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Abstract

Background

Local adaptation is a key driver of phenotypic and genetic divergence at loci responsible for

adaptive traits variations in forest tree populations. Its experimental assessment requires

rigorous sampling strategies such as those involving population pairs replicated across

broad spatial scales.

Methods

A hierarchical Bayesian model of selection (HBM) that explicitly considers both the replica-

tion of the environmental contrast and the hierarchical genetic structure among replicated

study sites is introduced. Its power was assessed through simulations and compared to

classical ‘within-site’ approaches (FDIST, BAYESCAN) and a simplified, within-site, version

of the model introduced here (SBM).

Results

HBM demonstrates that hierarchical approaches are very powerful to detect replicated pat-

terns of adaptive divergence with low false-discovery (FDR) and false-non-discovery (FNR)
rates compared to the analysis of different sites separately through within-site approaches.

The hypothesis of local adaptation to altitude was further addressed by analyzing replicated
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Abies alba population pairs (low and high elevations) across the species’ southern distribu-

tion range, where the effects of climatic selection are expected to be the strongest. For com-

parison, a single population pair from the closely related species A. cephalonica was also
analyzed. The hierarchical model did not detect any pattern of adaptive divergence to alti-

tude replicated in the different study sites. Instead, idiosyncratic patterns of local adaptation

among sites were detected by within-site approaches.

Conclusion

Hierarchical approaches may miss idiosyncratic patterns of adaptation among sites, and we

strongly recommend the use of both hierarchical (multi-site) and classical (within-site)

approaches when addressing the question of adaptation across broad spatial scales.

Introduction
Local adaptation is the evolutionary process by which populations diverge toward different
phenotypic and genetic optima in response to their local ecological conditions. Forest trees
provide numerous examples of adaptive divergence across a variety of spatial scales, and local
adaptation is supposedly a key process of tree populations’ evolution and species’ diversifica-
tion [1]. Indeed, forest tree species are often widely distributed across sharply contrasted envi-
ronmental conditions, and local adaptation is favored in trees as a result of large population
sizes and high levels of genetic variation for fitness-related traits [2–12]. In particular, climate
is one of the most important drivers of adaptation in forest tree populations [1, 10, 11, 13–18]
and understanding the molecular bases of adaptation to climatic conditions is essential to accu-
rately predict trees’ responses to global climate change (GCC, [19]). European forests are facing
enormous threats from rapid GCC with increasing frequency and intensity of summer
drought, while considerable uncertainties exist about plants potential to respond to future
warming and declining moisture availability [20]. Although recent evidence suggests that pol-
len flow can connect populations more than 102−103 km apart [21], escaping GCC through
migration will also require substantial seed dispersal, which can be a limiting factor for many
tree species. Those populations will thus have to cope locally with environmental changes,
through individual physiological tolerance (i.e. phenotypic plasticity) in a proximate time (a
time period corresponding to the individual lifespan), and through evolutionary change (i.e.
genetic adaptation over generations, [22, 23]). Notwithstanding large genetic variation and
potentially fast adaptation, there is only anecdotal evidence that forest trees can genetically
adapt to contemporary environmental change over a limited number of generations. In this
context, studying species at the limits of their distribution range is particularly important for
predicting the future evolution of species and their peripheral populations [10].

Outlier methods (i.e. FST-based outlier detection tests) are frequently used to study local
adaptation by identifying loci showing strong differentiation across populations [13, 24]. Their
basic rationale is that loci influenced by natural selection toward different genetic optima
across populations (i.e. divergent selection) are expected to be more differentiated than neutral
loci, while loci subject to selection toward the same optimum across populations (i.e. homoge-
nizing selection) are expected to be less differentiated than neutral ones [25–29]. Despite its
conceptual simplicity, the FST–outlier approach suffers from several limitations, e.g. its sensitiv-
ity to heterogeneity in demographic histories among populations and lineages [30, 31], subse-
quent complex spatial structuring [27, 32, 33] and variations in recombination and linked
selection across the genome [34]. To overcome these problems, it is recommended to apply
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different methods to reduce the risk of false positives [35–37] and to use replicated population
comparisons [31, 32]. Two approaches are widely used to identify outliers under selection: the
coalescent approach (FDIST) by Beaumont and Nichols [26] and the Bayesian method
(BAYESCAN) by Foll and Gaggiotti [28]. In particular, Bayesian modelling is very powerful to
empirically calibrate complex models without a priori assumptions about the magnitude of
parameters to infer [38]. This approach has revolutionized the field of population genetics [39,
40] and is now commonly used to analyze the genetic structure of populations [41–43] and to
identify outliers for selection [28]. Moreover, the Bayesian FST-outlier selection test developed
by Foll & Gaggiotti [28] has been shown to generally result in lower type I and II error rates
than the original coalescent method by Beaumont and Nichols [26].

Although candidate gene approach has proved to be effective in detecting adaptive genetic
differentiation in species with large genomes [18, 44–47], only few studies attempted to detect
divergent selection to altitude using replicated population pairs spread across large spatial
scales. Indeed, developing ad hocmodels able to analyze replicated population pairs [31] is nec-
essary to address the question of local adaptation in natural settings using replicated sampling
designs. This is important since failing to account for demographic history [30, 48] and, more
generally, for hierarchical genetic structure [27, 36, 49, 50] can lead to a lack of detection power
or to the detection of false positives when analyzing replicated populations pairs simulta-
neously. It is thus necessary to develop methods adapted to large datasets and able to reduce
the detection of false positives [27, 32, 36, 51–56].

The main objective of this work was to identify molecular evidence of adaptation to altitude
in a conifer tree, Abies albaMill., by sampling replicated populations pairs at study sites spread
across its southern distribution range, where populations are expected to face strong selective
pressures [10, 57]. To this end, a Bayesian model that explicitly considers both the replication
of the environmental contrast ‘low versus high’ elevation and the hierarchical structure among
replicated sites was developed. Pairs of populations were sampled at nine A. alba study sites
plus one additional site of the congeneric species A. cephalonica Loudon. About 1600 individu-
als were genotyped using 273 SNPs within expressed sequences (ESTs), with the aim of deci-
phering the genetic outcomes of local selection in a keystone European forest tree species.

Material and Methods

Ethics statement
Adult trees of A. alba were sampled in nine study sites in France, Italy, Bulgaria, and Romania
(sites n°1 to 9). In France (sites n°1 to 5), no specific permission was required. Leaf sampling
was nondestructive and carried out on public forest lands. In Italy (sites n°6 and 7), the sam-
pling was authorized by the 'Ente Parco Nazionale del Gran Sasso e Monti della Laga'. In Bul-
garia (site n°8), the sampling was carried out with permission and under the supervision of the
‘Pirin National Park Administration’. In Romania (site n°9), the sampling was carried out with
permission from the private owner of the forest site.

In addition, one natural population of A. cephalonica was sampled in the Peloponnese, Greece
(site n°10). The permission was given by the General Directorate for the Protection and develop-
ment of Forests and Rural Environment of the Greek Ministry for Environment and Energy.

Field studies did not involve endangered or protected species.

1. Biological model
Silver fir (A. albaMill., Pinaceae) is a widespread European conifer occurring in mountainous
regions of central and southern Europe, usually between 500 and 1500 meters [58]. It is a keystone
species of mountain forests with high ecological and economic value. A. alba populations belong to
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at least three main lineages (Pyrenees, Apennines and Balkan) that probably diverged during the
Pleistocene as they remained at least partly isolated in multiple glacial refugia during Quaternary cli-
matic cycles, including the last glacial maximum [59]. In addition, adaptive variations have already
been reported in this species for quantitative traits, isozymes, and candidate genes [18, 60–63].

An additional study site of its congeneric species, Greek fir (A. cephalonica Loudon, [64])
was included in this study and treated separately from A. alba study sites to test whether local
adaptation may be shared by two congeneric species. Greek fir is an endemic fir species wide-
spread in the mountains of central and southern Greece from 400 to 1800 meters. Despite
slight genetic divergence between the two fir species, they are closely related and able to pro-
duce fertile hybrids [59, 65, 66].

2. Sampling strategy and DNA extraction
Adult trees of A. alba were sampled in nine study sites located along the southern edge of the
species distribution range, from the French Pyrenees to Romania (Fig 1, sites n°1 to 9), at two
discrete elevations within each site (‘low’ versus ‘high’). One natural population of A. cephalo-
nica located in the Peloponnese (Greece) was sampled according to the same strategy (site n°
10). The location of the study sites and the sampling scheme are presented in Table 1. Material
from the four French Alps sites is the same as in Roschanski et al. [62]. Genomic DNA was
extracted by LGC Genomics (Middlesex, United Kingdom).

3. SNP design, genotyping, blastX and functional annotation
A total of 763 SNPs and surrounding sequences derived from a transcriptome assembly [67]
were sent to LGC Genomics (Middlesex, UK) for KASP assay design. Candidate genes were
selected based on a specific annotation procedure described in details by Roschanski et al.
(2013) [67]. This set of SNPs has further been enriched by including transcripts related to

Fig 1. Genetic structure. Location of the study sites (A. alba, sites 1 to 9 and A. cephalonica, site 10) and
genetic structure of A. alba populations revealed by STRUCTURE for K = 2 (top) and K = 4 (bottom). The map
was created in ArcMap v.9.3 (ESRI. Redlands, CA). The European basemap is copyrighted by EUROSTATS
(EuroGeographics for the administrative boundaries) and is available at: http://ec.europa.eu/eurostat/web/
gisco/geodata/reference-data/administrative-units-statistical-units. The black area shows the distribution
range of A. alba (according to EUFORGEN 2009, http://www.euforgen.org). Study sites IDs are described in
Table 1.

doi:10.1371/journal.pone.0158216.g001
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drought based on gene ontology as described in Roschanski et al. (2016) [62] (for more details
see these two related articles). Among the 763 SNPs tested for genotyping in the present study,
273 SNPs located within 177 transcripts were found to be amplifiable and polymorphic. These
273 SNPs were thus selected to genotype samples from the nine A. alba sites (n°1 to 9) plus the
unique A. cephalonica site (n°10). Due to technical reasons, however, only 243 SNPs were suc-
cessfully genotyped for the silver fir site of the Pirin Mountains (site 8, Bulgaria) and for the
Greek fir site of Menalo Mt (site 10, Greece).

After genotyping, a standardized (with uniform parameters) and deeper (including KEGG
pathways and enzyme codes) annotation of the targeted transcripts was realized. For this, the
targeted transcripts were blasted (blastX) and annotated using Blast2Go software [68] with
minimum e-value = 10−6, annotation cut-off = 55 and GOWeight = 5. This extended func-
tional annotation was consistent with the hypothesis of climatic adaptation for a majority of
them, confirming thus that the targeted transcripts can be reasonably considered as candidates
for selection. This dataset is thus a non-random genome-scan enriched in candidate genes
which is more relevant than classical genome-scans [69] because SNPs located in expressed
candidates are more likely to experience selection than SNPs randomly sampled from the
entire genome.

SNP design, blastx, functional annotation and genotyping are provided on Figshare doi: 10.
6084/m9.figshare.1418061 (https://figshare.com/articles/DATA_Abies_data/1418061).

4. Genetic structure analysis
Genetic structure was analyzed using STRUCTURE version 2.3 [42, 70]. Five independent runs
for each K value ranging from 1 to 20 were performed under the admixture model, with a
burn-in period of 15,000 followed by 25,000 iterations. The rate of change in L(K) across suc-
cessive K values (ΔK) was calculated following Evanno et al. [71] using the web application
‘STRUCTURE Harvester’ [72].

Table 1. A. alba and A. cephalonica study sites and sampling design.

Number of samples Elevation (meters)

Study
site ID

Country Study site Latitude (decimal
degrees) WGS84

Longitude (decimal
degrees) WGS84

low
elevation

high
elevation

low
elevation

high
elevation

Abies albaMill.

1 France Ossau Valley
(Pyrenees)

42.855 -0.457778 81 82 825 1562

2 France Ventoux (Alps) 44.17511 5.2437 249 290 995 1340

3 France Lure (Alps) 44.11422 5.83912 55 56 1410 1628

4 France Issole (Alps) 44.0242 6.46244 49 47 1108 1585

5 France Vesubie (Alps) 43.97074 7.36577 43 45 1078 1497

6 Italy Valle della Corte
(Apennines)

42.70347 13.37576 48 48 1325 1580

7 Italy Colle dell’Abete
(Apennines)

42.66772 13.42677 47 47 1375 1600

8 Bulgaria Bansko (Pirin
Mountains)

41.843055 23.3852 48 48 1175 1750

9 Romania Arges (Fagaras
Mountains)

45.4411 24.6947 95 94 1070 1410

Abies cephalonica Loudon

10 Greece Menalo Mt
(Peloponnese)

37.68333 22.20639 48 48 1130 1525

TOTAL number of samples = 1568 763 805

doi:10.1371/journal.pone.0158216.t001
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5. Bayesian modelling, step 1: Bayesian allelic frequencies inference
and GST estimation
The Bayesian modelling approach is composed of two independent steps. The first step aims at
inferring allelic frequencies and estimating pairwise GST, while the second step aims at parti-
tioning the GST inferred through the first step into genome-wide and locus-specific parameters.

Allelic frequencies (pi,m and qi,m) at each bi-allelic marker (m) within each population i (i.e.
each site×elevation combination) were inferred independently for each marker and population
from allelic counts (ni,m and Ni,m) through the equations:

Ni;m � Binðpi;m;Ni;mÞ
qi;m ¼ 1� pi;m

The number of observations of a given allele (ni,m) within a population i at a bi-allelic
markerm is sampled from a binomial distribution with parameters pi,m (which is the allelic fre-
quency in population i at markerm) and Ni,m (which is the total number of allelic counts in
population i at markerm). A Beta distribution was chosen as prior for allelic frequencies pi,m:
pi,m~β(1,1).

In order to take into account uncertainties about allelic frequencies, pairwise GST between
populations (i,j) for each marker (m) were estimated within the model, using Nei’s fixation
index [73]:

GSTði;jÞ;m ¼ ðHTði;jÞ;m � HSði;jÞ;mÞ=HTði;jÞ;m

with

HTði;jÞ;m ¼ 1

2
ðpi;m þ pj;mÞðqi;m þ qj;mÞ

and

HSði;jÞ;m ¼ ðpi;mqi;mÞ þ ðpj;mqj;mÞ

The model was written in BUGS [74]. The code is available on Figshare doi: 10.6084/m9.
figshare.1385214 (https://figshare.com/articles/Bayesian_GST_inference_BUGS_encoded/
1385214).

6. Bayesian modelling, step 2: Bayesian hierarchical outlier detection
(HBM = Hierarchical Bayesian Model)
Because our sampling design consisted of 9 replicates of local elevations spread across a broad geo-
graphical scale, we designed a hierarchical Bayesian model (hereafter ‘HBM’) to partition pairwise
GST into genome-wide and locus-specific components under a two-level hierarchical model.

The median of GST inferred through the first step was used as input in the second step. A
logit transformation was applied to GST values and a classical linear model was used to partition
transformed GST into genome-wide effects corresponding to the different levels of neutral
genetic structuring (clusters, sub-clusters within clusters and elevation), and into locus-specific
effects related to elevation:

log itðGSTði;jÞ;mÞ � Nðmeanði;jÞ;m; tRÞ
meanði;jÞ;m ¼ mG þ ðkClusði;jÞmClusÞ þ ðkSubClusði;jÞmSubClusÞ þ ðkElevði;jÞðmElev þ yElevðmÞÞÞ

where
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kClus(i,j), kSubClus(i,j) and kElev(i,j) are binary matrices describing whether the two populations
(i,j) belong to different clusters, to different sub-clusters within a same cluster, or to different
elevations:

kClusði;jÞ ¼
0

1

 !

kClus(i,j) = 1 if the two populations (i,j) belong to different clusters, kClus(i,j) = 0 otherwise;

kSubClusði;jÞ ¼
0

1

 !

kSubClus(i,j) = 1 if the two populations (i,j) belong to different sub-clusters within the same
cluster, kSubClus(i,j) = 0 otherwise;

kElevði;jÞ ¼
0

1

 !

kElev(i,j) = 1 if the two populations (i,j) inhabit different elevation classes (low or high eleva-
tion), kElev(i,j) = 0 otherwise.

μG, μClus, μSubclus and μElev are genome-wide parameters describing the extent of genome-
wide differentiation between clusters, sub-clusters within clusters and between elevations. μG is
a global mean of differentiation that is inferred from all population pairs and captures the
global extent of differentiation among all population pairs. μClus captures the genome-wide
effect of belonging to different clusters, μSubClus the genome-wide effect of belonging to differ-
ent sub-clusters within a same cluster, and μElev the genome-wide effect of belonging to differ-
ent elevations (whatever the cluster or sub-cluster).

θElev(m) are locus-specific parameters describing the extent of locus-specific genetic differen-
tiation among populations belonging to different elevations. These parameters capture locus-
specific effects of differentiation caused by elevation, assuming a common effect of elevation in
all study sites whatever the cluster and sub-cluster.

Genome-wide and locus-specific parameters had non-informative priors:
τR, is the residual precision (i.e. inverse of the residual variance 1/σ²R).

mG � Nð0; tGÞ

with precision (i.e. inverse of the variance) τG = 0.0001, meaning:

s2
G ¼ 1

tG
¼ 1

0:0001
¼ 10000

mClus � Nð0; tClusÞ

mSubClus � Nð0; tSubClusÞ

mElev � Nð0; tElevÞ
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The parameters μClus, μSubClus, and μElev are parameterized by a precision (τ = 1/σ²), follow-
ing a Gamma distribution:

tClus � Gammað0:01; 0:01Þ
tSubClus � Gammað0:01; 0:01Þ
tElev � Gammað0:01; 0:01Þ

Similarly, the residual precision follow a Gamma distribution:

tR � Gammað0:01; 0:01Þ

At last, locus-specific parameters follow a normal distribution:

yElevðmÞ � Nð0; tmÞ

with precision τm = 0.0001 (i.e. σ²m = 10000).
To make the model identifiable, the constraint SθElev(m) = 0 was applied to the estimation of

θElev(m) parameters. θElev(m) were sorted in decreasing order. Outliers were detected by fitting a
posteriori a normal law from the inferred distribution of ordered(θElev(m)) and by attributing a
probability of being under selection to each marker. Outliers on the upper-tail of the distribu-
tion are significantly more differentiated than expected under neutrality (i.e. above the neutral
background), while outliers on the lower tail are significantly less differentiated than expected
under neutrality (i.e. below the neutral background). Outliers above the neutral background
are thus good candidates for divergent selection between environmental contrasts repeated
among the different study sites. Outliers below the neutral background may have different ori-
gins: they may alternatively reflect equilibrium allelic frequencies between elevations resulting
from homogenizing selection, or rare alleles in one or few study sites caused by purifying selec-
tion or other neutral evolutionary processes.

The code is available on Figshare doi: 10.6084/m9.figshare.1385218 (https://figshare.com/
articles/HBM_Hierarchical_GST_partitioning_and_Outlier_detection_BUGS_encoded_/
1385218).

6.1. Running HBM on simulated data and empirical assessment of false-discovery rate
(FDR) and false non-discovery rate (FNR). To assess the statistical power and to explore the
limits of our Bayesian modelling approach, HBM was applied to data simulated under different
selection scenarios. Simulations were performed using the software SIMUPOP [75], an individ-
ual-based forward simulation of population evolution in Python language (http://simupop.
sourceforge.net/Main/HomePage), S1 Method and Figshare doi: 10.6084/m9.figshare.1385219
(https://figshare.com/articles/Populations_simulation/1385219).

The statistical power of HBM to detect divergent selection in the replicated population pairs was
assessed through simulated datasets composed of 16 populations of N = 200 diploid individuals
each (totaling N = 3200 diploid individuals) under a hierarchical model of migration, by varying
both the number of selected loci and the selection strength (s = 1-ω with ω the fitness, S1 Method).

Two thousand iterations with a burn-in of 1000 were largely sufficient to reach chain con-
vergence and to obtain informative posteriors. The model was thus applied to simulated popu-
lations with 1, 5 or 10 loci (out of 100) under divergent selection of different strengths
(uniform among loci): s = 0.05 (weak selection), s = 0.075 (moderate selection), s = 0.1 (strong
selection), s = 0.5 and s = 0.99 (very strong selection leading to differential allele fixation at dif-
ferent elevations). The model was also applied to simulated data composed of 10 loci under
divergent selection with variable selection strengths (s) among loci: 0.06 to 0.15, 0.15 to 0.25
and 0.06 to 0.25. Finally, the power of the model was investigated in the cases of homogenizing
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selection and of a combination of homogenizing and divergent selection. In the former case,
populations with 5 loci under divergent selection with selection strength of 0.1 were simulated.
In the latter case, populations with 2 loci under divergent selection and 2 loci under homoge-
nizing selection with selection strength of 0.1 were simulated.

False-discovery rate (FDR) and false non-discovery rate (FNR) were empirically assessed
[76, 77]: FDR = V/R where V is the number of false positives and R the number of rejected
null-hypotheses, and FNR = T/(m-R) where T is the number of false negatives and (m-R) the
number of accepted null hypotheses.

6.2. Running HBM on A. alba data. Each A. alba population was assigned to a particular
cluster and sub-cluster according to the structuring detected using STRUCTURE (for K = 2 and
K = 4, see results section, S1B Fig), and the model was applied to the whole A. alba dataset using
10000 iterations with a burn-in period of 5000 iterations. The SNPs that were not genotyped in
the nine A. alba study sites were discarded, resulting in a dataset composed of 243 SNPs success-
fully genotyped in all study sites (as described in section 3 ‘SNP design & genotyping’).

7. Within-site outlier detection tests (FDIST, BAYESCAN and SBM)
Because the Bayesian model was developed to find replicated evidence of divergent selection in
replicated population pairs, it was inherently unable to detect evidence of divergent selection
particular to one or a few study sites. Thus, we tested for divergent selection between elevations
within each site through classical coalescent (FDIST) and Bayesian approaches implemented in
Arlequin and BAYESCAN respectively, plus a simplified (single-site) version of the Bayesian
model introduced in this study (hereafter ‘SBM’).

The coalescent FDIST approach [26], implemented in Arlequin [78], was run under 20000
iterations assuming an island model. BAYEsCAN v.2.1 [28] was run with a burn-in of 50000 itera-
tions, a sample size of 5000, a thinning interval of 10 (resulting in a total of 100000 iterations),
and a prior odd of 10000 [32] indicating that for every locus the neutral model is much more
likely than the model with selection (i.e. 10000 neutral loci for every one under selection).

Loci displaying a significant effect of the α-component under a FDR threshold of 0.1 were
retained. Lastly, SBM (a simplified, single-site, Bayesian model excluding genome-wide effects
of differentiation among clusters and sub-clusters) was also applied to each site using 10000
iterations with a burn-in period of 5000 iterations.

Within-site outlier-detection tests (FDIST, BAYESCAN and SBM) were applied to both A.
alba and A. cephalonica study sites. The power of within-site Bayesian methods (BAYESCAN
and SBM) was also assessed through simulated data composed of two populations of N = 1600
diploid individuals each (totaling N = 3200 diploid individuals). Monomorphic loci within
each site were discarded before within-site analyses.

8. Within-site Genotype-Environment Association tests (GEAs)
We assessed whether the genotypic frequencies were structured between elevations within each study
site through genotype-environment association tests (see the methodology flowchart in S2 Fig).

For each study site:

1. An empirical distribution of the fixation index (FIS) across loci in the entire population (low
and high elevations confounded) was drawn, with:

FIS ¼ 1� Hobs

Hexp

¼ 1� Hobs

2pq
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2. n1 = 100 FIS-values were sorted in the empirical distribution of FIS, and n1 populations of
N = 1000 diploids individuals were simulated under Hardy-Weinberg equilibrium corrected
by the different FIS-values.

3. n2 = 100 sub-populations pairs of size 500 diploid individuals (corresponding to each eleva-
tion in our real dataset) were randomly sorted from the simulated populations of N = 1000
individuals.

4. The distribution of expected genotypic frequencies across the n1×n2 = 10000 iterations was
then empirically drawn and corresponds to the expected distribution of genotypic frequen-
cies at each elevation of each study site under the hypothesis of no structuring.

5. The cumulative probability of that distribution was drawn, and a p-value was attributed to
observed genotypic frequencies at the different loci in the different sub-populations (eleva-
tions). It expresses the probability of a given genotype to be more or less present than
expected. A negative association means that the genotype is less abundant at this elevation
than expected under the hypothesis of balanced genotype frequency between elevations,
while a positive association means that the genotype is more abundant at this elevation than
expected under the hypothesis of balanced genotype frequency between elevations.

The test was applied to each study site separately. Monomorphic loci were discarded before
analyses. The test is written in R and provided in appendix (S2 Method).

Results

1. Genetic structure
STRUCTURE revealed a clear spatial structuring up to K = 4, with the highest ΔK at K = 2 fol-
lowed by a secondary peak at K = 4 (Fig 1 and S3 Fig), suggesting that the most likely number
of genetic clusters is 2: one group corresponding to western Europe (French sites) and one
group corresponding to central-eastern Europe (Italian, Bulgarian and Romanian sites). The
genetic structure remained concordant with the geographical distribution of the studied sites
until K = 4, at which a secondary ΔK peak was detected, suggesting complex hierarchical struc-
turing. At K = 4, the clusters detected at K = 2 were both split into two sub-clusters: the western
Europe cluster into two sub-clusters corresponding to western (Pyrenees) and eastern (Alps)
France, and the central-eastern Europe cluster into Italy and Balkan (Romania and Bulgaria)
sub-clusters. K = 2 and K = 4 were thus retained for defining the assignment of each population
to a given cluster and sub-cluster in the following hierarchical Bayesian approach (HBM), as
described in the Materials and Methods.

2. Multi-site outlier detection under the HBM
2.1. Results using simulated data. Running HBM on simulated data revealed high power

to detect divergent selection in the replicated population pairs under a hierarchical island
model compared to within-site approaches. Table 2 shows a summary of the empirical assess-
ment of FDR and FNR under the different selection scenarios at 5% and 1% p-value thresholds
(see also S4–S7 Figs). FDR was always very low, even in the case of a combination of homoge-
nizing and divergent selection and whatever the selection strength (s). No outliers were
detected at 1% threshold when no selection was applied in spite of strong complex neutral
genetic structure among populations, except for one false positive detected at a selection
strength (s) of 0.5. FNR was low under scenarios of strong homogenizing and divergent selec-
tion (FNR = 0%), but was high under weak to moderate selection, even more when the number
of loci was high and the selection strength was variable among loci: at a 1% threshold, the

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 10 / 26



model missed all outliers when a selection strength of 0.05 was applied, and FNR varied
between 0% and 8% at a selection strength of 0.075 depending on the number of loci under
selection. While a 1% threshold may lack true-positives, a 5% threshold may produce false-pos-
itives. Thus, it is more conservative to retain only outliers detected at 1% threshold, as it is less
damageable to miss outliers than to produce false-positives. For this reason, a threshold of 1%
was retained.

2.2. Results obtained using A. alba data. The distributions of inferred GST between popu-
lations are displayed in S8 and S9 Figs. As expected, the mean GST decreased across levels of
genetic divergence: the differentiation between populations belonging to different clusters and
sub-clusters (GST = 0.063, S8A and S8B Fig) was slightly higher than the differentiation

Table 2. Power of the Bayesian approaches (HBM, SBM and BAYESCAN) to detect outliers for selection from simulated data. False-discovery rates
(FDR) and false non-discovery rates (FNR) were empirically assessed under different scenarios of divergent and/or homogenizing selection, by varying the
proportion of selected loci, and selection strength.

Multi-site analysis (Hierarchical model HBM) Within-site analysis

5% threshold 1% threshold SBM (threshold 1%) BAYESCAN
(PO = 10000)

Selection type Number of
selected
loci (out
of 100)

Selection
strength (s)

N
detected

FDR
(%)

FNR
(%)

N
detected

FDR
(%)

FNR
(%)

N
detected

FDR
(%)

FNR
(%)

N
detected

FDR
(%)

FNR
(%)

No selection 0 NA NA 1 100 0 NA 0 NA 0 0

Divergent 1 weak 0.05 1 0 0 0 NA 1.00 0 NA 1.00 0 0 1.00

Divergent 5 weak 0.05 1 0 4.04 0 NA 5.00 1 0 4.04 0 0 5.00

Divergent 10 weak 0.05 2 0 8.16 0 NA 10.00 1 0 9.09 0 0 10.00

Divergent 1 moderate 0.075 1 0 0 1 0 0 2 50.00 0 2 50.00 0

Divergent 5 moderate 0.075 5 0 0 3 0 2.06 3 0 2.06 5 0 0

Divergent 10 moderate 0.075 6 0 4.26 2 0 8.16 0 NA 10.00 0 0 10.00

Divergent 1 strong 0.1 1 0 0 1 0 0 1 0 0 1 0 0

Divergent 5 strong 0.1 5 0 0 5 0 0 4 0 1.04 5 0 0

Divergent 10 strong 0.1 10 0 0 3 0 7.22 1 0 9.09 0 0 10.00

Divergent 1 very
strong

0.5 2 50.00 0 2 50.00 0 1 0 0 1 0 0

Divergent 5 very
strong

0.5 5 0 0 5 0 0 5 0 0 5 0 0

Divergent 10 very
strong

0.5 10 0 0 10 0 0 10 0 0 10 0 0

Divergent 1 very
strong

0.99 2 50.00 0 1 0 0 1 0 0 1 0 0

Divergent 5 very
strong

0.99 5 0 0 5 0 0 5 0 0 5 0 0

Divergent 10 very
strong

0.99 10 0 0 10 0 0 10 0 0 11 9.09 0

Divergent 10 variable
moderate

0.06–
0.15

8 0 2.17 4 0 6.25 1 0 9.09 0 0 10.00

Divergent 10 variable
strong

0.16–
0.25

11 9.09 0 6 0 4.26 8 0 2.17 11 9.09 0

Divergent 10 variable
moderate
to strong

0.06–
0.24

10 0 0 10 0 0 4 0 6.25 0 0 10.00

Homogenizing 5 strong 0.1 5 0 0 5 0 0 0 NA 5.00 0 0 5.00

Homogenizing
/ Divergent

2/2 strong 0.1 2/2 0 0 2/2 0 0 2/0 0 2.00 0/2 0 2.00

doi:10.1371/journal.pone.0158216.t002
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between populations belonging to the same cluster but different sub-clusters (GST = 0.056 S8C
and S8D Fig), which was subsequently higher than the differentiation between populations
belonging to the same cluster and the same sub-cluster but different elevations (GST = 0.013,
S8E Fig). This resulted in decreasing genome-wide parameters inferred by HBM from broad to
local scales: μCluster = 1.3 (with 95%CI = [1.28;1.35])> μSubCluster = 1.14 [1.1;1.19]> μElev =
-0.03 [-0.06;-0.001]. The extent of differentiation between elevations within sub-clusters was
quite low compared to the extent of differentiation among populations belonging to different
clusters (GST = 0.063) and sub-clusters (GST = 0.056): the GST varied between 0.003 in site 9
(Romania) and 0.015 in site 4 (Issole, France) (S9 Fig).

HBM did not detect outliers above the neutral background suggesting no tendency of divergent
selection between high and low elevations replicated in the different sites. Two SNPs were detected
below the neutral background: SNP 26 and SNP 111 (Fig 2 and S1 Table). However, these two out-
liers were caused by rare variants rather than by homogenizing selection. SNP 26 was monomor-
phic except in sites 2 and 5 (Ventoux and Vesubie, East France): the minor allele was brought by
three and one heterozygotes at low elevation in each site, respectively. SNP 111 was monomorphic
except in site 5 at low elevation and was represented by one homozygote. These two SNPs were
removed from within-site outlier detection tests in sites in which they were monomorphic.

3. Within-site outlier detection
3.1. Results using simulated data. SBM was applied to simulated data corresponding to

individual study sites, and was less powerful than HBM as it failed to detect true positives in

Fig 2. Hierarchical (multi-site) outlier detection.Result of HBM (hierarchical Bayesian approach) on the
complete A. alba dataset. θElev(m) are locus-specific effects on genetic differentiation among populations
belonging to different elevations. On the left, the estimated values of θElev(m) with their 95% posterior credible
intervals. The markers are sorted by decreasing values of θElev(m) and the dotted lines represent the inter-
quantile limits [Q1-1.5(Q3-Q1); Q3+1.5(Q3-Q1)]. On the right, the distribution of θElev(m) and the fitted normal
distribution. The arrow indicates the two loci detected below the neutral background in the complete dataset
under a 1% probability threshold.

doi:10.1371/journal.pone.0158216.g002
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many cases: under selection strengths of 0.1 and below, as well as under variable selection
strength among loci (Table 2).

The detection power of SBM (with 1% threshold) and BAYESCAN (with prior odd 10000)
was quite comparable under scenarios of uniform selection among loci, with minor differences
only. However, BAYESCAN was less powerful than SBM under scenarios of variable selection
among loci, as it produced more false-positives and more false-negatives.

The hierarchical approach implemented in HBM (under 1% threshold) was generally more
powerful than within-site analyses, as the FDR was equal to 0% in all cases except one (one loci
under very strong selection of strength s = 0.5). The FNR of HBM was also lower than the FNR
of intra-site approaches, except in one scenario (10 loci under variable selection among loci,
with selection strength ranging between s = 0.16 and s = 0.25) at which HBM detected only 6
outliers (i.e. four false-negatives) while SBM detected 8 outliers (i.e. two false-negatives) and
BAYESCAN detected 11 outliers (i.e. one false-positive).

3.2. Results obtained using Abies data. A summary of the outliers detected using the dif-
ferent within-site approaches is provided in Fig 3, Table 3 and S1 Table.

The coalescent approach (FDIST) detected a total of 97 outliers, all sites confounded: 64
outliers were below the neutral background and 33 outliers were above the neutral background
(S1 Table). The number of outliers in each study site detected by FDIST varied between five in
the site 7 (Italy ‘Colle dell’Abete’) and twenty-two in site 9 (Romania). In site 8 (Bulgaria), the
differentiation between elevations was too low to infer meaningful migration rates and to iden-
tify outliers through FDIST.

SBM detected a total of 16 outliers (S10 Fig and S1 Table) located in different transcripts:
three in site 1 (SNPs 29, 65 and 194), four in site 2 (SNPs 56, 69, 113, and 258), three in site 5
(SNPs 99, 157 and 234), two in site 6 (SNPs 61 and 84), one in site 7 (SNP 203), two in site 9
(SNP 58 and 255), one in site 10 (SNP 161). In particular, SBM validated 12 outliers above the
neutral background detected by FDIST (SNPs 29, 58, 61, 65, 84, 99, 113, 157, 161, 203, 255 and
258, Fig 3 and S10 Fig) and detected three additional outliers below the neutral background not
detected by FDIST (SNPs 69, 194 and 234). Additionally, SNP 56 was detected below the neu-
tral background by both FDIST and SBM but in different sites (1 and 2 respectively).

BAYESCAN detected no outliers with a prior odd of 10000.

Fig 3. Within-site outlier detection.Results of FDIST and SBMwithin each A. alba and A. cephalonica
study sites. It is noteworthy that some outliers were detected in two study sites.

doi:10.1371/journal.pone.0158216.g003
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4. Within-site Genotype-Environment Association tests (GEAs)
GEAs were conducted in order to address the question of altitudinal adaptation at the genotype
level. GEAs aimed at testing whether a genotype was more or less abundant at a given elevation
than expected under the hypothesis of balanced genotypic frequencies between elevations.
Among the 13374 associations tested (all sites, elevations, SNPs and genotypes confounded),
10306 (77.06%) were non-significant, while 3068 (22.94%) were significant, suggesting either a
positive or a negative association of a given genotype (homozygote or heterozygote) at a given
(low or high) elevation.

Because a large proportion of outliers under divergent selection previously detected are
expected to be false-positives, we further focused on the 12 consistent outliers for divergent
selection detected twice by the two independent approaches FDIST and SBM respectively
(Table 3). For all of them, significant GEAs were observed in the study sites where they were
detected, with contrasted patterns between low and high elevations (S2 Table). For example, at
SNP 157, homozygotes (GG) were more abundant at low elevation than expected under the
hypothesis of balanced genotypic frequencies between elevations (resulting in a positive associ-
ation) in the study site 5 (where this SNP was detected as outlier for divergent selection).
Homozygotes (GG) were also less abundant at high elevation than expected (resulting in a neg-
ative association) and heterozygotes (AG) were more abundant at high elevation than expected
(resulting in a positive association).

Discussion

1. Power of Bayesian modelling approaches (HBM, SBM and
BAYESCAN) to detect homogenizing and divergent selection in
replicated population pairs (simulations)
Bayesian approaches are known to be more stringent than methods based on coalescent simula-
tions for identifying FST-outliers [36, 50]: even if Bayesian approaches may miss some true-posi-
tives, they often produce less false-positives than the coalescent approach by Beaumont and
Nichols [26]. This observation was confirmed in our study, where significantly more outliers were
detected using FDIST than using BAYESCAN or SBMwhen applied toA. alba data (S1 Table).

Table 3. Consistent outliers detected twice above the neutral background (by two different
approaches). The first column describes the SNP number, the second column the SNP ID. The third column
describes the study site in which the outliers were detected and the method used: FDIST (within-site coales-
cent method) and SBM under a 1% threshold (within-site Bayesian method). Study sites IDs are described in
Table 1. The complete list of outliers detected, all methods confounded, is provided in S1 Table.

SNP N° SNP ID Study site ID (method)

29 contig02088.183 Site 1 (FDIST),(SBM)

58 contig03942.73 Site 9 (FDIST),(SBM)

61 contig04538.344 Site 6 (FDIST),(SBM)

84 contig06968.51 Site 6 (FDIST),(SBM)

113 contig11291.4439 Site 2 (FDIST),(SBM) / Site 7 (FDIST)

157 contig16125.157 Site 5 (FDIST),(SBM)

161 contig16332.419 Site 1 (FDIST) / Site 10 (FDIST),(SBM)

203 contig20694.1090 Site 7 (FDIST),(SBM)

255 contig09373.367 Site 9 (FDIST),(SBM)

65 contig05004.249 Site 1 (FDIST),(SBM)

99 contig08649.617 Site 5 (FDIST),(SBM)

258 contig15452.813 Site 2 (FDIST),(SBM)

doi:10.1371/journal.pone.0158216.t003
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The power of BAYESCAN (with prior odd 10000) and SBM was also explored in more
details through simulated data, revealing minor differences in the detection power of the two
approaches (Table 2). These differences are probably caused by differences between the two
methods, including mathematical formulation, programming, Markov Chain Monte Carlo
sampling algorithm, and decision strategy. Especially, BAYESCAN and the Bayesian models
developed here (HBM and SBM) use different differentiation indices: BAYESCAN estimates a
locus-specific-population FST close to Wright’s FST, while the models introduced here use pair-
wise Nei’s GST. Locus-specific GST values were globally lower than FST values (μ = 0.010 vs
0.017), but also more variable (σ = 0.013 vs 0.010) which probably facilitates the inference of
locus-specific parameters (S11 Fig). In addition, HBM and SBM partition pairwise GST between
populations into genome-wide and locus-specific parameters, while BAYESCAN partitions
locus-population-specific FST coefficients that measure the shared ancestry within each of the
subpopulations. Moreover, the models encoded here do not use a composite likelihood to iden-
tify outliers and thus do not require locus-specific prior odds. Instead, there is no a priori
assumption and a p-value is directly attributed to each marker from the inferred normal distri-
bution of locus-specific parameters, leading to faster computation and allowing the detection
of outliers below and above the neutral background.

Simulations revealed the high power of the hierarchical approach to detect both homogeniz-
ing and divergent selection in replicated population pairs: the false discovery rate was always
very low, and outliers detected under a 1% threshold may be reasonably considered as truly
under selection (Table 2 and S5–S7 Figs). However, HBMmay fail to detect some loci under
selection and the false-non-discovery rate may be high when the selection strength is weak
(because the extent of differentiation is not strong enough to be outside the neutral back-
ground), particularly when many loci are selected and the selection strength is variable among
loci (because the distribution of locus-specific parameters is empirically drawn and becomes
wider when the number of selected loci increases). Nevertheless, HBM was more powerful than
within-site Bayesian approaches (BAYESCAN and SBM) as it detected no (or few) false-posi-
tives with a FNR lower than intra-site approaches. In particular, it was able to detect replicated
patterns of locus-specific divergence caused by moderate to strong selection strength that have
not been detected when analyzing the different study sites independently through SBM
(Table 2). This reinforces the idea that testing for local adaptation not only requires replicated
population pairs at different study sites, but also the use of ad hocmodels able to take into
account replicated sites simultaneously with respect to their genome-wide genetic structure.
On the other hand, HBM was designed to detect patterns of local adaptation replicated in the
different study sites, but it was intrinsically unable to detect divergent selection particular to
one or a few sites. Therefore, such hierarchical approach remains highly sensitive to heteroge-
neous selection among replicated population pairs, and testing for adaptation within each site
remains essential to finely explore the process of adaptation within sites spread across broad
geographical scales.

2. Altitudinal adaptation across the southern distribution range of Abies
alba
Altitudinal gradients have attracted much attention because they display strong ecological vari-
ations (e.g. temperature, solar irradiance and precipitation) over short geographical scales [10,
37, 79, 80], and many studies have provided evidence of local adaptation to elevation in a vari-
ety of plant species at both phenotypic [81–83] and molecular levels [18, 19, 61, 84–88]. This
study addresses the question of altitudinal adaptation across large spatial scales, fromWestern
to Eastern Europe, using a dataset composed of 273 expressed SNPs located in candidate genes.
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The analysis of neutral genetic variation showed a clear hierarchical genetic structure into
clusters (K = 2) and sub-clusters (K = 4), as further confirmed by decreasing estimates of
genome-wide parameters across geographical scales (μCluster> μSubCluster> μElev). This observa-
tion was concordant with a classical ‘isolation-by-distance’model, in which the extent of neu-
tral genetic differentiation increases with geographic distance because of limitations in gene
flow caused by the geographic distance itself.

The hierarchical Bayesian model (HBM) detected only two SNPs below the neutral back-
ground (SNPs 26 and 111) but no common trend of divergent selection between elevations in
sites spread across the whole southern distribution of silver fir. On the contrary, within-site
analyses allowed the detection of many outliers (S1 Table) but most of them are probably false-
positives, as the majority was detected in only one study site and by the coalescent (FDIST)
approach only, and not validated by any of the Bayesian approaches (SBM or BAYESCAN).
These genes may either be neutral or under too weak selection strength to be detected by the
Bayesian approaches, thus making the distinction between true and false-positives extremely
complicated. Especially, the demographic histories experienced by populations inhabiting the
different sites (for example bottleneck or fast expansion) would also affect allele frequency
spectra, resulting in the discovery of false-positives or false-negatives by selection tests [27, 89,
90]. Even if Bayesian approaches [25, 28] are known to be less sensitive to neutral processes
and less prone to detect false-positives than the coalescent approach [36, 50, 91], they may
remain sensitive to demographic processes [32, 36, 50, 55, 56, 92]. However, the confounding
effects of demography and selection have not been fully explored yet, and it is impossible to
conclude whether the genes showing a departure from neutral expectations in one site and
only detected by a single approach are true-positives or not, without knowing if the different
populations have experienced strong demographic changes. In addition, the relative measures
of divergence used by these methods (FST, GST) are sensitive to heterogeneous recombination
rates in the genome. For example, centromeric or rearranged regions, where recombination is
reduced, are expected to be more differentiated than the rest of the genome [34], and SNPs
located in these regions are likely to be false-positives. However, the location of the targeted
contigs and SNPs on the chromosomes of the species is unfortunately unknown. At last, the
SNPs detected below the neutral background cannot be viewed as being involved in local adap-
tation caused by elevation and will not be considered thereafter.

Twelve SNPs (Table 3) may nonetheless be reasonably considered under divergent selection
in one study site (SNPs 29, 58, 61, 65, 84, 99, 113, 157, 161, 203, 255 and 258), as they were
detected above the neutral background by both FDIST and SBM and they were corroborated
by contrasted GEAs between elevations at study sites in which they were detected. It is however
unclear why these 12 SNPs were not detected by BAYESCAN, and several reasons may be
invoked: (i) the selection strength may have been too weak to allow their detection by BAYES-
CAN (as suggested by the results on simulated data), (ii) the dataset size may be too small to
allow a reliable outlier detection, and/or (iii) a prior odd of 10000 may be too stringent to detect
outliers in scans of expressed candidate SNPs [88]. In fact, prior odds up to 10000 (that means
that each SNP is ten thousand times more likely to be neutral than to be under selection) are
commonly used to identify candidate loci in the context of genome wide association studies
with millions of SNPs. However, each SNP analyzed through a genome scan of candidate genes
is expected to be as much or more likely selected than neutral, and a prior odd of 10000 would
probably lack true positives in this context. In addition, local demographic events may also
produce false-positives, but the sensitivity of the different methods used (FDIST, BAYESCAN,
SBM) has not been explored in this study.

These 12 consistent outliers (out of 273 analyzed) were particular to one study site, and the
proportion of consistent outliers within each study site varied between 0% and 0.95% (S3

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 16 / 26



Table). These estimates may however be biased by the size of the dataset. Indeed, this study
focused on a set of 273 SNPs within 177 transcripts, which is far from being representative of
the entire genome, and local adaptation may have targeted other genes not examined in this
study. Moreover, the SNPs analyzed here are located in expressed candidate genes and there-
fore this set of SNPs is probably enriched in selected SNPs, which may result in an over-estima-
tion of the true proportion of selected SNPs in the entire genome. Nevertheless, these estimates
are comparable to those obtained by other experimental surveys of altitudinal adaptation in
Fagus sylvatica. In the Mediterranean area, Jump et al. [93] detected one outlier locus out of
241 scored (0.4%) in the Mountains of Catalonia in north-eastern Spain, while Csilléry et al.
[88] detected only three marginally significant outliers out of 546 scored SNPs (0.5%) in the
Mont Ventoux study site in south-eastern France. Also, Pluess andWeber [94] detected 13 out-
lier loci out of 517 scored (2.5%) in the lowland forests of Switzerland. In Abies alba, adaptive
variations have recurrently been reported for quantitative traits, isozymes, and candidate genes
(sequences and SNPs data) in European wild populations [18, 60–63]. In particular,
Roschanski et al. [62] recently provided evidence of local adaptation to drought and cold toler-
ance in the French Alps at both molecular and phenotypic levels. They identified 16 outlier out
of 267 SNPs (~6%) that showed patterns of divergent selection, and 8 genes containing SNPs at
which allelic frequencies were correlated with bioclimatic variables. Among the SNPs they ana-
lyzed, one (0.37%) showed evidence of adaptation to altitude. In addition, two consistent SNPs
detected here (SNP 65 in the Pyrenees and SNP 157 in the French Alps) were also detected as
being involved in adaptation by Roschanski et al., providing thus additional evidence of local
adaptation in A. alba.

Taken together, the results obtained through hierarchical and within-site approaches
revealed only weak evidence of local adaptation to altitude, as idiosyncratic patterns among
study sites were detected by the within-site FDIST and SBM approaches only (see for example
variations in genotypic frequencies among sites at SNP 255, Fig 4). It is however not surprising
to find site-specific evidence of selection not detected by the hierarchical (multi-site) approach,
as the process of local adaptation to elevation is probably confounded with the processes of
adaptation caused by large-scale factors not explored in this study (i.e. variations in environ-
mental conditions between clusters, sub-clusters or sites). Indeed, the analyzed study sites may
not be exactly ‘true’ replicates of the altitudinal contrasts as the range of ecological conditions
might vary among them. In particular, the sampled populations occur at different elevations
(Table 1), and the ecological conditions they experience may differ in many ways, including
temperature, solar irradiance, length of the growing season, rainfall, soil type, water and nutri-
ents availability and/or pathogens. In addition, the populations inhabiting the different study

Fig 4. Idiosyncrasy between sites.Observed genotypic frequencies in the different sites at SNP 255
(genotypes CC, CT and TT). SNP 255 was detected by two within-site outlier detection methods (FDIST and
SBM) in site 9 (purple line), but in no other site. In addition, significant GEAs were detected in site 9 (S2
Table).

doi:10.1371/journal.pone.0158216.g004
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sites belonged to different lineages/gene pools as revealed by the complex biogeographic struc-
ture fromWest to East Europe: these populations may thus have adapted differently because
different ancestral gene pools were exposed to selection. It is thus not surprising that different
loci would have been under selection in the different study sites.

The 12 consistent outliers for divergent selection detected twice by within-site approaches
and validated by significant GEAs were the strongest possible targets of natural selection, and
are thus good candidates for exploring in detail the molecular bases of altitudinal adaptation in
Abies. These SNPs are probably independent and not significantly linked to each other, or to
other SNPs not analyzed in this study. They are located in different expressed genes (i.e. con-
tigs, with size varying between 418 and 2340 bp, S4 Table) and we do not expect the presence
of other -not genotyped- SNPs in the same transcripts or in other transcripts adjacent to those
targeted in this study. Moreover, linkage disequilibrium is supposed to decay fast within genes
in natural settings (within 100 bp), as suggested by Heuertz et al. [95] and Pavy et al. [96] in
other coniferous species. For example, SNPs 157 and 158 were located in the same contig (428
bp apart) but only one of them (SNP 157) was detected by SBM and considered as a consistent
outlier for selection. It confirms that linkage disequilibrium decreases sufficiently fast to pre-
vent hitchhiking between close SNPs, and it proves the robustness of the Bayesian method
SBM to potential linkage between a selected SNP and neutral SNPs located in the same or in
adjacent contigs.

In this respect, functional annotation may help to identify the metabolic pathways as well as
the biological process involved in local adaptation (S4 Table). Especially, it needs to be stressed
that six consistent outliers are located in transcripts involved in primary metabolic processes
(SNPs 29, 58, 84, 113, 157 and 161) and three in a gene involved in nitrogen compound meta-
bolic process (SNPs 65, 99 and 258). Primary metabolic processes -among which photosynthe-
sis, carbon assimilation and sugar metabolism- are crucial for plants survival and development,
and our results suggest that genes involved in primary metabolism pathways would be targeted
by natural selection in European fir species. In particular, solar irradiance is a major constraint
for plant development, and the processes related to photosynthesis and carbon assimilation
have repeatedly been identified as being targets of natural selection in plant populations [10,
97–101]. In addition, the primary products of photosynthesis and the activity of enzymes
involved in sugar metabolism may vary with altitude as demonstrated by Kumar et al. [102] in
grass species. Our results open the question of how metabolic variation in photosynthetic
metabolism, sugar biosynthesis and their regulatory pathways may be genetically driven and
structured by natural selection along altitudinal gradients. However, fleshing out our under-
standing on local adaptation to altitude would require a more detailed investigation of the
adaptation process at the phenotypic level through quantitative genetic approaches (such as
reciprocal transplants), and a fine exploration of the genetic architecture behind metabolic,
physiological and morphological variations in wild populations (via association genetics and
QTL analyses).

Supporting Information
S1 Fig. Hierarchical design.Hierarchical design used for the simulated data and A. alba data-
sets. For simulations, migration rates ‘m1’, ‘m2’ and ‘m3’ refers to the migration rate between
clusters (minter-clusters), between sub-clusters within clusters (minter-subclusters), and within sub-
clusters respectively (minter-populations).
(TIF)

S2 Fig. Within-site genotypes-environment associations (GEAs).Methodology flowchart.
(TIF)
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S3 Fig. Genetic structure. Evanno’s ΔK posterior to STRUCTURE analysis.
(TIF)

S4 Fig. Results of HBM on simulated data under a scenario of no selection. The points show
the inferred θElev(m) with their 95% credible intervals. The dotted lines represent the inter-quan-
tile limits [Q1-1.5(Q3-Q1); Q3+1.5(Q3-Q1)].
(TIF)

S5 Fig. Results of HBM on simulated data under scenarios of divergent selection (uniform
among loci). One to 10 loci (out of 100) were submitted to divergent selection between eleva-
tions, with a uniform selection strength among loci (s) varying between 0.05 and 0.99. The
plots show inferred θElev(m) with their 95% credible intervals in the most extreme cases. The
dotted lines represent the inter-quantile limits [Q1-1.5(Q3-Q1); Q3+1.5(Q3-Q1)]. The absolute
number of outliers detected in each case is shown at the top-right of the different plots: (a) 1%
threshold, (b) 5% thresholds.
(TIF)

S6 Fig. Results of HBM on simulated data under scenarios of divergent selection (variable
among loci). Ten loci (out of 100) were submitted to divergent selection between elevations,
with a variable selection strength among loci: weak selection (s = [0.05,0.15], left panel), inter-
mediate selection (s = [0.15,0.25], middle panel), and wide selection (s = [0.05,0.25], right
panel). The plots show the inferred θElev(m) with their 95% credible intervals. The dotted lines
represent the inter-quantile limits [Q1-1.5(Q3-Q1); Q3+1.5(Q3-Q1)]. The absolute number of
outliers detected in each case under 1% (a) and 5% (b) thresholds is shown at the top-right of
the different plots.
(TIF)

S7 Fig. Results of HBM on simulated data under scenarios of homogenizing selection
between elevations (left panel) and of a combination of homogenizing and divergent selec-
tion between elevations (right panel). In the left panel, 5 loci (out of 100) were submitted to
homogenizing selection (s = 0.1, uniform among loci). In the right panel, 4 loci (out of 100)
were submitted to selection: 2 under homogenizing selection (s = 0.1, uniform among loci),
and 2 under divergent selection (s = 0.1, uniform among loci). The plots show the inferred θElev
(m) with their 95% credible intervals. The dotted lines represent the inter-quantile limits [Q1-
1.5(Q3-Q1); Q3+1.5(Q3-Q1)]. The absolute number of outliers detected in each case under 1%
(a) and 5% (b) thresholds is shown at the top-right of the different plots.
(TIF)

S8 Fig. Inferred GST in A. alba.Distributions of locus-specific GST among pairs of A. alba pop-
ulations (site×elevation) inferred using the hierarchical approach (HBM). Population pairs
were classified depending on their membership to the same cluster (K = 2), sub-cluster (K = 4),
and elevation according to the hierarchical approach, cases (a) to (f). The table included below
shows the mean GST for each case (a) to (f) and details how GST values are partitioned into
genome-wide and locus-specific effects by HBM. Notice that the parameters μClus, μSubClus
and/or μElev are not applied when the populations (i,j) belong to the same cluster (kClus(i,j) = 0),
to the same sub-cluster (kSubClus(i,j) = 0), and/or to the same elevation (kElev(i,j) = 0).
(TIF)

S9 Fig. Inferred GST in A. alba. Distribution of locus-specific GST between elevations within
each study site inferred through classical ‘within-site’ approach (SBM). The values above the
plot show the mean differentiation among all markers in each site. Sites ID are described in
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Table 1.
(TIF)

S10 Fig. Within-site outlier detection in A. alba. Results of SBM within each A. alba and A.
cephalonica site. The arrows indicate the detected outliers for homogenizing (left-tail) and
divergent (right-tail) selection under 1% threshold. Sites IDs are described in Table1.
(TIF)

S11 Fig. Within-site genetic differentiation in A. alba. Comparison of locus-specific differen-
tiation indices estimated within the different sites: FST is estimated using BAYESCAN and
Nei’s GST is estimated using SBM. Different symbols were used for the different sites.
(TIF)

S1 Method. Populations simulation.
(PDF)

S2 Method. Within-site genotypes-environment associations (GEAs). R script and func-
tions.
(PDF)

S1 Table. Outliers detection in A. alba and A. cephalonica using different approaches (hier-
archical and within-site approaches).Outliers are sorted by their position relative to the neu-
tral background: I. Outliers detected above the neutral background; II. Outliers detected above
the neutral background in one site and below the neutral background in another site; III. Outli-
ers detected below the neutral background. The first column describes the SNP number, the
second column the SNP ID. The third column describes the study site in which the outliers
were detected and the method used: (a) HBM under a 1% threshold (hierarchical multi-site
Bayesian method), (b) FDIST (within-site coalescent method), (c) BAYESCAN (within-site
Bayesian method), (d) SBM under a 1% threshold (within-site Bayesian method). Study sites
IDs are described in Table 1. The 12 outliers detected twice above the neutral background (by
two different approaches) are shaded in grey.
(PDF)

S2 Table. Results of GEAs for the 12 consistent candidate SNPs for divergent selection
between elevations. The first column describes the SNP number, the second column the SNP
ID, the third column describes the study site in which the SNP was detected as outlier for diver-
gent selection (study sites IDs are described in Table 1) and the fourth column describes the
alleles genotyped. The columns 5 to 10 describes the results of GEAs at low (columns 5 to 7)
and high elevations (columns 8 to 10) for each genotype (homozygotes and heterozygote):
‘Homozygote 1’ is the first homozygote and ‘Homozygote 2’ is the second homozygote (for e.g.:
for two alleles (C) and (T), (CC) is the homozygote 1 and (TT) the homozygote 2); ‘+’ indicates
a positive association, ‘-’ indicates a negative association, ‘ns’ a non-significant association, and
‘NA’ a missing value (because the SNP is monomorphic in the study site.
(PDF)

S3 Table. Proportion of consistent outliers detected in each study site.
(PDF)

S4 Table. BlastX and functional annotation of the transcripts containing the 12 consistent
candidate SNPs for divergent selection between elevations.
(PDF)

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 20 / 26

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s010
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s011
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s012
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s013
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s014
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s015
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s016
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158216.s017


Acknowledgments
Funding was provided by the ERAnet BiodivERsA project ‘LinkTree’ (ANR-08-Biodiversa-
006-06), the ERAnet BiodivERsA project 'TipTree' (ANR-12-EBID-0003) and COST Action
FP 1202. GGV was also supported by a grant by the Italian MIUR project ‘Biodiversitalia’
(RBAP10A2T4). LB was funded by a ‘Young Scientist Contract’ (INRA, CJS). We thank Frédé-
ric Jean, Norbert Turion, Olivier Gilg (UEFM, INRA Avignon), Carlo Urbinati, Valeria Gal-
lucci, Alma Piermattei and Emidia Santini (Università Politecnica delle Marche) for their help
with fieldwork. The Ente Parco Nazionale del Gran Sasso e Monti della Laga kindly granted
permission for sampling and logistic support. We also thank Etienne Klein (BioSP, INRA Avi-
gnon) for its critical review of the hierarchical Bayesian model. Last, we thank EuroGeo-
graphics for the administrative boundaries of the European basemap used in Fig 1.

Author Contributions
Conceived and designed the experiments: GGV BF. Performed the experiments: ADD PZ FP
CL DP AP SL GGV BF AMR. Analyzed the data: LB DP. Wrote the paper: LB GGV BFML.
Contributed to sampling: ADD PZ FP CL DP AP. Managed SNP genotyping: SL GGV BF DP
AMR. Wrote the code of the hierarchical Bayesian models introduced here (HBM and SBM),
did the simulations, ran HBM and SBM, FDIST and BAYESCAN: LB. Ran STRUCTURE: DP
ML TK. Wrote the article under the supervision of GGV BF ML: LB.

References
1. Savolainen O, Pyhäjärvi T, Knürr T. Gene flow and local adaptation in trees. Annu Rev Ecol Evol Syst.

2007; 38:595–619.

2. Brousseau L, Bonal D, Cigna J, Scotti I. Highly local environmental variability promotes intrapopula-
tion divergence of quantitative traits: an example from tropical rain forest trees. Annals of Botany.
2013; 112(6):1169–79. doi: 10.1093/aob/mct176 PMID: 24023042

3. Callister A, Collins S. Genetic parameter estimates in a clonally replicated progeny test of teak (Tec-
tona grandis Linn. f.). Tree Genetics & Genomes. 2008; 4:237–45.

4. Carnegie A, Johnson I, Henson M. Variation among provenances and families of blackbutt (Eucalyp-
tus pilularis) in early growth and susceptibility to damage from leaf spot fungi. Canadian Journal of
Forest Research. 2004; 34:2314–26.

5. Chambel M, Climent J, Alía R. Divergence among species and populations of Mediterranean pines in
biomass allocation of seedlings grown under two watering regimes. Ann For Sci. 2007; 64(1):87–97.
doi: 10.1051/forest:2006092

6. Cordell S, Goldstein G, Mueller-Dombois D, Webb D, Vitousek PM. Physiological and morphological
variation inMetrosideros polymorpha, a dominant Hawaiian tree species, along an altitudinal gradi-
ent: the role of phenotypic plasticity. Oecologia. 1998; 113:188–96.

7. Costa e Silva J, Dutkowski GW. Analysis of early tree height in forest genetic trials is enhanced by
including a spatially correlated residuals. Canandian Journal of Forest Research. 2001; 31:1887–93.

8. Gonzalez-Martinez SC, Alia R, Gil L. Population genetic structure in a Maditerranean pine (Pinus
pinaster Ait.): a comparison of allozymemarkers and quantitative traits. Heredity. 2002; 89:199–206.
PMID: 12209390

9. Hodge GR, White TL. Genetic parameters estimates for growth traits at different ages in Splash Pine
and some implications for breeding. Silvae Genetica. 1992; 41:252–61.

10. Mimura M, Aitken SN. Local adaptation at the range peripheries of Sitka spruce. J Evol Biol. 2010; 23
(2):249–58. doi: 10.1111/j.1420-9101.2009.01910.x PMID: 20021549

11. Richardson B, Rehfeldt G, Kim MS. Congruennt climate-related genecological responses frommolec-
ular markers and quantitative traits for western white pine (Pinus monticola). International Journal of
Plant Science. 2009; 170:1120–31.

12. Kremer A, Le Corre V. Decoupling of differentiation between traits and their underlying genes in
response to divergent selection. Heredity. 2012; 108:375–85. doi: 10.1038/hdy.2011.81 PMID:
21915150

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 21 / 26

http://dx.doi.org/10.1093/aob/mct176
http://www.ncbi.nlm.nih.gov/pubmed/24023042
http://dx.doi.org/10.1051/forest:2006092
http://www.ncbi.nlm.nih.gov/pubmed/12209390
http://dx.doi.org/10.1111/j.1420-9101.2009.01910.x
http://www.ncbi.nlm.nih.gov/pubmed/20021549
http://dx.doi.org/10.1038/hdy.2011.81
http://www.ncbi.nlm.nih.gov/pubmed/21915150


13. Chen J, Källman T, Ma X, Gyllenstrand N, Zaina G, Morgante M, et al. Disentangling the roles of his-
tory and local selection in shaping clinal variation of allele frequencies and gene expression in Norway
Spruce (Picea abies). Genetics. 2012; 191(3):865–81. PMID: PMC3389980. doi: 10.1534/genetics.
112.140749

14. Ekberg I, Eriksson G, Dormling I. Photoperiodic reactions in conifer species. Ecography. 1979; 2
(4):255–63.

15. Rehfeldt GE, Jaquish BC, Sáenz-Romero C, Joyce DG, Leites LP, Bradley St Clair J, et al. Compara-
tive genetic responses to climate in the varieties of Pinus ponderosa and Pseudotsuga menziesii:
Reforestation. Forest Ecology and Management. 2014; 324(0):147–57.

16. Sáenz-Romero C, Guzmán-Reyna RR, Rehfeldt GE. Altitudinal genetic variation among Pinus
oocarpa populations in Michoacán, Mexico: Implications for seed zoning, conservation, tree breeding
and global warming. Forest Ecology and Management. 2006; 229(1–3):340–50.

17. Källman T, De Mita S, Larsson H, Gyllenstrand N, Heuertz M, Parducci L, et al. Patterns of nucleotide
diversity at photoperiod related genes in Norway spruce Picea abies (L.) Karst.]. PLoS ONE. 2014; 9
(5):e95306. doi: 10.1371/journal.pone.0095306 PMID: 24810273

18. Mosca E, Eckert AJ, Di Pierro EA, Rocchini D, La Porta N, Belletti P, et al. The geographical and envi-
ronmental determinants of genetic diversity for four alpine conifers of the European Alps. Molecular
Ecology. 2012; 21(22):5530–45. doi: 10.1111/mec.12043 PMID: 23058000

19. Hancock AM, Brachi B, Faure N, Horton MW, Jarymowycz LB, Sperone FG, et al. Adaptation to cli-
mate across the Arabidopsis thaliana genome. Science. 2011; 334(6052):83–6. doi: 10.1126/science.
1209244 PMID: 21980108

20. Parry ML. Climate Change 2007: impacts, adaptation and vulnerability: contribution of Working Group
II to the fourth assessment report of the Intergovernmental Panel on Climate Change: Cambridge Uni-
versity Press; 2007.

21. Kremer A, Ronce O, Robledo-Arnuncio JJ, Guillaume F, Bohrer G, Nathan R, et al. Long-distance
gene flow and adaptation of forest trees to rapid climate change. Ecology Letters. 2012; 15(4):378–
92. doi: 10.1111/j.1461-0248.2012.01746.x PMID: 22372546

22. Aitken SN, Yeaman S, Holliday JA, Wang T, Curtis-McLane S. Adaptation, migration or extirpation: cli-
mate change outcomes for tree populations. Evolutionary Applications. 2008; 1(1):95–111. doi: 10.
1111/j.1752-4571.2007.00013.x PMID: 25567494

23. Chevin L-M, Lande R, Mace GM. Adaptation, plasticity, and extinction in a changing environment:
towards a predictive theory. PLoS Biol. 2010; 8(4):e1000357. doi: 10.1371/journal.pbio.1000357
PMID: 20463950

24. Sork VL, Aitken SN, Dyer RJ, Eckert AJ, Legendre P, Neale DB. Putting the landscape into the geno-
mics of trees: approaches for understanding local adaptation and population responses to changing
climate. Tree Genet Genomes. 2013; 9(4):901–11.

25. Beaumont MA, Balding DJ. Identifying adaptive genetic divergence among populations from genome
scans. Molecular Ecology. 2004; 13(4):969–80. PMID: 15012769

26. Beaumont MA, Nichols RA. Evaluating loci for use in the genetic analysis of population structure. Pro-
ceedings of The Royal Society B: Biological Sciences. 1996; 263:1619–26.

27. Excoffier L, Hofer T, Foll M. Detecting loci under selection in a hierarchically structured population.
Heredity. 2009; 103(4):285–98. doi: 10.1038/hdy.2009.74 PMID: 19623208

28. Foll M, Gaggiotti O. A genome-scan method to identify selected loci appropriate for both dominant
and codominant markers: A Bayesian perspective. Genetics. 2008; 180(2):977–93. doi: 10.1534/
genetics.108.092221 PMID: 18780740

29. Lewontin RC, Krakauer J. Distribution of gene frequency as a test of the theory of the selective neu-
trality of polymorphisms. Genetics. 1973; 74(1):175–95. PMID: 4711903

30. Li J, Li H, JakobssonM, Li S, Sjödin P, Lascoux M. Joint analysis of demography and selection in pop-
ulation genetics: where do we stand and where could we go? Molecular Ecology. 2012; 21(1):28–44.
doi: 10.1111/j.1365-294X.2011.05308.x PMID: 21999307

31. Storz JF. Using genome scans of DNA polymorphism to infer adaptive population divergence. Molec-
ular Ecology. 2005; 14(3):671–88. PMID: 15723660

32. Lotterhos KE, Whitlock MC. Evaluation of demographic history and neutral parameterization on the
performance of FST outlier tests. Molecular Ecology. 2014; 23(9):2178–92. doi: 10.1111/mec.12725
PMID: 24655127

33. de Villemereuil P, Frichot É, Bazin É, François O, Gaggiotti OE. Genome scan methods against more
complex models: when and howmuch should we trust them? Molecular Ecology. 2014; 23(8):2006–
19. doi: 10.1111/mec.12705 PMID: 24611968

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 22 / 26

http://www.ncbi.nlm.nih.gov/pubmed/PMC3389980
http://dx.doi.org/10.1534/genetics.112.140749
http://dx.doi.org/10.1534/genetics.112.140749
http://dx.doi.org/10.1371/journal.pone.0095306
http://www.ncbi.nlm.nih.gov/pubmed/24810273
http://dx.doi.org/10.1111/mec.12043
http://www.ncbi.nlm.nih.gov/pubmed/23058000
http://dx.doi.org/10.1126/science.1209244
http://dx.doi.org/10.1126/science.1209244
http://www.ncbi.nlm.nih.gov/pubmed/21980108
http://dx.doi.org/10.1111/j.1461-0248.2012.01746.x
http://www.ncbi.nlm.nih.gov/pubmed/22372546
http://dx.doi.org/10.1111/j.1752-4571.2007.00013.x
http://dx.doi.org/10.1111/j.1752-4571.2007.00013.x
http://www.ncbi.nlm.nih.gov/pubmed/25567494
http://dx.doi.org/10.1371/journal.pbio.1000357
http://www.ncbi.nlm.nih.gov/pubmed/20463950
http://www.ncbi.nlm.nih.gov/pubmed/15012769
http://dx.doi.org/10.1038/hdy.2009.74
http://www.ncbi.nlm.nih.gov/pubmed/19623208
http://dx.doi.org/10.1534/genetics.108.092221
http://dx.doi.org/10.1534/genetics.108.092221
http://www.ncbi.nlm.nih.gov/pubmed/18780740
http://www.ncbi.nlm.nih.gov/pubmed/4711903
http://dx.doi.org/10.1111/j.1365-294X.2011.05308.x
http://www.ncbi.nlm.nih.gov/pubmed/21999307
http://www.ncbi.nlm.nih.gov/pubmed/15723660
http://dx.doi.org/10.1111/mec.12725
http://www.ncbi.nlm.nih.gov/pubmed/24655127
http://dx.doi.org/10.1111/mec.12705
http://www.ncbi.nlm.nih.gov/pubmed/24611968


34. Cruickshank TE, Hahn MW. Reanalysis suggests that genomic islands of speciation are due to
reduced diversity, not reduced gene flow. Molecular Ecology. 2014; 23(13):3133–57. doi: 10.1111/
mec.12796 PMID: 24845075

35. DeMita S, Thuillet AC, Gay L, Ahmadi N, Manel S, Ronfort J, et al. Detecting selection along environ-
mental gradients: analysis of eight methods and their effectiveness for outbreeding and selfing popu-
lations. Molecular Ecology. 2013; 22(5):1383–99. doi: 10.1111/mec.12182 PMID: 23294205

36. Narum SR, Hess JE. Comparison of FST outlier tests for SNP loci under selection. Molecular Ecology
Resources. 2011; 11:184–94. doi: 10.1111/j.1755-0998.2011.02987.x PMID: 21429174

37. Alberto FJ, Derory J, Boury C, Frigerio J-M, Zimmermann NE, Kremer A. Imprints of natural selection
along environmental gradients in phenology-related genes ofQuercus petraea. Genetics. 2013; 195
(2):495–512. doi: 10.1534/genetics.113.153783 PMID: 23934884

38. Fahrmeir L, Lang S. Bayesian inference for generalized additive mixed models based on Markov ran-
dom field priors. Journal of the Royal Statistical Society: Series C (Applied Statistics). 2001; 50
(2):201–20.

39. Beaumont MA, Rannala B. The Bayesian revolution in genetics. Nat Rev Genet. 2004; 5(4):251–61.
PMID: 15131649

40. Stephens M, Balding DJ. Bayesian statistical methods for genetic association studies. Nature reviews
Genetics. 2009; 10(10):681–90. doi: 10.1038/nrg2615 PMID: 19763151

41. Corander J, Waldmann P, Sillanpää MJ. Bayesian analysis of genetic differentiation between popula-
tions. Genetics. 2003; 163(1):367–74. PMID: 12586722

42. Falush D, Stephens M, Pritchard JK. Inference of population structure using multilocus genotype
data: linked loci and correlated allele frequencies. Genetics. 2003; 164(4):1567–87. PMID: 12930761

43. Gaggiotti OE, Foll M. Quantifying population structure using the F-model. Molecular Ecology
Resources. 2010; 10(5):821–30. doi: 10.1111/j.1755-0998.2010.02873.x PMID: 21565093

44. Eckert AJ, Bower AD, Gonzalez-Martinez SC, Wergrzyn JL, Coop G, Neale DB. Back to nature: eco-
logical genomics of loblolly pine (Pinus taeda, Pinaceae). Molecular Ecology. 2010; 19:3789–805.
doi: 10.1111/j.1365-294X.2010.04698.x PMID: 20723060

45. Eckert AJ, Heerwaarden JV, Wegrzyne JL, Nelson CD, Ross-Ibarra J, Gonzalez-Martinez SC, et al.
Patterns of population structure and environmental associations to aridity across the range of Loblolly
Pine (Pinus taeda L., Pinaceae). Genetics. 2010; 185:969–82. doi: 10.1534/genetics.110.115543
PMID: 20439779

46. Eveno E, Collada C, Guevara MA, Léger V, Soto A, Diaz L, et al. Contrasting patterns of selection at
Pinus pinaster Ait. drought stress candidate genes as revealed by genetic differenciation analyses.
Molecular Biology & Evolution. 2008; 25:417–37.

47. Prunier J, Laroche J, Beaulieu J, Bousquet J. Scanning the genome for gene SNPs related to climate
adaptation and estimating selection at the molecular level in boreal black spruce. Molecular Ecology.
2011; 20:1702–16. doi: 10.1111/j.1365-294X.2011.05045.x PMID: 21375634

48. Huber CD, Nordborg M, Hermisson J, Hellmann I. Keeping it local: evidence for positive selection in
Swedish Arabidopsis thaliana. Molecular Biology and Evolution. 2014; 31(11):3026–39. doi: 10.1093/
molbev/msu247 PMID: 25158800

49. Robertson A. Gene frequency distribution as a test of selective neutrality. Genetics. 1975; 81(4):775–
85. PMID: 1213275

50. Vilas A, Pérez-Figueroa A, Caballero A. A simulation study on the performance of differentiation-
based methods to detect selected loci using linked neutral markers. Journal of Evolutionary Biology.
2012; 25(7):1364–76. doi: 10.1111/j.1420-9101.2012.02526.x PMID: 22551238

51. Gompert Z, Buerkle CA. A hierarchical Bayesian model for next-generation population genomics.
Genetics. 2011; 187(3):903–17. doi: 10.1534/genetics.110.124693 PMID: 21212231

52. Slatkin M, Voelm L. FST in a hierarchical island model. Genetics. 1991; 127(3):627–9. PMID:
2016058

53. Foll M, Gaggiotti OE, Daub JT, Excoffier L. Hierarchical Bayesian model of population structure
reveals convergent adaptation to high altitude in human populations. BioRxiv. 2014.

54. Bazin E, Dawson KJ, Beaumont MA. Likelihood-free inference of population structure and local adap-
tation in a Bayesian hierarchical model. Genetics. 2010; 185:587–602. doi: 10.1534/genetics.109.
112391 PMID: 20382835

55. Hermisson J. Who believes in whole-genome scans for selection? Heredity. 2009; 103(4):283–4. doi:
10.1038/hdy.2009.101 PMID: 19654610

56. Siol M, Wright SI, Barett SCH. The population genomics of plant adaptation. New Phytologist. 2010;
188:313–32. doi: 10.1111/j.1469-8137.2010.03401.x PMID: 20696011

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 23 / 26

http://dx.doi.org/10.1111/mec.12796
http://dx.doi.org/10.1111/mec.12796
http://www.ncbi.nlm.nih.gov/pubmed/24845075
http://dx.doi.org/10.1111/mec.12182
http://www.ncbi.nlm.nih.gov/pubmed/23294205
http://dx.doi.org/10.1111/j.1755-0998.2011.02987.x
http://www.ncbi.nlm.nih.gov/pubmed/21429174
http://dx.doi.org/10.1534/genetics.113.153783
http://www.ncbi.nlm.nih.gov/pubmed/23934884
http://www.ncbi.nlm.nih.gov/pubmed/15131649
http://dx.doi.org/10.1038/nrg2615
http://www.ncbi.nlm.nih.gov/pubmed/19763151
http://www.ncbi.nlm.nih.gov/pubmed/12586722
http://www.ncbi.nlm.nih.gov/pubmed/12930761
http://dx.doi.org/10.1111/j.1755-0998.2010.02873.x
http://www.ncbi.nlm.nih.gov/pubmed/21565093
http://dx.doi.org/10.1111/j.1365-294X.2010.04698.x
http://www.ncbi.nlm.nih.gov/pubmed/20723060
http://dx.doi.org/10.1534/genetics.110.115543
http://www.ncbi.nlm.nih.gov/pubmed/20439779
http://dx.doi.org/10.1111/j.1365-294X.2011.05045.x
http://www.ncbi.nlm.nih.gov/pubmed/21375634
http://dx.doi.org/10.1093/molbev/msu247
http://dx.doi.org/10.1093/molbev/msu247
http://www.ncbi.nlm.nih.gov/pubmed/25158800
http://www.ncbi.nlm.nih.gov/pubmed/1213275
http://dx.doi.org/10.1111/j.1420-9101.2012.02526.x
http://www.ncbi.nlm.nih.gov/pubmed/22551238
http://dx.doi.org/10.1534/genetics.110.124693
http://www.ncbi.nlm.nih.gov/pubmed/21212231
http://www.ncbi.nlm.nih.gov/pubmed/2016058
http://dx.doi.org/10.1534/genetics.109.112391
http://dx.doi.org/10.1534/genetics.109.112391
http://www.ncbi.nlm.nih.gov/pubmed/20382835
http://dx.doi.org/10.1038/hdy.2009.101
http://www.ncbi.nlm.nih.gov/pubmed/19654610
http://dx.doi.org/10.1111/j.1469-8137.2010.03401.x
http://www.ncbi.nlm.nih.gov/pubmed/20696011


57. Kremer A, Potts BM, Delzon S. Genetic divergence in forest trees: understanding the consequences
of climate change. Functional Ecology. 2014; 28(1):22–36.

58. Wolf H. Silver fir (Abies alba). EUFORGEN Technical Guidelines for Genetic Conservation and Use.
2003.

59. Liepelt S, Cheddadi R, de Beaulieu J-L, Fady B, Gömöry D, Hussendörfer E, et al. Postglacial range
expansion and its genetic imprints in Abies alba (Mill.)—A synthesis from palaeobotanic and genetic
data. Review of Palaeobotany and Palynology. 2009; 153(1–2):139–49.

60. Mosca E, Eckert AJ, Liechty JD, Wegrzyn JL, La Porta N, Vendramin GG, et al. Contrasting patterns
of nucleotide diversity for four conifers of Alpine European forests. Evolutionary Applications. 2012; 5
(7):762–75. doi: 10.1111/j.1752-4571.2012.00256.x PubMed Central PMCID: PMCmedit. PMID:
23144662

61. Mosca E, González-Martínez SC, Neale DB. Environmental versus geographical determinants of
genetic structure in two subalpine conifers. New Phytologist. 2014; 201(1):180–92. doi: 10.1111/nph.
12476 PMID: 24102203

62. Roschanski AM, Csilléry K, Liepelt S, Oddou-Muratorio S, Ziegenhagen B, Huard F, et al. Evidence of
divergent selection for drought and cold tolerance at landscape and local scales in Abies albaMill. in
the French Mediterranean Alps. Molecular Ecology. 2016; 25(3):776–94. doi: 10.1111/mec.13516.
PMID: 26676992

63. Sagnard F, Barberot C, Fady B. Structure of Genetic diversity in Abies albaMill. from southwestern
Alps: multivariate analysis of adaptive and non-adaptive traits for conservation in France. Forest Ecol-
ogy and Management. 2002; 157(1–3):175–89. doi: http://dx.doi.org/10.1016/S0378-1127(00)00664-
2

64. Alizoti PG, Fady B, Prada MA, Vendramin GG. Mediterranean firs (Abies spp). EUFORGEN Technical
Guidelines for Genetic Conservation and Use. 2003.

65. Bella E, Liepelt S, Parducci L, Drouzas A. Genetic insights into the hybrid origin of Abies × borisii-
regisMattf. Plant Syst Evol. 2015; 301(2):749–59.

66. Kovmutak A. Study on species hybridization within the genus Abies. dendrobiologica A, editor.
VEDA, Bratislava1985.

67. Roschanski AM, Fady B, Ziegenhagen B, Liepelt S. Annotation and Re-Sequencing of Genes from
De Novo Transcriptome Assembly of Abies alba (Pinaceae). Applications in Plant Sciences. 2013; 1
(1):1200179. doi: 10.3732/apps.1200179

68. Conesa A, Götz S. Blast2GO: A comprehensive suite for functional analysis in plant genomics. Inter-
national Journal of Plant Genomics. 2008; 2008:1–12.

69. Jensen JD, Foll M, Bernatchez L. The past, present and future of genomic scans for selection. Molec-
ular Ecology. 2016; 25(1):1–4. doi: 10.1111/mec.13493 PMID: 26745554

70. Pritchard JK, Stephens M, Donnelly P. Inference of population structure using multilocus genotype
data. Genetics. 2000; 155(2):945–59. PMID: 10835412

71. Evanno G, Regnaut S, Goudet J. Detecting the number of clusters of individuals using the software
structure: a simulation study. Molecular Ecology. 2005; 14(8):2611–20. PMID: 15969739

72. Earl DA, vonHoldt BM. STRUCTURE HARVESTER: a website and program for visualizing STRUC-
TURE output and implementing the Evannomethod. Conservation Genet Resour. 2012; 4(2):359–61.

73. Nei M. Analysis of Gene Diversity in Subdivided Populations. Proceedings of the National Academy
of Sciences of USA. 1973; 70(12):3321–3.

74. Lunn DJ, Thomas A, Best N, Spiegelhalter D. WinBUGS—A Bayesian modelling framework: Con-
cepts, structure, and extensibility. Statistics and Computing. 2000; 10:325–37.

75. Peng B, Kimmel M. simuPOP: a forward-time population genetics simulation environment. Bioinfor-
matics. 2005; 21(18):3686–7. PMID: 16020469

76. Genovese C, Wasserman L. Operating characteristics and extensions of the false discovery rate pro-
cedure. Journal of the Royal Statistical Society: Series B (Statistical Methodology). 2002; 64(3):499–
517.

77. Sarkar SK. False discovery and false nondiscovery rates in single-step multiple testing procedures.
Annals of Statistics. 2006; 34(2006):394–415.

78. Excoffier L, Lischer HEL. Arlequin suite ver 3.5: a new series of programs to perform population genet-
ics analyses under Linux andWindows. Molecular Ecology Resources. 2010; 10(3):564–7. doi: 10.
1111/j.1755-0998.2010.02847.x PMID: 21565059

79. Angert AL, Schemske DW. The evolution of species' distributions: reciprocal transplants accross the
elevation ranges ofMimulus cardinalis &M. lewisii. Evolution. 2005; 59(8):1671–84. PMID: 16329239

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 24 / 26

http://dx.doi.org/10.1111/j.1752-4571.2012.00256.x
http://www.ncbi.nlm.nih.gov/pubmed/23144662
http://dx.doi.org/10.1111/nph.12476
http://dx.doi.org/10.1111/nph.12476
http://www.ncbi.nlm.nih.gov/pubmed/24102203
http://dx.doi.org/10.1111/mec.13516.
http://www.ncbi.nlm.nih.gov/pubmed/26676992
http://dx.doi.org/10.1016/S0378-1127(00)00664-2
http://dx.doi.org/10.1016/S0378-1127(00)00664-2
http://dx.doi.org/10.3732/apps.1200179
http://dx.doi.org/10.1111/mec.13493
http://www.ncbi.nlm.nih.gov/pubmed/26745554
http://www.ncbi.nlm.nih.gov/pubmed/10835412
http://www.ncbi.nlm.nih.gov/pubmed/15969739
http://www.ncbi.nlm.nih.gov/pubmed/16020469
http://dx.doi.org/10.1111/j.1755-0998.2010.02847.x
http://dx.doi.org/10.1111/j.1755-0998.2010.02847.x
http://www.ncbi.nlm.nih.gov/pubmed/21565059
http://www.ncbi.nlm.nih.gov/pubmed/16329239


80. Alberto FJ, Aitken SN, Alía R, González-Martínez SC, Hänninen H, Kremer A, et al. Potential for evo-
lutionary responses to climate change–evidence from tree populations. Global Change Biology. 2013;
19(6):1645–61. doi: 10.1111/gcb.12181 PMID: 23505261

81. Byars SG, Papst W, Hoffmann AA. Local adaptation and cogradient selection in the alipine plant, Poa
hiemata, along a narrow altitudinal gradient. Evolution Int J Org Evolution. 2007; 61(12):2925–41.

82. Oleksyn J, Modrzynski J, Tjoelker MG, Zytkowiak R, Reich PB, Karolewski P. Growth and physiology
of Picea abies populations from elevational transects: common garden evidence for altitudinal eco-
types and cold adaptation. Functional Ecology. 1998; 12(4):573–90.

83. Gonzalo-Turpin H, Hazard L. Local adaptation occurs along altitudinal gradient despite the existence
of gene flow in the alpine plant species Festuca eskia. Journal of Ecology. 2009; 97(4):742–51.

84. Poncet BN, Hermann D, Gugerli F, Taberlet P, Holderegger R, Gielly L, et al. Tracking genes of eco-
logical relevance using a genome scan in two independent regional population samples of Arabis
alpina. Molecular Ecology. 2010; 19(14):2896–907. doi: 10.1111/j.1365-294X.2010.04696.x PMID:
20609082

85. Namroud MC, Guillet-Claude C, Mackay C, Isabel N, Bousquet J. Molecular evolution of regulatory
genes in Spruces from different species and continents: Heterogeneous patterns of linkage desiquili-
brium and selection but correlated recent demographic changes. Journal of Molecular Evolution.
2010; 70:371–86. doi: 10.1007/s00239-010-9335-1 PMID: 20354847

86. Manel S, Poncet BN, Legendre P, Guguerli F, Holderegger R. Common factors drive adaptive genetic
variation at different spatial scales in Arabis alpina. Molecular Ecology. 2010; 19(17):3824–35. doi:
10.1111/j.1365-294X.2010.04716.x PMID: 20723057

87. Montesinos-Navarro A, Wig J, Xavier Pico F, Tonsor SJ. Arabidopsis thaliana populations show clinal
variation in a climatic gradient associated with altitude. New Phytologist. 2011; 189(1):282–94. doi:
10.1111/j.1469-8137.2010.03479.x PMID: 20880224

88. Csilléry K, Lalagüe H, Vendramin GG, González-Martínez SC, Fady B, Oddou-Muratorio S. Detecting
short spatial scale local adaptation and epistatic selection in climate-related candidate genes in Euro-
pean beech (Fagus sylvatica) populations. Molecular Ecology. 2014; 23(19):4696–708. doi: 10.1111/
mec.12902 PMID: 25156570

89. Nielsen R. Molecular signatures of natural selection. Annual Review Genetics. 2005; 39(1):197–218.

90. Nielsen R, Williamson S, Kim Y, Hubisz MJ, Clark AG, Bustamante C. Genomic scans for selective
sweeps using SNP data. Genome Research. 2005; 15(11):1566–75. PMID: 16251466

91. Beaumont MA. Adaptation and speciation: what can Fst tell us? Trends Ecol Evol. 2005; 20(8):435–
40. PMID: 16701414

92. Teshima KM, Coop G, Przeworski M. How reliable are empirical genomic scans for selective sweeps?
Genome Research. 2006; 16(6):702–12. PMID: 16687733

93. Jump AS, Hunt JM, Martinez-Izquierdo JA, Penuelas J. Natural selection and climate change: temper-
ature-linked spatial and temporal trends in gene frequency in Fagus sylvatica. Mol Ecol. 2006; 15
(11):3469–80. PMID: 16968284

94. Pluess AR, Weber P. Drought-Adaptation Potential in Fagus sylvatica: Linking Moisture Availability
with Genetic Diversity and Dendrochronology. PLoS ONE. 2012; 7(3):e33636. doi: 10.1371/journal.
pone.0033636 PMID: 22448260

95. Heuertz M, De Paoli E, Källman T, Larsson H, Jurman I, Morgante M, et al. Multilocus Patterns of
Nucleotide Diversity, Linkage Disequilibrium and Demographic History of Norway Spruce (Picea
abies (L.) Karst). Genetics. 2006; 174(4):2095–105. PMID: 17057229

96. Pavy N, Namroud MC, Gagnon F, Isabel N, Bousquet J. The heterogeneous levels of linkage disequi-
librium in white spruce genes and comparative analysis with other conifers. Heredity. 2012; 108
(3):273–84. doi: 10.1038/hdy.2011.72 PMID: 21897435

97. Voltas J, Chambel M, Prada M, Ferrio J. Climate-related variability in carbon and oxygen stable iso-
topes among populations of Aleppo pine grown in common-garden tests. Trees. 2008; 22(6):759–69.

98. Parent C, Crevecoeur M, Capelli N, Dat FJ. Contrasting growth and adaptive responses of two oak
species to flooding stress: role of non-symbiotic haemoglobin. Plant Cell & Environment. 2011; 34
(7):14.

99. Heschel MS, Riginos C. Mechanisms of selection for drought stress tolerance and avoidance in Impa-
tiens capensis (Balsaminaceae). America journal of Botany. 2005; 92(1):37–44.

100. Pineda-Garcia F, Paz H, Tinoco-Ojangueren C. Morphological and physiological differentiation of
seedlings between dry and wet habitats in a tropical dry forest. Plant Cell & Environment. 2011; 34
(9):1536–47.

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 25 / 26

http://dx.doi.org/10.1111/gcb.12181
http://www.ncbi.nlm.nih.gov/pubmed/23505261
http://dx.doi.org/10.1111/j.1365-294X.2010.04696.x
http://www.ncbi.nlm.nih.gov/pubmed/20609082
http://dx.doi.org/10.1007/s00239-010-9335-1
http://www.ncbi.nlm.nih.gov/pubmed/20354847
http://dx.doi.org/10.1111/j.1365-294X.2010.04716.x
http://www.ncbi.nlm.nih.gov/pubmed/20723057
http://dx.doi.org/10.1111/j.1469-8137.2010.03479.x
http://www.ncbi.nlm.nih.gov/pubmed/20880224
http://dx.doi.org/10.1111/mec.12902
http://dx.doi.org/10.1111/mec.12902
http://www.ncbi.nlm.nih.gov/pubmed/25156570
http://www.ncbi.nlm.nih.gov/pubmed/16251466
http://www.ncbi.nlm.nih.gov/pubmed/16701414
http://www.ncbi.nlm.nih.gov/pubmed/16687733
http://www.ncbi.nlm.nih.gov/pubmed/16968284
http://dx.doi.org/10.1371/journal.pone.0033636
http://dx.doi.org/10.1371/journal.pone.0033636
http://www.ncbi.nlm.nih.gov/pubmed/22448260
http://www.ncbi.nlm.nih.gov/pubmed/17057229
http://dx.doi.org/10.1038/hdy.2011.72
http://www.ncbi.nlm.nih.gov/pubmed/21897435


101. Carlson JE, Holsinger KE, Prunier R. Plant responses to climate in the cape floristic region of South
Africa: Evidence for adaptive differentiation in the Proteaceae. Evolution Int J Org Evolution. 2011; 65
(1):108–24.

102. Kumar N, Kumar S, Vats S, Ahuja P. Effect of altitude on the primary products of photosynthesis and
the associated enzymes in barley and wheat. Photosynth Res. 2006; 88(1):63–71. PMID: 16450048

Altitudinal Adaptation in European Firs

PLOS ONE | DOI:10.1371/journal.pone.0158216 July 8, 2016 26 / 26

http://www.ncbi.nlm.nih.gov/pubmed/16450048

