Campoli et al. BMC Plant Biology 2012, 12:97
http://www.biomedcentral.com/1471-2229/12/97

RESEARCH ARTICLE

Open Access

Expression conservation within the circadian clock
of a monocot: natural variation at barley Ppd-H1
affects circadian expression of flowering time
genes, but not clock orthologs
Chiara Campoli1, Munqez Shtaya2, Seth J Davis1 and Maria von Korff1*

Abstract
Background: The circadian clock is an endogenous mechanism that coordinates biological processes with daily
changes in the environment. In plants, circadian rhythms contribute to both agricultural productivity and
evolutionary fitness. In barley, the photoperiod response regulator and flowering-time gene Ppd-H1 is orthologous
to the Arabidopsis core-clock gene PRR7. However, relatively little is known about the role of Ppd-H1 and other
components of the circadian clock in temperate crop species. In this study, we identified barley clock orthologs and
tested the effects of natural genetic variation at Ppd-H1 on diurnal and circadian expression of clock and output
genes from the photoperiod-response pathway.
Results: Barley clock orthologs HvCCA1, HvGI, HvPRR1, HvPRR37 (Ppd-H1), HvPRR73, HvPRR59 and HvPRR95 showed a
high level of sequence similarity and conservation of diurnal and circadian expression patterns, when compared to
Arabidopsis. The natural mutation at Ppd-H1 did not affect diurnal or circadian cycling of barley clock genes.
However, the Ppd-H1 mutant was found to be arrhythmic under free-running conditions for the photoperiodresponse genes HvCO1, HvCO2, and the MADS-box transcription factor and vernalization responsive gene Vrn-H1.
Conclusion: We suggest that the described eudicot clock is largely conserved in the monocot barley. However,
genetic differentiation within gene families and differences in the function of Ppd-H1 suggest evolutionary
modification in the angiosperm clock. Our data indicates that natural variation at Ppd-H1 does not affect the
expression level of clock genes, but controls photoperiodic output genes. Circadian control of Vrn-H1 in barley
suggests that this vernalization responsive gene is also controlled by the photoperiod-response pathway. Structural
and functional characterization of the barley circadian clock will set the basis for future studies of the adaptive
significance of the circadian clock in Triticeae species.
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Background
The circadian clock is an autonomous oscillator that
produces endogenous biological rhythms with a period
of about 24 hours. This clock allows organisms to anticipate predicted daily changes in the environment and to
coordinate developmental and metabolic processes with
environmental cues, such as light and temperature, that
cycle with the rotation of the earth [1-5]. Conceptually, a
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circadian system comprises three basic components: input pathways that sense light and temperature, a core oscillator that defines the rhythm, and output pathways
that control various developmental and metabolic processes, resulting in the optimal adaptation to daily changing environments. The core oscillator that generates
circadian rhythms is comprised of autoregulatory interlocking positive/negative feedback loops. In the eudicot
Arabidopsis, the central loop called the “core oscillator”
is composed of two partially redundant Myb-like transcription factors, CIRCADIAN CLOCK ASSOCIATED 1
(CCA1) [6] and LATE ELONGATED HYPOCOTYL
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(LHY) [7], and the pseudo response regulator (PRR)
TIMING OF CAB EXPRESSION 1 (TOC1). The morning expressed CCA1 and LHY repress TOC1 by directly
binding to its promoter, which results in the evening
accumulation of TOC1 that in turn represses CCA1 and
LHY expression [8]. These three genes are critical to sustain rhythms as the cca1 lhy toc1 triple mutant was
found to be arrhythmic [9]. The core oscillator is further
fine-tuned by a morning-phased loop and an eveningphased loop. The morning loop includes members of
the pseudo response regulated gene family, PRR3,
PRR5, PRR7 and PRR9 which contain a pseudo receiver
domain at the N terminus and a CCT (CONSTANS,
CONSTANS-LIKE, and TOC1) motif at the C terminus
[10,11]. PRR transcripts start accumulating after dawn
sequentially in the order of PRR9, PRR7, PRR5, PRR3,
and PRR1/TOC1 [12], and it has been shown that PRR7
and PRR9 repress CCA1 and LHY during the day [10].
The evening-phased loop is proposed to include
GIGANTEA (GI), ZEITLUPE (ZTL), TOC1, and an unknown factor Y. GI decreases TOC1 protein level
through stabilization of the ZTL protein [13,14]. The
decreased TOC1 protein tends to relieve repression of Y,
increased Y expression in turn activates TOC1 expression, so that Y directly and GI indirectly activate TOC1
expression [15].
Output pathways from the oscillator convey circadian
rhythms to the various physiological and molecular processes, which include many with agronomic importance,
such as photosynthesis, growth, phytohormone signaling,
and photoperiodic flowering [16,17]. The circadian clock
may thus be a key for improving agronomic performance
and stress adaptation of crops. Indeed, diurnal expression analysis of field grown maize showed that ~22% of
all genes in leaf tissue exhibit diurnal expression patterns
[18]. In addition, a null allele of the rice GI ortholog
affected diurnal expression of 75% of all tested genes and
conferred reduced seasonal adaptability in field grown
rice [19]. These studies highlight the critical role of the
clock in cereals. Some orthologs of Arabidopsis coreclock genes have been identified in the monocot plants
rice [20] and Lemna [21,22]. The rice genome was
reported to encode a single ortholog for LHY and CCA1
and five PRR orthologs designated as OsPRR1 orthologous to TOC1, OsPRR73/OsPRR37 corresponding to
AtPRR7 or AtPRR3, and OsPRR59/OsPRR95 corresponding to AtPRR5 or AtPRR9 [23]. Over-expression of
OsCCA1 or OsPRR1 in Arabidopsis modified circadian
rhythms [23]. Rice orthologs of TOC1 and PRR7 partially
complemented the corresponding Arabidopsis toc1 and
PRR7 mutants, which is consistent with the function of
these proteins being conserved between monocots and
Arabidopsis [20,24]. A full compendium analysis of the
monocot clock awaits to be performed.
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The temperate crop barley, which includes the domesticated form Hordeum vulgare spp. vulgare and the wild
subspecies Hordeum vulgare spp. spontaneum, is characterized by high genetic diversity and good adaptation to
stress prone marginal environments [25,26]. Interestingly, adaptation in barley is influenced by the photoperiod response gene Ppd-H1, also known as HvPRR37,
which is orthologous to the rice gene OsPRR37 [23] and
the Arabidopsis clock gene PRR7 [27]. A natural, recessive mutation in the CCT domain of Ppd-H1 causes
photoperiod insensitivity and late flowering in cultivated
spring barley. In contrast, wild and cultivated winter barley genotypes harbor the photoperiod responsive Ppd-H1
allele, which induces early flowering under long photoperiods. Barley genotypes with a photoperiod responsive
Ppd-H1 allele are characterized by elevated expression of
Vrn-H3 (HvFT1) homologous to the Arabidopsis gene
FLOWERING LOCUS T (FT) [27]. In Arabidopsis, FT is
the mobile florigen hormone that moves as a protein
from the leaves through the phloem to the shoot apical
meristem where it induces the switch from vegetative to
reproductive growth [28,29]. FT expression is triggered
by the photoperiod response gene CONSTANS (CO)
[30]. CO protein is degraded in darkness and expression
of the protein during the day is crucial for induction of
the floral activator FT and flowering [30]. It was suggested that the mutation in Ppd-H1 of spring barley
delayed flowering time by shifting the diurnal expression
peaks of the barley CO orthologs HvCO1 and HvCO2
into the dark phase, so that the proteins are not synthesized and Vrn-H3 (HvFT1) not expressed [27].
Winter barley is vernalization sensitive, exposure to
prolonged periods of cold during winter are translated
into an increased competence to flower in spring.
Vernalization response is controlled by variation at the
vernalization genes Vrn-H1 and Vrn-H2 and by the
MADS-box transcription factors HvVrt2, HvBM1, and
HvBM10, which are cereal orthologs of SHORT VEGETATIVE PHASE (SVP) in Arabidopsis [31,32]. In winter
barley, Vrn-H1, with similarity to the Arabidopsis meristem identity genes APETALA1, CAULIFLOWER, and
FRUITFUL, is only expressed after exposure to cold [33].
Insertions or deletions in the first intron of Vrn-H1 in
spring barley cause up-regulation of the gene independently of vernalization [34]. Spring barley is also characterized by a deletion of the entire Vrn-H2 locus, which
includes one truncated and two full sequence ZCCT
(Zinc finger and CCT domain) genes with no clear
orthologs in Arabidopsis [35]. In photoperiod-sensitive
winter barley, Vrn-H2 represses Vrn-H3 (HvFT1) to
counteract the Ppd-H1 dependent long day induction of
Vrn-H3 prior to winter. Up-regulation of Vrn-H1 during
vernalization and consequent down-regulation of VrnH2 transcript levels in the leaf facilitate the up-
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regulation of Vrn-H3 during long days mediated by PpdH1 [36]. HvVrt2, HvBM1, and HvBM10 are floral repressors, which may act downstream of Vrn-H1 and HvFT1
in barley, and thus, integrate light and temperature
dependent regulation of flowering [31,37]. However, the
effects of variation at Ppd-H1 on circadian expression of
photoperiod and vernalization response genes have not
yet been analyzed. The natural mutation in the Ppd-H1
gene may affect the photoperiod and vernalization pathways either by changing circadian timing of clock genes
or by direct control of flowering time genes independently from its clock function.
In this study, we analyzed whether orthologs of Arabidopsis clock genes are structurally and functionally conserved in the temperate crop and long-day plant barley.
For this we 1) identified barley clock orthologs from
available genomic databases and 2) analyzed their diurnal
and circadian expression patterns in two barley genotypes differing at the photoperiod response gene and
clock ortholog Ppd-H1. We showed that barley clock
orthologs exhibit a high level of sequence similarity and
conservation of expression profiles as compared to Arabidopsis and rice clock genes. The natural mutation at
Ppd-H1 did not affect expression of clock genes, but
caused arrhythmicity of clock output genes HvCO1,
HvCO2, and Vrn-H1 under constant conditions. Our
study provides a characterization of the compendium of
barley clock genes under circadian conditions, and sets
the basis to explore the effects of the circadian clock on
performance in temperate crop species.

Methods
Plant material and growth conditions

The spring barley cultivar Scarlett and an introgression
line S42IL-107 derived by crossing Scarlett with the wild
barley accession ISR42-8 were used in this study [38,39].
Scarlett has a mutation in the CCT domain of Ppd-H1 and
is late flowering under LD [27]. The introgression line
S42IL-107 harbors the photoperiod responsive Ppd-H1 allele introgressed from wild barley and is early flowering
under LD. Replicate plants of both genotypes were grown
in soil in a controlled environment growth chamber (Conviron) at 20°C/18°C day/night with a photoperiod of 16-h
light and 8-h darkness (LD treatment). After two weeks of
LD treatment, replicate plants per genotype were harvested for a total of 24-h, starting at the transition to lights
on in the morning (T0). Night samples were collected in
the dark. After LD sampling, plants were released into
continuous light at constant 20°C (LL treatment). Collection of leaf material was started at T16 and sampling was
carried out for a total of 48-h. Under LD and LL, leaf material was sampled every 2-h, while at the end of the day
and beginning of the night (or subjective nights) sampling
was performed every hour. Each sample contains the
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second youngest leaves of three pooled plants. Samples
were immediately frozen in liquid nitrogen and stored at
−80°C until required.
Isolation of clock orthologs

Sequences of HvGI, Ppd-H1 (PRR37), and PRR73 were
retrieved from the literature [27,40,41]. To identify orthologs of CCA1/LHY, PRR1, PRR5, and PRR9 we used the
barley database of DFCI Barley Gene Index Project (TIGR
gene index project at http://compbio.dfci.harvard.edu/tgi/
definitions.html). Expressed sequence tag (EST) sequences
(and Tentative consensus (TC) sequences,) that had
high sequence similarity with OsCCA1 (Os08g0157600),
OsPRR1 (Os02g40510) and TaPRR1 (AK333193), OsPRR59
(Os11g05930) and OsPRR95 (Os09g36220) were recovered. Primers were designed on the basis of the homologous EST sequences and used to amplify from a cDNA
pool of Golden Promise a full-length cDNA for HvCCA1
and a partial gene for HvPRR1 (Additional file 1: Table S1).
RNA extraction and cDNA synthesis were performed as
described in the next paragraph. Amplifications of 2 μL f
cDNA were conducted in a 20 μL PCR reaction volume
containing 0.4 μM of each primer, 1 U of TAQ polymerase
(GO Taq, Promega), 0.08 mM dNTP, 1.5 mM MgCl2.
Amplification conditions were as follows: 98°C for 5 min,
35 cycles of 98°C (1 min), 56°C (30 sec) and 72°C (3 min),
followed by an extension step at 72°C (7 min). Amplified
fragments were cloned using the TOPO TA cloning kit
(Invitrogen) following manufacturer instructions. For each
gene, two independent clones were identified and
sequenced. Sequence analysis, alignments, and in silico
translations, were performed using programs within the
LasergeneW 8 suite (Dnastar, Madison WI).
Sequence analysis

Orthologous protein sequences for clock genes in Arabidopsis and monocots were retrieved from TAIR (http://
www.arabidopsis.org/), NCBI (http://www.ncbi.nlm.nih.
gov/) and Phytozome (http://www.phytozome.net/) databases. If no protein sequences were found, they were
generated by virtually translating the mRNA sequences
from the NCBI database (LasergeneW 8 suite, Dnastar,
Madison WI). Accession numbers are listed in Table 1.
For each gene family, sequences were aligned by the
CLUSTALW method using the MEGA5 program [42].
The evolutionary distances were computed using the
Poisson correction method [43]. All positions containing
gaps and missing data were excluded. The phylogenetic
analysis was performed using the neighbor-joining
method within the MEGA5 package [44]. We used
10,000 trials to obtain bootstrap values. The alignments
used for the phylogenetic analysis are available as
Additional file 2: Figure S1, Additional file 3: Figure S2,
Additional file 4: Figure S3.
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Table 1 Genes used in this study (* = translation manually
corrected; ** = contig not covering the full coding
sequence, first part of the protein is missing)
Species

Gene name Gene ID

Arabidopsis
thaliana

AtPRR1/
TOC1

AT5G61380

AT5G61380

AtPRR3

AT5G60100

AT5G60100

AtPRR7

AT5G02810

AT5G02810

AtPRR5

AT5G24470

AT5G24470

AtPRR9

AT2G46790

AT2G46790

Oryza sativa

Sorghum
bicolor

Zea mays

Triticum
aestivum

Hordeum
vulgare

TaPRR59

TC411244, TaE05039B10R,
WHE2989, wr1.pk0105.g4

TaPRR95

Contig built from the
in silico
following TC: FGAS012265,
TC373568, TC436795

TaGI

AF543844

AAQ11738

TaCCA1

HQ222606

ADW09013*

HvPRR1/
TOC1

JN603243

AtGI

AT1G22770

AT1G22770

AtCCA1

AT2G46830

AT2G46830

HvPRR37

AY970701

AAY42109

AtLHY

AT1G01060

AT1G01060

HvPRR73

AK376549

BAK07744

OsPRR1/
TOC1

LOC_Os02g40510

LOC_Os02g40510

HvPRR59

AK361360

BAJ92567

HvPRR95

AK252005

in silico

HvGI

AY740524

AAW66946

HvCCA1

JN603242

BdPRR1/
TOC1

Bradi3g48880

Bradi3g48880

OsPRR37

LOC_Os07g49460

LOC_Os07g49460

OsPRR73

LOC_Os03g17570

LOC_Os03g17570

OsPRR59

LOC_Os11g05930

LOC_Os11g05930

OsPRR95

LOC_Os09g36220

LOC_Os09g36220

OsGI

NM_001048755

Os01g0182600

BdPRR37

Bradi1g16490

Bradi1g16490

OsCCA1

Os08g0157600

NP_001061032

BdPRR73

Bradi1g65910

Bradi1g65910

SbPRR1/
TOC1

Sb04g026190

Sb04g026190

BdPRR59

Bradi4g24970

Bradi4g24970

SbPRR37

Sb06g014570

Sb06g014570

BdPRR95

Bradi4g36077

Bradi4g36077

BdGI

Bradi2g05230

Bradi2g05230*

BdCCA1

Bradi3g16510

Bradi3g16510*

SbPRR73

Sb01g038820

Sb01g038820

SbPRR59

Sb05g003660

Sb05g003660

SbPRR95

Sb02g030870

Sb02g030870

SbGI

Sb03g003650

Sb03g003650

SbCCA1

XM_002443845

XP_002443890*

ZmPRR1/
TOC1

NM_001154351

NP_001147823

ZmPRR37

LOC100280240

NP001146641

ZmPRR73

EU952116

ACG24234

ZmPRR59 GRMZM2G135446

Triticum
aestivum

Protein ID

Table 1 Genes used in this study (* = translation manually
corrected; ** = contig not covering the full coding
sequence, first part of the protein is missing) (Continued)

GRMZM2G135446

ZmPRR95

NM_001158064

NP_001151536

ZmGI

BK006299

DAA06172

ZmCCA1

LOC100192868

NP_001131529

TaPRR1/
TOC1

AK333193

in silico

TaPRR37

DQ885766

ABL09477

TaPRR73

Contig built from the
following TC:
G118.111D24F010720,
TC37276, TC376302,
TC377674,
TC391788, TC392931,
TC400719, TC418129,
TC434756

in silico

TaPRR59

Contig built from the
following TC: BJ298369,
G608.119D1, TC376876,
TC393119, TC399029,

in silico**

Brachypodium

RNA extraction, cDNA synthesis and real time qRT-PCR

Total RNA was extracted from 100 mg of tissue using
TRIZOLW reagent (Invitrogen) following manufacturer’s
instructions, except for the addition of RNaseH, followed
by a DNase treatment (final volume 100 μL). First strand
cDNA synthesis was performed on 4 μL of total RNA
using 100 U of SuperScriptTM II RT (Invitrogen) and
500 ng of poly-T primer and following manufacturer’s
recommendations (final volume 40 μL). The resulting
cDNA was diluted 1:4 in nuclease-free water and stored
in aliquots at −20°C.
Real-Time-quantitative PCRs (qRT-PCR) were performed on cDNA samples using gene-specific primers
(Additional file 1: Table S1). Amplifications were performed using 4 μL of cDNA, 0.5 U of GoTaq DNA polymerase (Promega), 0.2 mM dNTP, 2.5 mM MgCl2,
0.2 μM each primer, and 0.5 μL of EvaGreen (Biotium)
in a final volume of 10 μL. Reactions were performed in
a LightCycler480 (Roche) with the following amplification conditions: 95°C for 5 min, 45 cycles of 95°C (10 s),
60°C (10 s) and 72°C (10 s). Appropriate non-template
controls were included in each 384-well PCR. Dissociation
analysis was performed at the end of each run and the
melting curves for each primer pair showed a single peak
confirming the specificity of the reaction. The standard
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curves were prepared from a dilution series of plasmids
containing the target fragments and subjected to qRT-PCR
analysis with the respective cDNA samples. Starting
amounts for each data point were calculated based on the
titration curve for each target gene and the reference
(HvActin) gene using the LightCycler 480 Software (Roche;
version 1.5). Expression values shown in the figures represent the average ± standard deviation of 2 technical replicates of the ratio between the target and reference gene
values.

Results
Phylogenetic analyses of the barley clock genes

Barley sequences with high similarity to OsCCA1, OsPRR1,
OsPRR59, and OsPRR95, orthologous to CCA1/LHY, PRR1,
PRR5 and PRR9 in Arabidopsis were recovered from the
barley EST databases. Based on the tentative consensus
sequences (TCs), we obtained a full-length clone for
HvCCA1 (accession number JN603242) and a partial sequence for HvPRR1 (accession number JN603243) from
Golden Promise cDNA. Barley gene sequences of HvGI
[40], HvPRR37 (Ppd-H1) [27], HvPRR73 [41] were retrieved
from the gene banks. In order to examine the structural
conservation of these potential circadian clock genes in barley, candidate clock sequences from barley were compared
in multiple protein alignments to orthologous sequences
from Arabidopsis and monocot species, including rice, Brachypodium, maize, sorghum, and wheat (Additional file 5:
Table S2).
In barley, five distinctive PRR sequences could be identified. These fell into three major clades, the PRR1/TOC1
clade, the PRR3/7 clade, and the PRR5/9 clade (Figure 1a).
Orthologs of OsPRR1 clustered with PRR1/TOC1 from Arabidopsis and the PRR1-like genes could clearly be recognized as an outgroup of the PRR gene family. Each of the
two remaining PRR clades showed two subgroups for
monocot orthologs OsPRR37, OsPRR73 and OsPRR59,
OsPRR95, respectively. AtPRR3 and AtPRR7 were outgroups
to the two monocot gene clusters PRR37 and PRR73.
AtPRR5 and AtPRR9, however, grouped with the monocot
PRR95 genes, while the monocot PRR59 sequences formed
a separate cluster. Genetic distances were calculated from
protein sequences for entire orthologous gene sequences or
for domains within the monocot species and across the
monocot species and Arabidopsis (Table 2). Variation in
genetic distances between domains, genes and group of
genes may indicate differences in evolutionary history and
in the conservation of gene functions. Within the PRR
genes, average genetic distances across Arabidopsis and
monocots were lowest for the PRR1 gene group with a genetic distance of 0.39, followed by PRR3/7 with 0.51 and
PRR5/9 with 0.86 (Table 2). The derived PRR amino-acid
sequences were found to be most similar within their
pseudo-receiver domain (mean genetic distance 0.32), and
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at the C-terminal end (mean genetic distance 0.22), which
contains a CCT motif that is commonly also found in the
CONSTANS (CO) family of flowering regulators [45]
(Table 2, Additional file 4: Figure S3).
The identified HvCCA1 protein sequence showed a
high similarity to OsCCA1 and the redundant pair
CCA1/LHY in Arabidopsis, as evidenced by the phylogenetic tree (Figure 1b). Sequence distances between
HvCCA1 and OsCCA1 were 0.26, while the overall mean
distance across CCA1 and LHY in Arabidopsis and the
monocot species was 0.55 (Table 2, Additional file 5:
Table S2). The CCA1 protein sequences exhibited the
highest sequence identity of 0.95 at the single MYB
DNA-binding domain at its N-terminal end (Table 2,
Additional file 3: Figure S2) [6,7].
Multiple sequence alignments using the GI proteins
from the six monocot plants and Arabidopsis showed
that the GI protein was characterized by the lowest overall mean sequence distance (0.18, Table 2, Figure 1c).
HvGI was most similar to TaGI and BdGI with sequence
distances of 0.03 and 0.07, respectively (Additional file 2:
Figure S1, Additional file 5: Table S2). GI thus appears to
be evolving slowly.
From our alignments we concluded that the barley
sequences HvCCA1 and HvPRR1, and the identified clones
AK376549 (HvPRR73), AK361360 (HvPRR59) and
AK252005 (HvPRR95) were the likely orthologs of CCA1/
LHY, TOC1/PRR1, PRR3/7 and PRR5/9 from Arabidopsis.
In addition, mean distances calculated for protein
sequences of the different clock genes across six different
monocot species revealed that GI showed the highest conservation with a mean distance of 0.10, followed by PRR1
(0.22), and CCA1 (0.27). The two clades of PRR37/73 and
PRR59/95, which have evolved after the split of the eudicot
and monocot lineages, showed the highest mean distances
with 0.46 and 0.90, respectively.
Diurnal and circadian expression patterns of putative
barley clock orthologs

In order to study the functional conservation of transcript accumulation rhythms in the circadian clock of
barley, clock orthologs were analyzed for diurnal and circadian expression patterns from young leaf tissue. In
addition, we tested the effects of the natural mutation in
the CCT domain of Ppd-H1 (PRR37) in the spring barley
Scarlett on diurnal and circadian expression of clock and
clock output genes. Plants of both genotypes were
entrained under long day photoperiods (16-h light/8-h
dark) for 2 weeks. Subsequently, leaf samples were harvested every two hours under light/dark (LD) for 24
hours and under continuous light (LL) for 48 hours.
Additional sampling (every hour) was performed at the
end of the day and beginning of the night (or subjective
nights). This provided both a diurnal and free-running
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Figure 1 Phylogenetic relationships of circadian clock related proteins. Neighbor-joining phylogenetic trees were built from the protein
alignments of the indicated sequences. a) PRR gene family, b) CCA1/LHY gene family, c) GI genes. Accession numbers are given in Table 1.
Bootstrap values were calculated from 10,000 permutations.

sampling series. The expression of circadian-clock orthologs in barley seedlings oscillated under LD, and the
rhythm was sustained under LL conditions. The PRR
orthologs were expressed in a sequential manner in the
order of HvPRR73/HvPRR37, HvPRR95/HvPRR59 and
HvPRR1. Expression of HvPRR37 (Ppd-H1) and HvPRR73
started rising at T2, HvPRR95 at T4, HvPRR59 at T6, and
HvPRR1 at T8. Expression peaks of HvPRR37 (Ppd-H1)
and HvPRR73 were broader than those of the other
HvPRR genes, so that expression peaks of HvPRR37 (PpdH1) and HvPRR73 coincided with that of HvPRR59 and
HvPRR95 at T8, whhile HvPRR1 peaked at T12 (Figure 2).

HvCCA1 expression started rising before subjective dawn
and showed rhythmic peaks 4 hours after light on under
LD and 4 hours after subjective dawn under LL
(Figures 3a, b). HvGI exhibited an expression peak between T10-T14 under LD conditions and T12-T14 under
LL conditions (Figures 3c, d). We did not observe significant differences in the expression patterns, period or amplitude of barley circadian-clock genes between the two
genotypes differing at the natural mutation in Ppd-H1.
The sustained oscillations of barley clock genes under
free-running conditions showed that these are under circadian control (Figure 2, Figure 3). The natural mutation in
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Table 2 Genetic distances for gene families across
monocots and Arabidopsis for entire sequences or
sequence domains
Sequences

N° of
Domains
sequences

Overall mean
distances

GIa

7

Nuclear localized protein

0.18

GI (monocots)b

6

Nuclear localized protein

0.10

CCA1/LHY

8

MYB transcription factor

0.55

CCA1 (monocot)

6

MYB transcription factor

0.27

AtCCA1 and AtLHY

7

MYB transcription factor

0.45

CCA1 and AtCCA1

7

MYB transcription factor

0.44

CCA1/LHY: MYB
domain

8

MYB domain

0.05

CCA1/LHY: MYB
domain (monocot)

6

MYB domain

0.01

PRRs

35

pseudoreceiver-CCT
domain

0.87

PRR1

7

pseudoreceiver-CCT
domain

0.39

PRR1 (monocots)

6

pseudoreceiver-CCT
domain

0.22

PRR3/7

14

pseudoreceiver-CCT
domain

0.51

PRR3/7 (monocots)

12

pseudoreceiver-CCT
domain

0.46

PRR5/9

14

pseudoreceiver-CCT
domain

0.86

PRR5/9 (monocots)

12
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the CCT domain of Ppd-H1 in barley did not affect
diurnal or circadian expression of barley clock gene
orthologs.
Diurnal and circadian expression of clock output genes

In Arabidopsis, important circadian-controlled processes include the photoperiod-dependent control of
flowering time [46,47]. In order to further characterize
the barley circadian clock and test for effects of the
natural mutation at Ppd-H1 on clock output pathways,
we analyzed diurnal and circadian expression of candidate genes from the photoperiod pathway. We selected
HvCO1 and HvCO2, the barley orthologs of the circadian
controlled photoperiod response gene CONSTANS
[41,48] and HvFT1, the barley ortholog of the Arabidopsis
FT [49].

In addition, three MADS box transcription factors
involved in flowering time control in barley were
selected. These include Vrn-H1, a flowering activator putatively downstream of HvFT1 [32], and two repressors
of flowering, HvVRT2 and HvBM1 orthologous to SVP
(Short Vegetative Phase) in Arabidopsis [31]. Expression
profiles under LD and LL conditions showed that all six
genes cycled under diurnal and circadian conditions in at
least one genotype (Figure 4). Differences in expression
between the two genotypes differing at Ppd-H1 were
observed for HvCO1, HvCO2, HvFT1, Vrn-H1, HvVRT2,
and HvBM1. Under LD conditions, HvCO1 and HvCO2
expression cycled in both genotypes, but HvCO2 expression was lower in Scarlett (Ppd-H1) than S42-IL107
(Ppd-H1) between T16 and T18 (Figures 4a, c). Under
LL, HvCO1 and HvCO2 continued to cycle approximately once every 24-h in S42-IL107, while expression
peaks of both genes were two- to threefold lower in
Scarlett as compared to S42-IL107 (Figures 4b, d). In
addition, in Scarlett, HvCO1 expression peaked at T18
and T46 and showed a strong delay in oscillation peaks
under LL. HvCO2 only displayed a circadian rhythm in
S42-IL107 (Ppd-H1) and showed an arrhythmic and low
expression under LL in Scarlett, which harbors the
mutated Ppd-H1 allele. HvFT1 expression was below detection in Scarlett, but in S42-IL107, it oscillated with a
peak in the afternoon (T13), both under LD and LL
(Figures 4e, f ). Vrn-H1 showed a significantly lower expression in Scarlett than in S42-IL107 under LD
(Figure 4g). Under LL, Vrn-H1 expression only cycled in
S42-IL107, but not in Scarlett (Figure 4h). HvVRT2 and
HvBM1 cycled under LD and LL conditions in both genotypes (Figures 4i-l). S42-IL107 (Ppd-H1) exhibited a
lower expression of HvVRT2 than Scarlett (Ppd-H1)
under LD and LL. All analyzed flowering-time genes
were thus characterized by rhythmic expression that persisted under LL conditions. However, the natural mutation in Ppd-H1 strongly delayed and dampened circadian
rhythms of HvCO1, HvCO2 and Vrn-H1 under LL. Furthermore, HvFT1 expression could not be detected in
Scarlett with the mutated Ppd-H1 allele.
In addition, we analyzed diurnal and circadian expression of the chlorophyll a/b-binding protein HvCABIII
[50] and HvGRP7 [51], the barley ortholog of the Glycine
Rich RNA-binding protein GRP7, also termed coldcircadian rhythms-RNA binding (CCR2) [52]. These two
genes are known clock output genes from the photosynthetic pathway [53] and slave (non-self-sustaining) oscillator [51], respectively. We found that both genes
showed rhythmic expression under LD and LL and no
significant differences were observed between genotypes
(Figures 5a–d). These two genes were thus under circadian control in barley and were not affected by variation
at Ppd-H1.
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Figure 2 Diurnal and circadian expression of PRR genes in the spring cultivar Scarlett (ppd-H1) and the introgression line S42 IL-107
(Ppd-H1) under long day and free running conditions. Scarlett (solid line) and S42-IL107 (dashed line) were grown under long day conditions
(16 hours light - left panel) for two weeks and then released in continuous light (right panel). Transcript accumulation was measured at two-hour
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normalized to HvActin. Values represent the average of two technical replicates ± standard error. Black and grey bars indicate objective and
subjective nights.
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Discussion
The structure and expression profiles of barley clock
orthologs are conserved

Early work in wheat has already demonstrated that
monocots possess an endogenous circadian clock, Cab-1
gene expression continued to cycle in wheat plants that
had been transferred to continuous light or darkness
[54]. The recent availability of monocot plant-genome
sequences allows determination of the extent to which
the genetic clock model developed from Arabidopsis is
conserved and can thus explain endogenous cycling of
gene expression in monocot crops. In this work, we
demonstrated structural similarities between the potential barley clock orthologs and rice and Arabidopsis clock
genes (Figure 1, Additional file 2: Figure S1, Additional
file 3: Figure S2, Additional file 4: Figure S3, Additional
file 5: Table S2). PRR genes from six different monocot
species and Arabidopsis as an eudicot species clearly
separated into three clades (PRR1/TOC1 clade, PRR3/7
clade, and PRR5/9 clade) (Figure 1). Each clade contained genes from both eudicots and monocots, confirming that ancient PRR gene(s) diverged into three clades
before the speciation of monocots and eudicots [55].
Within the PRR3/7 and PRR5/9 clade the relationships
between the Arabidopsis genes and monocot orthologs
could not be resolved confirming that since the divergence of monocot and eudicots these clades have
expanded independently in both lineages as a result of
genome duplication [55]. Additionally, the high average
distance of PRR37/73 and PRR59/95 orthologs, as compared to the other clock genes, suggests functional divergence and specialization that occurred in the monocot
lineage. In contrast, CCA1 sequences showed a high
similarity within the monocots (0.27), as compared to
the two paralogous genes, CCA1 and LHY in Arabidopsis (0.75). This suggested conservation of CCA1 gene
function in monocots as compared to stronger diversification between the paralogous genes in Arabidopsis
(Figure 1b, Table 2, Additional file 5: Table S2). Two
CCA1 paralogs were found in the monocotyledonous
plant Lemna, suggesting that duplications/deletions of
clock genes occurred throughout the evolution of eudicots and monocots [56]. Phylogenetic analysis of GI
sequences confirmed high amino-acid sequence identities within the monocots and between monocots and
Arabidopsis. High levels of conservation of GI have
already been demonstrated for seed plants, including
monocotyledonous plants, such as rice (Oryza sativa)
[57], Brachypodium [58], wheat [59], barley [40], and the
eudicotyledons, such as pea [60]. Our data suggest that
Arabidopsis clock genes are conserved in barley and
other monocot species. However, differences in gene
number (CCA1/LHY) and genetic differentiation within
gene families (PRR gene family) suggest evolutionary
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modification of clock related components between barley
and Arabidopsis.
The similarities between the clock amino-acid sequences
of H. vulgare and Arabidopsis suggest similar molecular
functions of these proteins. Barley clock genes cycled
under free-running conditions and their temporal expression profiles were similar to those in Arabidopsis. This
indicated that transcriptional regulatory mechanisms are
likely conserved between these species. Functional conservation of some clock orthologs has been demonstrated for
the monocotyledonous plants rice [21] and Lemna [22].
Conservation of expression patterns of barley clock orthologs under LD and LL support the suggestion that clock
orthologs function in the circadian clock in barley.
Natural genetic variation in Ppd-H1 affects photoperiod
output genes

Despite structural and functional conservation, divergence between Arabidopsis and monocot clock genes is
suggested by evolving functions in the PRR7 lineage in
monocots. In the monocots, barley and wheat, PRR37
(Ppd-H1 and Ppd-A1-D1, respectively) is one of the
major determinants of photoperiod sensitivity and flowering time [27,61]. In Arabidopsis, PRR7 contributes to
the determination of flowering time, although the effects
are not large and PRR7 may not be major determinant of
flowering time among natural populations [62]. In Arabidopsis expression of the PRR1/TOC1 family members is
under the control of a coordinate circadian rhythm at
the level of transcription such that the PRRs mRNAs
start accumulating sequentially after dawn with 2 to 3
hours intervals in the order of PRR9, PRR7, PRR5, PRR3,
and PRR1/TOC1 [63]. It was demonstrated that light
stimuli and possibly phytochromes are crucial to induce
the early transcription of PRR9, and this event appears to
link the intrinsic oscillation of the AtPRR1/TOC1 circadian waves to the entrained external photoperiod [64].
Like in Arabidopsis, PRR orthologs in barley were also
expressed in a sequential manner at approximately 2
hours intervals from each other (Figure 2). However,
in contrast to Arabidopsis Ppd-H1 (HvPRR37) and
HvPRR73, and not the barley orthologs of PRR9, showed
the earliest increase in expression after dawn and were
followed by expression of HvPRR95/HvPRR59 and
HvPRR1. This expression pattern was similar to the
sequential expression of PRRs in rice with OsPRR73
(OsPRR37) induced first after dawn, followed by
OsPRR95 (OsPRR59) and OsPRR1 [23]. In rice, the
circadian-shape of OsPRR73 was markedly affected
by the photoperiodic conditions, whereas OsPRR1
was not affected by changes in photoperiod. Such
photoperiodicity-dependent changes in the circadianprofiles have been reported for certain circadian controlled Arabidopsis genes, which include the CO gene
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Figure 3 Diurnal and circadian expression of HvCCA1 and HVGI in the spring cultivar Scarlett (ppd-H1) and the introgression line
S42-IL107 (Ppd-H1) under long day and constant light. Scarlett (solid line) and S42-IL107 (dashed line) were grown under long day conditions
(16 hours light - left panel) for two weeks and then released in continuous light (right panel). Transcript accumulation was measured at two hour
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normalized to HvActin. Values represent the average of two technical replicates ± standard error. Black and grey bars indicate objective and
subjective nights.

that encodes a crucial regulator of flowering time.
These findings suggest differences in the control of
PRRs between Arabidopsis and the monocots rice and
barley. Differential regulation of PRRs in Arabidopsis
and monocots may be the key to understand why natural mutations in Ppd-H1 (HvPRR37) and (Hd2)
OsPRR73 cause variation in flowering time in barley
and rice [27,65], while mutations of PRR7 do not have
strong effects on development in Arabidopsis.
The PRR7 orthologs in barley and wheat may affect
flowering through changing circadian parameters or
through a clock independent function of the gene. In order
to pursue this question, we tested the effects of a natural
mutation at Ppd-H1 on diurnal and circadian expression
profiles of core clock and output genes. Expression of barley clock genes and the clock output genes HvCABIII and
HvGRP7 did not differ between the two genotypes harboring a different Ppd-H1 allele under LD or LL (Figures 2, 3,
5). These results suggest that the mutation in the CCT domain of Ppd-H1 does not affect diurnal and circadian cycling of clock genes in barley. In contrast, expression
profiles of barley flowering-time genes showed significant
differences between both genotypes. The Ppd-H1 mutant
was found to be arrhythmic under free-running conditions
for the photoperiod-response genes HvCO1, HvCO2, and

the MADS-box transcription factor and vernalization responsive gene Vrn-H1 (Figure 4). A wild-type Ppd-H1 allele was thus necessary to maintain circadian oscillations
of these genes under constant light. Cycling of HvCO1,
HvCO2, and Vrn-H1 was observed in Scarlett (Ppd-H1)
under LD as compared to LL. This suggested that light/
dark cues were necessary for diurnal oscillations in the
presence of a mutated Ppd-H1 allele. Separate effects of
the mutation in Ppd-H1 on circadian expression of flowering time genes and clock orthologs indicate independent
functions of this gene in the clock and photoperiod
pathways.
PRR9, PRR7, and PRR5 positively regulate flowering
time in Arabidopsis through the activation of CO expression during daytime [66]. Our results show that under
LL, variation at Ppd-H1 also controlled HvCO-like gene
expression in barley. However, under LD, variation at
Ppd-H1 did not show clear effects on diurnal expression
profiles of HvCO1 and HvCO2; while the mutation in
Ppd-H1 had a significant effect on HvFT1 expression
levels also under LD. Ppd-H1 may thus also affect HvFT1
expression independently of HvCO-like gene transcript accumulation under LD. These results are supported by a recent analysis of a spring barley Bowman and a derived
introgression line carrying a mutation in HvElf3, the barley
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(See figure on previous page.)
Figure 4 Diurnal and circadian expression of flowering genes in the spring cultivar Scarlett (ppd-H1) and the introgression line S42
IL-107 (Ppd-H1) under long day and free running conditions. Scarlett (solid line) and S42-IL107 (dashed line) were grown under long day
conditions (16 hours light - left panel) for two weeks and then released in continuous light (right panel). Transcript accumulation was measured at
two hour intervals (one-hour interval at the end of the day and beginning of the night/subjective nights) by qRT-PCR analysis of specific genes
and normalized to HvActin. Values represent the average of two technical replicates ± standard error. Black and grey bars indicate objective and
subjective nights.

long day conditions [68]. The repressive function of
SbPRR37 was due to a bimodal expression with peaks in
the morning and evening which were controlled by light
and the circadian clock. Loss-of-function mutations in
SbPRR37 and short day abolished the evening phase expression of SbPRR37 and caused significant effects on
flowering time and expression of SbCO and SbFT, the
Sorghum orthologs of CO and FT. Variation at both
genes, Ppd-H1 and SbPRR37 showed significant effects
on expression of the FT orthologs and flowering in the
respective inductive day-length. In contrast to the study
on Sorghum, we show that the floral inducer Ppd-H1 in
the long-day-grass barley does not exhibit the light
dependent second expression peak in the evening under
LD. In addition, the hypomorphic mutation in Ppd-H1
caused a reduced and arrhythmic expression of HvCO1/

ortholog of Elf3 in Arabidopsis. Elevated levels of HvFT1
expression and early flowering in the introgression line as
compared to the recurrent parent Bowman did not correlate with higher expression of HvCO1 [67]. It has already
been shown that functional variation at Ppd-H1 and PpdA1-D1 has a major effect on expression of HvFT1 and
TaFT in barley and wheat, respectively [27,61]. Structural
conservation of PPD1 in wheat and barley (Figure 1) may
thus reflect also functional conservation. However, in contrast to barley, functional variation at Ppd-D1a in wheat is
associated with a deletion in the promoter and misexpression of the gene, in contrast to Ppd-H1 in barley
that harbors a change in the protein coding sequence
[27,61].
The PRR37 ortholog of the short day plant Sorghum
was recently identified as a repressor of flowering under
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Figure 5 Diurnal and circadian expression of clock output genes HvCABII and HvGRP7 in the spring cultivar Scarlett (ppd-H1) and the
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bars indicate objective and subjective nights.
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HvCO2 only under LL, while the loss-of-function allele
of SbPRR37 abolished the second evening peak of SbCO
under LD and LL, as compared to a bimodal expression
of SbCO in the Sorghum wild type. Taken together, our
results suggest that PRR37 is regulated differently in long
and short day grasses and mutations in the gene have
differential effects on downstream genes, photoperiod
sensitivity and flowering.
Interestingly, we identified strong correlations in the
expression patterns of HvCO1/HvCO2 and Vrn-H1
under LD and LL. Correlation of expression patterns
may indicate that Vrn-H1 expression is affected by PpdH1 through HvCO1/HvCO2. Expression of Vrn-H1 in
Scarlett was reduced, but cycled in LD, and was dampened with a trend towards arrhythmicity in LL
(Figures 4g, h). It has been reported that Vrn-H1 is primarily controlled by vernalization, while photoperiod
affects Vrn-H1 expression only indirectly through controlling Vrn-H2 expression [32]. Our results indicate that
Vrn-H1 expression is circadian controlled and directly or
indirectly affected by the mutation in Ppd-H1. In Arabidopsis, the Vrn-H1 orthologs AP1 and FUL have not
been reported to cycle under constant conditions [69]. In
barley, HvVRT2 and HvBM1, which act as repressors of
flowering in barley [31], were also under circadian control. Both genes showed higher expression levels in the
late flowering genotype Scarlett, but diurnal and circadian cycling did not differ significantly between the two
genotypes. Lower expression of HvVRT2 and HvBM1 in
the early flowering S42-IL107 (Ppd-H1) than in the late
flowering line Scarlett (Ppd-H1) may thus reflect differences in development rather than direct effects of the
mutation in Ppd-H1.

Conclusion
It was first shown in wheat that transcript accumulation
of the Cab-1 gene, encoding the light-harvesting chlorophyll a/b binding protein, was under circadian control
[54]. However, the more tractable model plant Arabidopsis
served then to advance the mechanistic understanding of
how the circadian clock keeps time in plants. Recent technical advances enable us now to return to the crops and to
study inter- and intraspecific modulation of circadian
time-keeping and its effects on adaptation and fitness in
crops. The present study has demonstrated a high degree
of conservation of the circadian clock genes in barley as
compared to Arabidopsis and rice. However, differences in
gene numbers, diversity, and in the function of Ppd-H1
suggest evolutionary modification of clock related components. Our results indicate that Ppd-H1 in barley
has evolved novel functions in the control of flowering
time, which are independent of its function in the circadian clock. Direct or indirect regulation of Vrn-H1 by the
circadian clock and Ppd-H1 suggest modification of the
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photoperiod response pathway in barley as compared to
Arabidopsis where the orthologs AP1 and FUL are not
known to be under circadian control. In addition, our
results suggested differences in the regulation of PRR37
(Ppd-H1) in the long-day grass barley as compared to the
short-day grass Sorghum. Structural and functional
characterization of the barley circadian clock will set the
basis for future studies of the adaptive significance of the
clock in Triticeae species.

Additional files
Additional file 1: List of primers used to clone HvPRR1 and HvCCA1 and
to perform Real Time qRT-PCR.
Additional file 2: Protein alignment of GIGANTEA. Circles indicate the
region containing four clusters of basic amino-acids (asterisks) that were
demonstrated to be sufficient in Arabidopsis for nuclear targeting [70].
Additional file 3: Protein alignment of CCA1/LHY gene family. Asterisks
indicate the conserved MYB domain.
Additional file 4: Protein alignment of PRR gene family. Asterisks and
circles indicate the conserved Pseudo receiver and CCT domains,
respectively.
Additional file 5: Estimates of average genetic distance between
GIGANTEA (a), CCA1/LHY (b) and PRRs (c) sequences.

Authors’ contributions
CC carried out the sequencing, phylogenetic analyses, expression profiling
and drafted the manuscript. MS contributed to the expression profiling. SJD
conceived the study and drafted the manuscript. MK conceived the study,
participated in its design and coordination, and drafted the manuscript. All
authors read and approved the final manuscript.
Acknowledgments
We thank Dr. K. Pillen, University of Halle-Wittenberg for the genetic material
of Scarlett and the introgression line S42IL-107. We are grateful for the
excellent technical assistance by K. Luxa and E. Luley. This work was
supported by the Max Planck Society, a fellowship of the Deutscher
Akademischer Austausch Dienst (DAAD) to MS, and grants from the
Deutsche Forschungsgemeinschaft (DFG) to SJD and MvK.
Author details
1
Max Planck Institute for Plant Breeding Research, Carl von Linné Weg 10,
D50829, Cologne, Germany. 2An-Najah National University, P. O. Box 7,
Nablus, Palestinian Territories.
Received: 5 September 2011 Accepted: 9 May 2012
Published: 21 June 2012
References
1. Green RM, Tingay S, Wang ZY, Tobin EM: Circadian rhythms confer a
higher level of fitness to Arabidopsis plants. Plant Physiol 2002, 129
(2):576–84.
2. Michael TP, Salomé PA, Yu HJ, Spencer TR, Sharp EL, McPeek MA, Alonso JM,
Ecker JR, McClung CR: Enhanced fitness conferred by naturally occurring
variation in the circadian clock. Science 2003, 302:1049–1053.
3. Dodd AN, Salathia N, Hall A, Kevei E, Toth R, Nagy F, Hibberd JM, Millar AJ,
Webb AA: Plant circadian clocks increase photosynthesis, growth,
survival, and competitive advantage. Science 2005, 309:630–633.
4. Ni Z, Kim E-D, Ha M, Lackey E, Liu J, Zhang Y, Sun Q, Chen ZJ: Altered
circadian rhythms regulate growth vigour in hybrids and allopolyploids.
Nature 2009, 457:327–31.
5. McClung RC: Linking the loops. Science 2009, 13:1440–1441.
6. Wang ZY, Tobin EM: Constitutive expression of the CIRCADIAN CLOCK
ASSOCIATED 1 (CCA1) gene disrupts circadian rhythms and suppresses
its own expression. Cell 1998, 93:1207–1217.

Campoli et al. BMC Plant Biology 2012, 12:97
http://www.biomedcentral.com/1471-2229/12/97

7.

8.

9.

10.

11.

12.

13.

14.

15.

16.
17.
18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Schaffer R, Ramsay N, Samach A, Corden S, Putterill J, Carre´ IA, Coupland G: The
late elongated hypocotyl mutation of Arabidopsis disrupts circadian rhythms
and the photoperiodic control of flowering. Cell 1998, 93:1219–1229.
Huang W, Pérez-García P, Pokhilko A, Millar AJ, Antoshechkin I, Riechmann
JL, Mas P: Mapping the core of the Arabidopsis circadian clock defines
the network structure of the oscillator. Science 2012, 336(6077):75–79.
Ding Z, Doyle MR, Amasino RM, Davis SJ: A complex genetic interaction
between Arabidopsis thaliana TOC1 and CCA1/LHY in driving the
circadian clock and in output regulation. Genetics 2007, 176(3):1501–1510.
Farre´ EM, Harmer SL, Harmon FG, Yanovsky MJ, Kay SA: Overlapping and
distinct roles of PRR7 and PRR9 in the Arabidopsis circadian clock. Curr
Biol 2005, 15:47–54.
Nakamichi N, Kita M, Ito S, Yamashino T, Mizuno T: PSEUDORESPONSE
REGULATORS, PRR9, PRR7 and PRR5, together play essential roles close
to the circadian clock of Arabidopsis thaliana. Plant Cell Physiol 2005,
46:686–698.
Matsushika A, Makino S, Kojima M, Mizuno T: Circadian waves of
expression of the APRR1/TOC1 family of pseudo-responseregulators in
Arabidopsis thaliana: Insight into the plant circadian clock. Plant Cell
Physiol 2000, 41:1002–1012.
Locke JC, Kozma-Bognar L, Gould PD, Feher B, Kevei E, Nagy F, Turner
MS, Hall A, Millar AJ: Experimental validation of a predicted feedback
loop in the multi- oscillator clock of Arabidopsis thaliana. Mol Syst Biol
2006, 2:59.
Kim WY, Fujiwara S, Suh SS, Kim J, Kim Y, Han L, David K, Putterill J, Nam HG,
Somers DE: ZEITLUPE is a circadian photoreceptor stabilized by
GIGANTEA in blue light. Nature 2007, 449:356–360.
Pokhilko A, Hodge SK, Stratford K, Knox K, Edwards KD, Thomson AW,
Mizuno T, Millar AJ: Data assimilation constrains new connections and
components in a complex, eukaryotic circadian clock model. Molecular
Systems Biology 2010, 6:416.
Yakir E, Hilman D, Harir Y, Green RM: Regulation of output from the plant
circadian clock. FEBS J 2007, 274:335–345.
Tóth R, Coupland G, de Montaigu A: Plant development goes like
clockwork. Trends Genet 2010, 26:296–306.
Hayes KR, Beatty M, Meng X, Simmons CR, Habben JE, Danilevskaya ON:
Maize global transcriptomics reveals pervasive leaf diurnal rhythms but
rhythms in developing ears are largely limited to the core oscillator. PLoS
One 2010, 5(9):e12887.
Izawa T, Mihara M, Suzuki Y, Gupta M, Itoh H, Nagano AJ, Motoyama R,
Sawada Y, Yano M, Hirai MY, Makino A, Nagamurad Y: Os-GIGANTEA
Confers Robust Diurnal Rhythms on the Global Transcriptome of Rice in
the Field. Plant Cell 2011. doi:10.1105/tpc.111.083238.
Murakami M, Tago Y, Yamashino T, Mizuno T: Comparative overviews of
clock-associated genes of Arabidopsis thaliana and Oryza sativa. Plant
Cell Physiol 2007, 48:110–121.
Miwa K, Serikawa M, Suzuki S, Kondo T, Oyama T: Conserved expression
profiles of circadian clock-related genes in two Lemna species showing
long-day and short-day photoperiodic flowering responses. Plant Cell
Physiol 2006, 47:601–612.
Serikawa M, Miwa K, Kondo T, Oyama T: Functional conservation of clockrelated genes in flowering plants: overexpression and RNA interference
analyses of the circadian rhythm in the monocotyledon Lemna gibba.
Plant Physiol 2008, 146:1952–1963.
Murakami M, Ashikari M, Miura K, Yamashino T, Mizuno T: The evolutionarily
conserved OsPRR quintet: rice pseudo-response regulators implicated in
circadian rhythm. Plant Cell Physiol 2003, 44(11):1229–36.
Murakami M, Tago Y, Yamashino T, Mizuno T: Characterization of the rice
circadian clock-associated pseudo-response regulators in Arabidopsis
thaliana. Biosci Biotechnol Biochem 2007, 71(4):1107–10.
Baum M, von Korff M, Guo P, Lakew B, Udupa SM, Sayed H,
Choumane W, Grando S, Ceccarelli S: In Molecular approaches and
breeding strategies for drought tolerance in barley, Genomic assisted crop
improvement: Vol2: Genomics applications in Crops. Edited by Varshney
R, Tuberosa R.: Springer Netherlands; 2007:51–79.
Von Korff M, Grando S, This D, Baum M, Ceccarelli S: Quantitative trait loci
(QTL) associated with agronomic performance of barley under drought.
Theoret Appl Genet 2008, 117:653–669.
Turner A, Beales J, Faure S, Dunford RP, Laurie DA: The pseudo-response
regulator Ppd-H1 provides adaptation to photoperiod in barley. Science
2005, 310:1031–1034.

Page 14 of 15

28. Corbesier L, Vincent C, Jang S, Fornara F, Fan Q, Searle I, Giakountis A,
Farrona S, Gissot L, Turnbull C, Coupland G: FT protein movement
contributes to long-distance signaling in floral induction of Arabidopsis.
Science 2007, 316:1030–1033.
29. Turck F, Fornara F, Coupland G: Regulation and identity of florigen:
FLOWERING LOCUS T moves center stage. Annu Rev Plant Biol 2008,
59:573–594.
30. Valverde F, Mouradov A, Soppe W, Ravenscroft D, Samach A, Coupland G:
Photoreceptor regulation of CONSTANS protein in photoperiodic
flowering. Science 2008, 303:1003–1006.
31. Trevaskis B, Tadege M, Hemming MN, Peacock WJ, Dennis ES, Sheldon C:
Short vegetative phase-like MADS-box genes inhibit floral meristem
identity in barley. Plant Physiol 2007, 143:225–235.
32. Trevaskis B, Hemming MN, Peacock WJ, Dennis ES: HvVRN2 responds to
daylength, whereas HvVRN1 is regulated by vernalization and
developmental status. Plant Physiol 2006, 140:1397–1405.
33. Yan L, Loukoianov A, Tranquilli G, Helguera M, Fahima T, Dubcovsky J:
Positional Cloning of the Wheat Vernalization Gene VRN1. Proc Nat
Ac Sci 2003, 100:6263–6268.
34. Hemming MN, Fieg S, Peacock WJ, Dennis ES, Trevaskis B: Regions
associated with repression of the barley Hordeum vulgare
VERNALIZATION1 gene are not required for cold induction. Molecular
Genetics and Genomics 2009, 282:107–117.
35. Yan L, Loukoianov A, Blechl A, Tranquilli G, Ramakrishna W, SanMiguel P,
Bennetzen JL, Echenique V, Dubcovsky J: The wheat VRN2 gene is a
flowering repressor down-regulated by vernalization. Science 2004,
303:1640–1644.
36. Hemming MN, Peacock WJ, Dennis ES, Trevaskis B: Low-temperature and
daylength cues are integrated to regulate FLOWERING LOCUS T in
Barley. Plant Physiol 2008, 147:355–366.
37. Campoli C, Drosse B, Searle I, Coupland G, von Korff M: Functional
characterisation of HvCO1, the barley (Hordeum vulgare) flowering time
orthologs of CONSTANS. Plant J 2012, 69:868–880.
38. Von Korff M, Wang H, Léon J, Pillen K: Development of candidate
introgression lines using an exotic barley accession (Hordeum vulgare
ssp. spontaneum) as donor. Theor Appl Genet 2004, 109:1736–1745.
39. Schmalenbach I, March TJ, Bringezu T, Waugh R, Pillen K: High-Resolution
Genotyping of Wild Barley Introgression Lines and Fine-Mapping of the
Threshability Locus thresh-1 Using the IlluminaGoldenGate Assay. Genes,
Genomes Genetics 2011. doi:10.1534/g3.111.000182.
40. Dunford RP, Griffiths S, Christodoulou V, Laurie DA: Characterisation
of a barley (Hordeum vulgare L.) homologue of the Arabidopsis
flowering time regulator GIGANTEA. Theor Appl Genet 2005,
110:925–931.
41. Higgins JA, Bailey PC, Laurie DA: Comparative genomics of flowering time
pathways using Brachypodium distachyon as a model for the temperate
grasses. PLoS ONE 2010, 5(4):e10065.
42. Tamura K, Peterson D, Peterson N, Stecher G, Nei M, Kumar S: MEGA5:
Molecular Evolutionary Genetics Analysis using Maximum Likelihood,
Evolutionary Distance, and Maximum Parsimony Methods. Mol Biol Evol
2011. doi:10.1093/molbev/msr121.
43. Zuckerkandl E, Pauling L: Evolutionary divergence and convergence in
proteins. In Evolving genes and proteins. Edited by Bryson V: Vodel HJ,
Academic Press, NY; 1965:97–166.
44. Saitou N, Nei M: The neighbor-joining method: a new method for
reconstructing phylogenetic trees. Mol Biol Evol 1987, 4:406–425.
45. Kolmos E, Schoof H, Plümer M, Davis SJ: Structural insights into the
function of the core-circadian factor TIMING OF CAB2 EXPRESSION 1
(TOC1). J Circadian Rhythms 2008, 25:6–3.
46. Yanovsky MJ, Kay SA: Living by the calendar: how plants know when to
flower. Nat Rev Mol Cell Biol 2003, 4:265–275.
47. Barak S, Tobin EM, Andronis C, Sugano S, Green RM: All in good time: The
Arabidopsis circadian clock. Trends Plant Sci 2000, 5:517–522.
48. Griffiths S, Dunford RP, Coupland G, Laurie DA: The evolution of
CONSTANS-like gene families in barley, rice and Arabidopsis. Plant Physiol
2003, 131:1855–1867.
49. Faure S, Higgins J, Turner A, Laurie DA: The flowering locus FT-like gene
family in barley (Hordeum vulgare). Genetics 2007, 176:599–609.
50. Brandt J, Nielsen VS, Thordal-Christensen H, Simpson DJ, Okkels JS: A barley
cDNA clone encoding a type III chlorophyll a/b binding polypeptide of
the light harvesting complex II. Plant Mol Biol 1992, 19:699–703.

Campoli et al. BMC Plant Biology 2012, 12:97
http://www.biomedcentral.com/1471-2229/12/97

51. Staiger D, Apel K: Circadian clock-regulated expression of an RNAbinding protein in Arabidopsis: characterisation of a minimal
promoter element. Mol Gen Genet 1999, 261:811–819.
52. Dunn MA, Brown K, Lightowlers R, Hughes MA: A low-temperatureresponsive gene from encodes a protein with single-stranded nucleic
acid-binding activity which is phosphorylated in vitro. Plant Mol Biol
1996, 30(5):947–959.
53. Kay SA, Millar AJ: In Circadian regulated Cab gene transcription in higher
plants, The molecular genetics of biological rhythms. Edited by Young
MW. New York: Marcel Dekker; 1993:73–90.
54. Nagy F, Key S, Chua NH: A circadian clock regulates transcription of the
wheat Cab-1 gene. Genes Dev 1988, 2:376–382.
55. Takata N, Saito S, Saito CT, Uemura M: Phylogenetic footprint of the plant
clock system in angiosperms: evolutionary processes of pseudo-response
regulators. BMC Evol Biol 2010, 10:126.
56. McClung R: A modern circadian clock in the common angiosperm
ancestor of monocots and eudicots. BMC Evol Biol 2010, 8:55.
57. Hayama R, Yokoi S, Tamaki S, Yano M, Shimamoto K: Adaptation of
photoperiodic control pathways produces short-day flowering in rice.
Nature 2003, 422:719–722.
58. Hong S-Y, Lee S, Seo PJ, Yang M-S, Park C-M: Identification and molecular
characterization of a Brachypodium distachyon GIGANTEA gene:
functional conservation in monocot and dicot plants. Plant Mol Biol 2010,
72(4–5):485–497.
59. Zhao XY, Liu MS, Li JR, Guan CM, Zhang XS: The wheat TaGI1, involved in
photoperiodic flowering, encodes an Arabidopsis GI ortholog. Plant Mol
Biol 2005, 58:53–64.
60. Hecht V, Knowles CL, Vander Schoor JK, Liew LC, Jones SE, Lambert MJM,
Weller JL: Pea LATE BLOOMER1 is a GIGANTEA ortholog with roles in
photoperiodic flowering, deetiolation, and transcriptional regulation of
circadian clock gene homologs. Plant Physiol 2007, 144(2):648–661.
61. Beales J, Turner A, Griffiths S, Snape JW, Laurie DA: A pseudo-response
regulator is misexpressed in the photoperiod insensitive Ppd-D1a mutant
of wheat (Triticum aestivum L.). Theor Appl Genet 2007, 115:721–733.
62. Ehrenreich IM, Hanzawa Y, Chou L, Roe JL, Kover PX, Purugganan MD:
Candidate gene association mapping of Arabidopsis flowering time.
Genetics 2009, 183:325–335.
63. Makino S, Kiba T, Imamura A, Hanaki N, Nakamura A, Suzuki T, Taniguchi M,
Ueguchi C, Sugiyama T, Mizuno T: Genes encoding pseudo-response
regulators: Insight into His-to-Asp phosphorelay and circadian rhythm in
Arabidopsis thaliana. Plant Cell Physiol 2000, 41:791–803.
64. Makino S, Matsushika A, Kojima M, Oda Y, Mizuno T: Light response of the
circadian waves of the APRR1/TOC1 quintet: When does the quintet start
singing rhythmically in Arabidopsis? Plant Cell Physiol 2001, 42:334–339.
65. Murakami M, Matsushika A, Ashikari M, Yamashino T, Mizuno T: Circadianassociated rice pseudo response regulators (OsPRRs): insight into the
control of flowering time. Biosci Biotechnol Biochem 2005, 69:410–414.
66. Nakamichi N, Kita M, Niinuma K, Ito S, Yamashino T, Mizoguchi T, Mizuno T:
Arabidopsis clock-associated pseudo-response regulators PRR9, PRR7
and PRR5 coordinately and positively regulate flowering time through
the canonical CONSTANS dependent photoperiodic pathway. Plant Cell
Physiol 2007, 48:822–832.
67. Faure S, Turner AS, Gruszka D, Christodoulou V, Davis SJ, von Korff M, Laurie
DA: Mutation at the Circadian Clock Gene EARLY MATURITY 8 Adapts
Domesticated Barley (Hordeum vulgare) to Short Growing Seasons. PNAS
2012, doi:accepted.
68. Murphy RL, Klein RR, Morishige DT, Brady JA, Rooney WL, Miller FR, Dugas
DV, Klein PE, Mullet JE: Coincident light and clock regulation of
pseudoresponse regulator protein 37 (PRR37) controls photoperiodic
flowering in sorghum. PNAS 2011, 108:16469–16474.
69. Mockler TC, Michael TP, Priest HD, Shen R, Sullivan CM, Givan SA, McEntee
C, Kay SA, Chory J: The DIURNAL project: DIURNAL and circadian
expression profiling, model-based pattern matching and promoter
analysis. Cold Spring Harb Symp Quant Biol 2007, 72:353–363.
70. Huq E, Tepperman JM, Quail PH: GIGANTEA is a nuclear protein involved
in phytochrome signaling in Arabidopsis. PNAS 2000, 97:9789–9794.
doi:10.1186/1471-2229-12-97
Cite this article as: Campoli et al.: Expression conservation within the
circadian clock of a monocot: natural variation at barley Ppd-H1 affects
circadian expression of flowering time genes, but not clock orthologs.
BMC Plant Biology 2012 12:97.

Page 15 of 15

Submit your next manuscript to BioMed Central
and take full advantage of:
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at
www.biomedcentral.com/submit

