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Abstract
Background  The genomes of many major crops including barley (Hordeum vulgare) consist of numerous 
transposons. Despite their important roles in crop genome evolution and morphological variations, most of these 
elements are silent or truncated and unable to be mobile in host genomes. Thus far, only a very limited number of 
active transposons were identified in plants.

Results  We analyzed the barley full-length cDNA (FLcDNA) sequences and detected 71 unique FLcDNAs exhibiting 
significant sequence similarity to the extant transposase proteins. These FLcDNAs were then used to search against 
the genome of a malting barley cultivar ‘Morex’, seven new intact transposons were identified. Sequence alignments 
indicated that six intact transposons contained the entire FLcDNAs whereas another one served as 3’ untranslated 
region (3’ UTR) of a barley gene. Our reverse transcription-PCR (RT-PCR) experiment further confirmed the expression 
of these six transposons and revealed their differential expression. We conducted genome-wide transposon 
comparisons and detected polymorphisms of three transposon families between the genomes of ‘Morex’ and other 
three genotypes including the wild barley (Hordeum spontaneum, B1K-04-12) and two cultivated barley varieties, 
‘Golden Promise’ and ‘Lasa Goumang’. Lastly, we screened the transcripts of all annotated barley genes and found that 
some transposons may serve as the coding regions (CDSs) or UTRs of barley genes.

Conclusion  We identified six newly expressed transposons in the barley genome and revealed the recent mobility 
of three transposon families. Our efforts provide a valuable resource for understanding the effects of transposons 
on barley genome evolution and for developing novel molecular tools for barley genetic improvement and other 
research.
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Background
Transposable elements (TEs) or transposons are genomic 
sequences that have the potential capacity to move 
within host genome and even horizontally transfer 
between distantly related organisms [1]. Thus far, trans-
posons have been identified in the sequenced genomes 
of a wide range of organisms including microbes, plants, 
and animals [2]. They can be grouped into two major 
classes, Class I elements or retrotransposons mobilize via 
a copy-and-paste mechanism whereas Class II elements 
or DNA transposons transpose via the cut-and-paste or 
other mechanisms. Each major transposon class can be 
further divided into different superfamilies based on the 
sequence structures and encoded proteins such as ret-
rotransposons are classified into long terminal repeat 
(LTR) retrotransposons and non-LTR retrotransposons 
including long interspersed nuclear elements (LINEs) 
and short interspersed nuclear elements (SINEs). Some 
transposon superfamilies are widely present in nearly 
all eukaryotes whereas other superfamilies show lin-
eage-specific distributions and are only found in specific 
organisms. For example, among the 17 DNA transposon 
superfamilies, only 6 superfamilies are present in plant 
genomes [3].

The movements of transposons may cause deleterious 
or even lethal mutations that can affect host fitness [4, 
5]. Therefore, the hosts and transposons have co-evolved 
multiple mechanisms to regulate transposon activity 
including DNA methylation, small interfering RNAs 
(siRNAs) and the genomic selection pressure [6–8]. 
Despite transposons contribute large fractions of many 
sequenced genomes, the majority of them were truncated 
or became dysfunctional due to the accumulations of 
mutations. Some transposons may be structurally intact, 
but their transcription is suppressed by the epigenomic 

silence pathways [6]. Thus far, active transposons were 
found to contribute tiny fractions of the eukaryotic 
genomes. For example, nearly half of the human genome 
is consisted of transposons, but only less than 40 subfam-
ilies of Alu, L1 and SVA elements may still be active in 
the genome [9].

Active transposons are of great interest as they con-
tinue to create new insertions and genetic diversity that 
may have important impacts on structural and func-
tional changes of genes and genomes [9, 10]. Addition-
ally, identification of active transposons is helpful to 
understand the transposition mechanisms and develop 
molecular tools for cloning genes and identifying gene 
functions [11]. Some active transposons were originally 
found with molecular methods by comparing the func-
tional genes between the wild types and mutants [12, 13]. 
With the availability of large amount of sequencing data, 
computational analysis has emerged as a popular strat-
egy to identify potential active transposons by compar-
ing the polymorphic insertions of transposons between 
related genomes or identifying highly identical transpo-
son sequences within genome [10, 14]. Active transpo-
sons can be autonomous or nonautonomous elements, 
the former encode transposase protein(s) necessary for 
transposition, whereas the latter do not generate func-
tional transposases and their movement is catalyzed by 
their autonomous partners [13, 14].

Barley (Hordeum vulgare, 2n = 2X = 14) is an important 
crop used for food, feed and malt worldwide. It belongs 
to the Triticeae tribe of the grass family which also con-
tains bread wheat (Triticum aestivum, 2n = 6X = 42) and 
rye (Secale cereale, 2n = 2X = 14). Thus far, the genomes of 
both cultivated barley and its wild progenitor, Hordeum 
spontaneum, have been sequenced [15–18] that provided 
valuable resources for genome-wide comparative analysis 
of transposons. Despite 80% of the barley genome consist 
of various transposons [15], active transposons in barley 
are still unexplored.

Results
Identification of TE-related cDNAs
The availability of barley full-length cDNA (FLcDNA) 
database [19] provides an invaluable resource for barley 
genomics. As some transposons are still expressed and 
can generate mRNAs in host cells [20], we assumed that 
the barley FLcDNA database may contain TE-related 
sequences including both expressive transposons and 
genes containing transposons or fusion transcripts. To 
test this hypothesis, we used the reported transposase 
proteins as the queries to search against the 24,783 bar-
ley FLcDNA sequences [19], 71 unique FLcDNAs were 
identified to show significant similarity (E-value < 1 × 
e − 10) to the transposase proteins of nine extant trans-
poson superfamilies (Table  1, Table S1). The sizes of 

Table 1  Summary of transposon-related FLcDNAs in barley
Transposon 
superfamilies

Sequence/
transpo-
son name

No. of 
signif-
icant 
cDNA

Download website

Ty1-Copia LTR 
retrotransposon

P04146 7 https://www.ncbi.nlm.nih.gov

Ty3-Gypsy LTR 
retrotransposon

AAC82604 11 https://www.ncbi.nlm.nih.gov

LINEs AB081316 22 https://www.ncbi.nlm.nih.gov
hAT AAP54387 10 https://www.ncbi.nlm.nih.gov
Mutator AAA21566 8 https://www.ncbi.nlm.nih.gov
Helitron HELI-

TRON7_OS
4 https://www.girinst.org/

repbase
CACTA ENSPM-

6_ZM
5 https://www.girinst.org/

repbase
Pong Pong 

(BK000586)
3 https://www.ncbi.nlm.nih.gov

Tc1/mariner AAL69341 1 https://www.ncbi.nlm.nih.gov

https://www.ncbi.nlm.nih.gov
https://www.ncbi.nlm.nih.gov
https://www.ncbi.nlm.nih.gov
https://www.ncbi.nlm.nih.gov
https://www.ncbi.nlm.nih.gov
https://www.girinst.org/repbase
https://www.girinst.org/repbase
https://www.girinst.org/repbase
https://www.girinst.org/repbase
https://www.ncbi.nlm.nih.gov
https://www.ncbi.nlm.nih.gov
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these FLcDNA sequences varied from 803 bp to 5,883 bp 
and they were expressed in various types of barley tis-
sues including malting seed, shoot, root, and flower as 
well as the shoot and root treated with salt, aluminium, 
abscisic acid (ABA) or jasmonic acid (JA) (Table S1). LTR 
retrotransposons, non-LTR retrotransposons and DNA 
transposons contributed 75%, 0.3% and 5% of the barley 
genome, respectively [15]. However, our results indi-
cated that about 31% (22/71*100) and 44% (31/71*100) 
of the 71 FLcDNAs were related to LINEs and DNA 
transposons, and only 25% of them were related to LTR 
retrotransposons.

FLcDNAs directly derived from intact transposons
To investigate if the FLcDNAs were generated by trans-
posons, all 71 FLcDNA sequences listed in Table S1 
were used as queries to search against the genome of a 
malting barley cultivar ‘Morex’ [15], hereafter referred 
to as the barley reference genome. The significant hits 
and their 20-Kb flanking sequences (10-kb for each 
side) were extracted and used to define intact transpo-
sons based on target site duplications (TSDs) and the 
terminal features of different transposon superfamilies 
including inverted tandem repeats (TIR), LTRs, and 3′ 
poly(A) tract. No complete transposons were found for 
63 FLcDNAs implying they were generated by truncated 
TEs or the genes harboring some transposon-related 
sequences. Impressively, we were able to identify eight 

structurally intact transposons which contain the typi-
cal terminal sequences and were flanked by different 
TSDs. Among these intact transposons, one mutator-like 
transposon called Hvu_Abermu has been reported in 
our previous study [21], and other seven, including two 
LTR retrotransposons, three LINEs and two DNA trans-
posons, were newly identified elements. These trans-
posons ranged in size from 4,949  bp (Hvu_Copia1) to 
12,042 bp (Hvu_Gypsy1) and shared 97–100% sequence 
identity to the related FLcDNAs (Fig.  1, Table S2). 
Sequence alignments indicated that six intact transpo-
sons contained the entire related FLcDNA sequences 
suggesting they directly generated the full-length tran-
scripts (Fig. 1). However, Hvu_Copia1 overlapped the 3’ 
untranslated region (UTR) of the FLcDNA, AK358614, 
that encodes indole-2-monooxygenase-like protein. We 
further searched against the barley expressed sequence 
tags (ESTs) deposited in GenBank, eight ESTs showing 
over 98% sequence identity to the LTRs of Hvu_Copia1 
were detected, but no highly identical EST was found 
for its internal region. Thus, the transcript of AK358614 
was likely driven by nearby gene promoter but not from 
Hvu_Copia1. It seems that Hvu_Copia1 has accumulated 
mutations or were undergone internal deletions as its 
predicted proteins lack RNAse H (RNH) and integrase 
(IN) domains that are necessary for the movement of 
retrotransposons.

Fig. 1  The structures of seven new transposons identified in this study. The black arrows indicate the terminal sequences of transposons including TIRs 
(opposite orientation) and LTR (same orientation). The brown stripe pattens mean the 3’ poly(A) of LINEs. The black vertical broken lines represent the 
overlapped regions of transposons and related FLcDNAs. The UTRs and CDSs of gene were indicated by white and red boxes
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Transcriptional activity of intact barley transposons
To validate the transposon expression, we carried out 
reverse transcription-PCR (RT-PCR) analysis using 
the primers targeting the overlapped regions between 
transposons and their related FLcDNAs (Supplemen-
tary Table S3). Visible bands with expected amplifica-
tion sizes were detected for all six transposons (Fig.  2, 
Fig.S1). Our RT-PCR results also revealed various expres-
sion patterns of different transposons. Hvu_CACTA2 
and Hvu_LINE1 can generate transcripts in the mRNA 
samples from leaves, shoots, and roots of 3-week barley 
seedlings but stronger amplification band was observed 
for Hvu_CACTA2. For Hvu_Mariner, only a weak band 
was amplified in the roots and no visible band was found 
in the young leaves and shoots. For Hvu_LINE2, Hvu_
LINE3 and Hvu_Gypsy1, visible bands were observed 
in the mRNA samples from two shoot and root tissues 
but not in the leaves (Fig.  2). Compared to the barley 
FLcDNA database [19], our results confirmed the expres-
sion of six intact transposons but showed some new 
expression patterns. For instance, Hvu_CACTA2 that 
generated the FLcDNA (AK363092) was expressed in the 
seedling shoot and root with ABA treatment (Table S1). 
We detected the expression of Hvu_CACTA2 in leaves, 

shoots, and roots of seedlings without any stress or treat-
ment. For Hvu_Mariner which generated the FLcDNA 
(AK376371) and was expressed in the young flower 
(Table S1), but we also observed its expression in the 
seedling roots.

Recent mobility of intact barley transposons
Our sequence analysis and RT-PCR experiment indi-
cated the transcriptional activity of six intact barley 
transposons. To test if these transposons were recently 
active, the six transposons, Hvu_Gypsy1, Hvu_LINE1, 
Hvu_LINE2, Hvu_LINE3, Hvu_CACTA2 and Hvu_Mari-
ner, were combined and used as the library to screen 
the barley reference genomes [15] with the RepeatMas-
ker software (https://www.repeatmasker.org). Multiple 
hits were found for all these six transposon families, and 
the repetitive sequences were dispersed across all seven 
barley chromosomes but not concentrated in some spe-
cific regions (Fig.  3). However, the copy numbers were 
dramatically different for the six TE families suggesting 
they had distinct success in the barley genome. 33,833 
and 31,562 hits were found for Hvu_Gypsy1 and Hvu_
CACTA2, respectively. However, only 628 repeats of 
Hvu_Mariner were identified. In addition, 2,656, 1,608 
and 1,811 repeats were detected for Hvu_LINE1, Hvu_
LINE2, and Hvu_LINE3. Most of these repeats were 
fragmental and/or lacked the typical terminal sequences 
such as TIRs, LTRs and 3′ poly(A) tract. However, we 
were able to define the exact boundaries for 190 ele-
ments from the six transposon families based on TSDs, 
terminal motifs and the alignments with the reference 
transposons.

The genomes of multiple cultivated and wild barley 
accessions have been sequenced [15–18], it provided 
good resources for conducting genome-wide transpo-
son comparison and identifying recently active transpo-
sons. To test if the six transposon families were recently 
active, the 700-bp flanking sequences (350-bp for each 
side) of the 190 transposons with well-defined bound-
aries in the reference barley genome [15] were used to 
align the genomes of two barley varieties, the malting 
barley ‘Golden Promise’ in the United Kingdom [16, 17] 
and the Tibetan hulless food barley ‘Lasa Goumang’ in 
China [18], and the wild barley (Hordeum spontaneum, 
B1K-04-12) [16]. 145 elements were shared between the 
genomes ‘Morex’ and ‘Golden Promise’ as the transpo-
sons and flanking sequences were found in both genomes 
(Fig.  4A). Four polymorphic transposons, including 
one Hvu_LINE1, one Hvu_LINE3 and two Hvu_Mari-
ner, were detected as the specific flanking sequences of 
these four elements identified in the ‘Golden Promise’ 
genome, but no transposon was found between the right 
and left flanking sequences (Fig. 4B). However, we were 
not able to determine the presence or absence of other 41 

Fig. 2  RT-PCR analysis of six transposons in the three types of barley tis-
sues. This figure was cropped from the full-length gels which are shown in 
Supplementary Material: Figure S1, 2

 

https://www.repeatmasker.org
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elements in the genome of ‘Golden Promise’ as no hits or 
multiple hits with same sequence identity were detected 
in ‘Golden Promise’ (Fig. 4C-F) implying that these ele-
ments were inserted into repetitive genomic regions, or 
the flanking were not assembled into the genome. The 
flanking sequences of 190 elements in ‘Morex’ also were 
used to conduct BLASTN searches against the genome of 
the ‘Lasa Goumang’, 136 elements were shared between 
‘Morex’ and ‘Lasa Goumang’, nine elements, including 
three Hvu_LINE3 retrotransposons and six Hvu_Mariner 
transposons, were present in the genome of ‘Morex’ but 
absent in the genome of ‘Lasa Goumang’. The presence/
absence of 46 elements were not clear in the genome of 
‘Lasa Goumang’ as no specific hits were identified for 
their flanking sequences. By comparing the genomes of 
‘Morex’ and ‘B1K-04-12’, 131 shared transposons were 
identified, and 10 elements, including one Hvu_LINE1, 
three Hvu_LINE3 and six Hvu_Mariners, were absent 
in the wild barley genome. The detailed transposon 
comparisons between the reference barley genome and 
other three genomes are shown in the Table S4. Over-
all, our genome-wide transposon comparisons revealed 
the polymorphisms of three transposon families, Hvu_
LINE1, Hvu_LINE3 and Hvu_Mariner, between ‘Morex’ 
and other three barley genomes suggesting their recent 

transposition or retrotransposition activity occurring 
after the barley domestication.

Contributions of transposons on barley genes
Transposons are important sources of gene evolution as 
their movements can result in gene mutation, alter gene 
expression, or serve as genic sequences or regulatory ele-
ments [22, 23]. To detect if the six identified transposons 
were recruited as exons of barley genes, we searched 
against the transcripts of all annotated barley genes [15] 
using the six transposons as the queries. A total of 213 
annotated genes showed significant identity to the six 
transposons indicating their transcripts contained trans-
poson-related sequences. To gain insights into their func-
tional information, the transcripts of all 213 genes were 
used to search against the GenBank non-redundant pro-
tein sequence database. 81 genes encoded proteins con-
taining the conserved transposase or retrotransposase 
domains implying that they were likely involved in cata-
lysing transposon movement. 85 genes were annotated as 
hypothetical protein or uncharacterized protein, or their 
functions were not defined. Interestingly, 47 genes with 
various molecular functions, including disease resistance 
and development regulation, were identified (Table S5). 
Further sequence comparisons indicated that the UTRs 
of nine genes contained transposon sequences including 

Fig. 3  Distributions of six transposon families on seven chromosomes of ‘Morex’
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HORVU.MOREX.r3.5HG0504530 encoding protein ELC-
like (Table S5; Fig.  5A). However, for most of the genes 
(38/47 = 80.9%), transposons were recruited as the cod-
ing sequences (CDSs) of barley genes including the gene 
HORVU.MOREX.r3.7HG0720430 encoding F-box/LRR-
repeat protein 13-like (Table S5; Fig. 5B).

Discussion
Maintenance of transposon activities is extremely impor-
tant for their long-term survivals in host genomes [24]. 
However, active transposons are unusual in all sequenced 
genomes as their mobility are strictly suppressed by the 
epigenetic machinery [6] and they can also be eliminated 
from host genomes over time by the purifying selection 
[25]. Therefore, active TEs provide valuable resources 
for investigating the transposition mechanisms of dif-
ferent transposon families and addressing the molecular 
system by which transposons can exploit to evade the 
epigenetic regulations. Additionally, active transposons 
are invaluable for understanding gene functions and 
developing molecular tools [26]. The barley genome is 
large (~ 5.1 Gb) and comprises about 80% of transposons 
[15]. However, characterization of active transposons in 
barley is still overlooked. Thus far, all transposon-based 
genetic resources for barley research were developed 
with the maize Ac/Ds transposons [27]. In this study, 

we conducted genome-wide comparative analysis and 
detected polymorphisms for three TE families within 
three cultivated barley varieties and between cultivated 
and wild barley genomes suggesting these transposons 
were active after the domestications of cultivated barley 
or they may be still active in the cultivated barley popu-
lations. Despite more molecular experiments are needed 
to confirm their mobility by identifying polymorphic 
insertions between parents and the offspring or between 
the wild types and regenerated plants derived from tis-
sue culture and/or other stresses, the three transposon 
families, Hvu_LINE1, Hvu_LINE3 and Hvu_Mariner, and 
Hvu_Abermu which was identified in our previous study 
[21] offer helpful information and the potential sources 
to develop new molecular markers and genetic resources 
such as endogenous gene tagging system for barley func-
tional gene studies.

Thus far, many computational software has been 
developed for genome-wide transposon annotation. 
However, it still is challenging for characterizing active 
transposons. Some active transposons were identified 
with molecular methods as they inserted into func-
tional genes and caused phenotypical variations [13, 28]. 
However, visible mutations related to transposons were 
infrequently as many transposons inserted into inter-
genic regions and cannot change the morphological 

Fig. 4  The comparison of transposons between ‘Morex’ and other three barley genomes. The 350-bp right (red box) and left (blue box) flanking sequence 
of a transposon (black oval) was extracted from the ‘Morex’ genome and merged and used to search against other genomes and define the orthologous 
sequences. (A) Both transposon and the flanking sequences were identified in ‘Morex’ and other genomes. (B) Orthologous flanking sequences were 
identified in another genome, but no transposon was found between the right and left flanking sequences. (C) Multiple hits with same sequence identity 
were found for both flanking sequences in another genome. (D) One orthologous hit was defined for one flanking sequence, but multiple hits were iden-
tified for another flanking region. (E) One orthologous hit was defined for one flanking sequence, but no hit was identified for another flanking sequence. 
(F) no hit was identified for both flanking sequences
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traits. Additionally, it is time-consuming to clone func-
tional genes. The public availability of genome sequences 
allows us to conduct genome-wide transposon com-
parisons and identify the new and recent TE insertions. 
The efficiency of this approach heavily depends on high 
quality genomes and transposon annotation, especially 
well-defined transposon boundaries, as well as well 
sequenced transcriptomic databases. As some transpo-
sons can be reactivated by tissue culture or other stressful 
treatments [29] and generated transcripts, active trans-
posons can also be discovered by analyzing transcript 
profiling of transposons of plant calli [30]. In this study, 
we analyzed the barley FLcDNA database and identified 
seven intact transposons showing significant sequence 
identity to the reported FLcDNA sequences. Our RT-
PCR experiment also confirmed their expression (Fig. 2) 
suggesting the transcriptional activity of these transpo-
sons. The genome-wide comparisons of six transposon 
families detected polymorphisms of three TE families. 
Thus, our method by comparing both transcriptional 
and genomic data sets can be used to identify recently 
active TEs in other genomes. Anderson et al. analyzed 
359 RNAseq libraries of B73 inbred line collected from 
diverse set of tissues and developmental stages and found 
that TEs contributed 1.4–26.1% of the reads assigned to 
genes or TEs [31]. In migratory locust (Locusta migrato-
ria), transposon-related transcripts can comprise about 

20% of the transcriptome [32]. However, we only found 
0.3% (70/24,783*100) of barley FLcDNAs were related 
to transposons, the rate of transposon-related tran-
scripts was much lower than that in maize and migratory 
locust. It may suggest different transcriptional landscapes 
between different organisms. Another possible reason 
was that many transposon-related transcripts were ruled 
out by the FLcDNA database [19]. As the expression of 
genes and transposons heavily dependents on the tissue 
types, growth stages, and growth/treatment conditions, 
many transposon-related transcripts may not be gener-
ated yet. Additionally, many intact transposons are sup-
pressed by the host’s the epigenetic machinery [6], and 
they can only be expressed under tissue culture or other 
stress treatments or in the plants with methylation muta-
tions such as ddm1 mutant in Arabidopsis in which many 
silenced can be reactivated and expressed [33]. In our 
next work, we will analyze barley long-read transcrip-
tome dataset from more diverse tissues, developmental 
stages and growth conditions, and gain more clues about 
the transposon transcripts in barley. Though our method 
may not be suitable to find active nonautonomous TEs, 
but it provides an approach to identify chimeric tran-
scripts containing both genes and TEs by screening the 
barley transcriptome dataset. It should be noted that 
some transposon-related transcripts may still can be 
missed from large transcriptomic databases, but they can 

Fig. 5  Two annotated barley genes for which transposon was recruited as the 3’UTR (A) and CDS (B), respectively. The red and white boxes represent the 
CDSs and UTRs of genes. The black vertical lines mean the overlapped regions between the genes and transposons. The GenBank accession number of 
FLcDNA or EST that supports the gene model and expression is shown in () after the gene name
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be detected by RT-PCR analysis. Thus, it is necessary to 
combine computational and experimental methods to 
efficiently identify active transposons and transposon-
related transcripts.

Due to the potential harmful impacts [4, 5], transpo-
sons mostly concentrated in heterochromatic regions 
or intergenic regions and the deleterious insertions can 
be rapidly eliminated from host genomes [25]. However, 
transposons also play critical roles in gene and genome 
evolution as they provide raw materials for generating 
new genes or novel phenotypic mutations [34] and can 
affect the transcription of nearby host genes. For exam-
ple, the insertion of a LTR retrotransposon in the pro-
moter of VvmybA1 gene induced the variations of grape 
skin colors [35]. The transposons located in introns may 
change splice sites and affects the epigenetic landscape 
of the gene [36] and many transposons, especially the 
smaller TEs such as miniature inverted-repeat transpos-
able elements (MITEs) and terminal-repeat retrotrans-
posons in miniature (TRIMs), were frequently found in 
intronic regions [37]. However, it was very rare to iden-
tify transposons in exons. Impressively, we identified 213 
genes which transcripts showed significant sequence 
identity to the six transposons. Most of these genes 
likely encode transposase proteins or other products 
with undefined functions. However, 47 genes with differ-
ent functions were found. Nine genes contain TEs serv-
ing as UTRs and 38 genes harbor transposons serving as 
CDSs. Previous studies suggested that some transposons 
can be ‘domesticated’ or undergo co-option and provide 
new cellular functions including the yield traits in rice 
(Oryza sativa) [38]. It is needed to further characterize 
the molecular functions of these 47 barley genes and vali-
dating the gene annotations.

Despite some transposons can maintain their activ-
ity for multiple generations [39]. In most cases, active 
transposons cannot be maintained for long period due 
to the epigenetic regulations in host cells. We analyzed 
the barley FLcDNA database which was generated from 
a Japanese malting barley variety ‘Haruna Nijo’ [19] and 
identified related FLcDNAs for seven transposons sug-
gesting these transposons may still be transcriptional 
active in ‘Haruna Nijo’. We were not able to collect the 
seeds of ‘Haruna Nijo’, but we confirmed their expression 
with an American barley variety ‘Morex’. Thus, our com-
putational and molecular analysis indicated that the six 
transposons are likely expressed in multiple barley vari-
eties under natural condition. We also searched against 
the wheat (Triticum aestivum) expression database and 
identified highly significant hits (E-value < 1 × e − 90) 
for all the seven TEs but Hvu_LINE1 and Hvu_Mari-
ner suggesting they are likely transcriptional active in 
wheat. How these transposons maintain their activity in 
barley? Which mechanism they are using to evade the 

host regulation? All these questions are necessary to be 
addressed in our later studies.

Conclusions
In this study, we conducted computational and molecu-
lar analysis and identified six new transcriptional TEs in 
barley. The RT-PCR results indicated differential expres-
sion of the transposons. The genome-wide transposon 
comparisons revealed the recent mobility of three trans-
posons after the barley domestication. We also detected 
TE-related sequences serving as UTRs or CDSs of the 
annotated barley genes. Overall, our efforts provide 
important resource for addressing the transposon activi-
ties and for developing genetic tools for barley improve-
ment and other related studies.

Materials and methods
Materials
The seeds of a malting barley variety ‘Morex’ (Accession 
number: CIho 15,773) were obtained from the National 
Small Grains Collection at USDA-ARS Small Grains and 
Potato Germplasm Research Unit. The seeds were germi-
nated and grown at room temperature in vermiculite for 
3 weeks.

Computational analysis
Data sets
All barley full-length cDNAs (FLcDNAs) sequences 
were published by Matsumoto et al. [19]. The barley 
refence genome [15] was obtained from the Ensembl 
Project website (http://plants.ensembl.org/info/about/
index.html). The genomic sequences of Tibetan naked 
barley ‘Lasa Goumang’ [18] were downloaded from 
NCBI (GenBank accession numbers: SDOW01000001-
SDOW01001856). Additionally, the genomes of ‘Golden 
Promise’ (Hordeum vulgare) and B1K-04-12 (Hordeum 
spontaneum) were downloaded from the barley pan-
genome website (https://doi.org/10.1038/s41586-020-
2947-8) [16].

Transposon identification
To detect expressed transposon-related sequences, we 
conducted TBLASTN search against the barley full-
length cDNAs (FLcDNAs) database with the trans-
posase proteins of nine extant transposon superfamilies 
(Table  1). All significant hits (E-value < 1 × e − 10) were 
manually inspected to remove the redundancy sequences. 
The unique FLcDNAs were used as the queries to con-
duct BLASTN searches against the barley reference 
genome [15]. The genomic sequences showing significant 
identity (E-value < 1 × e − 10) to the FLcDNAs for over 
50-bp matched regions were kept. We next extracted the 
hits and their 20-Kb flanking sequences (10-Kb for each 
side) and performed all against all sequence alignments 

http://plants.ensembl.org/info/about/index.html
http://plants.ensembl.org/info/about/index.html
https://doi.org/10.1038/s41586-020-2947-8
https://doi.org/10.1038/s41586-020-2947-8
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for determining the transposon boundaries based on the 
terminal repeats, target site duplications.

Genome-wide transposon comparisons
The intact transposons were used as the library to screen 
the barley reference genome [15] with RepeatMasker pro-
gram (https://www.repeatmasker.org) using the default 
parameters but we applied the “nolow” option to avoid 
masking the low-complexity DNA. All hits were manu-
ally curated to find the elements which boundaries can 
be clearly determined based on the terminal sequences, 
flanking TSDs and sequence comparisons with the refer-
ence element. The 700-bp flanking sequence (350-bp for 
each side) for each transposon with well-defined bound-
aries was used to search against the genomes of ‘Golden 
Promise’ [16, 17], ‘Lasa Goumang’ [18] and the wild bar-
ley B1K-04-12 [16] and to detect its presence/absence in 
three barley genomes based on the sequence alignments.

Visualization of transposon distributions
To visualize the distributions of different transposon 
families on seven barley chromosomes, the RepeatMas-
ker output file was converted into an Excel file and used 
to display the genomic data with chromPlot software 
[40].

Reverse transcription PCR (RT PCR)
The leaves, stems and roots of the Morex seedlings were 
collected and quickly frozen in liquid nitrogen. The col-
lected samples were then stored in the − 80  °C freezer. 
The total RNA was isolated using the Thermo scientific 
GeneJET RNA purification kit (Thermo Fisher Scien-
tific, Waltham, MA) by following the recommended 
protocol. The quality of extracted RNA was checked 
with the 1% agarose gel. Fourteen mg of total RNA 
from each sample was used to convert RNA into sin-
gle-strand cDNA using the iScript gDNA Clear cDNA 
Synthesis kit (Bio-Rad Laboratories, Hercules, CA) by 
following the protocol. One µl of the cDNA was used to 
run PCR with the barley actin gene primers [actinF (5′- 
CCCAAAAGCCAACAGAGAGA-3′) and actinR (5′- 
GCCTGAATAGCGACGTACAT-3′)] [41] and 10  µl of 
the PCR products were used for quantitative comparison 
of mRNA levels, only the samples with similar concentra-
tions were used for RT-PCR analysis of transposons.

RT-PCR primers (Supplementary Table S3) were 
designed based on the transposon-related full cDNA 
sequences (Fig.  1) with the Primer3 software [42]. The 
designed primers were synthesized by the Eurofins 
Genomics LLC (Louisville, KY, United States). PCR 
amplifications were conducted in a Bio-Rad S1000 Ther-
mal Cycler in 20 µl reactions consisting of 1 µl of cDNA, 
0.2 mM primer, deionized water, and 10  µl Econo-
Taq PLUS GREEN 2X Master Mix (Middleton, WI) 

containing 0.1 units/µl of EconoTaq DNA Polymerase, 
Reaction Buffer (pH 9.0), 400 µM dATP, 400 µM dGTP, 
400 µM dCTP, 400 µM dATP, and 3 mM MgCl2. The 
PCR temperature cycling conditions were 1 cycle of 98 °C 
for 2 min; 30 cycles of 95 °C for 30 s, 55 °C for 30 s, 72 °C 
for 30  s; and 1 cycle of 72  °C for 5  min. Amplification 
products were run on 0.8% agarose gels and stained with 
ethidium bromide.

Abbreviations
CDS	� Coding region
FLcDNA	� Full-length cDNA
EST	� Expressed sequence tag
LINEs	� Long interspersed nuclear elements
LTR	� Long terminal repeat
RT-PCR	� Reverse transcription-PCR
SINEs	� Short interspersed nuclear elements
TEs	� Transposable elements
TIR	� Inverted tandem repeat
TSD	� Target site duplications
UTR	� Untranslated region

Supplementary Information
The online version contains supplementary material available at https://doi.
org/10.1186/s12863-023-01170-1.

Supplementary Information: Table S1. The list of FLcDNAs related to 
transposons. Table S2. Seven intact barley transposons identified in this 
study. Table S3. Summary of primers used for RT-PCR analysis. Table S4. 
Genome-wide transposon comparisons between the ‘Morex’ genome 
and other three barley genomes. Table S5. The list of annotated barley 
genes which transcripts showed significant sequence identity to the six 
identified transposons. Figure S1. Full-length gel for RT-PCR analysis of 
barley transposons. Figure S2. Full-length gel for RT-PCR analysis of barley 
actin gene.

Acknowledgements
We thank Dr. Gongshe Hu for the valuable comments and for the assistance 
from Ann Casperson.

Author contributions
DG designed the experiment and wrote the manuscript. DG and EF collected 
data. All authors read and approved the final manuscript.

Funding
This work was supported by the USDA-ARS project (2050-21000-034-000-D).

Data availability
The datasets generated and/or analyzed during the current study are available 
in the supplementary materials.

Declarations

Ethics approval and consent to participate
The seeds collected from the National Small Grains Collection are allowed 
for public use, and the data sets for our analysis were published for freely 
downloads, but study must comply with relevant institutional, national, and 
international guidelines and legislation. No endangered or protected species 
or restricted data was used for this study.

Consent for publication
Not applicable.

Competing interests
The authors declare no competing interests.

https://www.repeatmasker.org
https://doi.org/10.1186/s12863-023-01170-1
https://doi.org/10.1186/s12863-023-01170-1


Page 10 of 10Gao and Fox-Fogle BMC Genomic Data           (2023) 24:64 

Received: 7 August 2023 / Accepted: 30 October 2023

References
1.	 Gao D, Chu Y, Xia H, Xu C, Heyduk K, Abernathy B, Ozias-Akins P, Leebens-

Mack JH, Jackson SA. Horizontal transfer of Non-LTR retrotransposons from 
arthropods to flowering plants. Mol Biol Evol. 2018;35(2):354–64.

2.	 Bao WD, Kojima KK, Kohany O. Repbase update, a database of repetitive ele-
ments in eukaryotic genomes. Mob DNA. 2015;6:11.

3.	 Kapitonov VV, Jurka J. A universal classification of eukaryotic transposable 
elements implemented in Repbase. Nat Rev Genet. 2008;9:411–2.

4.	 Bernstein M, Lersch RA, Subrahmanyan L, Cline TW. Transposon insertions 
causing constitutive sex-lethal activity in Drosophila melanogaster affect Sxl 
sex-specific transcript splicing. Genetics. 1995;139(2):631–48.

5.	 Tsugeki R, Kochieva EZ, Fedoroff NV. A transposon insertion in the Arabi-
dopsis SSR16 gene causes an embryo-defective lethal mutation. Plant J. 
1996;10(3):479–89.

6.	 Lisch D. Epigenetic regulation of transposable elements in plants. Annu Rev 
Plant Biol. 2009;60:43–66.

7.	 Stitzer MC, Anderson SN, Springer NM, Ross-Ibarra J. The genomic ecosystem 
of transposable elements in maize. PLoS Genet. 2021;17:e1009768.

8.	 Rouzic AL, Boutin T, Capy P. Long-term evolution of transposable elements. 
Proc Natl Acad Sci USA. 2007;104:19375–80.

9.	 Mills RE, Bennett EA, Iskow RC, Devine SE. Which transposable elements are 
active in the human genome? Trends Genet. 2007;23:183–91.

10.	 Huang CRL, Burns KH, Boeke JD. Active transposition in genomes. Annu Rev 
Genet. 2012;46:651–75.

11.	 Fujino K, Sekiguchi H, Kiguchi T. Identification of an active transposon in 
intact rice plants. Mol Genet Genomics. 2005;273(2):150–7.

12.	 Grandbastien MA, Spielmann A, Caboche M. Tnt1, a mobile retroviral-like 
transposable element of Tobacco isolated by plant cell genetics. Nature. 
1989;337(6205):376–80.

13.	 Moon S, Jung KH, Lee DE, Jiang WZ, Koh HJ, Heu MH, Lee DS, Suh HS, An G. 
Identification of active transposon dTok, a member of the hAT family, in rice. 
Plant Cell Physiol. 2006;47(11):1473–83.

14.	 Jiang N, Bao Z, Zhang X, Hirochika H, Eddy SR, McCouch SR, Wessler SR. An 
active DNA transposon family in rice. Nature. 2003;421(6919):163–7.

15.	 Mascher M, Gundlach H, Himmelbach A, Beier S, Twardziok SO, Wicker T, 
Radchuk V, Dockter C, Hedley PE, Russell J, et al. A chromosome conformation 
capture ordered sequence of the barley genome. Nature. 2017;544:427–33.

16.	 Jayakodi M, Padmarasu S, Haberer G, Bonthala VS, Gundlach H, Monat C, Lux 
T, Kamal N, Lang D, Himmelbach A, et al. The barley pan-genome reveals the 
hidden legacy of mutation breeding. Nature. 2020;588(7837):284–9.

17.	 Schreiber M, Mascher M, Wright J, Padmarasu S, Himmelbach A, Heav-
ens D, Milne L, Clavijo BJ, Stein N, Waugh R. A genome assembly of the 
barley ‘transformation reference’ cultivar golden promise. G3 (Bethesda). 
2020;10(6):1823–127.

18.	 Zeng X, Xu T, Ling Z, Wang Y, Li X, Xu S, et al. An improved high-quality 
genome assembly and annotation of tibetan hulless barley. Sci Data. 
2020;7:139.

19.	 Matsumoto T, Tanaka T, Sakai H, Amano N, Kanamori H, Kurita K, Kikuta A, 
Kamiya K, Yamamoto M, Ikawa H, et al. Comprehensive sequence analysis of 
24,783 barley full-length cDNAs derived from 12 clone libraries. Plant Physiol. 
2011;156(1):20–8.

20.	 Gao D. Identification of an active mutator-like element (MULE) in rice (Oryza 
sativa). Mol Genet Genomics. 2012;287(3):261–71.

21.	 Gao D, Caspersen AM, Hu G, Bockelman HE, Chen X. A novel mutator-like 
transposable elements with unusual structure and recent transpositions in 
barley (Hordeum vulgare). Front Plant Sci. 2022;13:904619.

22.	 Feschotte C. Transposable elements and the evolution of regulatory net-
works. Nat Rev Genet. 2008;9:397–405.

23.	 Etchegaray E, Naville M, Volff JN, Haftek-Terreau Z. Transposable element- 
derived sequences in vertebrate development. Mob DNA. 2021;12(1):1.

24.	 Chang NC, Rovira Q, Wells J, Feschotte C, Vaquerizas JM. Zebrafish transpos-
able elements show extensive diversification in age, genomic distribution, 
and developmental expression. Genome Res. 2022;32(7):1408–23.

25.	 Baduel P, Quadrana L, Hunter B, Bomblies K, Colot V. Relaxed purifying selec-
tion in autopolyploids drives transposable element over-accumulation which 
provides variants for local adaptation. Nat Commun. 2019;10(1):5818.

26.	 Hirochika H. Contribution of the Tos17 retrotransposon to rice functional 
genomics. Curr Opin Plant Biol. 2001;4(2):118–22.

27.	 Singh J, Zhang S, Chen C, Cooper L, Bregitzer P, Sturbaum A, Hayes PM, 
Lemaux PG. High-frequency ds remobilization over multiple generations 
in barley facilitates gene tagging in large genome cereals. Plant Mol Biol. 
2006;62(6):937–50.

28.	 Nakazaki T, Okumoto Y, Horibata A, Yamahira S, Teraishi M, Nishida H, Inoue 
H, Tanisaka T. Mobilization of a transposon in the rice genome. Nature. 
2003;421(6919):170–2.

29.	 Hirochika H, Sugimoto K, Otsuki Y, Tsugawa H, Kanda M. Retrotransposons of 
rice involved in mutations induced by tissue culture. Proc Natl Acad Sci U S A. 
1996;93(15):7783–8.

30.	 Picault N, Chaparro C, Piegu B, Stenger W, Formey D, Llauro C, Descombin J, 
Sabot F, Lasserre E, Meynard D, et al. Identification of an active LTR retrotrans-
poson in rice. Plant J. 2009;58(5):754–65.

31.	 Anderson SN, Stitzer MC, Zhou P, Ross-Ibarra J, Hirsch CD, Springer NM. 
Dynamic patterns of transcript abundance of transposable element families 
in maize. G3-Genes. Genom Genet. 2019;9(11):3673–82.

32.	 Jiang F, Zhang J, Liu Q, Liu X, Wang H, He J, Kang L. Long-read direct 
RNA sequencing by 5’-Cap capturing reveals the impact of Piwi on the 
widespread exonization of transposable elements in locusts. RNA Biol. 
2019;16(7):950–9.

33.	 Zemach A, Kim MY, Hsieh P-H, Coleman-Derr D, Eshed-Williams L, Thao K, et 
al. The Arabidopsis nucleosome remodeler DDM1 allows DNA methyltrans-
ferases to access H1- containing heterochromatin. Cell. 2013;153:193–205.

34.	 Long M, VanKuren NW, Chen S, Vibranovski MD. New gene evolution: little 
did we know. Annu Rev Genet. 2013;47:307–33.

35.	 Kobayashi S, Goto-Yamamoto N, Hirochika H. Retrotransposon-induced 
mutations in grape skin color. Science. 2004;304(5673):982.

36.	 Ong-Abdullah M, Ordway JM, Jiang N, Ooi SE, Kok SY, Sarpan N, Azimi 
N, Hashim AT, Ishak Z, Rosli SK, et al. Loss of Karma transposon meth-
ylation underlies the mantled somaclonal variant of oil palm. Nature. 
2015;525:533–7.

37.	 Gao D, Li Y, Kim KD, Abernathy B, Jackson SA. Landscape and evolutionary 
dynamics of terminal repeat retrotransposons in miniature in plant genomes. 
Genome Biol 2016;:7.

38.	 Mao D, Tao S, Li X, Gao D, Tang M, Liu C, Wu D, Bai L, He Z, Wang X, et al. The 
Harbinger transposon-derived gene PANDA epigenetically coordinates 
panicle number and grain size in rice. Plant Biotechnol J. 2022;20(6):1154–66.

39.	 Kato M, Takashima K, Kakutani T. Epigenetic control of CACTA transposon 
mobility in Arabidopsis thaliana. Genetics. 2004;168(2):961–69.

40.	 Oróstica KY, Verdugo RA. chromPlot: visualization of genomic data in chromo-
somal context. Bioinformatics. 2016;32(15):2366–8.

41.	 Gines M, Baldwin T, Rashid A, Bregitzer P, Maughan PJ, Jellen EN, et al. Selec-
tion of expression reference genes with demonstrated stability in barley 
among a diverse set of tissues and cultivars. Crop Sci. 2018;58:332–41.

42.	 Untergasser A, Cutcutache I, Koressaar T, Ye J, Faircloth BC, Remm M, et al. 
Primer3— new capabilities and interfaces. Nucleic Acids Res. 2012;40:e115.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in 
published maps and institutional affiliations. 


	﻿Identification of transcriptionally active transposons in Barley
	﻿Abstract
	﻿Background
	﻿Results
	﻿Identification of TE-related cDNAs
	﻿FLcDNAs directly derived from intact transposons
	﻿Transcriptional activity of intact barley transposons
	﻿Recent mobility of intact barley transposons
	﻿Contributions of transposons on barley genes

	﻿Discussion
	﻿Conclusions
	﻿Materials and methods
	﻿Materials
	﻿Computational analysis
	﻿Data sets


	﻿Transposon identification
	﻿Genome-wide transposon comparisons
	﻿Visualization of transposon distributions
	﻿Reverse transcription PCR (RT PCR)
	﻿References


