
1 3

Theor Appl Genet (2013) 126:2777–2789
DOI 10.1007/s00122-013-2171-0

ORIGINAL PAPER

Cbf14 copy number variation in the A, B, and D genomes  
of diploid and polyploid wheat

Taniya Dhillon · Eric J. Stockinger 

Received: 3 January 2013 / Accepted: 20 July 2013 / Published online: 6 August 2013 
© Springer-Verlag Berlin Heidelberg 2013

ancestors prior to the polyploidization events and that the 
loss of Cbf14 copies occurred in the cultivated germplasm.

Introduction

Wheat, Triticum aestivum, is an allohexaploid compris-
ing three diploid genomes identified as A, B, and D (Gill 
et al. 2004). Extant diploid relatives of hexaploid wheat 
include T. urartu (AA), a relative of Ae. speltoides (BB), 
and Ae. tauschii (DD), all of which are wild species endog-
enous to either the Fertile Crescent or Central Asia (Giles 
and Brown 2006; Zohary and Hopf 2000). Approximately 
0.5 million years ago, hybridization between T. urartu and 
the Ae. speltoides relative occurred, giving rise to tetra-
ploid emmer wheat, T. turgidum ssp. dicoccoides (AABB) 
(Luo et al. 2007; Ozkan et al. 2011). Then, approximately 
10,000 years ago wild emmer was domesticated by humans 
giving rise to T. turgidum ssp. dicoccon (Luo et al. 2007; 
Matsuoka 2011; Ozkan et al. 2011). Subsequent interspe-
cific hybridization events then occurred between cultivated 
emmer and Ae. tauschii, ultimately producing hexaploid  
wheat (AABBDD) (Charmet 2011; Matsuoka 2011; 
Zohary and Hopf 2000).

Today wheat is cultivated throughout the world. It is 
grown most-successfully in the temperate climate regions 
at latitudes 30°–60°N and 27°–40°S, but is also grown in 
more tropical regions (Curtis 2002). In temperate regions, 
it can be either autumn-sown or spring-sown. Autumn-
sown genotypes are usually of a winter growth habit char-
acterized by a requirement for vernalization, an 8–10 week 
exposure to low temperatures (0–10 °C) that causes the 
transition from the vegetative to the reproductive growth 
phase (Distelfeld et al. 2009; Greenup et al. 2009). In 
comparison, spring genotypes, which are spring-sown, are 
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inherently reproductively competent and do not require 
vernalization to flower (Distelfeld et al. 2009; Greenup 
et al. 2009).

Autumn-sown genotypes must possess a level of freez-
ing tolerance that enables them to survive minimum tem-
peratures in a given region, and also be winter-hardy 
such that they are able to sustain freezing tolerance for an 
extended period of time appropriate for a particular region. 
However, most modern cultivars possess a level of freez-
ing tolerance and winter hardiness that is only marginally 
greater than that required for the region where they are 
grown, and as such severe winter kill occurs about once 
every 10 years (Braun and Sãulescu 2002; Fowler and 
Gusta 1979). Spring genotypes are typically not selected 
for winter survival and, in general, are much less freezing 
tolerant than winter genotypes (Fowler and Limin 2004; 
Wilen et al. 1996).

Hexaploid wheat genotypes usually exhibit much greater 
freezing tolerance than diploid and tetraploid genotypes 
(Fowler et al. 1977; Limin and Fowler 1981). Within hexa-
ploid wheat, the hard red winter (HRW) wheats grown in 
the North American Great Plains tend to be about 6 °C more 
freezing tolerant, and have a greater endurance for pro-
longed exposure to freezing temperatures and desiccating 
conditions than the soft red winter (SRW) wheats typically 
grown east of the Mississippi (Gusta et al. 1997, 2001).

In diploid and hexaploid wheat, genetic analyses have 
identified two loci that have a major effect on freezing 
tolerance and winter hardiness, both of which reside on 
the long arm of the group 5 homoeologous chromosomes 
(Båga et al. 2007; Galiba et al. 1995; Roberts 1990; Snape 
et al. 1997; Sutka and Snape 1989; Tóth et al. 2003; Vágúj-
falvi et al. 2003). These are identified as Frost resistance-1 
(Fr-1), and Fr-2. Fr-1 and Fr-2 have also been identified 
in barley at genetically co-linear positions (Francia et al. 
2004, 2007; Hayes et al. 1993; Knox et al. 2010; Skinner 
et al. 2006). Fr-1 is thought to be due to the product of the  
Vernalization-1 (Vrn-1) gene acting to concomitantly 
induce flowering and reduce freezing tolerance, the latter of 
which occurs in part through the downregulation of genes 
at Fr-2 (Dhillon et al. 2010; Stockinger et al. 2007). Fr-2 
consists of a cluster of at least 11 different C-repeat bind-
ing factor (Cbf) gene coding sequences spanning approxi-
mately 1 cM genetic distance and 1 Mb physical distance 
(Knox et al. 2008, 2010; Miller et al. 2006; Skinner et al. 
2005). CBFs are DNA-binding transcriptional activator 
proteins and are a major regulatory hub that affects control 
over the low temperature transcriptome in plants (Stock-
inger et al. 1997; Thomashow 2010). In barley, several 11 
Cbf orthologs are duplicated, existing as identical or nearly 
identical paralogs in individual genomes (Knox et al. 2010). 
A single barley genome may harbor both Cbf2A and Cbf2B, 
Cbf10A and Cbf10B, Cbf12A and Cbf12B, and Cbf15A and 

Cbf15B (Knox et al. 2010). Additionally, the winter-hardy 
winter and facultative genotypes possess multiple copies 
of a tandemly duplicated 22 kb genomic segment encom-
passing Cbf2A and Cbf4B, whereas the spring genotypes 
possess only a single copy of Cbf2 and Cbf4 (Knox et al. 
2010). Expression analyses indicate that the higher Cbf2A–
Cbf4B genomic region copy numbers give rise to increased 
levels of CBF2 and CBF4 transcripts (Stockinger et al. 
2007). As increasing CBF transcript levels increase freez-
ing tolerance (Thomashow 1999), the increase in Cbf2A–
Cbf4B genomic region copy numbers in winter barleys over 
spring barleys suggests that copy number variation (CNV) 
plays a role in underlying the effect of Fr-H2.

A CNV is defined as a DNA segment ranging in size 
from 1 kb to several megabases (Mb) whose copy numbers 
are variable between the genomes of two or more individu-
als within a species (Korbel et al. 2008; Stankiewicz and 
Lupski 2010). In mammalian genomes where CNV has been 
more extensively characterized, the frequency of CNVs 
is two-four orders of magnitude greater than that of sin-
gle nucleotide polymorphisms (SNPs) (Korbel et al. 2008; 
Stankiewicz and Lupski 2010). Dosage-sensitive genes 
within copy number variable regions or genes involved in 
regulatory roles have pronounced phenotypic consequences 
when present in variable copy numbers (Korbel et al. 2008; 
Stankiewicz and Lupski 2010). In plants and mammals, the 
major classes of genes encompassed by CNV regions seem 
to be those involved with environmental response (Cook 
et al. 2012; DeBolt 2010; Díaz et al. 2012; Knox et al. 2010; 
Korbel et al. 2008; McHale et al. 2012).

The increase in copy numbers of the Cbf2A–Cbf4B 
genomic region in winter barley genotypes over their spring 
genotype counterparts raised the question whether Cbf 
gene CNV and the distinction between winter and spring 
genotypes were more widespread in the Triticeae. Several 
independent lines of investigation suggested that Cbf14 
might be copy number variable between winter and spring 
growth habit types, and between different market classes 
of winter wheats. Expression analyses of Cbf2, Cbf9, and 
Cbf14 in hexaploid wheat indicated that these genes were 
expressed to higher levels in winter wheats than in spring 
wheats and that Cbf14 is expressed to higher levels in the 
HRW wheats than in the SRW wheats (Galiba et al. 2013; 
Stockinger et al. 2007). Additionally, single chromosome 
recombinants having the Fr-2 region from the HRW wheat 
‘Cheyenne’ express Cbf7 (Cbf14 using revised nomencla-
ture) to fourfold higher levels than recombinants having  
the Fr-2 region from T. spelta (Vágújfalvi et al. 2005). To 
test whether Cbf14 might be copy number variable a small 
collection of hexaploid spring and winter wheats was sur-
veyed using DNA blot hybridization (Knox et al. 2010). 
Hybridization of a Cbf14 gene-specific probe obtained 
from the T. monococcum Cbf14 promoter to SacI-digested 
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wheat DNAs indicated that Cbf14 was copy number vari-
able; and suggested CNV occurred on all three group 5 
chromosome homoeologs (Knox et al. 2010). Here, we  
further explore the extent of Cbf14 CNV in wheat. To deter-
mine the genome identity (A, B, and D) of the Cbf14 cross- 
hybridizing bands, we utilize the set of chromosome 5 
nullisomic-tetrasomic hexaploid wheat lines (Sears 1966). 
Mapping to the individual genomes in combination with 
normalization of copy numbers through the use of the sin-
gle copy Puroindoline b (Pinb) gene (Chantret et al. 2005) 
allowed us to determine the extent of Cbf14 CNV across 
the A, B, and D genomes of hexaploid wheat genotypes, 
irrespective of their growth habit and market class. We 
also ask what the Cbf14 copy number states were in the 
genomes of the diploid wheat species T. urartu, Ae. spel-
toides, and Ae. tauschii. In addition, we look at the inter-
varietal chromosome substitution lines that have a long and 
established historical role in furthering our understanding 
of freezing tolerance and winter hardiness, as these were 
some of the first genetic tools used that played a key role 
in the current focus on chromosome 5 (reviewed in Stock-
inger et al. 2006).

Materials and methods

Plant material

Wheat genotypes, their ploidy level, seed source, growth 
habit or market class, pedigree, and location where the 
accession was collected or developed are provided in Table 
S1. Seedling tissue used for DNA extractions from all 
hexaploid wheats went through single seed descent. Tetra-
ploid durum wheat seedlings used for DNA extractions uti-
lized seed provided by the breeder. Diploid wheat DNAs 
were prepared from one to three plants grown from seed 
obtained from the source.

DNA extractions and hybridizations

For tetraploid and hexaploid wheats, about 50 seeds were 
sown in 9 cm × 9 cm pots (Kord Products, http://www.kord.
ca) filled with Bacto high porosity soil mix, and placed in 
the greenhouse. At approximately 10 cm height, seedlings 
were cut about 2 cm above the soil. Leaf tissue was flash 
frozen in liquid nitrogen, lyophilized, and used for the iso-
lation of high molecular weight (MW) DNAs as described 
(Stockinger et al. 1996). Diploid wheat plants were grown 
to larger size prior to tissue harvest.

Approximately, 10 μg DNA was digested with SacI 
or BglII restriction endonucleases (NEB, http://www.
neb.com), ethanol precipitated, resuspended in 10 mM Tris 
(pH 8.5), and quantified using the Quant-iT™ PicoGreen® 

dsDNA reagent (Invitrogen, http://www.invitrogen.com). 
Equal quantities of each DNA sample were electrophoresed 
on 0.8 % TAE agarose gels, transferred to Hybond N mem-
brane (GE Healthcare, http://www.gelifescience.com) and  
UV-crosslinked using standard procedures (Ausubel et al. 
1993). Blots were hybridized with a 189 bp Cbf14 pro-
moter fragment (subsequently referred to as the Cbf14 
5′ fragment) and a 201 bp Puroindoline b (Pinb) coding 
sequence (CDS) fragment. To prepare hybridization probes, 
Cbf14 5′ fragment 368 bp distal to the Cbf14 MET initiator 
codon was PCR amplified from T. monococcum accession 
DV92 using forward primer: 5′-agcgagctgtccttgtcatt-3′ and 
reverse primer: 5′-gcatcttttgtggcgaaaat-3′. An alignment of 
the Cbf14 genomic region from T. monococcum genotypes 
DV92 and G3116 and two different A genome Cbf14 vari-
ants from the HRW wheat cultivar ‘Norstar’ (Knox et al. 
2008; Miller et al. 2006; Ratnayaka et al. 2005) is presented 
in Figure S1, showing primer sites and the regions used 
as a probe. The Pinb CDS was PCR amplified from the  
T. aestivum N5A/T5D nullisomic-tetrasomic line using for-
ward primer: 5′-tgatggagcgatgtttcaca-3′ and reverse primer: 
5′-atacctcacctcgccaaatg-3′. Primers were designed using 
Primer3 (http://frodo.wi.mit.edu). The Tm-Cbf14 5′ and  
Ta-Pinb CDS templates were cloned into pGEM-T Easy 
(Promega, http://www.promega.com) and sequenced. Cloned  
Cbf14 5′ and Pinb CDS fragments were used for generat-
ing hybridization probes by PCR amplification using the 
vector’s M13 primer sites. Amplified fragments were then 
labeled with α-dCTP 32P via random hexamer labeling 
using the MegaPrime DNA labeling kit (GE Healthcare, 
http://www.gelifescience.com). Hybridization and washes 
were carried out as described (Knox et al. 2010). Blots 
were exposed to phosphorscreens and images were scanned 
using a Molecular Dynamics Storm840 PhosphorImager 
(GE Healthcare, http://www.gelifesciences.com). Follow-
ing hybridization, the probe was stripped from the filter 
using 0.1 % SDS at 65 °C, and the filters were reused.

Estimation of Cbf14 copy numbers

Copy numbers of Cbf14 in hexaploid and diploid wheats 
were estimated using the grain hardness gene Pinb as 
a reference standard. Signal intensities of the Cbf14 5′ 
and Pinb CDS cross-hybridizing probes were quantified 
using the ImageQuant 5.0 software (Molecular Dynam-
ics). Cbf14/Pinb ratios were then used to estimate hap-
loid copy numbers of Cbf14. Pinb is a 447 bp open read-
ing frame that is present in single copy on the D genome 
in hexaploid wheat, is deleted in tetraploid wheats, and is 
present in single copy in diploid wheats (Chantret et al. 
2005; Gautier et al. 2000). In all of the hexaploid wheats, 
the Pinb cross-hybridizing pattern detected consisted of a 
single MW fragment. Absence of Pinb from the tetraploid 
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wheat genomes was consistent with our hybridization 
data in which there was no Pinb cross-hybridizing frag-
ment in any of the T. turgidum accessions characterized. In 
some of the diploid wheats, however, more than one Pinb 
cross-hybridizing band was produced. In all instances, the 
cumulative signal intensities of the Pinb cross-hybridizing 
bands were used to estimate Cbf14/Pinb ratios. For hexa-
ploid wheat, CBF14 copy number differences between 
the A and D genomes of an individual genotype were 
also estimated by normalizing the signal intensities of 
the A genome cross-hybridizing fragment to that of the 
D genome cross-hybridizing fragment. For the tetraploid 
T. turgidum wheat accessions, only the Cbf14-A/Cbf14-B 
ratios were determined.

Nomenclature and gene symbols

Reference to loci and genes follows the Recommended  
Rules for Gene Symbolization in Wheat (http://wheat.pw. 
usda.gov/GG2/Triticum/wgc/2008/Catalogue2008.pdf). As 
this convention uses an all uppercase non-italic format for 
specifying protein, an all uppercase italic was also used to 
specify transcripts; e.g., CBF and VRN-1, when referring 
specifically to the mRNAs from these genes.

Results

Genome identity of the Cbf14 cross hybridizing fragments

In an earlier study, it was suggested that the Cbf14 gene 
might be variable in copy number across hexaploid wheat 
(Knox et al. 2010). Hybridization of a unique fragment rep-
resenting the T. monococcum Cbf14 promoter (Cbf14 5′) 
region to hexaploid wheat DNAs restriction-digested with 
SacI produced four cross-hybridizing bands (Knox et al. 
2010). We hypothesized the different bands represented 
the three homoeologous Cbf14 genes from the A, B, and 
D genomes. To test whether this was the case, the Cbf14 
5′ fragment was used as a hybridization probe against six 
wheat lines nullisomic-tetrasomic for the group 5 homoe-
ologous chromosomes (Sears 1966). In these lines, deletion 
of a chromosome pair is compensated by the addition of 
its homoeologous pair. For example, the line N5A/T5B is 
nullisomic for chromosome 5A and tetrasomic for chromo-
some 5B; i.e. it lacks the chromosome 5A pair, and carries 
an extra copy of the 5B pair.

Hybridization of the Cbf14 5′ fragment to this panel of 
nullisomic-tetrasomic lines produced two or three cross-
hybridizing bands (Fig. 1). Using a SacI digest, lines nul-
lisomic for 5A (N5A/T5B and N5A/T5D) and 5D (N5D/
T5A and N5D/T5B) produced three cross-hybridizing 
bands, while lines nullisomic for 5B (N5B/T5A and N5B/

T5D) produced two cross-hybridizing bands (Fig. 1a). Using 
a BglII digest, three cross-hybridizing bands were produced 
for the 5B and 5D nullisomic lines, and two cross-hybridiz-
ing bands were produced for the 5A nullisomics (Fig. 1b). 
With both digests, the absent band(s) corresponded to the 
homoeolog for which the lines were nullisomic (Fig. 1a, b). 
In this way, the chromosome 5 nullisomic-tetrasomic lines 
revealed the genome identity of the cross-hybridizing bands. 
Additionally, the banding pattern indicates the presence of a 
SacI restriction site internal to the cross hybridizing region 
of the B genome Cbf14 (Fig. 1a) and a BglII site in that of 
the A genome Cbf14 (Fig. 1b).

The A and D genomes of hexaploid wheat have greater 
Cbf14 copy numbers than the B genome

Data indicating variation in Cbf14 copy numbers across 
different accessions of hexaploid wheat were obtained 
by surveying a small collection of genotypes (Knox et al. 
2010). To explore the extent of Cbf14 CNV in wheat, we 
surveyed a panel of 50 hexaploid wheats that included 47  
T. aestivum subsp. aestivum accessions and three T. aesti-
vum subsp. sphaerococcum accessions. Of the 47 subsp. 
aestivum accessions, 35 are assigned to one of the five 
market classes—white spring (WhS), hard red spring 
(HRS), white winter (WhW), SRW, and HRW (Cox 1991; 
Zeven and van Hintum 1992); NPGS http://www.ars-grin.
gov/npgs/index.html), whereas the remaining 12 T. aesti-
vum accessions are unclassified.

Fig. 1  Cbf14 hybridization patterns in wheat lines nullisomic/tetra-
somic for group 5 chromosome homoeologs. SacI (a) and BglII (b) 
digested DNAs were hybridized with a probe generated from the T. 
monococcum Cbf14 promoter. The A, B, and D, Cbf14 cross-hybridiz-
ing fragments, MWs 2.3, 4.6, and 1.65 kb, respectively, are identified 
and labeled according to their respective homoeolog. SacI restricts 
the B Cbf14 homoeolog into two cross-hybridizing bands; the lower 
MW of the two is indicated using an arrowhead. BglII restricts the 
A Cbf14 homoeolog into two cross-hybridizing bands. Insufficient 
quantity of DNA precluded the N5D/T5A line from the BglII digest

http://wheat.pw.usda.gov/GG2/Triticum/wgc/2008/Catalogue2008.pdf
http://wheat.pw.usda.gov/GG2/Triticum/wgc/2008/Catalogue2008.pdf
http://www.ars-grin.gov/npgs/index.html
http://www.ars-grin.gov/npgs/index.html
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In 43 of the 50 accessions, the Cbf14 cross-hybridizing 
bands migrated to the same MW positions as those of the 
nullisomic-tetrasomic lines (Fig. S2A and S3A; Fig. 1). 
Of the remaining seven accessions, three including ‘Blue-
boy’, ‘Mayview’, and ‘Odessa’ did not produce the typi-
cal D genome fragment and instead cross-hybridized to a 
fragment of higher MW, just below that of the B genome 
fragment (Fig. S3A). These three genotypes have both the 
A and B cross-hybridizing fragments. Loss of the frag-
ment cross-hybridizing at the D genome MW and appear-
ance of the novel MW support it to be from the D genome 
and a Restriction Length Polymorphism, but it is also pos-
sible that this is a disomic addition from another genome 
and the D genome compliment is absent. Four accessions, 
including ‘Sonora’ and ‘Mandel Gehun’ (Fig. S2A), and 
‘PI 70711’, and ‘PI 40941’ (Fig. S3A), did not produce a 
Cbf14 cross-hybridizing B genome fragment.

To estimate Cbf14 copy numbers, we hybridized the 
same filters to a coding sequence probe of the Puroindoline 

b (Pinb) gene and quantified Cbf14/Pinb signal inten-
sity ratios (Fig. S2 and S3; Table S2). Cbf14/Pinb ratios 
were determined for the A, B, and D genomes (Fig. 2, 
Table S2). These ratios were then used to estimate total 
copy numbers of Cbf14 in the hexaploid genome. Com-
parison of total Cbf14 copy numbers revealed the order 
HRW > SRW > HRS = WhW = WhS (Fig. 2a). The dif-
ferences in Cbf14 copy numbers between HRW, SRW, and 
HRS wheats were significant (Fig. 2a). In all genotypes, 
regardless of their market class and growth habit, Cbf14 copy 
numbers were significantly higher in the A and D genomes 
compared to the B genome (Fig. 2b; Table S2). In SRW and 
HRW wheats, Cbf14 copy numbers in the A genome were 
significantly higher than those in the D genome (Fig. 2b). 
Additionally, Cbf14 copy numbers in the A and B genomes 
of HRW and SRW wheats were significantly higher than 
those of the other three classes (Table S2).

To assay relative genome copies of Cbf14 within a 
genotype, the signal intensity of the A genome Cbf14 

Fig. 2  Cbf14 copy number estimates in hexaploid wheats, T. aes-
tivum subsp. aestivum. Genotypes are grouped into five market 
classes—white spring (WhS), hard red spring (HRS), white winter 
(WhW), soft red winter (SRW), and hard red winter (HRW). a Cbf14 
copy numbers relative to Pinb in the hexaploid genome; b compari-
sons of Cbf14/Pinb ratios across the three genomes within each class 

for each genome; c Cbf14 copy numbers in the A genome relative to 
those in the D genome (Cbf14-A/Cbf14-D). WhS, HRS, WhW, SRW, 
and HRW classes include 10, 6, 6, 5, and 8 genotypes, respectively 
(identified in Fig. S2 and Table S2). Error bars represent standard 
error of mean (SEM). Statistically significant differences are indi-
cated by different letters above the error bars (P < 0.05)
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cross-hybridizing fragment was normalized to that of 
the D genome fragment. The ratios of Cbf14-A/Cbf14-D 
were approximately 1:1 for WhS, WhW, and HRS wheats 
(Fig. 2c; Table S2). One exception was HRS wheat ‘Cadet’, 
which exhibited about threefold greater copy numbers in 
the D genome compared to A genome (Table S2). In com-
parison, the CBF14-A/CBF14-D ratios for SRW and HRW 
wheats were about 3:1 (Fig. 2c; Table S2).

Taken together, these data indicate that most HRW 
wheats have greater copy numbers of Cbf14 than the 
wheats of other market classes. Greater Cbf14 copy num-
bers of HRW wheats over the SRW wheats are signifi-
cant for the B genome and also appear to occur for the A 
genome, however, differences between HRW and SRW 
in the A genome copies were not significant. Among red 
wheats, Cbf14 copy numbers are much higher in winter 
genotypes (hard and soft) compared to spring genotypes 
primarily due to increased copy numbers in the A genome. 
Differences in Cbf14 copy numbers between winter and 
spring white wheats were not detected in any genome how-
ever. Regardless of the market class and growth habit, the B 
genome harbored the fewest copies of Cbf14.

Cbf14 copy numbers vary between the A, B, and D 
genomes of diploid wheats

Differences in Cbf14 copy numbers across the A, B, and D 
genomes of hexaploid wheats raised the question as to what 
was the state of Cbf14 copy numbers in the ancestral dip-
loid wheats. To address this question, we surveyed acces-
sions of the diploid ancestors, T. urartu (AA), Aegilops 
speltoides (BB), and Ae. tauschii (DD). We also exam-
ined several accessions of einkorn wheat, T. monococcum 
(AmAm), a cultivated relative of T. urartu.

Using a SacI digest and the same Cbf14 promoter frag-
ment as a probe, most of the A, B, and D genome diploid 
wheats produced bands of similar MWs as those of hexa-
ploid wheats (Fig. S4A). Nonetheless, there was some 
variability. The MWs of the cross-hybridizing bands in 
T. urartu accessions, PI 428183 and PI 428316 ran lower 
than the A genome band of hexaploid wheats (Fig. S4A). 
T. urartu accession G1812 did not cross-hybridize to the 
Cbf14 5′ probe (Fig. S4A). Testing a Cbf2 gene-specific 
probe on the same filter resulted in a cross-hybridizing 
band with G1812 (not shown), indicating other Fr-2 Cbfs 
were still present in this genotype. The Ae. speltoides 
accessions exhibited several different hybridization pat-
terns (Fig. S4A). The Ae. tauschii accessions exhibited two 
different banding patterns both of which consisted of one 
strong, and one weak cross-hybridizing band (Fig. S4A). 
As T. urartu and Ae. tauschii are self-pollinating species, 
the two different banding patterns in each suggest at least 
two allelic forms in each species, and that there is a SacI 

site unevenly bisecting the region cross-hybridizing to the 
probe in Ae. tauschii. In comparison, Ae. speltoides is an 
outcrosser, and as such two bands of relative equal intensity 
suggest that the DNA may be heterogeneous and compris-
ing two allelic forms.

To estimate copy numbers of Cbf14, the same blots were 
subsequently hybridized with Pinb and the Cbf14/Pinb 
ratios were determined (Fig. S4B). The resulting Cbf14 
copy number estimates ranged 3–11 in T. urartu (exclud-
ing G1812), 8–12 in T. monococcum, 3–7 in Ae. speltoides, 
and 5–20 in Ae. tauschii (Table S3). Average Cbf14 copy 
numbers were significantly lower in Ae. speltoides (BB) 
compared to the other diploid wheats (Fig. 3). No signifi-
cant differences were detected in the average Cbf14 copy 
numbers between the T. urartu, T. monococcum, and Ae. 
tauschii accessions (Fig. 3). Additionally, no association 
was detected between growth habit and Cbf14 copy num-
bers in the T. monococcum accessions (Fig. S4A; Table S3).

Overall, Cbf14 copy numbers in diploid wheats were 
lower in the B genome compared to the A and D genomes, 
a result which paralleled the findings of the hexaploid 
wheats.

Cbf14 CNV between the A and B genomes of tetraploid 
wheats

Cbf14 copy numbers were also assayed in a population 
of tetraploid (AABB), T. turgidum subsp. durum wheats 
resulting from a breeding program directed at develop-
ing winter durum wheats (Hall et al. 2011; Schilling et al. 
2003). Among this group, the majority of the accessions 
produced three Cbf14 cross-hybridizing bands (Fig. S5), 
the MWs of which were similar to those of the A and B 

Fig. 3  Mean Cbf14/Pinb ratios in diploid wild (T. urartu (AA), Ae. 
speltoides (BB), and Ae. tauschii (DD) and cultivated (T. monococ-
cum AmAm) wheats. Number of genotypes within each species (n) is 
listed on the X axis. Error bars represent SEM. Statistically signifi-
cant differences are indicated by different letters above the error bars 
(P < 0.05)
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genomic fragments in hexaploid wheats. Six acces-
sions did not produce B genome Cbf14 cross-hybridizing 
bands including Odessa#66, VA05WD-1, VA05WD-12, 
VA05WD-16, XVAD99067-24, and XVAD99147-1 (Fig. 
S5). Because Pinb is absent from the tetraploid wheats 
(Chantret et al. 2005; Gautier et al. 2000), copy numbers 
of Cbf14 were estimated in the A genome relative to the 
B genome. The Cbf14-A/Cbf14-B ratios were in the range 
of 4–26 (Table S4). These ratios were among the high-
est in XVAD99069-18 and VA05WD-39, and lowest in 
XVAD99068-14 (Table S4). These Cbf14-A/Cbf14-B ratios 
are at best only a rough estimate of the Cbf14 copy num-
bers in the A genome relative to the B genome. Nonethe-
less, the hybridization patterns together with the Cbf14-
A/Cbf14-B ratios indicate lower copy numbers in the B 
genome compared to the A genome of tetraploid wheats.

Cbf14 copy number differences in the inter-varietal wheat 
chromosome substitution lines

Chromosome substitution lines have played an important 
role in the genetic analyses of freezing tolerance and win-
ter hardiness in wheat and have been instrumental in the 
identification of Fr-2. We hypothesized that Cbf14 copy 
numbers may be different between the donor and recipient 
genomes of these substitution lines. To test this hypothesis, 
we examined three independent sets of disomic chromo-
some 5 substitution lines.

One set included the Kharkov-Rescue 5A (K-R5A) 
and Winalta-Rescue 5A (W-R5A) lines in which the 5A 

chromosome pair from the spring wheat ‘Rescue’ replaces 
the 5A of winter wheats ‘Kharkov MC22’ and ‘Winalta’, 
respectively (MacDonald 1987; Roberts and MacDonald 
1988). Hybridization of the Cbf14 5′ probe to this set of 
lines indicated that the signal intensity of the A genome 
Cbf14 cross-hybridizing fragment was much greater in the 
two winter wheats ‘Kharkov MC22’ and ‘Winalta’ com-
pared to that of the spring wheat ‘Rescue’ (Fig. 4a). Sig-
nal intensities of the 5A bands in the K-R5A and W-R5A 
substitution lines were comparable to that of ‘Rescue’ 
(Fig. 4a).

Two additional sets of examined substitution lines had 
the winter wheat ‘Cheyenne’ as either the donor or recipi-
ent of chromosome 5 homoeologs. One of these was the set 
in which the 5A, 5B, and 5D homoeologs of ‘Cheyenne’ 
(CNN) replace those of the spring wheat ‘Chinese Spring’ 
(CS), and are identified as CS-CNN-5A, CS-CNN-5B, and 
CS-CNN-5D, respectively (Morris et al. 1966). The other 
was the set in which the 5A, 5B, and 5D homoeologs of 
the two winter wheats ‘Cheyenne’ and ‘Wichita’ are recip-
rocally substituted in the background of the other (Zemetra 
and Morris 1988; Zemetra et al. 1986). In addition, parental 
lines ‘Chinese Spring’, ‘Cheyenne’, and ‘Wichita’ obtained 
from multiple sources were also examined (Table S1).

The Cbf14 hybridization patterns detected with the 
substitution lines having the ‘Cheyenne’ 5A, 5B, and 5D 
homoeologs in the ‘Chinese Spring’ background indicated 
that in each case there was greater signal intensity of the 
substituted chromosome from the ‘Cheyenne’ donor over 
that of the corresponding homoeolog of ‘Chinese Spring’ 

Fig. 4  Cbf14 hybridization patterns in the inter-varietal chromosome 
5 substitution lines of hexaploid wheat. a Substitution lines K-R5A 
and W-R5A have the 5A homoeolog of ‘Rescue’ in the ‘Kharkov 
MC22’ and ‘Winalta’ backgrounds, respectively, b CS-CNN sub-
stitution lines in which the ‘Cheyenne’ 5A, 5B, and 5D homoeologs 
replace the corresponding ‘Chinese Spring’ homeolog in the ‘Chi-
nese Spring’ background, and c reciprocal 5A, 5B, and 5D substitu-
tions between ‘Cheyenne’ and ‘Wichita’. DNA for each substitution 
line was isolated from seedlings produced from a single individual 

plant whose heads were bagged to prevent cross pollination. The 
MW of the A, B, and D, cross-hybridizing fragments are 2.3, 4.6, and 
1.65 kb, respectively. Note: Signal intensity differences between the 
‘Wichita’ accessions, WI-KS-1, WI-KS-2, and WI-NE-1 are attrib-
uted to DNA quantity loading differences. CS Chinese Spring, CNN 
Cheyenne, WI Wichita. The numbers and letters added to CS, CNN, 
and WI indicate different sources of accessions, which are identified 
in Table S1
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(Fig. 4b). Comparison of the CS-CNN substitution lines to 
a panel of ‘Cheyenne’ accessions obtained from different 
sources indicated that there was variability across the dif-
ferent ‘Cheyenne’ accessions (Fig. 4b). The most apparent 
difference occurred with ‘Cheyenne’ accession CNN-NE-1. 
Whereas the other five ‘Cheyenne’ accessions exhibited 
increased signal intensities of the A, B, and D genome 
cross-hybridizing fragments over ‘Chinese Spring’, CNN-
NE-1 exhibited greater signal intensity only in the A 
genome cross-hybridizing fragment (Fig. 4b).

Analysis of the ‘Cheyenne’ and ‘Wichita’ parental lines, 
and the set of reciprocal substitution lines indicated that the 
5B homoeolog from ‘Cheyenne’ had greater signal intensity 
of the Cbf14 cross-hybridizing band than that of ‘Wichita’ 
5B (compare WI-CNN-5B and CNN-WI-5B in Fig. 4c). To 
independently assay differences in B genome copies, we 
also used a BglII digest, which produces a lower MW B 
genome fragment. Using the BglII digest, the increase in 
Cbf14 hybridization signal intensity of the ‘Cheyenne’ 5B 
homoeolog over the ‘Wichita’ 5B homoeolog was much 
more striking (Fig. S6). This observation was supported by 
Cbf14-B/Cbf14-D ratios of the ‘Cheyenne’ and ‘Wichita’ 
reciprocal substitution lines (Table S5).

Taken together these data indicate that Cbf14 copy num-
bers differ among genotypes used to develop substitution 
lines. These substitution lines were developed 30–50 years 
ago (MacDonald 1987; Morris et al. 1966; Zemetra et al. 
1986). Despite having gone through numerous cycles of 
selfing since their development (PS Baenziger, UNL, per-
sonal communication), the similar signal intensities of the 
chromosome 5 homoeologs between the substitution lines 
and the parental donor lines indicate that Cbf14 copy num-
bers are stable over generations.

Discussion

The work presented here reveals that Cbf14 is copy number 
variable across wheat. Using DNA blot hybridization, Cbf14 
CNV could be robustly scored with a single probe. The SacI 
digest in combination with the Cbf14 promoter probe pro-
duced a simple banding pattern across a wide array of dip-
loid, tetraploid, and hexaploid wheat germplasm. The pro-
moter fragment provided a gene-specific probe that avoided 
cross-hybridization to closely related Cbf gene family mem-
bers, which occurs using coding sequence (CDS) probes. 
This strategy also avoided differential amplification of PCR 
products which will occur when primer sites differ in the 
different genomes, and the use of less than optimal primer 
sites for use in quantitative PCR to obtain genome-specific 
estimates of Cbf14 copy numbers.

In the diploid ancestors of hexaploid wheat, a higher 
Cbf14 copy number state exists, and in hexaploid wheat 

significantly greater Cbf14 copy numbers occur in the red 
winter wheats over the red spring wheats, and these dif-
ferences occur on all three group 5 homoeologous chro-
mosomes. These data imply that higher Cbf14 copy num-
bers pre-existed in the diploid ancestors, that reduction in 
Cbf14 copy numbers probably occurred following poly-
ploidization, and that the ancestral state was retained in 
some populations and lost in others. Cbf14 copy number 
reductions in the hexaploid wheat D genome most likely 
occurred following amphiploidisation between T. turgi-
dum and Ae. tauschii. In the case of the hexaploid wheat 
A and B genomes it is less clear. The B genome fragment 
was variable among the group of durums assayed, indicat-
ing reductions in the B genome may have already existed 
in tetraploid wheat prior to amphiploidisation with Ae. 
tauschii. As a group the hard red wheats also had greater B 
genome Cbf14 copy numbers than the soft red wheats; one 
scenario that can explain this difference is that these two 
winter wheat classes are derived from a common hexaploid 
ancestor and reductions in B genome Cbf14 copy numbers 
occurred in a subset of derivative populations. However, as 
evidence indicates two spatially and temporally separated 
amphiploidisation events occurred between T. turgidum 
and Ae. tauschii (Giles and Brown 2006), another pos-
sible scenario is that these two winter wheat classes are 
derived from separate amphiploidisation events between 
Ae. tauschii and different T. turgidum genomes that already 
differed in their B genome Cbf14 copy numbers.

Market classifications and growth habit categorizations 
are a traditional classification system of wheats grown in 
North America (Cox 1991; Zeven and van Hintum 1992), 
which is also used by the National Plant Germplasm Sys-
tem for classifications. Accessions that form the founda-
tion of North American germplasm under these group-
ings were introduced as landraces and have known Old 
World origins. Many of the soft red winter wheats were 
introduced from Northern and Western Europe, the hard 
red wheats were introduced from the South-West region 
of the former Soviet Union, and the HRS wheats trace to 
the Red Fife accession from Poland (Cox 1991; Zeven 
and van Hintum 1992). In comparison, white wheats were 
introduced into North America from Old World and New 
World locations, which suggest that they were first taken 
by European immigrants to these locations prior to their 
North American introduction (Cox 1991; Zeven and van 
Hintum 1992). Most were highly genetically variable at the 
time they were introduced (Cox 1991; Zeven and van Hin-
tum 1992). While knowing the site of origin of a landrace 
might provide clues to adaptability based on assumption 
of a landrace having undergone long-term selection, draw-
ing definitive conclusions about the evolution of a landrace 
due to its geographic origin is complicated by other factors. 
For example as the hard red wheats were introduced from 
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the South-West of the former USSR, a logical assump-
tion might be that these accessions were adapted to that 
region. While this may be the case, loss of the original lan-
drace and introduction of different landraces from outside 
regions have occurred through human migration and agri-
cultural practices and thus this may blur our current view 
(Zeven 1986). Nonetheless introduction of the hard red 
wheats made possible the cultivation of winter wheat on the 
Great Plains where previous attempts with the other winter 
wheats failed due to their inability to survive the more arid 
and colder winters (Quisenberry and Reitz 1974; Zeven and 
van Hintum 1992). Whereas our data indicate that Cbf14 
copy numbers of winter and spring white wheats of these 
early landrace types are more similar to each other and to 
the red spring wheats than to either class of the red winter 
wheats, through plant breeding hard white winter wheats 
are now grown on the Great Plains (Carver et al. 2003; 
Haley et al. 2003; Ibrahim et al. 2008; Martin et al. 2001; 
Pike and MacRitchie 2004). We did not assay these modern 
cultivars but it would be worth knowing whether they pos-
sess introgressions of the higher copy number state alleles 
on all three of the group 5 homoeologs.

It is also noteworthy that the B genome homoeolog has 
the fewest Cbf14 copy numbers relative to the A and D 
genome homoeologs. This trend occurs in hexaploid, tetra-
ploid, and diploid wheats. This is again consistent with the 
higher Cbf14 copy number states pre-existing in the diploid 
ancestors. That the increased copy numbers occur in all of 
the diploid genomes suggests the amplifications that gen-
erated the multiple copies probably occurred in a common 
ancestor that predates the divergence of the different dip-
loid wheat species. This may have occurred simultaneously 
with the projected expansion of the Cbf gene family in the 
core Pooids (Sandve and Fjellheim 2010). At a subsequent 
point in time, and prior to the amphiploidisation between  
T. urartu and the Ae. speltoides relative, reductions in 
Cbf14 copy numbers occurred in the genome of the B 
genome diploid wheats. Further reductions in Cbf14 copy 
numbers then also continued in the B genome following 
this amphiploidisation.

In a number of accessions, Cbf14 was completely absent 
from a genome. There was no B genome Cbf14 5′ cross-
hybridizing fragment in four of the spring growth habit 
hexaploid wheats including ‘Sonora’, ‘Mandel Gehun’, 
‘PI 70711’, and ‘PI 40941’. There was also no B genome 
fragment in six of the tetraploid T. turgidum subsp. durum 
wheat accessions including Odessa#66, four lines derived 
from Odessa#66 (VA05WD-1, VA05WD-12, VA05WD-16, 
and XVAD99067-24), and XVAD99147-1. The A genome 
diploid G1812 also did not cross-hybridize to the Cbf14 5′ 
probe. Absence of a Cbf14 5′ cross-hybridizing fragment 
in these accessions may be due to a different Cbf14 pro-
moter sequence or the complete deletion of Cbf14 from 

their genomes. We also screened the G1812 BAC library 
(Akhunov et al. 2005) using a Cbf14 CDS probe and did 
not recover clones (TD and EJS, unpublished data), con-
sistent with the absence of Cbf14 from this genotype.

Differences across the multiple ‘Cheyenne’ acces-
sions in cross-hybridizing signal intensities of 5B and 5D 
homoeologs indicate that some of these accessions are 
different. ‘Cheyenne’ was released as a pure-line selec-
tion from a Crimean landrace (Clark 1931). It is possible 
that ‘Cheyenne’ was originally a heterogeneous population 
from which subsequent selection and single seed descent 
resulted in different homogeneous individuals. Pure-line 
selection as practiced in the early part of the 20th century 
often involved selecting individuals for similar phenotypes 
from a phenotypically polymorphic landrace, and did not 
necessarily involve selection from one single homozygous 
individual. Most likely a ‘Cheyenne’ accession other than 
CNN-NE-1 was used to develop the CS-CNN substitution 
lines.

While Cbf14 gene CNV occurs on all three homoe-
ologs, the A and D homoeologs exhibit the largest dif-
ferences across wheat accessions. It is possible that the 
larger differences in Cbf14 copy numbers of the 5A and 
5D homoeologs are an underlying genetic factor leading 
to the more frequent identification of 5A and 5D as affect-
ing differences in freezing tolerances (Cahalan and Law 
1979; Roberts 1986, 1990; Roberts and MacDonald 1988). 
Nonetheless 5B is also associated with differences in freez-
ing tolerance, and substitution of the ‘Cheyenne’ 5B into 
‘Chinese Spring’ and ‘Wichita’ results in improved freezing 
tolerance (Tóth et al. 2003; Veisz and Sutka 1989). It must 
be stressed that Cbf14 is only one gene in the cluster of at 
least 11 different Cbf gene CDSs at Fr-2. Data obtained 
using CDSs as probes against a panel of nine hexaploid 
wheat lines suggest that Cbf2 and Cbf9 are also copy num-
ber variable and that the trend appears to be similar to that 
of Cbf14 (Fig. S7). Thus, multiple Fr-2 Cbf gene orthologs 
may be copy number variable, their numbers may act addi-
tively, and together they contribute in a quantitative manner 
to the pathways that they affect regulatory control over.

While contributions of the Cbf genes may act in a quan-
titative manner, mutations in single Cbf genes at the Fr-2 
cluster are also associated with differences in freezing  
tolerance. In T. monococcum, genetic analyses identi-
fied Cbf12, Cbf14, and Cbf15 as candidate genes explain-
ing a large portion of the differences in freezing tolerance 
between DV92 and G3116 (Knox et al. 2008). Cbf14 and 
Cbf15 sequences of DV92 do not notably differ from those 
of G3116 (Knox et al. 2008). In the instance of Cbf12, 
there is a 15 bp in-frame deletion in the DNA-binding 
domain of the DV92 protein that eliminates binding to its 
cognate binding site whereas the G3116 protein is able 
to bind (Knox et al. 2008). A smaller QTL effect also 
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resolves just distal to the Cbf12–Cbf14–Cbf15 cluster, and 
includes Cbf16, Cbf13, Cbf3, and Cbf10 (Knox et al. 2008). 
Because transcripts for Cbf12, Cbf15, and Cbf16 accumu-
late to higher levels at warmer temperatures in G3116 than 
in DV92, this differential regulation affect could also not 
be ruled out as contributing toward differences in freezing 
tolerance (Knox et al. 2008). It is nonetheless possible that 
mutations in a single Cbf12 gene or in other members of 
this clade (e.g., Cbf15 or Cbf16) have more pronounced 
phenotypic consequences than copy number differences in 
Cbf14 or in other members of this clade (e.g., Cbf2, Cbf4, 
or Cbf9) as there are a number of differences that discrimi-
nate the CBF proteins in these two clades (Skinner et al. 
2005; Xue 2003).

DV92 and G3116 both appear to have 10 copies of 
Cbf14 based on Cbf14 to Pinb ratios of 9.5 and 10.5, 
respectively—data consistent with Cbf14 not being a con-
tributing factor in freezing tolerance differences between 
these two genotypes (Knox et al. 2008). Although the 
specific activity of the probes may affect hybridization 
signal intensities, and thus ratios, both probes were about 
the same length, 189 bp (Cbf14) and 201 bp (Pinb). And 
while ten copies might seem high, it is not unprecedented 
in plants. At the rhg1 locus, which confers resistance and 
susceptibility to soybean cyst nematode, resistance is con-
ferred by an allele having ten copies of a 31 kb region 
encompassing six genes, three of which contribute toward 
resistance, whereas susceptibility occurs by the allele hav-
ing a single copy of this 31 kb region (Cook et al. 2012). At 
Fr-2, it is presently unclear how the physical arrangement 
of multiple Cbf14 genes occurs. The Cbf14 sequence of  
T. monococcum DV92 is derived from a 3.3 kb subclone 
from BAC clone 119P22 (Miller et al. 2006). Additional 
identical Cbf14 paralogs may exist on that same BAC 
clone, each of which would run at the same MW position 
on an agarose gel. This is the situation in barley in which 
independent bacteriophage lambda genomic clones harbor-
ing Cbf2A and Cbf4B recovered from screening non-ampli-
fied primary libraries produced identical fingerprints with 
the restriction enzymes used for fingerprinting (Knox et al. 
2010). While the Cbf2A and Cbf4B CDSs on independent 
phage clones were identical to the Cbf2A and Cbf4B CDSs 
on different phage clones, sequencing those clones revealed 
polymorphisms in the intergenic regions making it techni-
cally feasible to discern that the identical CDSs are embed-
ded in different genomic regions (Knox et al. 2010). In the 
instance of the wheat Cbf14 gene, another possibility is that 
there is only one Cbf14 CDS on the 119P22 BAC clone but 
there are additional Cbf14 gene paralogs residing in simi-
lar, but distinct and genetically linked genomic regions. 
Figure S1 shows an alignment of the genomic regions 
encompassing Cbf14 from T. monococcum accessions 
DV92 and G3116, and from two BAC clones, JF758494.1 

and JF758498.1, from T. aestivum cv. ‘Norstar’. These two 
Norstar BAC clones are derived from the A genome yet 
they do not encompass identical regions (Fig. S1). These 
data are consistent with multiple Cbf14 genes in the A 
genome, and a single Cbf14 per BAC insert.

Multiple copies of Cbf14 across the different wild dip-
loid ancestors and the reductions in copy numbers in the 
different cultivated tetraploid and hexaploid wheats suggest 
both functional importance to the multiple copy numbers 
in these wild ancestors and that copy number reductions 
likely occurred as a result of changes in selection pres-
sures, possibly in the form of cultivation practices. Diploid 
wheats do not exhibit greater freezing tolerance than hexa-
ploid wheats. On the contrary, hexaploid wheats exhibit 
greater freezing tolerance than the diploid and tetraploid 
wheats (Fowler et al. 1977; Limin and Fowler 1981, 1982). 
However, the winter growth habit is the ancestral form in 
the Triticeae (Flood and Halloran 1986; Matus and Hayes 
2002; von Bothmer et al. 2003; Yan et al. 2003; Zohary 
1969), and thus developmental programming controlling 
this habit is likely critical for these cereals in their natu-
ral habitat. In barley, cultivated genotypes carrying muta-
tions in Vrn-1 that result in the spring growth habit exhibit 
reduced copy numbers of the Cbf2A–Cbf4B genomic 
region relative to cultivated winter barleys (Knox et al. 
2010). These associations between reduced copy num-
bers and the spring growth habit in cultivated forms sug-
gest reductions occurred in response to selection for the 
spring growth habit and possibly earlier flowering, or both. 
While this relationship did not hold in the T. monococcum 
accessions examined here, three of the four spring acces-
sions (PI 538722, PI 427927, and DV92) retain a winter 
vrn-1 allele at Vrn-1 and are of spring growth habit due to 
mutations in Vrn-2 (Yan et al. 2004). (The fourth acces-
sion (PI 355549) was not genotyped for Vrn-2 in that work 
and we do not know whether it too carries the same muta-
tion.) With a winter vrn-1 allele, VRN-1 transcripts do not 
accumulate until cued by endogenous and exogenous sig-
nals (Distelfeld et al. 2009; Trevaskis 2010). In the absence 
of VRN-1 accumulation when plants are in the vegetative 
phase, CBF mRNAs accumulate to much higher levels than 
when VRN-1 transcripts accumulate and plants are in the 
reproductive phase (Dhillon et al. 2010; Stockinger et al. 
2007). It is not clear what mechanisms control this process, 
but this indicates that the plant has a mechanism in place to 
reduce CBF transcript levels during the reproductive tran-
sition. Selection for the spring growth habit via mutations 
in the Vrn-1 gene which results in the constitutive expres-
sion of VRN-1 may have rendered higher Cbf copy numbers 
functionless, and thus they were lost. This hypothesis could 
be more rigorously tested through determination of Vrn-1 
allelic states, Cbf14 copy numbers, and growth habit form 
in a more expansive survey of T. turgidum that includes 



2787Theor Appl Genet (2013) 126:2777–2789 

1 3

the earliest cultivated T. turgidum ssp. dicoccon alongside 
wild T. turgidum ssp. dicoccoides exhibiting known kin-
ship relationships to the cultivated forms (Luo et al. 2007). 
However, CBFs also delay flowering (Gilmour et al. 1998; 
Liu et al. 1998), and as such selection for earlier flowering 
should not be excluded as a factor actively driving reduc-
tions in Cbf gene copy number. In essence, these relation-
ships indicate that the primary functional role of the Cbfs 
probably occurs during the vegetative growth phase and not 
during the reproductive phase. Thus, copy numbers may 
be acting additively and the high copy number states in the 
wild diploid species may be one integral component in a 
mechanism to maintain and possibly even promote devel-
opmental processes associated with vegetative growth for 
these plants during the winter and spring seasons in their 
natural habitat. Retention of the ancestral higher copy num-
ber state in landrace populations giving rise to the HRW 
wheats may be due to constancy in the selection pressures 
for the winter growth habit and higher yield through a more 
extended vegetative growth phase. A plant that is actively 
maintaining the vegetative growth phase is also likely to 
be manifest in its ability to regrow shoots and roots from 
a meristematic region following winter kill. Whereas the 
diploid wheats have a single cadre of Cbf genes, hexaploid 
wheats have three cadres, which may simply act additively 
in contributing toward this phenotype.

Acknowledgments We thank Drs. Harold E. Bockelman, Bikram S. 
Gill, David F. Garvin, P. Stephen Baenziger, and Carl A. Griffey for 
providing wheat accessions and genetic stocks. We thank Alexandra 
Shaffner for DNA extractions. We also thank the anonymous review-
ers for helpful suggestions and Laura J. Chapin for help in making 
changes to some of the figures during the revision. This work was sup-
ported by grants from SEEDS: OARDC Research Enhancement Com-
petitive Grants Program (2009127) and the Ohio Plant Biotechnology 
Consortium (2010-011). Salaries and research support in the Stockinger 
laboratory provided by state and federal funds appropriated to The Ohio 
State University, Ohio Agricultural Research and Development Center.

References

Akhunov ED, Akhunova AR, Dvorak J (2005) BAC libraries of Triti-
cum urartu, Aegilops speltoides and Ae. tauschii, the diploid 
ancestors of polyploid wheat. Theor Appl Genet 111:1617–1622

Ausubel FM, Brent R, Kingston RE, Moore DD, Seidmen JG, Smith 
JA, Struhl K (1993) Current protocols in molecular biology. 
Greene Publishing Associates/Wiley, New York

Båga M, Chodaparambil SV, Limin AE, Pecar M, Fowler DB, Chib-
bar RN (2007) Identification of quantitative trait loci and associ-
ated candidate genes for low-temperature tolerance in cold-hardy 
winter wheat. Funct Integr Genomics 7:53–68

Braun HJ, Sãulescu NN (2002) Breeding winter and facultative 
wheat. In: Curtis BC, Rajaram S, Gómez Macpherson H (eds) 
Bread wheat: improvement and production. Food and Agriculture 
Organization of the United Nations, Rome, pp 217–226

Cahalan C, Law CN (1979) The genetical control of cold resistance 
and vernalisation requirement in wheat. Heredity 42:125–132

Carver BF, Krenzer EG, Hunger RM, Martin TJ, Klatt AR, Porter DR, 
Verchot J, Rayas-Duarte P, Guenzi AC, Martin BC, Bai G (2003) 
Registration of ‘Intrada’ wheat. Crop Sci 43:1135–1136

Chantret N, Salse J, Sabot F, Rahman S, Bellec A, Laubin B, Dubois I, 
Dossat C, Sourdille P, Joudrier P, Gautier MF, Cattolico L, Beck-
ert M, Aubourg S, Weissenbach J, Caboche M, Bernard M, Leroy 
P, Chalhoub B (2005) Molecular basis of evolutionary events that 
shaped the hardness locus in diploid and polyploid wheat species 
(Triticum and Aegilops). Plant Cell 17:1033–1045

Charmet G (2011) Wheat domestication: lessons for the future. CR 
Biol 334:212–220

Clark JA (1931) Registration of improved wheat varieties, VI. J Am 
Soc Agron 23:1010–1012

Cook DE, Lee TG, Guo X, Melito S, Wang K, Bayless AM, Wang J, 
Hughes TJ, Willis DK, Clemente TE, Diers BW, Jiang J, Hud-
son ME, Bent AF (2012) Copy number variation of multiple 
genes at Rhg1 mediates nematode resistance in soybean. Science 
338:1206–1209

Cox TS (1991) The contribution of introduced germplasm to the 
development of U.S. wheat cultivars. In: Shands HL, Wiesner 
LE (eds) Use of plant introductions in cultivar development: pro-
ceedings of a symposium. Crop Science Society of America, Inc., 
Madison, pp 25–47

Curtis BC (2002) Wheat in the world. In: Curtis BC, Rajaram S, 
Gómez Macpherson H (eds) Bread wheat: improvement and 
production. Food and Agriculture Organization of the United 
Nations, Rome, pp 1–17

DeBolt S (2010) Copy number variation shapes genome diversity in 
Arabidopsis over immediate family generational scales. Genome 
Biol Evol 2:441–453

Dhillon T, Pearce S, Stockinger E, Distelfeld A, Li C, Knox AK, 
Vashegyi I, Vagujfalvi A, Galiba G, Dubcovsky J (2010) Regula-
tion of freezing tolerance and flowering in temperate cereals: the 
VRN-1 connection. Plant Physiol 153:1846–1858

Díaz A, Zikhali M, Turner AS, Isaac P, Laurie DA (2012) Copy num-
ber variation affecting the Photoperiod-B1 and Vernalization-A1 
genes is associated with altered flowering time in wheat (Triticum 
aestivum). PLoS ONE 7:e33234

Distelfeld A, Li C, Dubcovsky J (2009) Regulation of flowering in 
temperate cereals. Curr Opin Plant Biol 12:178–184

Flood RG, Halloran GM (1986) Genetics and physiology of vernali-
zation response in wheat. Adv Agron 39:87–125

Fowler DB, Gusta LV (1979) Selection for winterhardiness in wheat. 
1. Identification of genotypic variability. Crop Sci 19:769–772

Fowler DB, Limin AE (2004) Interactions among factors regulating 
phenological development and acclimation rate determine low-
temperature tolerance in wheat. Ann Bot (Lond) 94:717–724

Fowler DB, Dvorak J, Gusta LV (1977) Comparative cold hardi-
ness of several Triticum species and Secale cereale L. Crop Sci 
17:941–943

Francia E, Rizza F, Cattivelli L, Stanca AM, Galiba G, Toth B, Hayes 
PM, Skinner JS, Pecchioni N (2004) Two loci on chromosome 
5H determine low-temperature tolerance in a ‘Nure’ (winter) × 
‘Tremois’ (spring) barley map. Theor Appl Genet 108:670–680

Francia E, Barabaschi D, Tondelli A, Laido G, Rizza F, Stanca AM, 
Busconi M, Fogher C, Stockinger EJ, Pecchioni N (2007) Fine 
mapping of a HvCBF gene cluster at the frost resistance locus Fr-
H2 in barley. Theor Appl Genet 115:1083–1091

Galiba G, Quarrie SA, Sutka J, Morounov A, Snape JW (1995) 
RFLP mapping of the vernalization (Vrn1) and frost resistance 
(Fr1) genes on chromosome 5A of wheat. Theor Appl Genet 
90:1174–1179

Galiba G, Stockinger EJ, Francia E, Milc J, Kocsy G, Pecchioni N 
(2013) Freezing tolerance in the Triticeae. In: Varshney RK, 
Tuberosa R (eds) Translational genomics for crop breeding. 
Wiley, USA, pp 99–124 



2788 Theor Appl Genet (2013) 126:2777–2789

1 3

Gautier MF, Cosson P, Guirao A, Alary R, Joudrier P (2000) Puroin-
doline genes are highly conserved in diploid ancestor wheats and 
related species but absent in tetraploid Triticum species. Plant Sci 
153:81–91

Giles RJ, Brown TA (2006) GluDy allele variations in Aegilops 
tauschii and Triticum aestivum: implications for the origins of 
hexaploid wheats. Theor Appl Genet 112:1563–1572

Gill BS, Appels R, Botha-Oberholster AM, Buell CR, Bennetzen JL, 
Chalhoub B, Chumley F, Dvorak J, Iwanaga M, Keller B, Li W, 
McCombie WR, Ogihara Y, Quetier F, Sasaki T (2004) A work-
shop report on wheat genome sequencing: international Genome 
Research on Wheat Consortium. Genetics 168:1087–1096

Gilmour SJ, Zarka DG, Stockinger EJ, Salazar MP, Houghton JM, 
Thomashow MF (1998) Low temperature regulation of the Arabi-
dopsis CBF family of AP2 transcriptional activators as an early 
step in cold-induced COR gene expression. Plant J 16:433–442

Greenup A, Peacock WJ, Dennis ES, Trevaskis B (2009) The molecu-
lar biology of seasonal flowering-responses in Arabidopsis and 
the cereals. Ann Bot 103:1165–1172

Gusta LV, Oconnor BJ, MacHutcheon MG (1997) The selection of 
superior winter-hardy genotypes using a prolonged freeze test. 
Can J Plant Sci 77:15–21

Gusta LV, O’Connor BJ, Gao YP, Jana S (2001) A re-evaluation of 
controlled freeze-tests and controlled environment hardening 
conditions to estimate the winter survival potential of hardy win-
ter wheats. Can J Plant Sci 81:241–246

Haley SD, Quick JS, Martin TJ, Johnson JJ, Peairs FB, Stromberger 
JA, Clayshulte SR, Clifford BL, Rudolph JB (2003) Registration 
of ‘Avalanche’ wheat. Crop Sci 43:432 

Hall MD, Rohrer-Perkins W, Griffey CA, Liu SY, Thomason WE, 
Abaye AO, Bullard-Schilling A, Gundrum PG, Fanelli JK, Chen 
J, Brooks WS, Seago JE, Will BC, Hokanson EG, Behl HD, Pit-
man RM, Kenner JC, Vaughn ME, Corbin RA, Dunaway DW, 
Lewis TR, Starner DE, Gulick SA, Beahm BR, Whitt DL, Laf-
ferty JB (2011) Registration of ‘Snowglenn’ winter durum wheat. 
J Plant Reg 5:81–86

Hayes PM, Blake T, Chen THH, Tragoonrung S, Chen F, Pan A, Liu 
B (1993) Quantitative trait loci on barley (Hordeum vulgare L.) 
chromosome 7 associated with components of winterhardiness. 
Genome 36:66–71

Ibrahim AMH, Haley SD, Baenziger PS, Jin Y, Langham MAC, Rick-
ertsen J, Kalsbeck S, Little R, Ingemansen J, Chung OK, Sea-
bourn BW, Bai GH, Chen MS, McVey DV (2008) Registration of 
‘Alice’ Wheat. J Plant Reg 2:110–114

Knox AK, Li C, Vagujfalvi A, Galiba G, Stockinger EJ, Dubcovsky 
J (2008) Identification of candidate CBF genes for the frost tol-
erance locus Fr-Am2 in Triticum monococcum. Plant Mol Biol 
67:257–270

Knox AK, Dhillon T, Cheng H, Tondelli A, Pecchioni N, Stockinger 
EJ (2010) CBF gene copy number variation at Frost Resistance-2 
is associated with levels of freezing tolerance in temperate-cli-
mate cereals. Theor Appl Genet 121:21–35

Korbel JO, Kim PM, Chen X, Urban AE, Weissman S, Snyder M, 
Gerstein MB (2008) The current excitement about copy-number 
variation: how it relates to gene duplications and protein families. 
Curr Opin Struct Biol 18:366–374

Limin AE, Fowler DB (1981) Cold hardiness of some relatives of 
hexaploid wheat. Can J Bot 59:572–573

Limin AE, Fowler DB (1982) The expression of cold hardiness in 
Triticum species amphiploids. Can J Genet Cytol 24:51–56

Liu Q, Kasuga M, Sakuma Y, Abe H, Miura S, Yamaguchi-Shinozaki 
K, Shinozaki K (1998) Two transcription factors, DREB1 and 
DREB2, with an EREBP/AP2 DNA binding domain separate two 
cellular signal transduction pathways in drought- and low-tem-
perature-responsive gene expression, respectively, in Arabidopsis. 
Plant Cell 10:1391–1406

Luo MC, Yang ZL, You FM, Kawahara T, Waines JG, Dvorak J (2007) 
The structure of wild and domesticated emmer wheat popula-
tions, gene flow between them, and the site of emmer domestica-
tion. Theor Appl Genet 114:947–959

MacDonald MD (1987) Registration of two winter wheat disomic 
whole chromosome substitution germplasm lines. Crop Sci 
27:1097

Martin TJ, Sears RG, Seifers DL, Harvey TL, Witt MD, Schlegel AJ, 
McCluskey PJ, Hatchett JH (2001) Registration of ‘Trego’ wheat. 
Crop Sci 41:929–930

Matsuoka Y (2011) Evolution of polyploid triticum wheats under 
cultivation: the role of domestication, natural hybridization and 
allopolyploid speciation in their diversification. Plant Cell Phys-
iol 52:750–764

Matus IA, Hayes PM (2002) Genetic diversity in three groups of bar-
ley germplasm assessed by simple sequence repeats. Genome 
45:1095–1106

McHale LK, Haun WJ, Xu WW, Bhaskar PB, Anderson JE, Hyten 
DL, Gerhardt DJ, Jeddeloh JA, Stupar RM (2012) Structural vari-
ants in the soybean genome localize to clusters of biotic stress-
response genes. Plant Physiol 159:1295–1308

Miller AK, Galiba G, Dubcovsky J (2006) A cluster of 11 CBF tran-
scription factors is located at the frost tolerance locus Fr-Am2 in 
Triticum monococcum. Mol Genet Genomics 275:193–203

Morris R, Schmidt JA, Mattern PJ, Johnson VA (1966) Chromosomal 
location of genes for flour quality in the wheat variety ‘Chey-
enne’ using substitution lines. Crop Sci 6:119–122

Ozkan H, Willcox G, Graner A, Salamini F, Kilian B (2011) Geo-
graphic distribution and domestication of wild emmer wheat 
(Triticum dicoccoides). Genet Resour Crop Evol 58:11–53

Pike PR, MacRitchie F (2004) Protein composition and quality of 
some new hard white winter wheats. Crop Sci 44:173–176

Quisenberry KS, Reitz LP (1974) Turkey wheat: the cornerstone of an 
Empire. Agr His 48:98–110

Ratnayaka I, Baga M, Fowler DB, Chibbar RN (2005) Construction 
and characterization of a BAC library of a cold-tolerant hexaploid 
wheat cultivar. Crop Sci 45:1571–1577

Roberts DWA (1986) Chromosomes in ‘Cadet’ and ‘Rescue’ wheats 
carrying loci for cold hardiness and vernalization response. Can J 
Genet Cytol 28:991–997

Roberts DWA (1990) Identification of loci on chromosome 5A of 
wheat involved in control of cold hardiness, vernalization, leaf 
length, rosette growth habit, and height of hardened plants. 
Genome 33:247–259

Roberts DWA, MacDonald MD (1988) Role of chromosome 5A in 
wheat in control of some traits associated with cold hardiness of 
winter wheat. Can J Bot 66:658–662

Sandve SR, Fjellheim S (2010) Did gene family expansions during 
the Eocene-Oligocene boundary climate cooling play a role in 
Pooideae adaptation to cool climates? Mol Ecol 19:2075–2088

Schilling AS, Abaye AO, Griffey CA, Brann DE, Alley MM, Pridgen 
TH (2003) Adaptation and performance of winter durum wheat in 
Virginia. Agron J 95:642–651

Sears ER (1966) Nullisomic-tetrasomic combinations in hexaploid 
wheat. In: Riley R, Lewis KR (eds) Chromosome manipulation 
and plant genetics; the contributions to a symposium held dur-
ing the Tenth International Botanical Congress, Edinburgh, 1964. 
Oliver & Boyd, Edinburgh, pp 29–45

Skinner JS, von Zitzewitz J, Szucs P, Marquez-Cedillo L, Filichkin 
T, Amundsen K, Stockinger EJ, Thomashow MF, Chen TH, 
Hayes PM (2005) Structural, functional, and phylogenetic char-
acterization of a large CBF gene family in barley. Plant Mol Biol 
59:533–551

Skinner JS, Szucs P, von Zitzewitz J, Marquez-Cedillo L, Fili-
chkin T, Stockinger EJ, Thomashow MF, Chen TH, Hayes PM 
(2006) Mapping of barley homologs to genes that regulate 



2789Theor Appl Genet (2013) 126:2777–2789 

1 3

low temperature tolerance in Arabidopsis. Theor Appl Genet 
112:832–842

Snape JW, Semikhodskii A, Fish L, Sarma RN, Quarrie SA, Galiba G, 
Sutka J (1997) Mapping frost tolerance loci in wheat and compar-
ative mapping with other cereals. Acta Agric Hung 45:265–270

Stankiewicz P, Lupski JR (2010) Structural variation in the human 
genome and its role in disease. Annu Rev Med 61:437–455

Stockinger EJ, Mulinix CA, Long CM, Brettin TS, Iezzoni AF 
(1996) A linkage map of sweet cherry based on RAPD analy-
sis of a microspore-derived callus culture population. J Hered 
87:214–218

Stockinger EJ, Gilmour SJ, Thomashow MF (1997) Arabidopsis 
thaliana CBF1 encodes an AP2 domain-containing transcrip-
tional activator that binds to the C-repeat/DRE, a cis-acting 
DNA regulatory element that stimulates transcription in response 
to low temperature and water deficit. Proc Natl Acad Sci USA 
94:1035–1040

Stockinger EJ, Cheng H, Skinner JS (2006) Structural organization 
of barley CBF genes coincident with QTLs for cold hardiness. 
In: Chen THH, Uemura M, Fujikawa S (eds) Cold hardiness in 
plants: molecular genetics, cell biology and physiology. CABI 
Publishing Oxon, UK, pp 53–63

Stockinger EJ, Skinner JS, Gardner KG, Francia E, Pecchioni N 
(2007) Expression levels of barley Cbf genes at the Frost resist-
ance-H2 locus are dependent upon alleles at Fr-H1 and Fr-H2. 
Plant J 51:308–321

Sutka J, Snape JW (1989) Location of a gene for frost resistance on 
chromosome 5A of wheat. Euphytica 42:41–44

Thomashow MF (1999) Plant cold acclimation: freezing tolerance 
genes and regulatory mechanisms. Annu Rev Plant Physiol Plant 
Mol Biol 50:571–599

Thomashow MF (2010) Molecular basis of plant cold acclimation: 
insights gained from studying the CBF cold response pathway. 
Plant Physiol 154:571–577

Tóth B, Galiba G, Feher E, Sutka J, Snape JW (2003) Mapping genes 
affecting flowering time and frost resistance on chromosome 5B 
of wheat. Theor Appl Genet 107:509–514

Trevaskis B (2010) The central role of the VERNALIZATION1 
gene in the vernalization response of cereals. Funct Plant Biol 
37:479–487

Vágújfalvi A, Galiba G, Cattivelli L, Dubcovsky J (2003) The cold-
regulated transcriptional activator Cbf3 is linked to the frost-
tolerance locus Fr-A2 on wheat chromosome 5A. Mol Genet 
Genomics 269:60–67

Vágújfalvi A, Aprile A, Miller A, Dubcovsky J, Delugu G, Galiba 
G, Cattivelli L (2005) The expression of several Cbf genes at 

the Fr-A2 locus is linked to frost resistance in wheat. Mol Genet 
Genomics 274:506–514

Veisz O, Sutka J (1989) The relationships of hardening period and the 
expression of frost resistance in chromosome subsitution lines of 
wheat. Euphytica 43:41–45

von Bothmer R, Sato K, Komatsuda T, Yasuda S, Fischbeck G (2003) 
The domestication of cultivated barley. In: von Bothmer R, van 
Hintum T, Knüpffer H, Sato K (eds) Diversity in barley (Hor-
deum vulgare), 1st edn. Elsevier, New York, pp 9–27

Wilen RW, Fu P, Robertson AJ, Gusta LV (1996) A comparison of 
the cold hardiness potential of spring cereals and vernalized and 
non-vernalized winter cereals. In: Li PH, Chen THH (eds) Fifth 
international plant cold hardiness seminar. Plenum Press, Corval-
lis, pp 191–201

Xue GP (2003) The DNA-binding activity of an AP2 transcriptional 
activator HvCBF2 involved in regulation of low-temperature 
responsive genes in barley is modulated by temperature. Plant J 
33:373–383

Yan L, Loukoianov A, Tranquilli G, Helguera M, Fahima T, Dubcov-
sky J (2003) Positional cloning of the wheat vernalization gene 
VRN1. Proc Natl Acad Sci USA 100:6263–6268

Yan L, Loukoianov A, Blechl A, Tranquilli G, Ramakrishna W, San-
Miguel P, Bennetzen JL, Echenique V, Dubcovsky J (2004) The 
wheat VRN2 gene is a flowering repressor down-regulated by ver-
nalization. Science 303:1640–1644

Zemetra RS, Morris R (1988) Effects of an intercultivaral chromo-
some substitution on winterhardiness and vernalization in wheat. 
Genetics 119:453–456

Zemetra RS, Morris R, Schmidt JW (1986) Gene locations for head-
ing date using reciprocal chromosome substitutions in winter 
wheat. Crop Sci 26:531–533

Zeven AC (1986) Landrace groups of bread wheat (Triticum aestivum 
L. em. Thell.). Acta Hortic 45:365–376

Zeven AC, van Hintum TJL (1992) Classification of landraces and 
improved cultivars of hexaploid wheats (Triticum aestivum, T. 
compactum and T. spelta) grown in the USA and described in 
1922. Euphytica 59:33–47

Zohary D (1969) The progenitors of wheat and barley in relation to 
domestication and agriculture dispersal in the Old World. In: 
Ucko PJ, Dimbleby GW (eds) The domestication and exploita-
tion of plants and animals. Aldine Publishing Company, Chicago, 
pp 47–66

Zohary D, Hopf M (2000) Domestication of plants in the old world: 
the origin and spread of cultivated plants in West Asia, Europe, 
and the Nile Valley, 3rd edn. Oxford University Press, Oxford


	Cbf14 copy number variation in the A, B, and D genomes of diploid and polyploid wheat
	Abstract 
	Introduction
	Materials and methods
	Plant material
	DNA extractions and hybridizations
	Estimation of Cbf14 copy numbers
	Nomenclature and gene symbols

	Results
	Genome identity of the Cbf14 cross hybridizing fragments
	The A and D genomes of hexaploid wheat have greater Cbf14 copy numbers than the B genome
	Cbf14 copy numbers vary between the A, B, and D genomes of diploid wheats
	Cbf14 CNV between the A and B genomes of tetraploid wheats
	Cbf14 copy number differences in the inter-varietal wheat chromosome substitution lines

	Discussion
	Acknowledgments 
	References


