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The peculiar bioclimatic and geographic features of Corso—Sardinian islands may provide an ideal scenario for
investigating microevolutionary processes, given their large heterogeneity of environments, which could affect
dispersal and gene flow among populations, as well as processes of local adaptation. The genetic variation and
differentiation among populations of the endemic lizard Archaeolacerta bedriagae were studied by allozyme
electrophoresis at 20 presumptive loci. The genetic structure of this species is characterized by relatively high
levels of polymorphism and low differentiation among populations. The pattern of genetic differentiation cannot be
explained by genetic drift as a function of geographic distance. Genetic distance data show that genetic variation
is distributed into three geographically coherent population groups and suggest a recent (Late Pleistocene) origin
for the observed geographic fragmentation. The analysis of environmental correlates of allozymic variation
indicates a strong correlation of the Idh-1 locus with climatic variables. The frequency of the Idh-1'% allele is
negatively correlated with annual temperature, and positively correlated with annual precipitation. In addition,
the observed heterozygosity at this locus decreases towards more arid climatic regimes. The results obtained
support the assumption of differential selection acting on Idh-1 allozymes under diverse climates. An association
between Idh-1 allozymes and local bioclimatic regimes was also observed for the sympatric lizard Podarcis
tiliguerta, suggesting a key role for such selective agents on Idh-1 polymorphism in these two Corso—Sardinian
lacertids. © 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676.

ADDITIONAL KEYWORDS: allozyme electrophoresis — Archaeolacerta bedriagae — Corsica — environmental
correlates — Lacertidae — population differentiation — Sardinia.

INTRODUCTION Johnson, Adler & Cherry, 2000; Schluter, 2000;
Hewitt, 2001; Thorpe, Reardon & Maalhotra, 2005).
Various evolutionary factors may be more influential

. . . in populations from these islands than in mainland
for the study of microevolutionary processes (Darwin, . . . . . .
populations, including directional selection and

1858, 1859; Wallace, 1858.)' . shp wing struc genetic drift (Selander, 1976; Wright, 1978; Barton,
tural complexity force species to deal with increased . .
. . .. . 1996; Frankham, 1997; Clegg et al., 2002). Indeed,
heterogeneity of ecological conditions and with geo- . . .
species ranges might be fragmented and populations

graph%cal barriers both on Tero- apd MAacrogeo- 1 habiting ecologically diverse patches will be subject
graphical scales, and thus provide an ideal scenario . . .
to diverse selective factors. Island populations are

to investigate colonization processes, adaptive radia- usually limited in size, enhancing the effect of sto-

thIlS,. allopatric frag .entat.lon, and procefsses of chastic processes. Studies that have focused on the
genetic and morphological divergence (Soulé, 1976; . ..
evolutionary processes acting in insular ecosystems

Thorpe & Baez, 1987; Brown, Thorpe & Baez, 1991; have provided useful insights into the comprehension
of selection models and the evolutionary significance
*Correspondence: E-mail: salvi@uniroma3.it of selectively neutral molecular variation in various

Subsequent to the origin of the evolutionary theory,
islands have been considered as natural laboratories
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groups of organisms (Selander & Whittman, 1983;
Barton & Charlesworth, 1984; Givnish et al., 1995;
Gavrilets & Hastings., 1996; Grant, 1996; Stuessy
et al., 2006; Mappes et al., 2008).

The Mediterranean basin shows a wide variety of
insular systems with different origins and large struc-
tural and environmental complexity. Some of these
islands have been studied to test the biogeographical
hypotheses and evolutionary processes underlying the
pattern of species geographical variation (Gorman
et al., 1975; Capula, 1994a, b, 1996; Rossells, Cebrian
& Mayol, 2002; Gentile & Argano, 2005; Harris et al.,
2005; Brown et al., 2008; Carranza et al., 2008). The
Corso—Sardinian system was used in an early appli-
cation of the molecular clock hypothesis (Caccone
et al., 1997) because its endemic species have been
isolated from the sister species on the continental
landmasses from the early Miocene (Alvarez, 1972;
Alvarez, Franks & Nairn, 1973; Casula et al., 2001).
Currently, Corsica and Sardinia are environmentally
complex islands, highly heterogeneous, owing to the
influence of climate, orography, and topography. This
heterogeneity lead to the formation of natural barri-
ers, which could affect dispersal and gene flow among
populations, as well as favouring processes of local
adaptation. Consequently patterns of intra-island
geographical variation have been studied for some
Corso—Sardinian species (Capula, 1996; Ketmaier
etal., 2003; Lecis and Norris, 2004; Harris et al.,
2005). Lacertid lizards have been shown to comprise
excellent zoological material for studying evolution-
ary processes in island ecosystems and this is also
true for the Corso—Sardinian region. For example,
Capula (1996) found that the genetic structure of an
endemic lizard, Podarcis tiliguerta, is moulded by the
interplay of stochastic processes and local bioclimatic
regimes selectively affecting allele frequency changes.
The present study investigates the geographic varia-
tion in the rock lizard Archaeolacerta bedriagae
(Camerano, 1885), a lacertid lizard endemic to
Corsica and Sardinia. This species is polytypic and
four subspecies have been described: Archaeolacerta
bedriagae bedriagae (Camerano, 1885), Archaeolac-
erta bedriagae sardoa (Peracca, 1903), Archaeolacerta
bedriagae paessleri (Mertens, 1927), and Archaeolac-
erta bedriagae ferrerae (Stemmler, 1962). Preliminary
data on allozyme differentiation did not support this
intra-specific taxonomy (Salvi et al., 2009). Archae-
olacerta bedriagae is distributed from northern
Corsica to southern Sardinia, from sea level to the
highest elevation of both islands (2700 m a.s.l. on M.
Cinto in Corsica and 1932 m a.s.l. on Gennargentu
Massif in Sardinia), and from interior to coastal and
microinsular areas. Consequently, this lizard repre-
sents a vertebrate model species for assessing the
geographical structuring of species diversity on

Corsica and Sardinia. Moreover, this species shows
a fragmented distribution, particularly in Sardinia
(Delaugerre & Cheylan, 1992; Bombi & Vignoli, 2004;
Bombi et al., 2009b), most likely as a consequence of
a high degree of ecological specialization to bare
rocky habitats (Bombi et al., 2009a). As shown for P.
tiliguerta, the patchy occurrence of suitable habitats
on both islands, together with the complexity of
Corso—Sardinian islands environments, may facilitate
the action of stochastic processes (geographic isola-
tion, genetic drift) and adaptive phenomena promoted
by local selective forces.

Analyses of several independent loci such as those
gathered with allozyme electrophoresis enables the
accurate definition of genetic structure within a
species. The identification of single-locus idiosyncratic
patterns equivalent to those expected under selection
processes will help to explain how environmental
heterogeneity plays a role on the structure of intra-
specific diversity. The analysis of the geographic
pattern of allozyme variation can make spatial pat-
terns of genetic variation explicit (e.g. by testing
‘isolation by distance’ models and allele frequencies
for clinal variation). Although most patterns can be
interpreted as a result of either selective or stochastic
processes, depending on the assumptions made about
population size and migration rate (Lewontin, 1974),
patterns of variation at a specific locus, evaluated in
the appropriate functional, ecological, and/or histori-
cal contexts, can indeed reveal the occurrence of adap-
tive and neutral processes affecting the evolution of
proteins (Feder & Watt, 1992; Carter, 1997). Indeed,
although, on the one hand, allozymes are tradition-
ally considered as neutral markers, on the other
hand, the potential adaptive significance of single-
locus allozyme variation has been demonstrated by
a number of studies by estimation of correlation
between allozyme genotypes and environmental vari-
ables (Clarke, 1975; Nevo et al., 1979; Mitton, 1997,
Eanes, 1999; Volis et al., 2003; Del Lama et al., 2004).
In the present study, we analyse the genetic structure
of A. bedriagae, and perform an explicit test for the
association between allozyme frequency changes and
local bioclimatic regimes.

The main goals of the present study are: (1) to
estimate the distribution of genetic variation within
and among populations of the species all over its
range and (2) to test whether the observed genetic
variation is explained by historical or recent adaptive
processes.

MATERIAL AND METHODS
SAMPLING

Because A. bedriagae has a fragmented range, collect-
ing localities were selected with the objective of
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Figure 1. Sampling locations, sampling codes and distribution (light shaded area) of Archaeolacerta bedriagae. The
range of the species is based on data points from Delaugerre & Cheylan (1992) and Bombi & Vignoli (2004), and defined
applying buffers of three kilometres on subranges’ local hulls. For geographical detail on sampling locations, see Table 1.

covering the whole range and obtaining adequate from coastal, micro-insular, and mountain popula-
sampling to answer questions based on geographical, tions, and belonging to all the four described subspe-
ecological, and taxonomical criteria. Therefore, a bal- cies. A total of 122 individuals of A. bedriagae from 13
anced number of individuals was included in the localities were studied. Details on sampling design
analysis from both Corsica and Sardinia, as well as are provided in Figure 1 and Table 1.
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Table 1. Geographical location and sample size for the populations studied of Archaeolacerta bedriagae

Altitude Sample
Sample Locality (m a.s.l.) Latitude Longitude size
A Gorges de la Restonica (Corte) 1255 9°02’ 42°14° 12
B Roccapina (Sartene ) 83 8°56’ 41°29’ 16
C Punta dei Colmi (La Maddalena Island) 106 9°23’ 41°13" 6
D Petraiaccio (Caprera Island) 72 9°27" 41°12' 8
E Punta Marmorata (S. Teresa di Gallura) 3 9°14’ 41°15’ 5
F Capo d’Orso (Palau) 113 9°24’ 41°10" 5
G Monte Moro (Cannigione) 419 9°31” 41°06’ 10
H Monte Limbara (Tempo Pausania) 1306 9°10” 40°51’ 11
1 Nuraghe Ortachis (Bolotana ) 1034 8°54’ 40°21’ 11
J Supramonte (Oliena) 1233 9°25’ 40°15" 7
K Gennargentu (Fonni) 1783 9°19’ 39°59’ 12
L Monte Genis (Villasalto) 776 9°18’ 39°24" 4
M Monte Settefratelli (Burcei) 483 9°24’ 39°17 15

The phylogenetic position of A. bedriagae within
the Palaearctic lizard radiation is still not clear
(Arnold, 1989; Arribas, 1999; Fu, 1998, 2000; Harris,
Arnold & Thomas, 1998; Carranza, Arnold & Amat
2004; Arnold, Arribas & Carranza, 2007; Mayer &
Pavlic¢ev, 2007). To obtain a scale reference from an
interspecific comparison for the genetic differentiation
observed within A. bedriagae, we analysed 11 speci-
mens of Iberolacerta cyreni (Miller & Hellmich, 1937)
from Central Spain (Sierra de Guadarrama). The
geographic coordinates and altitude for each sampling
site were recorded in the field using a GPS (Garmin;
GPSmap 76S) and were used for environmental and
geographical correlation analyses.

ALLOZYME ELECTROPHORESIS

To avoid killing animals, approximately 1 cm of the
tail of each lizard was taken, and stored below
—70 °C prior to electrophoretic analyses. Standard
horizontal starch gel electrophoresis was performed
on muscle tissue, using the buffer systems and pro-
cedures detailed in Table 2. Gene products for the
following 20 presumptive gene loci were analysed:
oGpd, Ldh-1, Ldh-2, Mdh-1, Mdh-2, Me-1, Me-2,
Idh-1, Idh-2, 6Pgd, Sod-1, Ak, Pgm-1, Pgm-2, Ck,
Mpi, Gpi, Est-1, Gp-1, and Gp-2. Another five loci,
Got-1, Got-2, Np, G3pdh, and Ada, were studied,
but they were not included in the analyses because
of their low activity in muscle tissue, resulting in a
weak banding patterns. Isozymes were numbered in
decreasing mobility order from the most anodal;
allozymes were designated numerically according to
their mobility, relative to the commonest one, indi-
cated as 100 (> 100 = faster mobility; < 100 = slower
mobility).

GENETIC STRUCTURE

Genotypic and allele frequencies were estimated by
direct count from allozyme phenotypes, and then
analysed by independent statistical methods. To
assess statistical significance of simultaneously
multiple tests, Bonferroni’s correction (Rice, 1989) was
applied. Genotypic proportions expected on the basis
of Hardy—Weinberg equilibrium (H-W) were calcu-
lated by Levene’s (1949) formula for small samples.
The statistical significance of departures from H-W
was estimated using exact significance probabilities
analogous to Fisher’s exact test (Elston & Forthofer,
1977) adopting the pooling procedure of BIOSYS-2
(Sokal & Rohlf, 1969). To determine whether the
heterogeneity in the genotypic distribution reflects
differences in allele frequencies, the variation in
genic proportions among populations was subjected
to a contingency chi-square analysis (Workman &
Niswander, 1970). The genetic variability of popula-
tions was estimated by means of the following param-
eters: mean number of alleles per locus (A); mean
number of alleles independent of sample size per
locus (Ar); proportion of polymorphic loci (Pogs);
observed mean heterozygosity per locus (H,); Nei’s
(1978) unbiased estimate of expected mean heterozy-
gosity per locus (H.).

The distribution of genetic variability (H,) and
allele frequencies (log-transformed values) was tested
for latitudinal and altitudinal patterns by means of
Spearman rank correlation analysis in STATISTICA
(StatSoft, Inc., 2004).

The distribution of genetic variation within and
among populations was assessed calculating
F-statistics (Wright, 1965) according to the method of
Weir & Cockerham (1984) implemented in BIOSYS-2
(Swofford & Selander, 1999). Statistical significance
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Table 2. Enzymatic and non-enzymatic proteins examined and electrophoretic condition employed

Buffer
Protein Migration* systemy Vem™? Time (h) Reference
Glycerol-phosphate dehydrogenase + 4 8 6 Ayala et al. (1972)
oGPDH (EC 1.1.1.8)
Lactate dehydrogenase + 5 7 6 Brewer & Sing (1970)
LDH (EC 1.1.1.27)
Malato dehydrogenase + 4 8 5 Shaw & Prased (1970)
MDH (EC 1.1.1.37)
Malic enzyme + 2 8 6 Ayala et al. (1972)
ME (EC 1.1.1.40)
Isocitrate dehydrogenase + 4 8 5 Shaw & Prased (1970)
IDH (EC 1.1.1.42)
6-Phosphogluconate dehydrogenase + 4 8 6 Shaw & Prased (1970)
6PGD (EC 1.1.1.44)
Superoxide dismutase + 2 8 5 Selander et al. (1971)
SOD (EC 1.15.1.1)
Creatine kinase + 2 8 4 Ayala et al. (1972)
CK (EC 2.7.3.2)
Adenylate kinase + 2 8 5 Ayala et al. (1972)
AK (EC 2.7.4.3)
Mannose phosphate isomerase + 3 8 5 Harris & Hopkinson (1976)
MPI (EC 5.3.1.8)
Glucosio-phosphate isomerase - 4 8 6 Selander et al. (1971)
GPI (EC 5.3.1.9)
Phosphoglucomutase + 5 8 6 Brewer & Sing (1970)
PGM (EC 2.7.5.1)
Esterase + 3 8 5 Harris & Hopkinson (1976)
EST (EC 3.1.1.1)
General proteins + 1 8 4 Scott & McClelland (1975)
GP

*Migration: +, anodal; —, cathodal.

TBuffer system used: 1, discontinuous Tris/citrate (Poulik, 1957); 2, continuous Tris/citrate (Selander et al., 1971);
3, Tris/versene borate (Brewer & Sing, 1970); 4, phosphate/citrate (Harris, 1966); 5, Tris/maleate (modified from Brewer

& Sing, 1970).

was tested using a chi-square test sensu Workman &
Niswander (1970).

An analysis of population differentiation was
carried out by a statistical comparison between
groups of populations identified on the basis of island
origin (Corsica or Sardinia) and cluster analyses
results. Tests for difference among groups of popula-
tions were computed for allelic richness (Ar), observed
heterozygosity (H,), and Fsr, in FSTAT, version 2.9
(Goudet, 2001) employing 10 000 permutations to
assess their significance. A one-sided alternative was
used to test the differences in genetic variability
among populations at different latitude.

To investigate genotypic disequilibrium, the signifi-
cance of association between genotypes at pairs of loci
was tested after 10 000 permutations in FSTAT. This
procedure, when compared with Fisher’s test, has the
advantage of taking into account the information

content of each population by weighting P-values on
the basis of polymorphism level at each locus.

The genetic distances between populations were
calculated by Cavalli-Sforza & Edwards (1967) chord
distances (Dcsg) and Nei’s (1972) standard genetic
distances (Dy). An approximate estimate of the evo-
lutionary divergence times was computed using both
Nei’s (1975) formula and Sarich’s (1977) calibration,
corrected by Maxson & Maxson (1979).

A phenogram depicting the genetic relationships
among populations was constructed by means of the
Neighbour-joining (NJ) method based on the Dcsg
values. Nodal support was assessed by 1000 boot-
strap replicates with BOOTDIST option in BIOSYS-2
and the subroutines NEIGHBOUR and CONSENSE
in PHYLIP, version 3.5¢ (Felsenstein, 1993).

The hypothesis of ‘isolation by distance’ pattern was
tested by means of a Mantel test (10 000 permuta-
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tions), comparing genetic (Dcsg, Dn, Fsr pairwise
values) and geographical distance matrices, as imple-
mented in the software IBDWS, version 3.15 (Jensen,
Bohonak & Kelley, 2005). For all analyses, we used
the log-transformed distances to reduce differences of
scales in the measures.

ENVIRONMENTAL CORRELATES ANALYSIS

To explore how the environmental (bioclimatic) vari-
ables affect the distribution of genetic variability, we
performed linear correlation analysis. Genetic vari-
ability parameters considered in the analysis were
the allele frequency and the observed heterozygosity
(H,, at both single and overall loci level), employ-
ing log-transformed values. Bioclimatic parameters
employed in the analysis were obtained: sampling
sites were overlaid on climatic surfaces from World-
Clim databanks, version 1.4 (Hijmans et al., 2005) in
DIVAGIS, version 5.4 (http:/www.diva-gis.org) and
climatic values were assigned to each site. The World-
Clim databanks consist of climate surfaces with
pixels of 30” of geographic degree, corresponding to a
resolution of approximately 1 km, for 19 bioclimatic
variables with global coverage interpolated using
data for the 1950-2000 period. We selected annual
mean temperature (AMT) and annual precipitation
(AP) as general descriptors of the bioclimatic regime.
The association between bioclimatic variables and
allele frequency/genetic variability data was tested by
Spearman rank correlation analysis in STATISTICA
(StatSoft, Inc., 2004).

We finally compared genetic variability parameters
with those of a dataset not including loci affected
by environmental variables, using a Mann—Whitney
U-test.

RESULTS
GENETIC STRUCTURE

Nine out of 20 loci analysed were found to be mono-
morphic (i.e. fixed for the same allele, in all popula-
tions: aGpd, Ldh-2, Mdh-1, Mdh-2, Sod-1, Ak, Pgm-1,
Gp-1, Gp-2). The allele frequencies at the polymorphic
loci are presented in Table 3. Five out of 11 poly-
morphic loci were weakly polymorphic (Ldh-1, Me-2,
Idh-2, Mpi, Pgm-2). Lizards from Corsica were char-
acterized by two unique alleles (Mpi'” and 6Pgd®),
and five were found in the samples from Sardinia
(Idh-27%, Me-2% 6Pgd'®, Pgm-2%°, Ldh-1%). Chi-
square contingency analysis revealed that four loci
(Me-1, Pgm-2, Gpi, Est-1) exhibit statistically signifi-
cant heterogeneity in the allele frequencies.

At three loci (Me-1, Gpi, Est-1), seven alleles
showed significant departures from a random distri-
bution. At the Me-1, locus two alleles occur, Me-1%

and Me-1", The first one is present at high frequen-
cies in most of the Sardinian populations, whereas
the second one occurs at high frequencies in the
Corsican populations. At the Gpi locus, the Gpi'®
allele is the dominant one, whereas, in the southern-
most Sardinian populations, the Gpi'® allele occurs at
higher frequencies. At the locus Est-1, three electro-
phoretic alleles occur: Est-1'%°, Est-1', and Est-1'%.
The Est-1' allele occurs at high frequencies all over
Corsica and Sardinia; Est-1? occurs at lower fre-
quencies in the Sardinian samples; and Est-1%
occurs in the Corsican samples. For the Me-1, Gpi,
Est-1 loci, none of the above-mentioned patterns
were congruent with latitudinal clines (Spearman:
—0.334 <r<0.447; P > 0.05). Moreover, the allele fre-
quencies at the polymorphic loci did not show statis-
tically significant altitudinal patterns of variation
(Spearman: —0.510 < r < 0.510; P > 0.05).

Deviation from H-W equilibrium was observed in
seven samples (A, C, G, H, I, J, and M). However, the
deviation from H-W equilibrium was significant only
in two cases once Bonferroni’s correction was applied
to the analyses. In the sample from M. Limbara (H),
a heterozygote deficiency was detected at the locus
Gpi (P <0.005); in the sample from M. Settefratelli
(M), a strongly significant departure from H-W expec-
tations (heterozygote excess) was found at the locus
Idh-1 (P <0.001).

The genetic variability measures are given in
Table 4. The overall mean number of alleles per locus
(A) in A. bedriagae was 1.28, in the range 1.10-1.40.
A similar value was estimated for allelic richness
(Ar=1.20). As expected, the proportion of poly-
morphic loci (Pgg;) was positively correlated with
the observed heterozygosity (Spearman: r=0.655;
P <0.05). The distribution of the observed heterozy-
gosity (H,) is presented in Figure 2. The mean pro-
portion of polymorphic loci (Pggs;) was 0.025, in the
range 0.010 (sample C) to 0.035 (samples B and M),
and the observed heterozygosity (H,) was in the range
0.033 (sample C) to 0.142 (sample L), averaging
0.091. The observed heterozygosity did not show alti-
tudinal or latitudinal pattern of variation across the
species range (Spearman: altitude, » = 0.203, P > 0.05;
latitude, r =-0.451, P > 0.05). However, in Sardinia,
genetic variability was significantly higher in the
southern populations (i.e. samples L and M;
permutation test: Ar.y versus Arcxk, one-sided
P-value = 0.001; H,. versus Hycx, one-sided P-value
<0.001) and lower in the northern populations (i.e.
samples C-G; permutation test: Arcg versus Argm,
one-sided P-value < 0.01; H,c¢ versus H,zy,0ne-sided
P-value < 0.005). Within Corsica, no significant differ-
ences were found for Ar and H, between northern and
southern populations. No ‘small island effect’ (sensu
Gorman et al., 1975) was found in the populations
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Table 4. Genetic variability parameters in populations of Archaeolacerta bedriagae

Population

Genetic

A

parameters

1.40
(0.10)
1.13

35

1.30
(0.10)
1.13

30

1.20
(0.10)
1.09

20

1.30
(0.10)

1.30
(0.10)
1.11

25

1.40
(0.10)
1.11

30

1.30
(0.10)
1.09

25

1.20
(0.10)

1.10
(0.10)
1.04

10

1.30
(0.10)
1.10

25

1.10
(0.10)
1.07

15

1.40
(0.10)

1.40
(0.10)
1.11

30

<

1.12

25

1.08
20

1.11
35

N
<

P99%

0.127
(0.055)
0.127
(0.046)

0.142
(0.056)

0.073 0.057 0.094 0.123 0.087
(0.057)

(0.038)
0.090

0.102 0.033 0.120 0.035 0.070
(0.055) (0.034)
(0.04)

(0.037)

0.118
(0.053)
0.112
(0.045)

S

(0.044)

(0.046)
0.106
(0.045)

(0.032)

(0.026)

(0.033)

0.135
(0.049)

0.089

0.123
(0.051)

0.112
(0.043)

0.045 0.078
(0.038)

0.098
(0.044)

0.066

(0.037)

0.113
(0.041)

m‘”

(0.042)

(0.031)

A, mean number of alleles per locus; Ar, mean number of alleles independent of sample size per locus; Py, proportion of polymorphic loci; H,, observed mean

heterozygosity per locus; H., Nei’s (1978) unbiased estimate of expected mean heterozygosity per locus. Standard errors are given in parenthesis.

from La Maddalena and Caprera islands (permuta-
tion test: Arcp versus Argy, one-sided P-value > 0.05;
H,cp versus Hy, one-sided P-value > 0.05).

Three (i.e. Gpi, Pgm-2, and Est-1) of the 11 variable
loci showed a significant value for Fsr. The Gpi locus
shows significant differences in allele frequencies
when comparing populations from southern Sardinia
(samples L. and M) with the other populations
(samples A-K). At the Pgm-2 locus, the population
from M. Genis (southern Sardinia, sample L) is char-
acterized by a private allele (Pgm-2%). The Est-1 locus
is characterized by alleles occurring at different fre-
quencies in the Corsican and Sardinian populations.
The mean Fsr value is 0.172, in the range 0.036
(Ldh-1 locus) to 0.381 (Gpi locus). The average Fis
value is 0.033. There was no evidence of genotypic
disequilibrium between any pair of loci.

The values of genetic distance between populations
of A. bedriagae are given in Table 5. Low levels of
genetic differentiation were found in A. bedriagae,
with Nei’s D in the range 0.003 (sample I versus K) to
0.082 (sample D versus L), with a mean + SD genetic
distance of 0.027 + 0.017. The mean + SD value of
Nei’s D between Corsican and Sardinian populations
was 0.026 + 0.013. The estimate of the evolutionary
divergence time among A. bedriagae populations
would place the origin of their geographical isolation
in the Late Pleistocene [95 000-265 000 years ago,
respectively, with Nei’s (1975) and Sarich’s (1977)
calibration]. This estimate is based on neutral loci,
and thus excluding the Idh-1 locus from the dataset,
becaase this locus would likely violate neutrality
assumptions (see below).

The genetic relationships among populations are
shown in the phenogram in Figure 3. The NJ tree
showed that genetic variation is distributed into three
geographically congruent groups. The first subcluster
includes the populations from southern Sardinia
(samples L and M), the second one the populations
from Corsica (samples A and B) and the third one
the populations from central and northern Sardinia
(samples C-K) with the northern one (samples C-G)
organized in a subgroup. The NdJ tree depicted in
Figure 3 has equivalent topology of those obtained
from a distance matrix produced, excluding from the
analysis (1) the Idh-1 locus (likely not neutral, see
below) or (2) Iberolacerta data. However, the nodes of
the NJ trees showed a lack of bootstrap support after
1000 replicates. The differences among Fsr values
found in these three groups (ranging from 0.029 for
the Central Sardinian group to 0.112 for the North
Sardinian group) were not significant after 10 000
permutations.

A slight but significant correlation was found
between genetic distance measures (Dx, Dcsg,
Fsr pairwise values) and geographical distance
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Figure 2. Observed heterozygosity in populations of Archaeolacerta bedriagae; a complete black pie would represent

H,=15%; a complete white pie would represent H, = 0%.

(0.254 <r<0.381; P<0.05). To take into account
ancient differentiation as a result of long-term his-
torical divergence, and to test whether the spatial
structure in genetic distances is fully additive across
populations, we applied the Mantel test without the

most differentiated population groups from southern
Sardinia (M. Genis and M. Settefratelli, samples
L and M) sensu Telles & Diniz-Filho (2005). In this
case, we did not find any significant association
(0.088 <r < 0.198; P> 0.05).
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Table 5. Genetic distances among populations of Archaeolacerta bedriagae (A—M) and Iberolacerta cyreni (O)

A B C D E F G H I J K L M O
A - 0.088 0.174 0.159 0.165 0.158 0.122 0.118 0.099 0.098 0.098 0.194 0.147 0.660
B 0.008 - 0.212 0.203 0.196 0.179 0.160 0.152 0.156 0.149 0.146 0.171 0.155 0.667
C 0.038 0.048 - 0.074 0.146 0.093 0.113 0.113 0.140 0.135 0.133 0.246 0.186 0.668
D 0.033 0.045 0.004 - 0.164 0.083 0.102 0.098 0.126 0.111 0.116 0.241 0.174 0.664
E 0.025 0.032 0.021 0.031 - 0.152 0.118 0.148 0.145 0.157 0.137 0.220 0.190 0.660
F 0.022 0.023 0.015 0.014 0.016 - 0.104 0.126 0.136 0.142 0.112 0.224 0.191 0.668
G 0.015 0.022 0.017 0.016 0.009 0.007 - 0.114 0.100 0.091 0.073 0.201 0.152 0.661
H 0.024 0.028 0.007 0.009 0.017 0.016 0.013 - 0.125 0.085 0.127 0.197 0.109 0.666
I 0.005 0.017 0.024 0.021 0.020 0.016 0.012 0.018 - 0.095 0.071 0.209 0.158 0.659
J 0.008 0.020 0.022 0.016 0.026 0.022 0.012 0.012 0.006 - 0.079 0.195 0.106 0.660
K 0.004 0.013 0.030 0.025 0.022 0.012 0.010 0.023 0.003 0.009 - 0.206 0.162 0.660
L 0.053 0.036 0.080 0.082 0.052 0.057 0.049 0.0563 0.061 0.058 0.057 - 0.163 0.683
M 0.033 0.025 0.047 0.045 0.042 0.046 0.032 0.020 0.039 0.023 0.042 0.035 - 0.672
O 0.673 0.708 0.697 0.679 0.700 0.691 0.682 0.697 0.665 0.673 0.679 0.806 0.736 -

Below the diagonal:

distance.
A
—
C
D
— F
E
G
|
K
H
J
L
€ .
(6]
Tows

Figure 3. Neighbour-joining tree phenogram of 13 popu-
lations of Archaeolacerta bedriagae, based on Cavalli-
Sforza & Edwards (1967) chord distances (for geographic
origin of populations, see Fig. 1 and Table 1).

ENVIRONMENTAL CORRELATES OF GENIC VARIATION

Because AMT and AP values showed a strong negative
autocorrelation (Spearman: r =-0.900; P < 0.001), we
used a principal component analysis (PCA) to reduce
them to a single ‘bioclimatic’ component, whose scores
were used in correlation analyses. Variables were
standardized to the same relative scales by calculating
z-scores (Gotelli & Ellison, 2004). PCA extracted
one component, which accounted for 96% of total
variance, and was positively related to AMT (factor

Nei’s (1972) standard genetic distance; above the diagonal: Cavalli-Sforza & Edwards (1967) chord

loading = 0.98) and negatively related to AP (factor
loading = —0.98). A statistically highly significant cor-
relation between bioclimatic scores and allele frequen-
cies was found at the locus Idh-1. The frequencies of
the Idh-1'" allele were negatively related to ‘biocli-
matic’ component and, conversely, the frequencies of
the Idh-1' allele were positively related to ‘biocli-
matic’ component (Spearman: r ==+ 0.684; P <0.01).
The distribution of single-locus heterozygosity in rela-
tion to bioclimatic factors was also tested. Also in this
case, the observed heterozygosity at the Idh-1 locus
showed a distribution pattern clearly correlated to
bioclimatic conditions, being negatively related to ‘bio-
climatic’ component (Spearman: r =—-0.657; P < 0.05).
Moreover, the heterozygosity at this locus appears to
reflect both altitudinal and latitudinal patterns of
variation (Spearman: altitude, r = 0.554, P < 0.05; lati-
tude, r =-0.596, P < 0.05).

The exclusion of this locus from the dataset does
not affect the results of the genetic variability and
the NJ tree topology. Indeed, the genetic variability
estimates from the dataset without the Idh-1 locus
are not statistically different from those obtained
with the original dataset (Mann-Whitney: A: U =0,
P >0.05; Pygy,: U=T70,P>0.05; H,: U=0, P>0.05; He:
U=0, P>0.05). Moreover the topology of the NJ tree
produced with distance matrices computed from the
dataset without the Idh-1 locus reveals only one
slight difference at a terminal branch with respect to
the tree topology shown in Figure 2.

DISCUSSION

Archaeolacerta bedriagae shows a genetic structure
characterized by relatively high level of polymorphism
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and low differentiation among populations. These pat-
terns are evident when analysing the genetic variabil-
ity parameters. The observed heterozygosity found in
A. bedriagae (H,=0.092) is higher than the average
values (but included within the range) calculated for
17 species of lacertid lizards belonging to the same
tribe of A. bedriagae (i.e. Lacertini Oppel, 1811)
(H,=0.059; Gorman et al., 1975; Cirer & Guillaume,
1986; Busack, 1987; Capula, 1994a, 1996, 1997, 2004;
Fu et al., 1995; MacCulloch et al., 1995, 1997; Brehm
et al., 2001; Almeida et al., 2002; Capula & Ceccarelli,
2003). The average observed heterozygosity of Corsi-
can populations is similar to that of Sardinian popu-
lations. On the other hand, significant differences were
found among Sardinian populations, with the southern
populations being more variable than the northern
ones. No ‘small island effect’ (sensu Gorman et al.,
1975) was found in the populations from Sardinian
satellite islands (La Maddalena and Caprera, samples
C and D, respectively). However, it should be noted
that the populations from northern Sardinia showed
the lowest levels of polymorphism and heterozygosity.
This would indicate a severe reduction of genetic
variability in the whole Gallura area (northern Sar-
dinia), probably due to genetic drift phenomena.

Archaeolacerta bedriagae is characterized by low
levels of genetic structuring. The estimated standard-
ized variance in gene frequency for the total sample
(Fsr=0.172) indicates that gene diversity among
populations accounts for less than 20% of the overall
genetic variation observed in A. bedriagae. This value
is lower than that estimated in another lacertid
lizards endemic to Corsica and Sardinia (Fgr=0.460
for P. tiliguerta; Capula (1996). Fis values are low,
presumably because H-W proportions are maintained
within populations by random mating. Genetic dis-
tance estimates and cluster analysis show that A.
bedriagae populations group into three geographically
coherent assemblages: (1) southern Sardinia, (2)
central and northern Sardinia, and (3) Corsica. The
slight differentiation between the groups and the
limited number of possible different resamples typi-
cally allowed by allozyme data (Van Dongen, 1995)
may account for the lack of bootstrap support of these
groups. However, this would suggest caution when
drawing any conclusions based on these groups and
their relationships.

Intraspecific genetic differentiation was relatively
low compared with the sympatric lizard P. tiliguerta
(Nei’s D in the range 0.003-0.199, averaging 0.071;
Capula, 1996) and similar to those found in other
species inhabiting Mediterranean islands (Capula,
1994a, 2004). The low level of genetic differentiation
found among populations indicates that there is no
evidence of interruption or restriction of gene flow
within A. bedriagae.

The distribution pattern of A. bedriagae is highly
fragmented, especially on Sardinia (Delaugerre &
Cheylan, 1992; Bombi & Vignoli, 2004) where four
sub-ranges have been identified to date (Fig. 1). These
sub-ranges are characterized by peculiar bioclimatic
conditions (Bombi et al., 2009b) and occurrence of
suitable rocky habitats (Bombi et al., 2009a). Genetic
data would suggest a recent or very recent geographic
fragmentation of populations. An approximate esti-
mate of the evolutionary divergence time would place
the origin of geographical isolation of populations in
the Late Pleistocene. Palaeogeographic data are in
accordance with this estimate, thus indicating that
the observed genetic differentiation among population
groups could be the result of range fragmentation
produced by late Pleistocene geological events. Sar-
dinia, Corsica, and other small satellite islands (e.g.
La Maddalena) were linked to each other until the
last phase of the Wiirmian glacial period (Lambeck
et al., 2004). Subsequently, they were physically
separated by sea channels resulting from marine
ingression. Late Pleistocene events were probably
responsible for dramatic changes in bioclimatic
regimes and vegetational conditions, and this most
likely accounted for the current fragmented distribu-
tion pattern of A. bedriagae on Sardinia.

The allele frequencies do not show latitudinal or
altitudinal clines, thus indicating that, in A. bedria-
gae, genetic diversity does not reflect any geographic
pattern. By comparing genetic and geographic dis-
tance matrices, we observed a slight spatial structure
in genetic distances. Nevertheless, before interpreting
these results as an outcome of isolation-by distance
processes (IBD), it is necessary to take into account
the relative importance of several factors involved in
the structuring of genetic distances. In particular, a
correlation between genetic divergence and geo-
graphic distances could be produced by IBD process
as a result of contemporary balance between local
genetic drift and geographically mediated gene flow,
but also by a long-term historical divergence among
groups of populations (Telles & Diniz-Filho, 2005).
The major differentiation found among A. bedriagae
populations is structured in geographic space between
the southernmost Sardinian populations (M. Genis
and M. Settefratelli, samples L. and M) and the
others. The application of separate Mantel tests
would suggest an ancient differentiation of the south-
ernmost Sardinian populations as a result of long-
term historical divergence, with a possible historical
barrier, rather than a pattern produced by an IBD
process.

The results obtained in the present study clearly
show a correlation between allele frequencies at the
Idh-1 locus and some environmental variables. The
frequency of the Idh-17% allele is negatively corre-
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lated with annual mean temperature, and positively
correlated with annual precipitation. The same
pattern of correlation was found for the observed
heterozygosity (H,) at the Idh-1 locus. These data
clearly indicate that this locus is not neutral in A.
bedriagae, as also suggested by the highly significant
departure from H-W equilibrium at this locus. It
must be noted that similar evidence was also reported
in P. tiliguerta, which is another lacertid lizard
endemic to Corsica and Sardinia. In this species, the
frequency of the allele Idh-1'% decreases towards the
northern part of the species range in the direction of
both increasing rainfall and decreasing tempera-
ture (Capula, 1996). Moreover, in P. tiliguerta, the
observed heterozygosity (H,) decreases in the direc-
tion of arid bioclimatic regimes (decreasing rainfall
and increasing temperature). Climatic selection for
allozyme loci was detected in other species (Hedrick,
Ginevan & Ewing, 1976). Regarding lizards, Nevo
(1978) found that allozymic variation at seven loci
(including Idh-1) was significantly correlated with
climatic variables (water availability and tempera-
ture). However, examining the association of genetic
variation with discrete environmental heterogeneity,
it is important to consider that, when populations are
sampled over space, a clinal pattern in one or more
loci is often recovered that correlates with some envi-
ronmental parameters such as rainfall and tempera-
ture (Hedrick et al., 1976; Hedrick, 1986). Although
such an association may indicate adaptation to
certain environment and would thus be the conse-
quence of selection, the same pattern of variation
could be moulded by stochastic processes producing
an apparent clinal distribution of alleles or possibly
be the by-product of species history and population
structure. A single cline could rise from stochastic
events, such as genetic drift. A clinal pattern common
to several loci could result from secondary contact
of two differentiated populations units (Nichols &
Hewitt, 1994), so that the specific frequencies of both
units would be maintained along the extreme edges of
the distribution range, whereas, in the hybrid zone,
an intermediary allele frequency would be found
(Lobo, Del Lama & Mestriner, 1989). Although, in P.
tiliguerta, Capula (1996) observed a clinal distribu-
tion of Idh-1 alleles, we did not observe clinal varia-
tion at any locus in A. bedriagae. Thus, in this
species, the association of Idh-1 allele frequencies
with bioclimatic parameters is not likely to be misled
by stochastic or historical processes affecting the geo-
graphic pattern of variation of this locus.

The pattern of variation of the Idh-1 alleles noted
in A. bedriagae and P. tiliguerta is of course worthy of
attention, and, besides other possible causes, would
comprise evidence of natural selection processes in
action, such as adaptation to local bioclimatic

regimes. This hypothesis is supported by: (1) the
strong correlation of allele frequency and heterozy-
gosity at this locus with bioclimatic parameters (i.e.
that is not hauled by a clinal pattern of variation);
(2) the highly significant departure of genotypic fre-
quency at the Idh-1 locus from H-W equilibrium
expectations; and (3) the correlated pattern of allozy-
mic variation and bioclimatic correlates observed at
the Idh-1 locus in the lizard P. tiliguerta (co-occurring
with A. bedriagae in Corsica and Sardinia). Selection
could operate directly on the Idh-1 locus or indirectly
through selection for a linked locus (hitchhiking phe-
nomenon). Discerning between these two processes
would require the identification of functional differ-
ences among Idh-1 allozymes and tests of individual
fitness under different bioclimatic regimes (Feder &
Watt, 1992). Although these studies could provide a
compelling evidence of the occurrence of selection,
such tests are difficult in that they require long-term
studies (Watt, 1991) and it is not always achievable,
as in this case, to set controlled environmental con-
ditions. For this reason, although several studies
have indicated the potential adaptive significance of
allozyme variation through identification of selection
of allozyme variants (Eanes, 1999), only a minority
have attempted to demonstrate a cause—effect rela-
tionship between allozyme variants and natural
selection by examining functional differences among
allozymes and individual fitness in an appropriate
ecological context (Mitton, 1997). Alternatively, the
identification of correlated patterns of geographic
allozyme variation in sympatric species could provide
useful insights into their evolution. Correlated pat-
terns of geographic change in closely-related species
can result from the action of a common agent of
natural selection. When parallel variation occurs at
homologous enzyme loci, it has often been claimed as
evidence for natural selection, even when a cause—
effect relationship is not known (Clarke, 1975; Varvio-
Aho & Pamilo, 1982). Several studies have adopted
this approach to infer the action of selection on
enzyme loci in sympatric species (Johnson, 1974; Har-
rison, 1977; Gill, 1981; Anderson & Oakeshott, 1984).

Although further investigations are needed to allow
firm conclusions to be made, the evidence concerning
the parallel variation at the Idh-1 locus in A. bedriagae
and P. tiliguerta suggests a key role of selective agents
such as local bioclimatic regimes on allozyme polymor-
phism in these two Corso—Sardinian lacertids.

ACKNOWLEDGEMENTS

We are sincerely grateful to Valentina Bordoni,
Manuela D’Amen, and Leonardo Vignoli for their
assistance in the fieldwork; to Godfrey C. Akani for
the improvement of the English; and to Miguel A.

© 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676



GENETIC DIVERSITY OF A. BEDRIAGAE 673

Carretero, Mario Garcia-Paris, D. James Harris, Luca
Luiselli and Paolo Mariottini and Marco Oliverio for
helpful suggestions. We wish to thank Achille Casale
(Sassari University) and the ‘Ente Foreste della
Sardegna’ for logistic support in Sardinina and Marco
A. Zuffi for carrying out sampling in Corsica. Lizards
were captured under pemits from: the Italian Minis-
try of Environment DPN/2D/2003/2267, the Interreg
II and III project — Corsica-Tuscany (province of
Livorno and University of Pisa partnership), and the
Consejeria de Medio Ambiente de la Comunidad de
Madrid (BIOD-IBERIA project). This paper is part of
the project ‘Zoogeography of Mediterranean—southern
African disjunct distributions by a multimethod
approach’ (grants from ‘Ministero dell’Istruzione,
dell’Universita e della Ricerca’, coordinator Marco A.
Bologna, no. 2004057217).

REFERENCES

Almeida AP, Rosa HD, Paulo OS, Crespo EG. 2002.
Genetic differentiation of populations of Iberian rock-lizards
Iberolacerta (Iberolacerta) sensu Arribas (1999). Journal of
Zoological Systematics and Evolutionary Research 40:
57-65.

Alvarez W. 1972. Rotation of the Corsica-Sardinia micro-
plate. Nature 235: 103-105.

Alvarez W, Franks FG, Nairn AEM. 1973. Paleomagnetism
of Plio-Pleistocene basalts from N-W Sardinia. Nature 243:
10-11.

Anderson PR, Oakeshott JG. 1984. Parallel geographic
patterns of allozyme variation in two sibling Drosophila
species. Nature 308: 729-731.

Arnold EN. 1989. Towards a phylogeny and biogeography of
the Lacertidae: relationships within an Old-World family of
lizards derived from morphology. Bulletin of the British
Museum of Natural History (Zoology) 55: 209-257.

Arnold EN, Arribas O, Carranza S. 2007. Systematics of
the Palaearctic and Oriental lizard tribe Lacertini (Squa-
mata: Lacertidae: Lacertinae), with descriptions of eight
new genera. Zootaxa 1430: 1-86.

Arribas O. 1999. Phylogeny and relationships of the moun-
tain lizards of Europe and Near East (Archaeolacerta
Mertens, 1921, sensu lato) and their relationships among
the Eurasian lacertid radiation. Russian Journal of Herpe-
tology 6: 1-22.

Ayala FJ, Powell JR, Tracey ML, Mourao CA, Pérez-
Salas S. 1972. Enzyme variability in the Drosophila will-
istoni group. IV. Genic variation in natural populations of
Drosophila willistoni. Genetics 70: 113-139.

Barton NH. 1996. Natural selection and random genetic drift
as causes of evolution on islands. Philosophical Transac-
tions: Biological Sciences 351: 785-794.

Barton NH, Charlesworth B. 1984. Genetic revolutions,
founder effects, and speciation. Annual Review of Ecology
and Systematics 15: 133-164.

Bombi P, Salvi D, Luiselli L, Bologna MA. 2009a. Model-

ling correlates of microhabitat use of two sympatric lizards:
a model selection approach. Animal Biology 59: 1-21.

Bombi P, Salvi D, Vignoli L, Bologna MA. 2009b. Modelling
Bedriaga’S Rock Lizard Distribution: an ensemble approach.
Amphibia-Reptilia 30: 413-424.

Bombi P, Vignoli L. 2004. Distribution, ecology and conser-
vation of Archaeolacerta bedriagae in Sardinia (Reptilia,
Lacertidae). Italian Journal of Zoology 71 (Suppl. 1): 135—
144.

Brehm A, Khadem M, Jesus J, Andrade P, Vicente L.
2001. Lack of congruence between morphometric evolution
and genetic differentiation suggests a recent dispersal and
local habitat adaptation of the Madeiran lizard Lacerta
dugesii. Genetics, Selection, Evolution 33: 671-685.

Brewer GC, Sing CF. 1970. An introduction to isozyme
techniques. New York, NY: Academic Press.

Brown RP, Terrasa B, Pérez-Mellado V, Castro JA,
Hoskisson PA, Picornell A, Ramon MM. 2008. Bayesian
estimation of post-Messinian divergence times in Balearic
Island lizards. Molecular Phylogenetics and Evolution 48:
350-358.

Brown RP, Thorpe RS, Baez M. 1991. Parallel within-
island evolution in lizards on neighbouring islands. Nature
352: 60-62.

Busack D. 1987. Morphological and biochemical differentia-
tion in Spanish and Moroccan populations of the lizard,
Lacerta Lepida. Journal of Herpetology 21: 277-284.

Caccone A, Milinkovitch MC, Sbordoni V, Powell JR.
1997. Mitochondrial DNA rates and biogeography in Euro-
pean newts genus Euproctus. Systematic Biology 46: 126—
144.

Capula M. 1994a. Genetic variation and differentiation in the
lizard, Podarcis wagleriana (Reptilia: Lacertidae). Biologi-
cal Journal of the Linnean Society 52: 177-196.

Capula M. 1994b. Evolutionary relationships of Podarcis
lizards from Sicily and the Maltese Islands. Journal of
Zoological Systematics and Evolutionary Research 32: 180—
192.

Capula M. 1996. Evolutionary genetics of the insular lacertid
lizard Podarcis tiliguerta: genetic structure and population
heterogeneity in a geographically fragmented species.
Heredity 77: 518-529.

Capula M. 1997. High genetic variability in insular popula-
tions of the lacertid lizard Podarcis muralis. Biochemical
Systematics and Ecology 25: 411-417.

Capula M. 2004. Low genetic variation in a critically endan-
gered Mediterranean lacertid lizard: conservation concerns
for Podarcis raffonei. Italian Journal of Zoology 71
(Suppl. 1): 161-166.

Capula M, Ceccarelli A. 2003. Distribution on genetic varia-
tion and taxonomy of insular and mainland populations of
the Italian wall lizard, Podarcis sicula. Amphibia-Reptilia
24: 483-495.

Carranza S, Arnold EN, Amat F. 2004. DNA phylogeny of
Lacerta (Iberolacerta) and other Lacertine lizards (Reptilia:
Lacertidae): did competition cause long-term mountain
restriction? Systematics and Biodiversity 2: 57-717.

Carranza S, Romano A, Arnold EN, Sotgiu G. 2008.

© 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676



674 D. SALVI ET AL.

Biogeography and evolution of European cave salamanders,
Hydromantes (Urodela: Plethodontidae), inferred from
mtDNA sequences. Journal of Biogeography 35: 724-738.

Carter P. 1997. Maintenance of the Adh polymorphism in
Ambystoma tigrinum nebulosum (tiger salamanders). I.
Genotypic differences in time to metamorphosis in extreme
oxygen environments. Heredity 78: 101-109.

Casula G, Cherchi A, Montadert L, Murru M, Sarria E.
2001. The Cenozoic graben system of Sardinia (Italy): geo-
dynamic evolution from new seismic and field data. Marine
and Petroleum Geology 18: 863—-888.

Cavalli-Sforza LL, Edwards WF. 1967. Phylogenetic analy-
sis: models and estimation procedures. Evolution 21: 550—
570.

Cirer AM, Guillaume C-P. 1986. Electrophoretic analysis of
the Pityusic Islands lizard. In: Rocek Z, ed. Studies in
herpetology. Prague: Charles University, 201-206.

Clarke B. 1975. The contribution of ecological genetics to
evolutionary theory: detecting the direct effects of natural
selection on particular polymorphic loci. Genetics 79: 101—
113.

Clegg SM, Degnan SM, Moritz C, Estoup A, Kikkawa J,
Owens PF. 2002. Microevolution in island forms: the roles
of drift and directional selection in morphological divergence
of passerine bird. Evolution 56: 2090—-2099.

Darwin C. 1858. On the tendency of species to form varieties,
and on the perpetuation of varieties and species by natural
means of selection. I. Extract from an unpublished work on
species, II. Abstract of a letter from C. Darwin, Esq., to Prof.
Asa Gray. Journal of the Proceedings of the Linnean Society
of London. Zoology 3: 45-53.

Darwin C. 1859. On the origin of species by means of natural
selection or the preservation of favoured races in the struggle
for life, 1st edn. London: J. Murray.

Del Lama MA, Souza RO, Duran XAA, Soares AEE. 2004.
Clinal variation and selection on MDH allozymes in honey-
bees in Chile. Hereditas 140: 149-153.

Delaugerre M, Cheylan M. 1992. Atlas de repartition des
batraciens et reptiles de Corse. Pamplona: L’Oikéma.

Eanes WF. 1999. Analysis of selection on enzyme polymor-
phisms. Annual Review of Ecology and Systematics 30:
327-362.

Elston RC, Forthofer R. 1977. Testing for Hardy-Weinberg
equilibrium in small samples. Biometrics 33: 536-542.

Feder ME, Watt WB. 1992. Functional biology of adaptation.
In: Berry RJ, Crawford TJ, Hewitt GM, eds. Genes in
ecology. Oxford: Blackwell Scientific Publications, 365-392.

Felsenstein J. 1993. Phylogeny inference package (phylip),
Version 3.5c. Seattle, WA: University of Washington.

Frankham R. 1997. Do island populations have less genetic
variation than mainland populations? Heredity 78: 311—
327.

Fu J. 1998. Toward the phylogeny of the family Lacertidae:
implications from mitochondrial DNA 12S and 16S gene
sequences (Reptilia: Squamata). Molecular Phylogenetics
and Evolution 9: 118-130.

Fu J. 2000. Toward the phylogeny of the family Lacertidae —
why 4708 base pairs of mtDNA sequences cannot draw the

picture. Biological Journal of the Linnean Society 71: 203—
217.

Fu J, Darevsky IS, Macculloch RD, Kupriyanova LA,
Roitberg ES, Sokolova TM, Murphy RW. 1995. Genetic
and morphological differentiation among Caucasian rock
lizards of the Lacerta caucasica complex. Russian Journal of
Herpetology 2: 36-42.

Gavrilets S, Hastings A. 1996. Founder effect speciation:
a theoretical reassessment. American Naturalist 147: 466—
491.

Gentile G, Argano R. 2005. Island biogeography of the
Mediterranean Sea: the species—area relationship for ter-
restrial isopods. Journal of Biogeography 32: 1715-1726.

Gill P. 1981. Allozyme variation in sympatric populations
of British grasshoppers — evidence of natural selection.
Biological Journal of the Linnean Society 16: 83-91.

Givnish TJ, Sytsma KJ, Smith JF, Hahn WJ. 1995.
Molecular evolution, adaptive radiation, and geographic
speciation in Cyanea (Campanulaceae, Lobelioideae). In:
Wagner WL, Funk V, eds. Hawaiian biogeography: evolution
on a hot spot archipelago. Washington, DC: Smithsonian
Institution Press, 288-337.

Gorman GC, Soulé M, Yang SY, Nevo E. 1975. Evolution-
ary genetics of insular Adriatic lizards. Evolution 29: 52-71.

Gotelli NdJ, Ellison AM. 2004. A primer of ecological statis-
tics. Sunderland, MA: Sinauer Associates, Inc. Publishers.

Goudet J. 2001. FSTAT, a program to estimate and test gene
diversities and fixation indices, Version 2.9.3. Available at:
http://www2.unil.ch/popgen/softwares/fstat.htm

Grant PR. 1996. Evolution on islands. Oxford: Oxford Uni-
versity Press.

Harris DJ, Arnold EN, Thomas RH. 1998. Relationships of
lacertid lizards (Reptilia: Lacertidae) estimated from mito-
chondrial DNA sequences and morphology. Proceedings of
the Royal Society of London Series B, Biological Sciences
265: 1939-1948.

Harris DJ, Pinho C, Carretero MA, Corti C, Bohme W.
2005. Determination of genetic diversity within the insular
lizard Podarecis tiliguerta using mtDNA sequence data, with
a reassessment of the phylogeny of Podarcis. Amphibia-
Reptilia 26: 401-407.

Harris H. 1966. Enzyme polymorphism in man. Proceedings
of the Royal Society of London Series B, Biological Sciences
164: 298-310.

Harris H, Hopkinson DA. 1976. Handbook of enzyme elec-
trophoresis in human genetics. Amsterdam: North-Holland
Publishing.

Harrison RH. 1977. Parallel variation at an enzyme locus in
sibling species of field crickets. Nature 266: 168-170.

Hedrick PW. 1986. Genetic polymorphism in heterogeneous
environment: a decade later. Annual Review of Ecology and
Systematics 17: 535-566.

Hedrick PW, Ginevan ME, Ewing EP. 1976. Genetic poly-
morphism in heterogeneous environment. Annual Review of
Ecology and Systematics 7: 1-32.

Hewitt GM. 2001. Speciation, hybrid zones and phylogeo-
graphy — or seeing genes in space and time. Molecular
Ecology 10: 537-549.

© 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676



GENETIC DIVERSITY OF A. BEDRIAGAE 675

Hijmans RJ, Cameron SE, Parra JL, Jones PG, Jarvis A.
2005. Very high resolution interpolated climate surfaces for
global land areas. International Journal of Climatology 25:
1965-1978.

Jensen JL, Bohonak AdJ, Kelley ST. 2005. Isolation by
distance, web service. BMC Genetics 6: 13. Available at
http://ibdws.sdsu.edu/

Johnson KP, Adler FR, Cherry JL. 2000. Genetic and
phylogenetic consequences of island biogeography. Evolu-
tion 54: 389-396.

Johnson MS. 1974. Comparative geographic variation in
Menidia. Evolution 28: 607-618.

Ketmaier V, Casale A, Cobolli M, De Matthaeis E, Vigna
Taglianti A. 2003. Biochemical systematics and phylogeo-
graphy of the Percus strictus subspecies (Coleoptera, Cara-
bidae), endemic to Sardinia. Italian Journal of Zoology 70:
339-346.

Lambeck K, Antonioli F, Purcell A, Silenzi S. 2004.
Sea-level change along the Italian coast for the past 10 000
year. Quaternary Science Reviews 23: 1567-1598.

Lecis R, Norris K. 2004. Population genetic diversity of the
endemic Sardinian newt Euproctus platycephalus: implica-
tions for conservation. Biological Conservation 119: 263—
270.

Levene H. 1949. On a matching problem arising in genetics.
The Annals of Mathematical Statistics 20: 91-94.

Lewontin RC. 1974. The genetic basis of evolutionary change.
New York, NY: Columbia University Press.

Lobo JA, Del Lama MA, Mestriner MA. 1989. Population
differentiation and racial admixture in the Africanized hon-
eybee (Apis mellifera L.). Evolution 43: 794-802.

MacCulloch RD, Fu J, Darevsky IS, Danielyan F,
Murphy RW. 1995. Allozyme variation in three closely
related species of Caucasian rock lizards (Lacerta).
Amphibia-Reptilia 16: 331-341

Macculloch RD, Murphy RW, Fu J, Darevsky IS,
Danielyan F. 1997. Disjunct habitats as islands: genetic
variability in the Caucasian rock lizard Lacerta portschin-
skii. Genetica 101: 41-45.

Mappes T, Grapputo A, Hakkarainen H, Huhta E,
Koskela E, Saunanen R, Suorsa P. 2008. Island selection
on mammalian life-histories: genetic differentiation in off-
spring size. BMC Evolutionary Biology 8: 296.

Maxson LR, Maxson RD. 1979. Comparative albumin and
biochemical evolution in plethodontid salamanders. Evolu-
tion 33: 1057-1062.

Mayer W, Pavlicev M. 2007. The phylogeny of the family
Lacertidae (Reptilia) based on nuclear DNA sequences: Con-
vergent adaptations to arid habitats within the subfamily
Eremiainae. Molecular Phylogenetics and FEvolution 44:
1155-1163.

Mitton JB. 1997. Selection in natural populations. New York,
NY: Oxford University Press.

Nei M. 1972. Genetic distance between populations. American
Naturalist 106: 283—-292.

Nei M. 1975. Molecular population genetics and evolution.
Amsterdam: North Holland Publishing Company.

Nei M. 1978. Estimation of average heterozygosity and

genetic distance from a small number of individuals.
Genetics 89: 583-590.

Nevo E. 1978. Genetic variation in natural populations: pat-
terns and theory. Theoretical Population Biology 13: 121—
177.

Nevo E, Zohary D, Brown AHD, Haber M. 1979. Genetic
diversity and environmental associations of wild barley,
Hordeum spontaneum, in Israel. Evolution 33: 815-833.

Nichols RA, Hewitt GM. 1994. The genetic consequences of
long distance dispersal during colonization. Heredity 72:
312-317.

Poulik MD. 1957. Starch gel electrophoresis in a discontinu-
ous system of buffers. Nature 180: 1477.

Rice WR. 1989. Analysing tables of statistical tests. Evolu-
tion 43: 223-225.

Rossell6é JA, Cebrian MC, Mayol M. 2002. Testing taxo-
nomic and biogeographical relationships in a narrow Medi-
terranean endemic complex (Hippocrepis balearica) using
RAPD markers. Annals of Botany 89: 321-327.

Salvi D, Capula M, Bombi P, Bologna MA. 2009. How
many Archaeolacerta inhabit Corso—Sardinian Plate? Alloz-
yme variation and differentiation in Archaeolacerta bedria-
gae (Camerano, 1885). Amphibia-Reptilia, in press.

Sarich VM. 1977. Rates, sample size, and the neutrality
hypothesis for electrophoresis in evolutionary studies.
Nature 265: 24-28.

Schluter D. 2000. The ecology of adaptive radiation. Oxford:
Oxford University Press.

Scott JA, McClelland GAH. 1975. Electrophoretic differ-
ences between sympatric ecotypes. Nature 256: 405—
406.

Selander RK. 1976. Genic variation in natural populations.
In: Ayala FJ, ed. Molecular evolution. Sunderland, MA:
Sinauer Associates Inc., 21-45.

Selander RK, Smith MH, Yang SY, Johnson WE, Entry
JB. 1971. Biochemical polymorfism and systematics in the
genus Peromyscus. 1. Variation in the old-field mouse
(Peromyscus polionotus). Studies in Genetics VI 7103: 297—
320.

Selander RK, Whittman TS. 1983. Protein polymorphism
and the genetic structure of populations. In: Nei M, Koehn
RK, eds. Evolution of genes and protein. Sunderland, MA:
Massachussets Sinauer Associates Inc., 89-114.

Shaw CR, Prased R. 1970. Starch gel electrophoresis of
enzymes — a compilation of recipes. Biochemical Genetics 4:
297-320.

Sokal RR, Rohlf FdJ. 1969. Biometry. San Francisco, CA: WH
Freeman.

Soulé M. 1976. Allozyme variation: its determinants in space
and time. In: Ayala FJ, ed. Molecular evolution. Sunderland,
MA: Massachussets Sinauer Associates Inc., 60-77.

StatSoft, Inc. 2004. STATISTICA (data analysis software
system), Version 7. Available at http:/www.statsoft.com

Stuessy TF, Jakubowsky G, Salguero Gomez R, Pfosser
M, Schluter PM, Fer T, Sun B-Y, Kato H. 2006. Anage-
netic evolution in island plants. Journal of Biogeography 33:
1259-1265.

Swofford DL, Selander RB. 1999. Biosys-2: a computer

© 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676



676 D. SALVI ET AL.

program for the analysis of allelic variation in population
genetics and biochemical systematics (release 2.0). Univer-
sity of Illinois, Urbana, Champaign, Illinois.

Telles MPC, Diniz-Filho JAF. 2005. Multiple Mantel tests
and isolation-by-distance, taking into account long-term his-
torical divergence. Genetics and Molecular Research 4: 742—
748.

Thorpe RS, Baez M. 1987. Geographic variation within an
island — univariate and multivariate contouring of scalation,
size, and shape of the lizard Gallotia galloti. Evolution 41:
256—-268.

Thorpe RS, Reardon JT, Maalhotra A. 2005. Ecotypic
differentiation in the Dominican anole (Anolis oculatus).
American Naturalist 165: 495-504.

Van Dongen S. 1995. How should we bootstrap allozyme
data? Heredity 74: 445-447.

Varvio-Aho SL, Pamilo P. 1982. Searching for parallel
enzyme gene variation among sympatric congeners. Evolu-
tion 36: 200—203.

Volis S, Shulgina I, Ward D, Mendlinger S. 2003. Regional
subdivision in wild barley allozyme variation: adaptive or
neutral? Journal of Heredity 94: 341-351.

Wallace A. 1858. On the tendency of species to form varieties,
and on the perpetuation of varieties and species by natural
means of selection. III. On the tendency of varieties to
depart indefinitely from the original type. Journal of the
Proceedings of the Linnean Society of London. Zoology 3:
53-62.

Watt WB. 1991. Biochemistry, physiological ecology, and
population genetics — the mechanistic tool of evolutionary
biology. Functional Ecology 5: 145-154.

Weir BS, Cockerham CC. 1984. Estimating F-statistics for
the analysis of population structure. Evolution 38: 1358—
1370.

Workman PL, Niswander JD. 1970. Population studies on
southwestern Indian tribes. II. Local genetic differentiation
in the Papago. American Journal of Human Genetics 22:
24-49.

Wright S. 1965. The interpretation of population structure
by F-statistics with special regard to systems of mating.
Evolution 19: 395-420.

Wright S. 1978. Evolution and the genetics of populations,
Vol. 4. Variability within and among natural populations.
Chicago, IL: University of Chicago Press

© 2009 The Linnean Society of London, Biological Journal of the Linnean Society, 2009, 98, 661-676



