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Abstract Late embryogenesis abundant (LEA) proteins are
a large and highly diverse group of polypeptides that are
believed to function in desiccation and freezing tolerance in
plants. This report presents a genome-wide analysis of LEA
proteins and their encoding genes in Populus trichocarpa.
Fifty-three LEA genes were identified from the Populus
genome and divided into eight groups. The LEA4 and
LEA5 groups were found in green algae and all land plants,
whereas the other six groups existed only in land plants,
indicating that the LEA family underwent rapid expansion
during the early evolution of land plants. A majority of
Populus LEA proteins contained repeated motifs that were
often specific to a LEA group. Except for PtLEA2-1 and
PtLEA2-3, all Populus LEA proteins were highly hydrophil-
ic. Examination of the chromosomal locations of Populus
LEA genes revealed that 30 % were arranged in tandem
repeats, indicating that tandem duplications significantly
contributed to the expansion of this gene family in Populus.
Expression patterns of all Populus LEA genes under normal
growth conditions and abiotic stress (salinity and drought)
were investigated by reverse transcription polymerase chain
reaction. Twelve of 53 Populus LEA genes were selectively
expressed in a specific tissue and/or in response to a specific
treatment. LEA genes also showed extensive divergence in
expression patterns, even among those from the same group
or gene cluster. The expression profiles revealed that the

Populus LEA gene family was not involved systematically
in the same regulatory pathway.
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Introduction

Late embryogenesis abundant (LEA) proteins were found to
accumulate at high levels in the latter stages of seed matu-
ration and to disappear following germination (Galau et al.
1986). LEA proteins have been detected in angiosperms,
gymnosperms, lower plants and algae (Velten and Oliver
2001; Campos et al. 2006), suggesting that they may be
ubiquitous in the plant kingdom. These proteins are also
found in anhydrobiotic invertebrates, fungi, protists and
even prokaryotes. LEA proteins are highly hydrophilic,
contain a high percentage of glycine or other small amino
acids (alanine, serine and threonine) and lack or contain
small amounts of tryptophan and cysteine residues (Campos
et al. 2006). Plant LEA genes are considered to play important
roles in protecting cells from abiotic stress and in normal plant
growth and development.

LEA gene expression has been observed in vegetative
tissues exposed to dehydration or osmotic, cold, salt or absci-
sic acid stress treatment (Skriver and Mundy 1990; Close
1997; Steponkus et al. 1998; Grelet et al. 2005). Overexpres-
sion of LEA genes in transgenic plants and yeast has been used
to elucidate the contributions of corresponding proteins to
stress tolerance. The freezing tolerance of strawberry leaves
was enhanced by the expression of a wheat LEA gene
(WCOR410) (Houde et al. 2004). The overexpression of mul-
tiple LEA genes enhanced tolerance to freezing stress in
Arabidopsis (Puhakainen et al. 2004), while overexpression
of a barley LEA gene (HVA1) in rice and wheat conferred
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increased drought and salt tolerance to transgenic plants (Xu
et al. 1996; Sivamani et al. 2000). LEA proteins have been
considered to act as protectors of macromolecules and/or
some cellular structures during water deficit. Functional
mechanisms of LEA proteins as protectors may interact with
available water molecules, providing a hydration shell that
protects target integrity and function (Bray 1997; Garay-
Arroyo et al. 2000; Hoekstra et al. 2001). LEA proteins from
citrus and barley could stabilise lactate dehydrogenase and
malate dehydrogenase during freezing and/or drying (Hara et
al. 2001; Sanchez-Ballesta et al. 2004), and recently, a mito-
chondrial LEA protein was found to stabilise model mem-
branes in the dry state (Tolleter et al. 2010).

The heterologous expression of two cold-induced LEA
proteins from spinach had no profound influence on stress
tolerance in transgenic tobacco (Kaye et al. 1998), while the
overexpression of Arabidopsis LEA proteins in Escherichia
coli inhibited bacterial growth (Campos et al. 2006). In Ara-
bidopsis, mutant seeds with a knocked-out LEA gene
(ATEM6) displayed premature seed dehydration and matura-
tion at the distal ends of siliquae, demonstrating that this
protein was required for normal seed development. These data
indicate that some LEA proteins may play important roles in
various aspects of normal plant growth and development.

To date, comprehensive analyses of the LEA gene family
have been performed only in Arabidopsis thaliana. The Ara-
bidopsis genome contains 51 LEA genes, which were divided
into nine groups on the basis of amino acid sequence similar-
ity and specific motifs (Hundertmark and Hincha 2008; Bies-
Etheve et al. 2008). Themajority ofArabidopsis LEA proteins
were predicted to be highly hydrophilic. Wide ranges of
sequence diversity, intracellular localisations and expression
patterns were observed in Arabidopsis (Hundertmark and
Hincha 2008; Bies-Etheve et al. 2008). In this study, we
conducted a genome-wide analysis of LEA proteins and their
encoding genes in Populus trichocarpa. The genome se-
quence of Populus provided a model system for tree genomics
and eudicot species that diverged from Arabidopsis approxi-
mately 120 million years ago. We identified 53 full-length
LEA genes from Populus. Integrative analyses of sequence
similarity, genomic organisation, biochemical characteristics
and gene expression patterns provided a comprehensive view
of this enigmatic group of proteins.

Methods

Identification of LEA genes in the Populus genome
and other plant species

To obtain the complete Populus LEA gene family, the P. tricho-
carpa genome sequence (ver. 1.0; http://genome.jgi-psf.org/
Poptr1/Poptr1.home.html) was queried by 51 Arabidopsis

LEAprotein sequences using the TBLASTN search programme.
All Populus LEA candidates were analysed first using the
protein families database (Pfam) to confirm the presence of
LEA-conserved domains in their protein structures. Proteins
without LEA-conserved domains were further validated by
joint phylogenetic analysis with all Arabidopsis LEAs. Pro-
teins grouped with Arabidopsis LEAs were considered to
belong to the LEA family.

Using the Pfam nomenclature, the Populus LEA gene fam-
ily was divided into eight groups: LEA1–6, seed maturation
protein (SMP) and dehydrin. For notational convenience, the
SMP and dehydrin groups were renamed LEA7 and LEA8,
respectively, in this study. A univocal name was assigned to
each Populus LEA gene consisting of two italic letters denot-
ing the source organism, the family name, subfamily numeral
and a progressive number for each gene (e.g. PtLEA1-1).

To trace the evolutionary origin of the plant LEA gene
family, we also searched the genomes of two green algae
(Chlamydomonas reinhardtii and Volvox carteri), a moss
(Physcomitrella patens), a lycophyte (Selaginella moellen-
dorffi) and Oryza sativa using the strategy described above.
No whole-genome sequence of a gymnosperm was avail-
able. The most comprehensive genomic resource currently
available is the expressed sequence tag (EST) collection of
Pinus taeda (328,662 ESTs in the National Center for Bio-
technology Information database: http://www.ncbi.nlm.nih.
gov/). Thus, in this study, we identified all LEA genes from
the P. taeda EST database.

Phylogenetic analysis

Full-length amino acid sequences were aligned using ClustalX
1.83 software (Thompson et al. 1997) and adjusted manually
with BioEdit (Hall 1999). Phylogenetic analysis was carried
out by the maximum parsimony method with 1,000 bootstrap
replicates using MEGA 4 software (Tamura et al. 2007).

Bioinformatic analysis of the Populus LEA gene family

To investigate the characteristics of LEA proteins, the grand
average of hydropathicity index (GRAVY), theoretical iso-
electric point (pI) and molecular weight were obtained using
the ProtParam Tool (http://web.expasy.org/protparam/). Se-
quence identity within each LEA group was calculated with
BioEdit (Hall 1999). Conserved motifs for each LEA pro-
tein were investigated using the Multiple Expectation Max-
imization for Motif Elucidation (MEME) system (version
3.0 http://meme.sdsc.edu/meme/cgi-bin/meme.cgi).

Plant growth conditions and RT-PCR analysis

Seedlings of P. trichocarpa were cultivated in potting soil
for 2 months. Five replicate seedlings were then irrigated
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and sprayed with 150 mM NaCl solution for 1 week (Ding
et al. 2010). Drought stress was conducted by withholding
water for 2 weeks (Caruso et al. 2002). After stress treat-
ments, total RNAwas isolated from leaf, shoot, bud, phloem
and root tissues of each seedling using an Aurum Total RNA
Kit (Bio-Rad, Hercules, CA, USA). Total RNA was treated
with RNase-free DNase I (Promega, Madison, WI, USA)
and reverse transcribed into cDNA using an RNA PCR Kit
(AMV) version 3.0 (TaKaRa, Otsu, Japan). Based on the
multiple sequence alignment of Populus LEA gene sequen-
ces, specific primers were designed for RT-PCR analysis
(Supplemental Table 1). Optimised PCR conditions were:
initial denaturation for 3 min at 95 °C, followed by 35 cycles
of 30 s at 94 °C, 30 s at 60 °C and 30 s at 72 °C and a final
extension of 5 min at 72 °C. In all RT-PCR analyses, the
actin gene was used as an internal control. PCR products
from each sample were analysed using 1 % agarose gel and
validated by DNA sequencing.

Results

Populus composed a large LEA gene family

The genome sequence of P. trichocarpa was searched using
the TBLASTN programme with A. thaliana LEA protein
sequences. In total, 53 full-length genes encoding putative
LEA proteins were identified (Table 1). Domain analysis
using Pfam showed that 40 of the 53 candidate genes had
LEA-conserved domains. The remaining 13 genes were
further validated by joint phylogenetic analysis with all
Arabidopsis LEAs (Fig. 1). All of these genes were grouped
with Arabidopsis LEAs, confirming that they belonged to
the LEA family. Thus, these 13 LEA genes were included in
the phylogenetic and experimental analyses.

Using the Pfam nomenclature, the Populus LEA gene
family was divided into eight groups: LEA1–6, SMP and
dehydrin. For notational convenience, the SMP and
dehydrin groups were renamed LEA7 and LEA8, respec-
tively. To facilitate reference to LEA proteins described
in previous publications, we compared the LEA nomen-
clature with two recently published systems proposed by
Hundertmark and Hincha (2008) and Bies-Etheve et al.
(2008) (Table 2).

Based on the Pfam and phylogenetic analysis (Fig. 1), all
Populus LEA genes could be divided into eight groups:
LEA1–8. The LEA4 and LEA8 groups were largest, with
26 and 10 members, respectively. The LEA3 group had five
members, LEA2 had four and LEA1 had three members.
The LEA6 and LEA7 groups had two members, and LEA5
contained only one gene. The Arabidopsis LEA gene family
had a species-specific group (AtM) that was absent in the
Populus genome.

LEA gene family in plants

To understand the evolutionary path of the LEA gene family
in the plant kingdom, we also identified all LEA genes from
two green algae (C. reinhardtii and V. carteri), a moss (P.
patens), a lycophyte (S. moellendorffi) and an angiosperm
(O. sativa) (Supplemental Table 2). No whole-genome se-
quence is currently available for any gymnosperm species;
the most comprehensive genomic resource is the EST
collection for loblolly pine (P. taeda). In the database of
328,662 P. taeda ESTs, 43 LEA genes were identified using
TBLASTN searches. Copy numbers of LEA family in above
land plant species were at least 42 (Table 3). However, the
green algae V. carteri and C. reinhardtii only contained five
and three copies, respectively, indicating that the LEA fam-
ily underwent rapid expansion during the early evolution of
land plants. The LEA4 and LEA5 groups were found in all
green algae and land plants, whereas six groups (LEA1–3,
LEA6–8) existed only in land plants.

Genomic organisation and gene duplication of the Populus
LEA gene family

Thirty-seven of 53 LEA genes were localised on 12 of 19
Populus chromosomes, whereas the remaining 16 genes
were localised on 14 as yet unattributed scaffold fragments
(Table 1). The distributions of LEA genes in the Populus
genome were obviously heterogeneous (Fig. 2). Two clus-
ters (clusters I and II) with high densities of LEA genes were
observed on chromosomes 4 and 13. Two LEA genes
(PtLEA4-1/2) were arranged in tandem repeats on chromo-
some 1. The remaining LEA genes showed a disperse dis-
tribution on chromosomes 2–5, 7, 9, 10, 14, 16 and 19.
Chromosomes 6, 8, 11, 12, 15, 17 and 18 did not reside
any LEA genes. Three genes (PtLEA4-19/20/21) were ar-
ranged in tandem repeats on a scaffold fragment (Table 1).

Previous analysis of the Populus genome identified paral-
ogous segments created by a whole-genome duplication
event in the Salicaceae (salicoid duplication) that occurred
60–65 million years ago (Tuskan et al. 2006). Twenty-two
LEA genes were located in duplicate blocks (Fig. 2). How-
ever, nine of these genes (PtLEA1-1, PtLEA2-2, PtLEA4-3/
4/5/6, PtLEA5-1, PtLEA6-2 and PtLEA7-1) lacked
corresponding duplicates; they may have been created after
the salicoid duplication event, or the corresponding homo-
logues may have been lost after the duplication event. Four
duplicate pairs (PtLEA2-1/3, PtLEA3-1/4, PtLEA8-1/3 and
PtLEA8-2/4) were each located in a pair of paralogous
blocks and can be considered to be direct results of the
salicoid duplication event (Fig. 2). Four LEA8 genes
(PtLEA8-5/6/7/8) in cluster II and PtLEA8-9 were each
located in a pair of paralogous blocks. Phylogenetic analysis
showed these five genes (PtLEA8-5/6/7/8/9) were grouped
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Table 1 Full-length LEA genes identified from the Populus trichocarpa genome

Class Genes Map position (bp) Length of
proteins (aa)

Number
of intron

LEA1 PtLEA1-1 LG_XVI:2886739-2887662 175 1

PtLEA1-2 scaffold_29:1973814-1974314 124 1

PtLEA1-3 scaffold_118:246670-247170 162 1

LEA2 PtLEA2-1 LG_II:12611862-12612660 151 1

PtLEA2-2 LG_VII:83225-84688 314 1

PtLEA2-3 LG_XIV:2910617-2911946 149 1

PtLEA2-4 scaffold_170:87597-88143 163 1

LEA3 PtLEA3-1 LG_II:15184538-15184813 91 0

PtLEA3-2 LG_III:6737025-6737424 90 1

PtLEA3-3 LG_X:2055108-2055591 107 0

PtLEA3-4 LG_XIV:5692999-5693277 92 0

PtLEA3-5 scaffold_77:1559377-1564578 82 1

LEA4 PtLEA4-1 LG_I:9324682-9325441 104 2

PtLEA4-2 LG_I:9327372-9327881 140 1

PtLEA4-3 LG_II:10311004-10317108 241 6

PtLEA4-4 LG_II:11079838-11082351 178 2

PtLEA4-5 LG_II:23327574-23328217 145 2

PtLEA4-6 LG_IV:4760309-4761109 232 1

PtLEA4-7 LG_IV:8885858-8886430 67 2

PtLEA4-8 LG_IV:8902320-8902887 67 2

PtLEA4-9 LG_IV:8947735-8948307 67 2

PtLEA4-10 LG_IV:8955157-8955717 67 2

PtLEA4-11 LG_IV:8963282-8963844 67 2

PtLEA4-12 LG_IV:8972685-8973248 67 2

PtLEA4-13 LG_IV:8984367-8984943 67 2

PtLEA4-14 LG_VII:10864766-10867398 415 2

PtLEA4-15 LG_X:242931-244007 309 1

PtLEA4-16 LG_XIX:9904957-9906653 469 1

PtLEA4-17 scaffold_41:379834-382030 628 1

PtLEA4-18 scaffold_57:1466253-1468795 408 2

PtLEA4-19 scaffold_123:221562-222004 67 2

PtLEA4-20 scaffold_123:225314-225755 67 2

PtLEA4-21 scaffold_123:228731-228291 67 2

PtLEA4-22 scaffold_124:533912-534766 252 1

PtLEA4-23 scaffold_129:618634-620114 437 2

PtLEA4-24 scaffold_152:337204-342597 213 2

PtLEA4-25 scaffold_4063:1331-1989 91 3

PtLEA4-26 scaffold_4478:406-969 67 2

LEA5 PtLEA5-1 LG_X:16724397-16724836 93 1

LEA6 PtLEA6-1 LG_II:326728-327003 91 0

PtLEA6-2 LG_V:5912121-5912369 82 0

LEA7 PtLEA7-1 LG_X:9565886-9566558 164 2

PtLEA7-2 scaffold_70:746150-747195 263 2

LEA8 PtLEA8-1 LG_II:763648-765706 619 2

PtLEA8-2 LG_IV:14781031-14781725 133 1

PtLEA8-3 LG_V:17250724-17251513 225 1

PtLEA8-4 LG_IX:2866181-2866987 183 1

PtLEA8-5 LG_XIII:4591347-4591796 149 0

PtLEA8-6 LG_XIII:4595053-4595762 171 1

PtLEA8-7 LG_XIII:4601646-4602303 152 1

PtLEA8-8 LG_XIII:4610249-4610906 152 1

PtLEA8-9 LG_XIX:5525884-5526174 96 0

PtLEA8-10 scaffold_1432:11124-11837 237 0
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together (Figs. 3a and 4a), indicating that they had
descended from a common ancestor. Based on the gene
tree and the positions of these five genes, we recon-
structed their expansion history (Fig. 3b). An ancestral
gene was probably duplicated during the whole-genome
duplication event, followed by three rounds of tandem
duplication in cluster II.

Characteristics of Populus LEA proteins

To better understand the characteristic features of the Populus
LEA groups, we have summarised group-specific character-
istics in Table 4 and Fig. 4. Except for PtLEA2-1/3, the
GRAVY scores of all Populus LEA proteins were negative
(Supplemental Table 3), indicating that they are hydrophilic.
Other characteristics, such as gene structures, protein motifs
and biochemical traits, were not conserved among LEA
groups, but were conserved within each group.

LEA1 group

The Populus LEA1 group contains three genes (PtLEA1-1/
2/3), each of which has two exons (Fig. 4c). The molecular
weights of the PtLEA1-1/2/3 proteins are 17.80, 13.40 and

17.86, respectively. MEME analysis showed that the three
proteins have two group-specific motifs (motifs 1 and 2) in
the N-terminal region. The theoretical pI values of the
PtLEA1-1/2/3 proteins are 8.04, 9.88 and 8.37, respectively,
indicating that they are alkaline.

LEA2 group

The Populus LEA2 group contains four genes (PtLEA2-1/2/
3/4), each with two exons. Sequence identities among the
four proteins are 8–77 %. The PtLEA2-1/3/4 proteins con-
tain 151, 149 and 163 amino acids, respectively. However,
the PtLEA2-2 protein has 314 amino acids and is thus
nearly twofold longer than the other three proteins. MEME
analysis showed the all Populus LEA2 proteins have three
motifs (motifs 3–5), which are repeated twice in the
PtLEA2-2 protein. The theoretical pI values of the four
LEA2 proteins range from 4.64 to 5.07, indicating that
they are acidic. The GRAVY scores of the PtLEA2-2/4
proteins were negative, indicating that they are hydrophil-
ic. In contrast, the GRAVY scores of PtLEA2-1/3 proteins
were positive, indicating they are hydrophobic. Thus, the
biochemical characteristics show divergence between the
PtLEA2-2/4 and PtLEA2-1/3 proteins.
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Fig. 1 Phylogenetic
relationships of Populus and
Arabidopsis LEA genes. LEA
groups are distinguished by
colour
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LEA3 group

The Populus LEA3 group contains five members, and the
sequence identities among proteins are 12–84 %. The theo-
retical pI values of PtLEA3-1/2/3/4 range from 8.06 to 9.89,
indicating that they are alkaline. However, the PtLEA3-5
protein is acidic (pI06.17). MEME analysis showed that
PtLEA3-1/3/4 share similar motif elements (motifs 6–8),
whereas PtLEA3-2 lacks motif 7 and PtLEA3-5 has only
motif 6. Variation in motifs in this group indicates functional
divergence.

The PtLEA3-2/3/5 genes each have two exons/one intron
structures (Fig. 4c), whereas PtLEA3-1/4 lack introns. A
duplicate gene pair (PtLEA3-1/4) was created by the salicoid
whole-genome duplication event (Fig. 2). Before duplica-
tion, the most recent ancestral gene of this pair may have
been created by retroposition. The retrogene is generally
believed to have lacked an intron and possessed poly(A)
stretches at the 3′ end and short direct repeats at both ends.
ThePtLEA3-1 gene exhibits these features (Fig. 5), supporting
the identification of PtLEA3-1/4 as retrogenes.

LEA4 group

The Populus LEA4 group is the largest, being represented by
26 genes with protein lengths ranging from 67 to 628 amino
acids and sequence identities of 4–100 %. The theoretical pI
values of the LEA4 proteins are variable, ranging from 4.7 to
10.3. Although all Populus LEA4 proteins are hydrophilic
(negative GRAVY scores), the GRAVY scores showed much
variation, ranging from −1.4 to −0.49 (Supplemental Table 3).
The variation in biochemical characteristics among the 26
LEA4 proteins indicates functional divergence.

The gene structures of 11 LEA4 genes (PtLEA4-19/20/
21/26 and seven genes in cluster I) are highly conserved
(Fig. 4c). These genes have similar extron lengths and
positions. In contrast, the other 15 genes in this group show
a low degree of gene structure conservation. MEME analy-
sis revealed three motifs (motifs 9–11) in this group. Except
for PtLEA4-3/4/16/24, which have only motif 10, all pro-
teins in this group share motif 9. The PtLEA4-5/6/17/22
proteins contain all three motif elements, whereas the
PtLEA4-14/15/18/23 proteins have only motifs 9 and 10.
Fourteen LEA4 proteins (PtLEA4-1/2/19/20/21/25/26 and
seven proteins in cluster I) have motifs 9 and 11. Note that
some motifs repeat several times in some genes (Fig. 4d).
For example, PtLEA4-14 has four motif 9 repetitions and
three motif 10 repetitions, and PtLEA4-17 has nine motif 10
repetitions.

LEA8 group

LEA8 is the second largest group in the Populus LEA gene
family. This group contains 10 genes with highly variable
protein sequences (sequence identity, 2–99 %) and theoret-
ical pI values ranging from 5.01 to 10.34. The pI values of
PtLEA8-2/3/4 are 5.01, 5.13 and 6.45, respectively, indicat-
ing that they are acidic. The other seven proteins are alkaline
(pI>8.43). PtLEA8-1 has three exons and two introns
(Fig. 4c), whereas PtLEA8-5/9/10 lack introns and the other

Table 2 The nomenclature of LEA groups in the Pfam database and
according to Hundertmark and Hincha (2008) and Bies-Etheve et al.
(2008)

In this
study

Pfam Hundertmark et al.
(2008)

Bies-Etheve et al.
(2008)

LEA1 LEA1 LEA1 LEA4

LEA2 LEA2 LEA2 LEA7

LEA3 LEA3 LEA3 LEA6

LEA4 LEA4 LEA4 LEA3

LEA5 LEA5 LEA5 LEA1

LEA6 LEA6 PvLEA18 LEA8

LEA7 SMP SMP LEA5

LEA8 Dehydrin Dehydrin LEA2

– – AtM LEA9

Table 3 Comparison of LEA group sizes in Populus, Arabidopsis, Oryza, Pinus, Selaginella, moss and green algae

Organisms LEA groups Total LEAs

LEA1 LEA2 LEA3 LEA4 LEA5 LEA6 LEA7 LEA8 AtM

Populus trichocarpa 3 4 5 26 1 2 2 10 – 53

Arabidopsis thaliana 3 3 4 18 2 3 6 10 2 51

Oryza sativa 4 5 6 9 2 2 9 8 – 45

Pinus taeda 3 1 6 16 3 1 3 10 – 43

Selaginella moellendorffii 2 10 5 16 6 – 8 – – 47

Physcomitrella patens 1 4 1 27 4 – 3 2 – 42

Chlamydomonas reinhardtii – – – 2 1 – – – – 3

Volvox carteri – – – 3 2 – – – – 5
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six genes contain only one intron. MEME analysis showed
that all proteins in this group share motif 21. Except for
PtLEA8-5/6/10, all proteins share motif 22. The PtLEA8-5/
6/7/8/9/10 proteins have motif 23. Similar to the LEA4
group, some motifs in this group repeat several times in
some proteins. In particular, motif 21 is repeated up to 12
times in PtLEA8-1 (Fig. 4d).

Intragenic evolution

The presence of repeated motifs is a distinguishing feature
of Populus LEA proteins. Using sequence comparison and
phylogenetic analysis of motifs in individual proteins, we
attempted to obtain information on the possible history of
these repetitions. The PtLEA8-1 protein contains the great-
est number of repetitions (12 repetitions of motif 21), with
highly conserved sequences (Fig. 6a). Based on the phylo-
genetic tree and the positions of the motif, we reconstructed
the expansion history (Fig. 6b, c). At least 10 rounds of
tandem duplications likely created the 12 repetitions of
motif 21 in the PtLEA8-1 protein.

Expression of LEA genes under normal growth condition
and abiotic stress

The expression patterns of Populus LEA genes under normal
growth condition and abiotic stress (salinity and drought)
were investigated using RT-PCR analysis. We analysed the
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expressions of all 53 LEA genes in five tissues (leaf, shoot,
root, bud and phloem; Fig. 4b). Among the 53 Populus LEA
genes, 21 (39.6 %) genes were expressed in all tissues under
all growth conditions, whereas 20 (37.7 %) genes were not
expressed in any tissue or in response to any treatment
applied in this study. Thus, these 20 LEA genes are
expressed at subdetectable levels, or they are only induced
in response to treatments and/or in tissues not examined in

our study, or they are pseudogenes. The other 12 LEA genes
were expressed selectively in a specific tissue and/or in re-
sponse to a specific treatment. Nine of these genes (PtLEA4-2/
6/14/16/23/24, PtLEA7-1, and PtLEA8-2/4) were not
expressed in a specific tissue under normal growth condition
but were expressed under salt or drought stress, suggesting
that they play specific roles under stress conditions. The
expressions of LEA genes are generally considered to restrict
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seed or stress tolerance. However, 32 of the 53 (60%)Populus
LEA genes examined in this study were expressed in vegeta-
tive tissues and in the absence of stress, indicating that LEA
genes also play important roles in normal plant growth and
development.

Among four tandem-arrayed LEA8 genes in cluster II,
PtLEA8-7/8 were expressed in all test samples but PtLEA8-
5/6 were not, suggesting functional divergence of this gene
cluster. Seven LEA4 genes in cluster I were not expressed in
any tissue under normal growth condition or abiotic stress. In
this study, we identified four duplicate gene pairs created by a
whole-genome duplication event. Two duplicate gene pairs
(PtLEA3-1/4 and PtLEA8-1/3) showed similar expression
patterns: all duplicate genes were expressed in all tissues
under normal growth condition and abiotic stress. Two dupli-
cate genes in the PtLEA8-2/4 pair showed different tissue-
specific expression patterns. In the duplicate gene pair
PtLEA2-1/3, PtLEA2-1 was expressed in all test samples but
PtLEA2-3 was not, indicating functional divergence.

Discussion

In this study, we identified 53 LEA genes from the Populus
genome; 30 % were arranged in tandem repeats and 15 %

were created by the salicoid whole-genome duplication
event. In Arabidopsis, 33 % of LEA genes were grouped
in clusters and 24 % were the result of whole-genome
duplication (Hundertmark and Hincha 2008; Bies-Etheve
et al. 2008). These data indicate that tandem duplications
contributed significantly to the expansion of this gene fam-
ily. In addition, compared with the green algae V. carteri and
C. reinhardtii, we found the rapid expansion of the LEA
gene family in moss and other land plants. Extensive evi-
dence has shown that LEA genes play an important role in
cellular protection during abiotic stress tolerance, especially
in drought stress (Babu et al. 2004; Bahieldin et al. 2005;
Bahrndorff et al. 2009; Tolleter et al. 2010). The initial
evolution of vegetative desiccation tolerance was a crucial
step in the colonisation of the land by primitive plants from
an origin in fresh water (Oliver et al. 2000). Synthetic
phylogenetic analyses suggested that vegetative desiccation
tolerance was primitively present in bryophytes, the lowest
living clades of land plants (Oliver et al. 2000). This rapid
expansion of the LEA gene family in land plants might have
adaptive significance for the establishment of desiccation
tolerance.

Genes that respond to stress generally contain fewer
introns. Notably, 51 of the 53 (96 %) Populus LEA genes
had fewer than two introns. Low intron numbers have also
been observed in other gene families that respond to stress,
e.g. tau glutathione transferase (one intron), the trehalose-6-
phosphate synthase gene family (two introns) and the class
III peroxidase gene family (three introns). Various hypoth-
eses have been proposed to explain why highly expressed
genes tend to be compact in a wide range of species. The
transcriptional efficiency model is based on the observation
that transcription is a slow and expensive process (Castillo-
Davis et al. 2002). Introns have deleterious effects on gene
expression, namely delayed transcript production caused by
splicing and the added length of the nascent transcript, and
an additional energetic cost due to increased transcript
length (Jeffares et al. 2008).

Table 4 Group-specific charac-
teristics of the Populus LEA
proteins

Group Number of
genes

Protein sequence
identities (%)

Molecular weight
(kDa)

GRAVY Theoretical pI

Min. Max. Min. Max. Min. Max. Min. Max.

LEA1 3 22 98 13.40 17.86 −0.861 −0.509 8.04 9.88

LEA2 4 8 77 16.24 34.94 −0.439 0.148 4.64 5.07

LEA3 5 12 84 8.65 11.32 −0.774 −0.146 6.17 9.89

LEA4 26 4 100 6.89 68.01 −1.415 −0.485 4.66 10.31

LEA5 1 – – – – – – – –

LEA6 2 46 9.02 9.87 −1.421 −1.075 5.32 5.59

LEA7 2 22 17.88 27.65 −0.487 −0.418 5.26 9.12

LEA8 10 2 99 10.68 69.53 −1.995 −0.479 5.01 10.34

AAGTTTCTCGAAGAAGAAACAAACAAGTTTCTACGGCAGTTGAAATATA
TAAAAGATCCATCATCTCTTGTTTTCGTAAAACTTCTTTCACAAAGTTT
GAATCAAATCACACACTGTATTTGTAGAATGGCTCGTTCTTTCTCAAAC
GCCAAGGTCATCTCTGGCCTGATCAGCGAGGCAATCAACGGCAGAGGAT
TCTCAGCTGTTGCATCCCAAGGAGCTGCTGTGTCCAAGGCAAGAAGCGG
TGCTGCTGTAATGAAGAAAACAGGGGAGGAGGTTACCAAGACCACCGAG
AAGATTTCCTGGGTTCCAGATCCTCGTACTGGATTCTACAGACCAGAGA
ATGTTGCTCAGGAAATCGATGCGGCTGAATTACGTGCTACTCTCTTGAA
GAAGCATTGAAGAAATTACTAATTCATGAGATTAATAAAATCTGATTAC
TACTACATCATGTTCTATGATAAAAAAAAAAAAAAAAGGGATCGATGGA
TATATGTGGGTTGTGGGGCTCGTGGGCTATCGGCTTGTGCTGTGACATG

Fig. 5 DNA sequence of the PtLEA3-1 retrogene. The cDNA se-
quence is underlined and in boldface type. A poly(A) tail is shaded
in grey. Two possible direct repeats are marked in boxes
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LEA4 is the largest group in the Populus and Arabidopsis
genomes; it is represented by 26 and 16 genes, respectively,
indicating rapid expansion of the LEA4 gene in Populus

(Bies-Etheve et al. 2008). Twelve of 26 (46 %) Populus
LEA4 genes were grouped in clusters, whereas only two LEA4
genes were arranged in tandem repeats in the Arabidopsis
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genome. These findings indicate that tandem duplications
contributed significantly to the expansion of LEA4 genes in
Populus. Among the 26Populus LEA4 genes, 12 (46%) genes
were not expressed in any tissue or in response to any treat-
ment applied in this study. However, all 16 LEA4 genes in the
Arabidopsis genome were expressed: eight genes in seeds and
eight in buds or in response to stress, including salinity or
freezing (Hundertmark and Hincha 2008; Uemura et al. 1996).
Thus, based on the expression data for the Arabidopsis LEA4
group, we predict that the 12 Populus LEA4 genes (not
expressed in this study) might be expressed in seeds or in
response to freezing. In addition, 6 of 26 (23%)Populus LEA4
genes were expressed in all test tissues, and eight (31 %) were
selectively expressed in a specific tissue and/or in response to
a specific treatment. The divergent patterns of the Populus
LEA4 genes indicate functional divergence.

The Arabidopsis LEA7 group has six members (Bies-
Etheve et al. 2008). Four Arabidopsis LEA7 genes were
expressed in seed, one in bud and one in response to salt
stress (Hundertmark and Hincha 2008). Analysis of trans-
genic Arabidopsis plants showed that one LEA7 gene
(At1g03120) played an important role in the ion cell balance
during late embryogenesis and germination (Borrell et al.
2002). Expression patterns and transgenic Arabidopsis data
suggest that this group may have divergent functions. The
Populus LEA7 group contains only two genes (PtLEA7-1/
2). PtLEA7-1 was not expressed in the five tissues sampled
under normal growth conditions or drought stress, but it was
expressed under salt stress, indicating that this gene might
play an important role in salt tolerance. The PtLEA7-2 gene
was not expressed in any test sample. Based on expression
information for the Arabidopsis LEA7 group, the PtLEA7-2
gene may be expressed in seeds and play an important
biological function during seed maturation.
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