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Abstract
Background: While it is generally accepted that patterns of intra-specific genetic differentiation are substantially 
affected by glacial history, population genetic processes occurring during Pleistocene glaciations are still poorly 
understood. In this study, we address the question of the genetic consequences of Pleistocene glaciations for 
European grey wolves. Combining our data with data from published studies, we analysed phylogenetic relationships 
and geographic distribution of mitochondrial DNA haplotypes for 947 contemporary European wolves. We also 
compared the contemporary wolf sequences with published sequences of 24 ancient European wolves.

Results: We found that haplotypes representing two haplogroups, 1 and 2, overlap geographically, but substantially 
differ in frequency between populations from south-western and eastern Europe. A comparison between haplotypes 
from Europe and other continents showed that both haplogroups are spread throughout Eurasia, while only 
haplogroup 1 occurs in contemporary North American wolves. All ancient wolf samples from western Europe that 
dated from between 44,000 and 1,200 years B.P. belonged to haplogroup 2, suggesting the long-term predominance 
of this haplogroup in this region. Moreover, a comparison of current and past frequencies and distributions of the two 
haplogroups in Europe suggested that haplogroup 2 became outnumbered by haplogroup 1 during the last several 
thousand years.

Conclusions: Parallel haplogroup replacement, with haplogroup 2 being totally replaced by haplogroup 1, has been 
reported for North American grey wolves. Taking into account the similarity of diets reported for the late Pleistocene 
wolves from Europe and North America, the correspondence between these haplogroup frequency changes may 
suggest that they were associated with ecological changes occurring after the Last Glacial Maximum.

Background
Historical processes during the Pleistocene glaciations
had a profound effect on intra-specific genetic differenti-
ation [1-3]. In many extant species, distinct mitochon-
drial (mt) DNA lineages have non-overlapping
geographic distribution, which may result from their iso-
lation in different glacial refugia during the Last Glacial
Maximum (LGM, 21,000 - 17,000 years B.P.) [4]. Genetic
divergences between these mtDNA lineages are often
dated to early Pleistocene or Pliocene [1-5], which may
suggest their long-term geographic separation.

However, recent studies based on mtDNA preserved in
remains of Late Pleistocene mammals showed that an
association between phylogenetic structure and geogra-
phy does not necessarily imply long-term genetic isola-

tion [6-9]. In cave hyenas Crocuta crocuta spelaea, cave
bears Ursus spelaeus, and brown bears U. arctos living in
Europe before the LGM no phylogeographic patterns
similar to those observed in extant species have been
detected [8]. Based on this finding, it has been suggested
that current phylogeographic patterns are transient relics
of the last glaciation [8]. On the other hand, the study of
Late Pleistocene brown bears from eastern Beringia (con-
temporary Alaska) revealed that a major phylogeographic
change occurred 35,000-21,000 years B.P. (hence before
the LGM), and the population genetic structure which
formed during that time persisted until present [7]. The
study of ancient grey wolves Canis lupus from Beringia
indicated the disappearance of an entire mtDNA lineage
at the end of the Pleistocene, and showed that it reflected
the extinction of a distinct wolf ecomorph [10]. The loss
of one of two major mtDNA lineages has also been
revealed in the woolly mammoth Mammuthus primige-
nius about 44,000 years B.P. [11]. All these studies are
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consistent in showing the high complexity of Quaternary
population histories, contrasting with the idea of lineages
being geographically fixed throughout subsequent glacial
cycles. However, a general mechanism underlying those
species-specific population histories, leading to the
extinction of some lineages or entire species and the sur-
vival of others, still remains unclear [11,12].

In this study, we addressed this question by recon-
structing the phylogeographic history of European grey
wolves, based on the analysis of mtDNA variability of
extant populations and the comparison with ancient data.
The Late Pleistocene history of this species has already
been studied in North America [10], allowing a compari-
son between evolutionary histories of the same species
on different continents.

Methods
Materials
We collected information about mtDNA control region
sequences of 947 contemporary wolves from 23 European
countries, based on our published [13] and new data (for
674 individuals from 11 countries, altogether) and studies
by other authors [14-17] (for details, see Supplementary
Data). Given that the sequences analyzed in different
studies included different fragments of the control
region, only a 230 bp fragment common to all sequences
could be compared. Therefore, we sequenced an addi-
tional control region fragment using primers L16462 and
H222 [18] for 42 wolves carrying each of the 22 European
haplotypes detected in Ref. [13] (w1-w22, see Table S1 in
Additional file 1), selecting two individuals representing
most distant geographic locations of each haplotype,
except for haplotypes w18 and w20, each detected in one
individual only. Combining this new fragment with the
fragment that we had sequenced earlier (see Ref. [13]), we
obtained 661 bp control region sequences. We also
retrieved GenBank sequences of the same length for
three additional European haplotypes (w24, w26 and
w27), Indian and Himalayan wolves, as well as coyotes C.
latrans, which were used as an outgroup (for details, see
Additional file 1). These longer sequences were used to
perform additional phylogenetic analyses, but could not
be used for population genetic analyses due to the limited
number of samples sequenced.

To assess the level of distinctiveness of European popu-
lations and their contribution to the overall genetic vari-
ability of the species, we analyzed the relationships
between European wolves and their conspecifics from
other continents. For this purpose, we collected mtDNA
control region sequence data on contemporary and his-
torical grey wolves from Asia and North America from
published studies [14,15,19-23] and NCBI database
(Table S1 in Additional file 1). We compared the 230 bp
fragment, common to all considered sequences.

We then compared the mtDNA sequences of the con-
temporary wolves with published sequences of 24 ancient
wolves from Europe [GenBank: DQ852634-DQ852637,
DQ852643-DQ852662] [24]. These sequences have been
produced using laboratory procedures ensuring high reli-
ability of the resulting data (for details, see Ref. [24]). Age
of the ancient samples ranged between 44,000 and 1,200
years B.P., and their distribution throughout that period
was close to uniform, except for the absence of the sam-
ples from the period between 14,000 and 2,000 years B.P.
(Figure S1 in Additional file 1). Although the available
ancient sequences were short - only 57 bp [24], they
included 19 out of 23 parsimony informative sites present
in the 230 bp fragment that we analysed for contempo-
rary worldwide wolves (Figure S2 in Additional file 1).
Thus, these short sequences were informative enough to
infer the phylogenetic position of the ancient wolves rela-
tive to their contemporary conspecifics.

Analysis of phylogenetic relationships among wolf mtDNA 
haplotypes
We analyzed phylogenetic relationships among (a) con-
temporary European grey wolves based on a 230 bp con-
trol region sequence, (b) contemporary European grey
wolves based on an extended 661 bp sequence, (c) con-
temporary grey wolves worldwide, based on the same 230
bp sequence, and (d) ancient and extant European grey
wolves, based on a 57 bp sequence.

Phylogenetic trees were constructed in PAUP 4.0b10
[25], using minimum evolution, maximum likelihood,
and maximum parsimony methods. The last two trees
were obtained using the heuristic search algorithm. For
distance and likelihood-based trees we used a model of
nucleotide substitution estimated in Modeltest 3.6 [26].
Confidence in the estimated relationships was deter-
mined by calculating bootstrap values with 1000 repli-
cates. The phylogenies were rooted with coyote
sequences from GenBank.

Additionally, we constructed Bayesian trees in MrBayes
3.2 [27] using a model of nucleotide substitution esti-
mated in MrModeltest 2.2 [28]. We used a coalescent
prior on branch lengths (which involves forcing molecu-
lar clock), and default settings for other parameters. For a
comparison, we also used an exponential prior on branch
lengths. We performed two independent, simultaneous
runs with four MCMC chains each. The period until
standard deviation of split frequencies for the two inde-
pendent tree samples fell below 0.01 (indicating conver-
gence to the stationary distribution) was treated as burn-
in. The analyses were run as long as this burn-in period
constituted the first 10% of generations (i.e. 5,000,000-
30,000,000 generations altogether, depending on the
sequence set analysed).

http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=DQ852634
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=DQ852637
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=DQ852643
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=DQ852662
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We also constructed haplotype networks using the sta-
tistical parsimony method implemented in the software
TCS [29] and the median-joining method implemented
in the software Network 4.510 [30]. TCS network was
nested according to the rules described in Templeton et
al. [31] and Templeton & Sing [32]. Phylogenetic relation-
ships among mtDNA haplotypes of the ancient and con-
temporary grey wolves was performed using network-
based methods only, because of the very short sequence
data.

Analysis of phylogeographic patterns and past population 
demography
To test whether the analyzed sample set is large enough
to properly reflect mtDNA variability of contemporary
European wolves, we estimated the total number of wolf
haplotypes that can be expected in Europe, using the
method of rarefaction curve [33] that plots the cumula-
tive number of haplotypes found with increasing sample
size (for details, see Additional file 1). We performed this
analysis for all European wolves as well as for Eastern
European wolves only (i.e. excluding the Iberian and
Apennine populations). We then used the European sam-
ple set to compare the geographic distribution and fre-
quencies of main haplotype groups in contemporary and
ancient wolves from different parts of Europe.

We applied several coalescent models (constant popu-
lation size, exponential growth, expansion growth, and
Bayesian skyline plot) implemented in the software BEAST
1.4.6 [34] to reconstruct past population dynamics of
European wolves. This analysis was based on the align-
ment of mtDNA sequences of contemporary and ancient
wolves (for details on the analysis, see Additional file 1).
Because all the ancient haplotypes were closely related to
contemporary ones, and three haplotypes were shared
between ancient and contemporary samples (see Results),
we assumed that ancient and contemporary wolves repre-
sent the same population in different time periods. Only
the ancient samples with the exact radiocarbon dating (as
reported in Ref. [24]) were used in this analysis, and sam-
ple ages were fixed to the mean uncalibrated radiocarbon
date. Substitution rate was estimated from the data. The
plots of historical demographic changes were constructed
using TRACER 1.4[35]. To test which of the coalescent
models better fits the data, we compared them using
Bayes factor values.

Because the use of short sequences (57 bp) available for
ancient wolves could bias the results, we performed the
same analysis based on the longer contemporary
sequences only, for a comparison. In this case, we used a
substitution rate of 5 × 10-8 [14], calculated based on
sequence divergence between grey wolf and coyote. Using
a substitution rate calibrated by divergences between spe-
cies may lead to an overestimation of recent divergence

times [36]. Thus, we expect that the divergence times
based on the substitution rate estimated from the ancient
data and the fixed one may differ, but if both sets of the
analysed data contain enough information to reconstruct
the population history, the plots of historical demo-
graphic changes should be similar (except for their tim-
ing).

Historical demographic expansion suggested by the
BEAST analysis was further tested by applying classical
population genetic statistics to the modern DNA
sequences. Ancient data were excluded from these analy-
ses because of their short length, and because their inclu-
sion could substantially bias the results [37]. We
performed the mismatch distribution analysis [38], where
we counted each haplotype occurring in a local popula-
tion only once (to eliminate the bias connected with the
likely presence of close kin; see Ref. [39]), but counted the
haplotype more than once when it was found in different
local populations. We also performed Fu's test of selective
neutrality, where a significant negative Fs value (at P <
0.02) would indicate a demographic expansion [40]. We
calculated nucleotide diversity (π), haplotype diversity
(HD), and the ratio between the number of variable sites
(s) and the average number of pairwise nucleotide differ-
ences (d). Populations that experienced recent demo-
graphic expansion have high HD with low π, and a high s/
d ratio [41]. We applied the software Arlequin 3.1 [42] for
these analyses.

Results
Phylogenetic relationships between mtDNA haplotypes of 
contemporary wolves from Europe and other continents
The comparison of 230 bp mtDNA control region
sequences of 947 contemporary European wolves
revealed 27 different haplotypes (Table S1 in Additional
file 1). Based on the phylogenetic trees and networks con-
structed, we defined two haplogroups, 1 and 2 (Figure 1
and Figure S3 in Additional file 1). Haplogroup 1 consti-
tuted a monophyletic clade, supported by all phylogenetic
methods applied (although it had low bootstrap support).
All other haplotypes were assigned to haplogroup 2,
which was supported as a clade by network-based meth-
ods and some tree-based methods, while other methods
showed that it consisted of several small clades having a
basal position in a tree. In a Bayesian tree constructed
with a coalescent prior, haplogroup 2 had a clade credibil-
ity support of 0.85. In all the trees and networks con-
structed, haplotypes from the two groups were clearly
separated, although they did not always constitute two
monophyletic clades (see Additional file 1 for the discus-
sion on the haplogroup definition). The only inconsis-
tency between different phylogenetic methods concerned
the haplogroup assignment of haplotype w20. However,
this haplotype was found only in one individual sampled
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at the edge of the study area (in Turkey), and therefore its
possible misassignment would cause only a minor bias in
the results. As suggested by most methods, this haplotype
was assigned to haplogroup 1. The two haplogroups were
separated by five mutational steps: three transitions, one
transversion, and one insertion/deletion. The sequence

divergence between these haplogroups was 0.030, and the
net sequence divergence (accounting for the divergence
within haplogroups) was 0.013.

The analysis of longer sequences (661 bp) for 42
selected European individuals revealed 33 haplotypes,
two of which have already been reported in GenBank

Figure 1 Spatial distribution and phylogenetic relationships between mtDNA haplotypes of contemporary European wolves. Based on 230 
bp sequences. (a) Distribution of different wolf haplotypes in Europe, against the background of the current wolf range (based on Ref. [54], modified). 
(b) Maximum parsimony tree (50% majority rule consensus) of mtDNA haplotypes of European wolves. Bootstrap support, if found in more than 50% 
of 1000 replicates, is indicated as: stars above the branches for the maximum likelihood tree, stars below the branches for the minimum evolution tree, 
and "+"above the branches for the maximum parsimony tree. "+" below the branches indicate clade credibility values for the Bayesian tree with a 
coalescent prior, if higher than 0.5. Two main haplogroups correspond to the main clades of the network. Haplotype w20 has an ambiguous haplo-
group assignment. (c) Statistical parsimony network of mtDNA haplotypes of European wolves. Large circles represent the haplotypes and small cir-
cles indicate interior nodes that were absent from the sample because of insufficient sampling or extinct haplotypes. Each line represents a single 
mutational change. Dashed lines denote alternative mutational connections. Similar haplotypes are grouped into nested clades, denoted by rectan-
gles.
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before [accession numbers: AF008139, AF098123,
FJ978005-FJ978035]. Additional three European haplo-
types of the same length (w24, w26 and w27) were
retrieved from GenBank [AF008137, AF098115, and
AB007372]. In 11 cases, we found differences in 661 bp
sequences between individuals sharing the same 230 bp
haplotypes. Two haplotypes deriving from the same short
haplotype were marked with A and B extensions, and
were closely related, except for haplotypes w7A and w7B
(Figure S4 in Additional file 1). The topology of phyloge-
netic trees confirmed that haplogroup 1 constitutes a
monophyletic clade, while haplotypes from haplogroup 2
had a basal position in the phylogeny and formed 2-3
smaller clades (Figure S4 in Additional file 1). Although
there was no bootstrap support for the main tree
branches, the subdivision into two main haplogroups was
consistent with the subdivision based on shorter
sequences, and no haplotype assigned earlier to one of
the haplogroups was assigned differently when longer
sequences were considered. The only exception was hap-
lotype w20, but its assignment was ambiguous earlier as
well.

The comparison of 230 bp control region sequences of
grey wolves from the entire range of the species revealed
75 different haplotypes: 23 occurred Europe, 30 in Asia,
18 in North America, 3 in both Europe and Asia, and 1 in
both Europe and North America (Table S1 in Additional
file 1). Haplotypes of Indian and Himalayan wolves
formed clearly distinct lineages (Figure 2), consistent with
earlier studies [20,22]. With the exception of Indian and
Himalayan wolves, haplotypes from different continents
did not group into separate clades, and no evolutionarily
significant units (as defined in Ref. [43]) could be distin-
guished. The distinctiveness of the European haplo-
groups 1 and 2 was maintained when haplotypes of
wolves from other continents were incorporated to the
dataset (Figures 2 and S5).

Phylogeographic history and past population demography 
of European wolves
Applying the rarefaction curve method [33], we esti-
mated the total number of haplotypes currently occur-
ring in contemporary European wolves at 29 (28.72 ±
1.29; see also Additional file 1). Thus, the analyzed sam-
ple, which included 27 out of 29 expected haplotypes, was
representative of the European wolf population. Consis-
tently, the same analysis performed for the Eastern Euro-
pean population only (with 24 haplotypes sampled) gave
an estimate of 26 haplotypes (25.82 ± 1.38).

Geographic distribution of haplotypes of contemporary
European wolves did not indicate clear phylogeographic
patterns (Figure 1). However, we observed a high fre-
quency of unique haplotypes in southern Europe. In the
Apennine Peninsula, only one mtDNA haplotype (w22)

occurred, which was unique for this region. In the Iberian
Peninsula, two unique haplotypes were found, which
occurred in 73% of samples, and in the Balkans, seven
unique haplotypes were found that occurred in 45% of
samples. Of theremaining 17 European haplotypes, seven
were found both in central and north-eastern parts of the
continent and in the Balkans (Figure 1a). One haplotype
(w10) was common to the Balkans and the Iberian Penin-
sula, and also occurred in the Caucasus. All haplotypes of
contemporary Iberian wolves belonged to haplogroup 1,
while the only haplotype of contemporary Apennine
wolves belonged to haplogroup 2. In Eastern Europe,
these two haplogroups had highly overlapping distribu-
tions (Figure 3). Haplogroup 1 predominated in that
region, occurring in 87% of individuals.

In ancient European wolves, haplogroup 2 was predom-
inant. All ancient samples from Belgium, Germany,
Czech Republic, Hungary, and Ukraine, ranging in age
from 44,000 to 1,400 years B.P., belonged to this haplo-
group. Only one haplotype of ancient wolf (w7), sampled
in western Russia and dated from 2,700 - 1,200 years ago,
belonged to haplogroup 1 (Figures 3, 4 and S6). Assuming
contemporary frequencies of haplogroups 1 and 2 in the
entire European population (76% and 24%, respectively),
the probability that 23 of 24 randomly selected individu-
als would belong to haplogroup 2 is 1.01 × 10-13. This
probability would be above 0.05 if the frequency of haplo-
group 2 were at least 82.5%. Thus, the predominance of
haplogroup 2 in the ancient wolf samples most likely
reflects its predominance in the ancient population.

The BEAST analysis based on combined ancient and
contemporary data indicated that the most strongly sup-
ported model was constant population size over the
entire period considered (Bayes factor support against
other models was between 5 and 973). The substitution
rate estimated based on this model was 2.9 × 10-6 (95%
HPDI: 4.9 × 10-7 - 6.4 × 10-6). When the BEAST analysis
was performed based on the contemporary, longer
sequence data only, the most strongly supported model
was recent demographic expansion (Bayes factor support
against other models was between 1.38 and 106). As a
result of the much slower substitution rate applied (5 ×
10-8), the time scale of density changes was different as
compared with the same model for the ancient data (Fig-
ures S7a and S7b in Additional file 1). The estimates of
the time to the most recent common ancestor (TMRCA)
and the effective population size also substantially dif-
fered between the two datasets (Table S2 in Additional
file 1).

Recent demographic expansion of European wolves
suggested by the BEAST analysis of contemporary data
was consistent with evidences of expansion inferred from
the population genetic parameters. The contemporary
European wolf population had high haplotype diversity

http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=AF008139
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=AF098123
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=FJ978005
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=FJ978035
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=AF008137
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=AF098115
http://www.ncbi.nih.gov/entrez/query.fcgi?db=Nucleotide&cmd=search&term=AB007372
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Figure 2 Statistical parsimony network of mtDNA haplotypes of worldwide grey wolves. Based on 230 bp sequences. As many alternative mu-
tational connections are present in the network, only the first level clades are presented to make the picture clear. Two dashed line rectangles denote 
haplotype groups corresponding to clades 1 and 2 from Figure 1c. Haplotypes unique to one continent are marked in one colour, and haplotypes 
occurring in two continents are marked in two respective colours. Haplotypes of Indian and Himalayan wolves were separated from all the other hap-
lotypes by more than 6 mutational steps, which denoted the threshold of the 95% parsimonious connection.
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(0.88), relatively low nucleotide diversity (0.022) and a
high s/d ratio (4.21), consistent with a recent demo-
graphic expansion [41]. Consistently, mismatch distribu-
tion of all contemporary European haplotypes did not
deviate from the expectation of a sudden expansion
model (raggedness index = 0.029, P = 0.10). Fu's [40] test
of selective neutrality indicated a negative, although
insignificant FS value (FS = -3.88, P = 0.18).

Discussion
We found that with the exception of Indian and Himala-
yan lineages, contemporary worldwide grey wolves show
no evolutionary significant units in terms of reciprocally
monophyletic clades with allopatric distributions [43],
which is consistent with earlier studies [14,20,22]. Two
main haplogroups of worldwide grey wolves, correspond-

ing to the European haplogroups 1 and 2, included both
European and Asian haplotypes, and one of them
included North American haplotypes as well. Thus, the
European haplogroups 1 and 2 did not form any distinct
European clade, but they represented a major subdivision
within the worldwide wolf population.

We found substantial differences in frequencies of the
two haplogroups between contemporary European wolf
populations, with haplogroup 1 fixed in the Iberian Pen-
insula and predominating in Eastern Europe, and haplo-
group 2 fixed in the Apennine Peninsula. The Iberian and
Apennine populations have very reduced genetic diver-
sity, likely resulting from historical bottlenecks [14,15],
and the fixation of a particular haplogroup may result
from a strong drift. The fixation of a single haplotype in
the Apennine Peninsula prevents conclusions about the

Figure 3 Distribution of haplogroups 1 and 2 in contemporary and ancient European wolves. The map is based on the authors' data and the 
data from other studies [13-17,24].
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intensity of past gene flow between this population and
Eastern European population. However, the analysis of
contemporary nuclear DNA data suggested that Italian
wolves have been genetically isolated for thousands of
generations south of Alps [44]. In contrast, the presence
of a shared haplotype (w10) between the Iberian Penin-
sula and Eastern Europe strongly supports past gene flow
between these two populations, implying the presence of
haplogroup 1 in the extinct intermediate populations
from central and western Europe.

Contrary to these expectations, haplotypes of all
ancient wolves from central and western Europe, ranging
in age from 44,000 to 1,400 years B.P., fall within haplo-
group 2. This may reflect historical predominance of hap-
logroup 2 in central and western Europe for over 40,000
years, both before and after the LGM. Although the
ancient sequences were very short, we based our infer-
ence on the distribution of haplogroups rather than indi-
vidual haplotypes, and the analysed data gave us
sufficient resolution for this purpose. Our results are con-
sistent with Germonpre et al. [45], who showed that the
ancient European haplotypes are placed in one part of the
wolf haplotype network rather than being scattered
across the complete network. Although the haplogroup
of the ancient samples from central Europe is consistent
with the haplogroup of the most adjacent contemporary
wolves from the Carpathian Mountains (see Figure 3), the
complete lack of haplogroup 1 in the ancient samples
from western Europe is inconsistent with the expecta-

tions based on the overall distribution of the haplogroups
in contemporary European populations. The lack of hap-
logroup 1 in the ancient samples is unlikely to result from
the sampling bias, as several distant locations in central
and western Europe were sampled. Therefore, inconsis-
tency of frequencies of the two haplogroups in the
ancient samples with the patterns revealed from contem-
porary data may suggest substantial changes in haplo-
group frequencies over the last 40,000 years from the
predominance of haplogroup 2 to the predominance of
haplogroup 1.

Parallel haplogroup replacement has been reported for
North American grey wolves. Leonard et al. [10] showed
that mtDNA haplotypes of Pleistocene wolves from east-
ern Beringia belonged to a distinct haplogroup that does
not occur in contemporary North American wolves. This
haplogroup corresponds to haplogroup 2 in our study
(see Table S3 in Additional file 1), and some of the ancient
European and Beringian wolves even shared a common
haplotype (haplotype a17 in Figure 4) [10]. The morpho-
logical and isotopic data suggest that Beringian wolves
were specialized hunters and scavengers of megafauna
(preying mainly on horse Equus lambei and bison Bison
bison), and their extinction was connected with the
extinction of their megafaunal prey [10]. According to
Hofreiter [46], this may imply that Pleistocene wolves
across Northern Eurasia and America may have repre-
sented a continuous and almost panmictic population
that was genetically and probably also ecologically dis-

Figure 4 Statistical parsimony network of mtDNA haplotypes of contemporary (black) and ancient (white) European wolves. Based on 57 
bp sequences. The contemporary haplotypes come from published studies or GenBank (see Table S1 in Additional file 1), and the ancient haplotypes 
from Stiller et al. [24]. Three ancient haplotypes are identical to extant haplotypes (black and white). Thin dashed lines denote alternative mutational 
connections. Two thick dashed line rectangles denote haplogroups corresponding to clades 1 and 2 from Figure 1c.
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tinct from the wolves living in that area today. The phylo-
genetic proximity of mtDNA haplotypes alone does not
directly imply ecological similarity, but makes it likely,
taking into account a significant correlation between
genetic and ecological differentiation in contemporary
wolves [13,47-49]. Indeed, it has been shown that the late
Pleistocene wolves from Belgium that have been geno-
typed by Stiller et al. [24] preyed on horses and large
bovids [45], which is consistent with the diet of Beringian
wolves [10].

Unlike in North America, haplogroup 2 did not become
extinct in Europe. Haplotypes from this group occurred
in the wolf samples from western Germany dated for
2,200-1,400 years B.P., and are still present in consider-
able frequencies in contemporary wolves from Europe
and Asia. Although the haplogroup replacement was
complete in North America and partial in Europe, the
fact that the direction of frequency changes was the same
in both cases suggests that they were not random events
but were associated with ecological changes occurring
after the LGM. If before the LGM haplogroup 2 was
exclusively associated with the wolf ecomorph special-
ized in the megafaunal prey, it would mean that in Europe
it was capable to adapt to changing prey composition and
availability. Possibly, these changes in Europe were not as
substantial and as fast as in North America. For example,
the horse - supposedly one of the most important prey
species of the Pleistocene wolves [10,45] - did not become
extinct in Europe, unlike in North America [e.g. [50]].
Ecological factors, including prey specialization, play an
important role in shaping genetic and demographic pro-
cesses in contemporary populations of wolves and other
carnivores [e.g. [13,47-49,51]], and it is likely that they
had a similar effect on demographic and evolutionary
processes in ancient populations.

Past demographic processes in the European wolf pop-
ulation could be reconstructed only in a limited way.
Coalescent Bayesian models (implemented in BEAST)
using contemporary data, as well as population genetic
statistics like the mismatch distribution suggest demo-
graphic expansion of the European wolf population dur-
ing the last several thousands years (see Figure S7a in
Additional file 1). However, the small number of ancient
samples and sampling locations, coupled with the lack of
contemporary data from north-western Europe due to
population extinction, prevent a more detailed insight
into the wolf demographic history. The BEAST analysis
based on the combined ancient and contemporary data
gave the strongest support to the model of constant pop-
ulation size over the entire period considered, which indi-
cates that the available data did not contain sufficient
information to infer population history. The timing of the
demographic events could not be inferred reliably from
the available data, neither, because the short sequences of

the ancient samples prevented precise estimates. The
substitution rate estimated from the ancient data was
very high, which may be due to a very short fragment of
the control region studied, which included a large num-
ber of variable sites (see Figure S2 in Additional file 1).
However, the 95% HPDI of this estimate were broad and
overlapped with those estimated for the control region in
other mammals and birds based on ancient DNA data
[52]. Low number of ancient samples analysed and the
presence of population structure may lead to an overesti-
mation of the mutation rate [53], and it may be the case in
our study. More detailed reconstruction of the wolf popu-
lation history in Europe demands the analysis of longer
sequence data for a more extensive set of ancient samples
with comprehensive spatial and temporal distribution.

Conclusions
This study, combining the extensive population genetic
data on contemporary European wolves with the pub-
lished data on ancient European wolves, suggests sub-
stantial changes in frequency and distribution of two
main mtDNA haplogroups throughout the Late Pleisto-
cene and Holocene. These two haplogroups represent a
major subdivision within the worldwide wolf population,
and co-occur in Eurasia. In North-America, one of these
haplogroups was associated with a distinct wolf eco-
morph that became extinct at the end of the Pleistocene
[10]. We found that the same haplogroup substantially
decreased in frequency in Europe since that time. Simi-
larity of population genetic changes in this species that
took place in Europe and North America suggests that
they may be driven by the same ecological processes asso-
ciated with the Pleistocene/Holocene transition.

Due to very complex and species-specific population
histories of Late Pleistocene mammals, understanding
the general mechanism shaping their dynamics is partic-
ularly difficult. The comparison of population histories of
the same species in different parts of their ranges may be
an effective way of approaching this problem, as it pro-
vides the possibility of distinguishing general trends from
case-specific events. Further comparative studies com-
bining extensive genetic and ecological data on ancient
populations are needed to improve our knowledge of the
evolutionary processes shaping Late Pleistocene popula-
tion histories.

Additional material

Additional file 1 Supplementary data. Additional file contains details of 
data collection, and details of some aspects of data analyses. The file also 
contains a list of all grey wolf haplotypes considered in this study, as well as 
tables and figures presenting the results which are supportive to the main 
text. The file is in the PDF format.

http://www.biomedcentral.com/content/supplementary/1471-2148-10-104-S1.PDF


Pilot et al. BMC Evolutionary Biology 2010, 10:104
http://www.biomedcentral.com/1471-2148/10/104

Page 10 of 11
Authors' contributions
MP participated in the study design and laboratory analyses, analysed the data
and drafted the manuscript. WB participated in the laboratory analyses, and
was involved in revising the manuscript. WJ organised and coordinated the
collection of wolf samples from central and eastern Europe. WJ and JG partici-
pated in the study design and coordination, supervised the research and were
involved in revising the manuscript. BJ, ID, MS and ET were involved in sample
collection and participated in revising the manuscript. All authors read and
approved the final manuscript.

Acknowledgements
We are grateful to V. E. Sidorovich, Z. Andersone, M. Apollonio, A. N. Bunevich, 
O. Buzbas, V. Dumenko, Y. Iliopoulos (and other members of the Greek Society 
for the Protection and Management of Wildlife ARCTUROS), T. Kałamarz, A. 
Kloch, M. Nêdzyńska, S. Nowak, A. Olczyk, M. Scandura, W. Śmietana, V. Tokars-
kiy, M. Wojtulewicz and S. Zhyla, who helped in collecting wolf samples ana-
lyzed in this study. We thank A. R. Hoelzel, A. Moura, and three anonymous 
reviewers for their comments on the manuscript. This project was funded by 
the former Polish State Committee for Scientific Research (grant no. 6P04F 
09421) and European Nature Heritage Fund - Euronatur. M. Pilot was supported 
by a fellowship from the Foundation for Polish Science.

Author Details
1Museum and Institute of Zoology, Polish Academy of Sciences, ul Wilcza 64, 
00-679 Warszawa, Poland, 2Institute of Forensic Research, ul Westerplatte 9, 31-
033 Kraków, Poland, 3Department of Genetics and Evolution, Institute of 
Zoology, Jagiellonian University, Ingardena 6, 30-060 Kraków, Poland, 
4Mammal Research Institute, Polish Academy of Sciences, 17-230 Białowieża, 
Poland, 5Department of Forest Zoology and Game Management, Warsaw 
University of Life Sciences - SGGW, ul Nowoursynowska 159, 02-776 Warsaw, 
Poland, 6Department of Zoology, Biological Faculty, Ivan Franko National 
University of Lviv, Hrushevskogo str 4, 79005 Lviv, Ukraine, 7The Schmalhausen 
Institute of Zoology, National Academy of Sciences of Ukraine, Bohdan 
Khmelnitsky str 15, 01601 Kyiv, Ukraine and 8BALKANI Wildlife Society, Str T 
Tserkovski 67/V - 3, Sofia, Bulgaria

References
1. Hewitt GM: Some genetic consequences of ice ages, and their role in 

divergence and speciation.  Biol J Linn Soc 1996, 58:247-276.
2. Hewitt GM: The genetic legacy of the Quaternary ice ages.  Nature 2000, 

405:907-913.
3. Taberlet P, Fumagalli L, Wust-Saucy AG, Cosson JF: Comparative 

phylogeography and postglacial colonization routes in Europe.  Mol 
Ecol 1998, 7:453-464.

4. Avise JC, Walker D, Johns GG: Speciation durations and Pleistocene 
effects on vertebrate phylogeography.  Proc Roy Soc Lond B 1998, 
265:1707-1712.

5. Hewitt GM: Post-glacial re-colonization of European biota.  Biol J Linn 
Soc 1999, 68:87-112.

6. Leonard JA, Wayne RK, Cooper A: Population genetics of Ice Age brown 
bears.  Proc Natl Acad Sci USA 2000, 97:1651-1654.

7. Barnes I, Matheus P, Shapiro B, Jensen D, Cooper A: Dynamics of 
Pleistocene population extinctions in Beringian brown bears.  Science 
2002, 295:2267-2270.

8. Hofreiter M, Serre D, Rohland N, Rebeder G, Nagel D, Conrad N, Münzel S, 
Pääbo S: Lack of phylogeography in European mammals before the last 
glaciation.  Proc Natl Acad Sci USA 2004, 101:12963-12968.

9. Valdiosera CE, García N, Anderung C, Dalén L, Crégut-Bonnoure E, Kahlke 
R-D, Stiller M, Brandström M, Thomas MG, Arsuaga JL, Götherström A, 
Barnes I: Staying out in the cold: glacial refugia and mitochondrial DNA 
phylogeography in ancient European brown bears.  Mol Ecol 2007, 
16:5140-5148.

10. Leonard JA, Vilà C, Fox-Dobbs K, Koch PL, Wayne RK, Van Valkenburgh B: 
Megafaunal extinctions and the disappearance of a specialized wolf 
ecomorph.  Curr Biol 2007, 17:1146-1150.

11. Barnes I, Shapiro B, Lister A, Kuznetsova T, Sher A, Guthrie D, Thomas MG: 
Genetic structure and extinction of the woolly mammoth, Mammuthus 
primigenius.  Curr Biol 2007, 17:1072-1075.

12. Barnosky AD, Koch PL, Feranec RS, Wing SL, Shabel AB: Assessing the 
causes of Late Pleistocene extinctions on the continents.  Science 2004, 
306:70-75.

13. Pilot M, Jędrzejewski W, Branicki W, Sidorovich VE, Jędrzejewska B, 
Stachura K, Funk SM: Ecological factors influence population genetic 
structure of European grey wolves.  Mol Ecol 2006, 15:533-4553.

14. Vilà C, Amorim IR, Leonard JA, Posada D, Castroviejo J, Petrucci-Fonseca F, 
Crandall KA, Ellegren H, Wayne RK: Mitochondrial DNA phylogeography 
and population history of the grey wolf Canis lupus.  Mol Ecol 1999, 
8:2089-2103.

15. Randi E, Lucchini V, Christensen MF, Mucci N, Funk SM, Dolf G, Loeschcke 
V: Mitochondrial DNA variability in Italian and East European wolves: 
Detecting the consequences of small population size and 
hybridization.  Cons Biol 2000, 14:464-473.

16. Flagstad O, Walker C, Vilà C, Sundqvist A-K, Fernholm B, Hufthammar AK, 
Wiig O, Kojola I, Ellegren H: Two centuries of the Scandinavian wolf 
population: patterns of genetic variability and migration during an era 
of dramatic decline.  Mol Ecol 2003, 12:869-880.

17. Valière N, Fumagali L, Gielly L, Miquel C, Benoit L, Poulle M-L, Weber J-M, 
Arlettaz R, Taberlet P: Long-distance wolf recolonization of France and 
Switzerland inferred from non-invasive genetic sampling over a period 
of 10 years.  Anim Cons 2003, 6:83-92.

18. Vilà C, Savolainen P, Maldonaldo JE, Amorim IR, Rice JE, Honeycutt RL, 
Crandall KA, Lundeberg J, Wayne RK: Multiple and ancient origins of the 
domestic dog.  Science 1997, 276:1687-1689.

19. Tsuda K, Kikkawa Y, Yonekawa H, Tanable Y: Extensive interbreeding 
occurred among multiple matriarchal ancestors during the 
domestication of dogs: evidence from inter- and intraspecies 
polymorphisms in the D-loop region of mitochondrial DNA between 
dogs and wolves.  Genes Genet Syst 1997, 72:229-238.

20. Aggarwal RK, Kivisild T, Ramadevi J, Singh L: Mitochondrial DNA coding 
region sequences support the phylogenetic distinction of two Indian 
wolf species.  J Zool Syst Evol Res 2007, 45:163-172.

21. Savolainen P, Zhang Y, Jing L, Lundeberg J, Leitner T: Genetic evidence 
for an East Asian origin of domestic dog.  Science 2002, 298:1610-1613.

22. Sharma DK, Maldonaldo JE, Jhala YV, Fleischer RC: Ancient wolf lineages 
in India.  Proc Roy Soc Lond B 271 2004, 3:1-4.

23. Leonard JA, Vilà C, Wayne RK: Legacy lost: genetic variability and 
population size of extirpated US grey wolves (Canis lupus).  Mol Ecol 
2005, 14:9-17.

24. Stiller M, Green RE, Ronan M, Simons JF, Du L, He W, Egholm M, Rothberg 
JM, Keates SG, Ovodov ND, Antipina EE, Baryshnikov GF, Kuzmin YV, 
Vasilevski AA, Wuenschell GE, Termini J, Hofreiter M, Jaenicke-Després V, 
Pääbo S: Patterns of nucleotide misincorporations during enzymatic 
amplification and direct large-scale sequencing of ancient DNA.  Proc 
Natl Acad Sci USA 2006, 103:13578-13584.

25. Swofford DL: PAUP Phylogenetic Analysis Using Parsimony and Other 
Methods Sunderland, MA, Sinauer Associates; 1998. 

26. Posada D, Crandall KA: MODELTEST: testing the model of DNA 
substitution.  Bioinformatics 1998, 14:817-818.

27. Huelsenbeck JP, Ronquist F: MRBAYES: Bayesian inference of phylogeny.  
Bioinformatics 2001, 17:754-755.

28. Nylander JAA: MrModeltest v2. Program Distributed by the Author 
Evolutionary Biology Centre, Uppsala University, Uppsala; 2004. 

29. Clement M, Posada D, Crandall KA: TCS: A computer program to 
estimate gene genealogies.  Mol Ecol 2000, 9:1657-1660.

30. Bandelt H-J, Forster P, Röhl A: Median-joining networks for inferring 
intraspecific phylogenies.  Mol Biol Evol 1999, 16:37-48.

31. Templeton AR, Crandall KA, Sing CFA: A cladistic analysis of phenotypic 
associations with haplotypes inferred from restriction endonuclease 
mapping and DNA sequence data. III. Cladogram estimation.  Genetics 
1992, 132:619-633.

32. Templeton AR, Sing CFA: A cladistic analysis of phenotypic associations 
with haplotypes inferred from restriction endonuclease mapping. IV. 
Nested analysis with cladogram uncertainty and recombination.  
Genetics 1993, 134:659-669.

33. Kohn MH, York EC, Kamradt DA, Haught G, Sauvajot RM, Wayne RK: 
Estimating population size by genotyping faeces.  Proc Roy Soc Lond B 
1999, 266:657-663.

34. Drummond AJ, Rambaut A: BEAST: Bayesian evolutionary analysis by 
sampling trees.  BMC Evol Biol 2007, 7:214.

Received: 5 May 2009 Accepted: 21 April 2010 
Published: 21 April 2010
This article is available from: http://www.biomedcentral.com/1471-2148/10/104© 2010 Pilot et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.BMC Evolutionary Biology 2010, 10:104

http://www.biomedcentral.com/1471-2148/10/104
http://creativecommons.org/licenses/by/2.0
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10879524
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9628000
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10677513
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11910112
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15317936
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18031475
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17583509
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17555965
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15459379
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10632860
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12753208
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9180076
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9418263
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12446907
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15643947
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16938852
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9918953
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11524383
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11050560
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10331250
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1385266
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8100789
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17996036


Pilot et al. BMC Evolutionary Biology 2010, 10:104
http://www.biomedcentral.com/1471-2148/10/104

Page 11 of 11
35. Rambaut A, Drummond AJ: TRACER 1.4 2006 [http://tree.bio.ed.ac.uk/
software/tracer/].

36. Ho SYW, Shapiro B, Phillips M, Cooper A, Drummond AJ: Evidence for 
time dependency of molecular rate estimates.  Syst Biol 2007, 
56:515-522.

37. Depaulis F, Orlando L, Hanni C: Using classical population genetics tools 
with heterochroneous data: time matters!  PLoS ONE 2009, 4:e5541.

38. Rogers AR: Genetic evidence for a Pleistocene population explosion.  
Evolution 1995, 49:608-615.

39. Hoelzel AR, Natoli A, Dahlheim ME, Olavarria C, Baird RW, Black NA: Low 
worldwide genetic diversity in the killer whale (Orcinus orca): 
implications for demographic history.  Proc Roy Soc Lond B 2002, 
269:1467-1473.

40. Fu YX: Statistical tests of neutrality of mutations against population 
growth, hitchhiking and background selection.  Genetics 1997, 
147:915-925.

41. Von Haeseler A, Sajantila A, Pääbo S: The genetical archaeology of the 
human genome.  Nature Genet 1996, 14:135-140.

42. Excoffier L, Laval G, Schneider S: Arlequin ver. 3.0: An integrated software 
package for population genetics data analysis.  Evol Bioinf Online 2005, 
1:47-50.

43. Moritz C: Defining "Evolutionarily Significant Units" for conservation.  
Trends Ecol Evol 1994, 9:373-375.

44. Lucchini V, Galov A, Randi E: Evidence of genetic distinction and long-
term population decline in wolves (Canis lupus) in the Italian 
Apennines.  Mol Ecol 2004, 13:523-536.

45. Germonpre M, Sablin MV, Stevens RE, Hedges REM, Hofreiter M, Stiller M, 
Despres VR: Fossil dogs and wolves from Palaeolithic sites in Belgium, 
the Ukraine and Russia: osteometry, ancient DNA and stable isotopes.  
J Archaeol Sci 2009, 36:473-490.

46. Hofreiter M: Pleistocene extinctions: haunting the survivors.  Curr Biol 
2007, 17:R609-R611.

47. Geffen E, Anderson MJ, Wayne RK: Climate and habitat barriers to 
dispersal in the highly mobile grey wolf.  Mol Ecol 2004, 13:2481-2490.

48. Carmichael LE, Krizan J, Nagy JA, Fuglei E, Dumond M, Johnson D, Veitch 
A, Berteaux D, Strobeck C: Historical and ecological determinants of 
genetic structure in arctic canids.  Mol Ecol 2007, 16:3466-3483.

49. Musiani M, Leonard JA, Cluff HD, Gates CC, Mariani S, Paquet PC, Vilà C, 
Wayne RK: Differentiation of tundra/taiga and boreal coniferous forest 
wolves: genetics, coat colour and association with migratory caribou.  
Mol Ecol 2007, 16:4149-4170.

50. Guthrie RD: Rapid body size decline in Alaskan Pleistocene horses 
before extinction.  Nature 2003, 426:169-171.

51. Rueness EK, Stenseth C, O'Donoghue M, Boutin S, Ellegren H, Jacobsen S: 
Ecological and genetic spatial structuring in the Canadian lynx.  Nature 
2003, 425:69-72.

52. Ho SYW, Kolokotrinis S-O, Allaby RG: Elevated substitution rates 
estimated from ancient DNA sequences.  Biol Lett 2007, 3:702-705.

53. Miller HC, Moore JA, Allendorf FW, Daugherty GH: The evolutionary rate 
of tuatara revisited.  Trends Genet 2009, 25:13-15.

54. Boitani L: Wolf conservation and recovery.  In Wolves: Behavior, Ecology, 
and Conservation Edited by: Mech LD, Boitani L. Chicago, University of 
Chicago Press; 2003:317-340. 

doi: 10.1186/1471-2148-10-104
Cite this article as: Pilot et al., Phylogeographic history of grey wolves in 
Europe BMC Evolutionary Biology 2010, 10:104

http://tree.bio.ed.ac.uk/software/tracer/
http://tree.bio.ed.ac.uk/software/tracer/
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17562475
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19440242
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9335623
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8841181
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14871358
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17686436
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15245420
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17688546
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17725575
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14614503
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12955141
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17785261
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18976831


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


