with YnSK2 pro-
teins from Arabidopsis, DHN5 and RAB17.
Arabidopsis Dhn genes can be grouped into
three types based on the presence of previous-
ly identified amino acid domains: four YSK2,
four SK2-3 and one K6. A new domain was iden-
tified in the Arabidopsis SK type genes with
the consensus RGL/MFDFLXKKXEEVXE. 

Discussion

In this study, we produced transgenic A.
thaliana plants constitutively expressing the
barley aba2 gene. The transgenic lines had
greater resistance to salt stress during seed
germination than did the wild type. The pres-
ence of a constitutively expressed DHN in
Arabidopsis correlated with an increase of the
final germination percentage in salt stress
conditions at 200 mM NaCl and above (Figure
3), and a decrease of the mean time to germi-
nation as compared to the wild type at all the
NaCl concentrations tested (Table 1). The
transgenic plants reached 90-100% final ger-
mination in salt stress conditions, while the
wild type plants underperformed by 15%, 30%
and 45% as the NaCl concentration in the
growth media was increased (Figure 3). 

According to our results, it seems unlikely
that the observed effects are caused by novel
functional aspects of the barley ABA2 trans-
ferred into the Arabidopsis genome. In fact,
Arabidopsis has nine DHNs, four of which
have the same YnSK2 domain structure as ABA2
and two of which cluster into the same clade
with ABA2 (Figure 5). Although this does not

ensure identical function, it does indicate that
they are closely related and are likely to have
the same role. 

We also observed that seed lots produced at

different time varied in NaCl tolerance during
germination, but this did not alter the differ-
ence between the genotypes Ler, A2-3 and A2-
4. The transgenic seeds expressing the barley

                             Article

Figure 4. Cotyledon greening time course of transgenic lines constitutively expressing
ABA2 and control Ler seeds during salt stress. Cotyledon greening of germinated seeds of
the transgenic plants A2-3 (ô) and A2-4 (), and of non-transformed Ler plants () was
recorded as a cumulative percentage at daily intervals. Seeds were plated on MS media (A;
after day three there was no change in percent germination, data not shown) or MS sup-
plemented with 200 mM NaCl (B). The average percentage ± s.e of seedlings with green
cotyledons is shown. Significant differences of the final cotyledon greening percentages
are indicated (*). C) A representative sample of one-week old Ler and transgenic seedlings
grown on 150 mM NaCl.
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aba2 had a greater ability to germinate than
wild type seeds produced at the same time in
the same growth conditions in all of the seed
lots tested. It has previously been reported that
NaCl tolerance of Arabidopsis seeds at germi-
nation is variable. Salt tolerance of seeds
appears to vary with plant nutrition as well as
the length of time seeds are permitted to devel-
op before drying.47 Natural variation for salt
tolerance at germination has also been recent-
ly described in Arabidopsis.48

Therefore, our data suggest that the consti-
tutive expression of aba2 directly or indirectly
improves germination in response to salinity.
Transgenic Arabidopsis plants overexpressing
the maize Rab17 or the wheat dehydrin Dhn5
also shown an enhancement of tolerance to
salinity, drought and osmotic stress.22,23,26 In
the Rab17 study salt stress was applied to 1-
week-old seedlings, therefore the effects of the
DHNs overexpression on germinating seeds
were not tested. Whereas the wheat Dhn5,
expressed in a Columbia ecotype background,
did show a similar level of germination rate
improvement as compared to our study with
the barley ABA2 expressed in a Ler ecotype.22

Transgenic approaches employing the overex-
pression of a DHN have also been tested in
plants other than Arabidopsis. A recent study
shows that the constitutive expression of the
tomato dehydrin tas14 in tomato improves salt
and drought tolerance.30 In this case, the
effects on germination were not tested.
Transgenic plants over-expressing tas14 accu-
mulate ABA earlier and at higher levels, and
counteract the osmotic stress by intracellular
accumulation of K+, Na+ and sugars.30 This
suggests that the constitutive expression of
YnSK2 DHNs in transgenic plants may be an
effective approach for the enhancement of salt
tolerance in different plant species.

                                                                                                                             Article

Figure 5. Phylogenetic relationships among the barley ABA2 and Arabidopsis DHNs. A)
Protein conserved domains comparison of ABA2 and nine DHNs identified in the
Arabidopsis genome. The Arabidopsis loci names are indicated and the DHNs conserved
domains K, S, Y, and F are color-coded. B) Unrooted neighbor-joining tree of the barley
ABA2 and the Arabidopsis DHNs. Bootstrap values are shown.

Table 1. Statistical analysis of the time to germination during salt stress conditions. 

NaCl (mM)                  Mean C                 Mean A2-3              Mean A2-4            z-value              P-value             z-value              P-value 
                                      (SEC)                     (SE A2-3)                   (SE A2-4)                A2-3A                  A2-3                 A2-4A                  A2-4

Experiment 1                                                                                                                                                                                                                                                  
     0                                              B                                      B                                     B                                -                                -                               -                                -
     200                                 3.50 (0.61)                     1.83 (0.01)                     1.21 (0.16)                2.71, df=5                   0.042*                 3.61, df=5                   0.015*
     250                                 7.70 (0.65)                     3.95 (0.14)                     3.21 (0.48)                5.62, df=5                   0.002*                 5.54, df=6                   0.001*
     300                                 14.06 (1.4)                     8.05 (0.95)                     6.84 (0.18)                3.61, df=6                   0.011*                 5.26, df=5                   0.003*
Experiment 2                                                                                                                                                                                                                                                            
    0                                       0.71 (0.11)                       0.87 (0.24)                              B                        −0.61, df=1                   0.653                            -                                 -
    150                                   3.08 (0.03)                       2.43 (0.28)                      2.48 (0.10)                 2.26, df=2                     0.152                   5.57, df=3                    0.011*
    200                                   5.47 (0.23)                       4.14 (0.06)                      5.39 (0.51)                 5.66, df=7                    0.001*                  0.14, df=4                     0.896
    250                                  10.60 (0.49)                      8.63 (0.12)                      8.68 (0.55)                 3.91, df=7                    0.006*                  2.62, df=7                    0.035*
    300                                  27.61 (2.00)                     17.39 (1.10)                    17.89 (0.38)                4.49, df=9                    0.002*                  4.80, df=7                    0.002*
The estimated mean times to germination were analyzed as growth models using the Minitab Probit Analysis. Indicated in parenthesis are the standard errors for the controls (SEC), and the transgenic lines A2-3 or
A2-4 (SEA2-3, SEA2-4). Significant differences of the estimated mean time to germination between the wild type (C) and either of the mutants (A2-3 or A2-4) are indicated (*P<0.05). 
AThe z-value is given by:  

B The values of the estimates of mean time to germination did not converge: no tests possible for this level of salt treatment. μc equals the mean of the combined controls and μA is the mean of the transgenic line
A2-3 or A2-4.  
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Interestingly, in addition to the constitutive
expression of the barley aba2, the transgenic
plants we produced showed the salt-stress
induction of an additional protein recognized
by the DHN antibody, which is not present in
the wild type plants in control or salt stress
conditions (Figure 2, band c). We cannot
exclude that the enhancement of the salt toler-
ance observed in our transgenic plants is actu-
ally the results of the combined effects of the
barley ABA2 and the additional stress-induced
native DHN. In this regard, similar results
were also observed in transgenic Arabidopsis
plants overexpressing the wheat Dhn5 or the
maize Rab17.23,26 The transcriptome analysis
of the Dhn-5 transgenic plants showed the
induction of abiotic and biotic stress related
proteins, including other LEA proteins, specifi-
cally a LEA7, the low temperature induced
LTI30/XERO2, and RAB18/XERO1. Interestingly
the latter is a Y2SK2 DHN of 13 kDa, similar in
size to the additional DHN induced in the
transgenic plants produced in our study
(Figure 2, band c). Likewise, transgenic
Arabidopsis overexpressing the maize Rab17
also showed the induction of a LEA7.23,26 The
molecular function of Dhn5 and Rab17 is not
known but under stress conditions they are
both translocated to the nucleus,13,22 conse-
quently they might have a role in the transcrip-
tional regulation of other stress responsive
genes. In the case of RAB17 it has been shown
that nuclear targeting is mediated by a stress-
induced phosphorylation of the S-segment.49,50

DHN and other LEA proteins may have a role
in protecting the embryo during seed desicca-
tion and rehydration.2,17,51 It is known that
DHN content increases during the late stages
of seed development, is high in dormant
embryos, and usually decreases upon seed
imbibition and germination, together with a
decline in seed desiccation tolerance.17-19 It
has been shown that re-drying (imbibition fol-
lowed by dehydration) soybean seeds during
the period of radicle emergence results in a
decrease in germination frequency. Instead, if
re-drying is accompanied by imbibition with
ABA or with PEG, which results in accumula-
tion of LEA proteins in the seeds, the seed des-
iccation tolerance is maintained.17 Thus a
change in the timing or location of expression
of a DHN may permit increased viability dur-
ing seed germination under stress conditions. 

Another possible role of DHNs may be the
facilitation of water uptake during seed imbi-
bition on low osmotic potential media. It has
been proposed that LEA proteins may act as a
hydration buffer in the cell in the presence of
sugars.11,52 In fact, heat-soluble protein prepa-
rations in the presence of sugars absorb 2-3
times more water than a lysozyme/sugar
preparation11,52 Thus, overexpression of DHNs
may alter the seeds capacity to absorb water
during imbibition promoting germination on

media containing a concentration of NaCl that
is restrictive to wild type germination.
Alternatively, DHNs may promote cellular
detoxification. Experiments studying the
molecular function of DHNs have pinpointed
lipid binding,10,53 Ca2+,12 or metal binding.54

The binding capacities of DHNs may in turn
participate in the ability to inhibit lipid perox-
idation.24

Conclusions

In conclusion, transgenic plants expressing
the barley ABA2 showed a significant improve-
ment of the germination process in conditions
of increased salinity and low osmotic potential.
Therefore the modification of aba2 expression
via transgenic approaches could greatly bene-
fit plant improvement programs aimed at the
environmental adaptation of different types of
crops. 

References

1. Close TJ. Dehydrins: a commonality in the
response of plants to dehydration and low
temperature. Physiol Plant 1997;100:291-6.

2. Tunnacliffe A, Wise MJ. The continuing
conundrum of the LEA proteins.
Naturwissenschaften 2007;94:791-812.

3. Hanin M, Brini F, Ebel C, et al. Plant dehy-
drins and stress tolerance. Plant Signal
Behav 2011;6:1503-9.

4. Hand SC, Menze MA, Toner M, et al. LEA
proteins during water stress: not just for
plants anymore. Ann Rev in Physiol
2011;73:115-34.

5. Close TJ. Dehydrins: Emergence of a bio-
chemical role of a family of plant dehydra-
tion proteins. Physiol Plant 1996;97:795-
803.

6. Campbell SA, Close TJ. Dehydrins: genes,
proteins and associations with phenotypic
traits. New Phytol 1997;137:61-74.

7. Choi D-W, Zhu B, Close TJ. The barley
(Hordeum vulgare L.) dehydrin multigene
family: sequences, allele types, chromo-
some assignments, and expression char-
acteristics of 11 Dhn genes of cv. Dicktoo.
Theor Appl Genet 1999;98:1234-47.

8. Houde M, Daniel C, Lachapelle M, et al.
Immunolocalization of freezing tolerance-
associated proteins in the cytoplasm and
nucleoplasm of wheat crown tissues. Plant
J 1995;8:583-93.

9. Dure L III. Structural motifs in Lea pro-
teins. In: Close TJ, Bray EA, eds. Plant
responses to cellular dehydration during
environmental stress. Rockville: American
Society of Plant Physiologists; 1993. pp 91-

103.
10. Koag MC, Wilkens S, Fenton RD, et al. The

K-segment of maize ABA2 mediates bind-
ing to anionic phospholipid vesicles and
concomitant structural changes. Plant
Physiol 2009;150:1503-14.

11. Hara M. The multifunctionality of dehy-
drins. Plant Signal Behav 2010;5:503-8.

12. Alsheikh MK, Heyen BJ, Randall SK. Ion
binding properties of the dehydrin ERD14
are dependent upon phosphorylation. J
Biol Chem 2003;278:40882-9. 

13. Goday A, Jensen AB, Culiáñez-Macià FA, et
al. The maize abscisic acid-responsive pro-
tein Rab17 is located in the nucleus and
interacts with nuclear localization signals.
Plant Cell 1994;6:351-60.

14. Plana M, Itarte E, Eritja R, et al.
Phosphorylation of maize RAB-17 protein
by casein kinase 2. J Biol Chem
1991;266:22510-4.

15. Vilardell J, Goday A, Freire MA, et al. Gene
sequence, developmental expression and
protein phosphorylation of RAB17 in
maize. Plant Mol Biol 1990;14:423-32.

16. Graether SP, Boddington KF. Disorder and
function: a review of the dehydrin protein
family. Front Plant Sci 2014;5:576.

17. Blackman SA, Wettlaufer SH, Obendorf RL,
et al. Maturation proteins associated with
desiccation tolerance in soybean. Plant
Physiol 1991;96 868-74.

18. Blackman SA, Obendorf RL, Leopold AC.
Desiccation tolerance in developing soy-
bean seeds: the role of stress proteins.
Physiol Plant 1995;93:630-8.

19. Han B, Hughes DW, Galau GA, et al.
Changes in late-embryogenesis-abundant
(LEA) messenger RNAs and dehydrins dur-
ing maturation and premature drying of
Ricinus communis L. seeds. Planta
1997;201:27-35.

20. Farrant JM, Moore JP. Programming desic-
cation-tolerance: from plants to seeds to
resurrection plants. Curr Opin in Plant
Biol 2011;14:340-5.

21. Bray EA. Plant responses to water deficit.
Trends Plant Sci 1997;2:48-54.

22. Brini F, Hanin M, Lumbreras V, et al.
Overexpression of wheat dehydrin DHN-5
enhances tolerance to salt and osmotic
stress in Arabidopsis thaliana. Plant Cell
Rep 2007;26:2017-26.

23. Brini F, Yamamoto A, Jlaiel L, et al.
Pleiotropic effects of the wheat dehydrin
DHN-5 on stress responses in Arabidopsis.
Plant Cell Physiol 2011;52:676-88.

24. Cheng Z, Targolli J, Huang X, et al. Wheat
LEA genes, PMA80 and PMA1959 enhance
dehydration tolerance of transgenic rice
(Oryza sativa L.). Mol Breeding
2002;10:71-82.

25. Hara M, Terashima S, Fukaya T, et al.
Enhancement of cold tolerance and inhibi-

                             Article

Non
 co

mmerc
ial

 us
e o

nly



                         [International Journal of Plant Biology 2015; 6:5826]                                            [page 27]

tion of lipid peroxidation by citrus dehy-
drin in transgenic tobacco. Planta
2003;217:290-8.

26. Figueras M, Pujal J, Saleh A, et al. Maize
Rab17 overexpression in Arabidopsis
plants promotes osmotic stress tolerance.
Ann Appl Biol 2004;144:251-7.

27. Houde M, Dallaire S, N’Dong D, et al.
Overexpression of the acidic dehydrin
WCOR410 improves freezing tolerance in
transgenic strawberry leaves. Plant
Biotechnol J 2004;2:381-7.

28. Puhakainen T, Hess MW, Mäkelä P, et al.
Overexpression of multiple dehydrin
genes enhances tolerance to freezing
stress in Arabidopsis. Plant Mol Biol
2004;54:743-53.

29. Shekhawat UKS, Srinivas L, Ganapathi TR.
MusaDHN-1, a novel multiple stress-
inducible SK3-type dehydrin gene, con-
tributes affirmatively to drought- and salt-
stress tolerance in banana. Planta
2011;234:915-32.

30. Munoz-Mayor A, Pineda B, Garcia-Abellán
JO, et al. Overexpression of dehydrin tas14
gene improves the osmotic stress imposed
by drought and salinity in tomato. J Plant
Physiol 2012;169:459-68.

31. Alm V, Busso CS, Ergon A, et al. QTL analy-
ses and comparative genetic mapping of
frost tolerance, winter survival and
drought tolerance in meadow fescue
(Festuca pratensis Huds.). Theor Appl
Genet 2011;123:369-82.

32. Choi DW, Koag MC, Close TJ. Map loca-
tions of barley Dhn genes determined by
gene-specific PCR. Theor Appl Genet
2000;101:350-4.

33. Hayes PM, Blake T, Chen THH, et al.
Quantitative trait loci on barley (Hordeum
vulgare L.) chromosome 7 associated with
components of winter-hardiness. Genome
1993;36:66-71.

34. Quarrie SA, Steed A, Semikhodski A, et al.
Identification of quantitative trait loci reg-
ulating water- and nitrogen-use efficiency
in wheat. In: Leigh RA, Blake-Kalff MMAM,
eds. Proceedings of the second STRESS-

NET conference. Luxembourg: European
Commission, Directorate General VI; 1995.
pp 175-180.

35. Semikhodskii AG, Quarrie SA, Snape JW.
Mapping quantitative trait loci for salinity
responses in wheat. In: Jevtic S, Pekic S,
eds. Proceedings of international sympo-
sium on drought and plant production.
Belgrade: Agricultural Research Institute;
1997. pp 83-92. 

36. Gulli M, Maestri E, Hartings H, et al.
Isolation and characterization of abscisic
acid inducible genes in barley seedlings
and their responsiveness to environmen-
tal stress. Plant Physiol (Life Sci Adv)
1995;14:89-96.

37. Krizek BA, Meyerowitz EM. The
Arabidopsis homeotic genes APETALA3
and PISTILLATA are sufficient to provide
the B class organ identity function.
Development 1996;122:11-22.

38. Fraley RT, Rogers SG, Horsch RB, et al. The
SEV system: a new disarmed Ti plasmid
vector system for plant transformation.
Biotechnology 1985;3:629-35.

39. Bernstein L, Francois LE, Clark RA.
Interactive effects of salinity and fertility
on yields of grains and vege          s. Agron
J 1974;66:412-21.

40. Bechtold N, Ellis J, Pelletier G. In planta
Agrobacterium-mediated gene transfer by
infiltration of adult Arabidopsis thaliana
plants. C R Acad Sci Paris Life Sci
1993;316:1194-9.

41. Murashige T, Skoog F. A revised medium
for rapid growth and bio assays with tobac-
co tissue cultures. Physiol Plant
1962;15:473-97.

42. Close TJ, Fenton RD, Moonan F. A view of
plant dehydrins using antibodies specific
to the carboxy terminal peptide. Plant Mol
Biol 1993;23:279-86.

43. Doyle JJ, Doyle JL. Isolation of plant DNA
from fresh tissue. Focus 1990;12:13.

44. Sambrook J, Fritsch EF, Maniatis T.
Molecular cloning: a laboratory manual.
Cold Spring Harbor: Cold Spring Harbor
Laboratory Press; 1989.

45. Sharp PJ, Kreis M, Shewry PR, et al.
Location of b-amylase sequences in wheat
and its relatives. Theor Appl Genet
1988;75:286-90.

46. Larkin MA, Blackshields G, Brown NP, et
al. ClustalW and ClustalX version 2.
Bioinformatics 2007;23:2947-8.

47. Bradford K. Water relations in seed germi-
nation. In: Kigel J, Galili G, eds Seed devel-
opment and germination. New York:
Marcel Dekker Inc; 1995. pp 351-396. 

48. DeRose-Wilson L, Gaut BS. Mapping salin-
ity tolerance during Arabidopsis thaliana
germination and seedling growth. PLoS
ONE 2011;6:e22832.

49. Jensen AB, Goday A, Figueras M, et al.
Phosphorylation mediates the nuclear tar-
geting of the maize Rab17 protein. Plant J
1998;13:691-7.

50. Riera M, Figueras M, Lopez C, et al.
Protein kinase CK2 modulates develop-
mental functions of the abscisic acid
responsive protein Rab17 from maize.
Proc Natl Acad Sci USA 2004;101:9879-84.

51. Skriver K, Mundy J. Gene expression in
response to abscisic acid and osmotic
stress. Plant Cell 1990;2:503-12.

52. Walters C, Ried JL, Walker-Simmons MK.
Heat-soluble proteins extracted from
wheat embryos have tightly bound sugars
and unusual hydration properties. Seed
Sci Res 1997;7:125-34.

53. Koag MC, Fenton RD, Wilkens S, et al. The
binding of maize ABA2 to lipid vesicles.
Gain of structure and lipid specificity.
Plant Physiol 2003;131:309-16.

54. Kruger C, Berkowitz O, Stephan UW, et al.
A metal-binding member of the late
embryogenesis abundant protein family
transports iron in the phloem of Ricinus
communis L. J Biol Chem 2002;277:25062-
9.

                                                                                                                             Article

Non
 co

mmerc
ial

 us
e o

nly




