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Abstract
Studies in a multitude of taxa have described a correlation between heterozygosity and
fitness and usually conclude that this is evidence for inbreeding depression. Here, we
have used multilocus heterozygosity (MLH) estimates from 15 microsatellite markers to
show evidence of heterozygosity–fitness correlations (HFCs) in a long-distance migratory
bird, the light-bellied Brent goose. We found significant, positive heterozygosity–
heterozygosity correlations between random subsets of the markers we employed, and no
evidence that a model containing all loci as individual predictors in a multiple regression
explained significantly more variation than a model with MLH as a single predictor.
Collectively, these results lend support to the hypothesis that the HFCs we have observed
are a function of inbreeding depression. However, we do find that fitness correlations are
only detectable in years where population-level productivity is high enough for the
reproductive asymmetry between high and low heterozygosity individuals to become
apparent. We suggest that lack of evidence of heterozygosity–fitness correlations in
animal systems may be because heterozygosity is a poor proxy measure of inbreeding,
especially when employing low numbers of markers, but alternatively because the
asymmetries between individuals of different heterozygosities may only be apparent
when environmental effects on fitness are less pronounced.
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Introduction
Inbreeding depression, where matings between close
relatives result in reduced reproductive success when
compared to outbred matings, is well documented in
animal populations (reviewed in Crnokrak & Roff 1999
and Keller & Waller 2002) and can partially explain
observed patterns of reproductive asymmetry among
individuals (e.g. Keller 1998; Keller et al. 2002; Szulkin &
Correspondence: Xavier A. Harrison, Fax: +01326371872;
E-mail: xav.harrison@gmail.com

Sheldon 2008). However, measuring inbreeding in wild
populations is difficult, as the most accurate estimates of
inbreeding are derived from pedigrees (e.g. Hansson
et al. 2004; Szulkin & Sheldon 2008), which are impractical to obtain for some species (Pemberton 2008; Szulkin
et al. 2010). Consequently methods have been developed
to infer levels of inbreeding in the absence of a pedigree,
using genetic markers to calculate the pairwise relatedness of parents (e.g. Wang 2002) or multilocus heterozygosity (MLH) (e.g. Coltman et al. 1999; Amos et al. 2001;
Aparicio et al. 2007). A multitude of studies have
reported associations between heterozygosity and a
 2011 Blackwell Publishing Ltd
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measurable outcome of fitness such as survival
(Acevedo-Whitehouse et al. 2003) and reproductive success (Amos et al. 2001), so-called heterozygosity–fitness
correlations (HFCs, Balloux et al. 2004). Inbreeding
depression is almost universally invoked as the reason
for the observed HFCs in such studies (but see Hansson
et al. 2004), but in fact there is a great deal of uncertainty
as to what HFCs are actually measuring (Hansson &
Westerberg 2002; Slate et al. 2004; Balloux et al. 2004;
Szulkin et al. 2010). Balloux et al. (2004) provide convincing evidence that when using the number of neutral
marker loci typical of most studies (i.e. 10–20), the correlation between heterozygosity and true inbreeding
should be weak (see also Taylor et al. 2010), making it
unlikely that all studies reporting HFCs are reporting a
true effect of inbreeding. Moreover, Slate et al. (2004)
showed that the strength of the correlation between
heterozygosity and inbreeding is a function of both the
mean and the variance of the level of inbreeding, as well
as the number of loci used to derive such estimates. In
summary, such relationships should be hard to detect if
there is a low prevalence of inbreeding in a population
and ⁄ or a small number of markers are used to investigate inbreeding. Overall et al. (2005) provided empirical
evidence of the former, showing a weak heterozygosity–
inbreeding association as a result of a low prevalence
of inbreeding in Soay sheep (Ovis aries). In addition,
Balloux et al. (2004) show through simulations that as
the number of markers employed increases (up to 200),
the strength of correlation between heterozygosity and
inbreeding increases in a commensurate fashion. In reality, very few studies employ such a large number of
markers (but see Slate et al. 2000). Consequently, many
studies reporting significant HFCs, whilst using small
numbers of markers, typically report relatively weak
relationships between heterozygosity and a fitness
metric, with r2 values of 2–3% (see Balloux et al. 2004;
Chapman et al. 2009). Indeed, there is also the possibility
that publication bias has falsely inflated the importance
of HFCs in animals (Balloux et al. 2004; Chapman et al.
2009), as many studies showing a lack of correlation may
not be published.
There are alternative explanations for the prevalence
of HFCs in the current literature (reviewed in Hansson
& Westerberg 2002). First, rather than being reflective of
genome-wide heterozygosity, and thus level of inbreeding (referred to as the ‘general effects’ hypothesis,
Hansson & Westerberg 2002), it may be the case that
some of the loci employed are in physical linkage with
loci that influence fitness (Slate et al. 2004), known as
the ‘local effects’ hypothesis (Hansson & Westerberg
2002). The main criticism of this hypothesis is that it
requires that a large proportion of the genome be in
linkage disequilibrium to so frequently discover neutral
 2011 Blackwell Publishing Ltd

markers demonstrating such ‘local effects’ (Hansson &
Westerberg 2002; Slate et al. 2004). In spite of this, there
is some evidence suggestive of local effects in wild populations (Hansson et al. 2004), but it is vital to acknowledge that absence of evidence for general effects in the
presence of HFCs does not immediately support a ‘local
effects’ explanation (Kupper et al. 2010). Another
recently proposed explanation is the existence of cryptic
population structure in the sample, which could present
as a HFC if there is systematic variation in mean heterozygosity (e.g. because of genetic drift) across each
deme, and demes also vary in fitness, for reasons that
are completely unrelated (e.g. systematic variation in
habitat ⁄ environmental quality across geographic areas),
see Slate & Pemberton (2006). For this reason, prior to
invoking inbreeding depression as the explanation for
HFCs, it is important to rule out the possibility of population stratification either by explicitly testing for heterozygosity differences by site or by providing evidence
that the population being studied is, in fact, unstructured (e.g. Harrison et al. 2010a).
We establish the presence and form of the relationship between heterozygosity and fitness in a long-distance migratory bird, the light-bellied Brent goose
(Branta bernicla hrota). We characterize the nature and
location of pair formation in this species, as pairing in
areas of high kin structure creates a high risk of
inbreeding in the absence of kin recognition ⁄ avoidance.
We also investigate the potential for systematic variation in heterozygosity among geographic regions of
their winter home range to investigate the possibility
that cryptic population structure has resulted in HFCs
being present. We discuss our results in the context of
understanding the factors driving fitness asymmetries
in wild animal populations.

Methods
Study species
The east Canadian High Arctic population of lightbellied Brent geese (B. bernicla hrota) comprises
c. 40 000 individuals (Fig. 1), which spend the majority
of the winter around the coast of Ireland (Inger et al.
2006). They stage on the west coast of Iceland for
c. 1 month between April and May, before migrating
into the Canadian Arctic to breed (Gudmundsson et al.
1995). Their diet comprises largely marine plants such
as the angiosperm Zostera spp. as well as green algae
Ulva lactuca. However, during late winter in Ireland,
these resources are less abundant and therefore Brent
geese also feed on terrestrial grasses (Inger et al. 2006).
Brent geese stage initially at Strangford Lough in
Northern Ireland (54.47 N, 5.58 W) at the beginning of
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Fig. 1 Population size across years for light-bellied Brent
geese. Annual counts are made in October each year and synchronized over 1–2 days in Ireland, Iceland, Britain, Jersey and
northern France.

winter to exploit a high abundance of nutrient-dense
marine plants (Inger et al. 2006), thereafter dispersing
to their core wintering areas around the coast of Ireland
from November to March, to which they are highly
site-faithful between years (Harrison et al. 2010a).

Sample collection
Birds were captured at multiple sites in Ireland and Iceland using cannon nets, and in the Canadian Arctic
breeding grounds by herding into v-nets (during breeding the adults are moulting and thus flightless). Birds
were fitted with unique colour leg rings, aged as adult or
juvenile by plumage, and sexed by cloacal examination.
Blood samples were taken and stored in absolute ethanol
in 1.5-mL screw-top, o-ring sealed microfuge tubes.

Pair formation
Detailed information regarding methods of field observations of birds can be found in Inger et al. (2010). To
assign location of pair formation, we extracted all data
from individuals whose breeding status was observed
to change over the course of the annual cycle from singleton (unpaired) to associated (paired). To assign singletons, we used only birds that had been explicitly
labelled as unassociated in the database, which can be
assessed unambiguously in the field. To assess the
change in status, we used only records for birds that
were observed three times or more as associated after
the initial change in status, to avoid errors caused by
mis-assigning birds as paired when they are in fact still
singletons. For each case, we recorded the location of
the change in status, based on the following categories:
Early Winter (EW), any pairing occurring in Strangford
Lough in September–October; Core Winter (CW), pairing during the core period of winter; Winter (W), pairing that occurred at some point in winter but the

individual was observed as a singleton during EW and
paired in CW; Staging (S), pairing during Icelandic staging; Winter ⁄ Staging (WS), individual was observed as
singleton during winter and paired during S; Staging ⁄ Winter (SW), individual was observed as a singleton during staging in year t and associated in winter in
year t + 1; Unassigned (between Winter year t and Winter year t + 1). We calculated Bayesian 95% credible
intervals for the proportions of pairings at each location
using the methods of McCarthy (2007) to reflect the
degree of precision of the estimates given the sample
size of pairings occurring at each stage.

Heterozygosity
We used data from 1108 individuals genotyped using
the 15 microsatellite loci detailed in Harrison et al.
(2010b) to calculate heterozygosity estimates using the R
package ‘Rhh’ (Alho et al. 2010) in R v2.12.2 (R Development Core Team 2010). We calculated both internal
relatedness (IR, Amos et al. 2001) and homozygosity by
loci (HL, Aparicio et al. 2007) to test the sensitivity of
the models to the choice of heterozygosity measure. We
also calculated a heterozygosity–heterozygosity correlation (Balloux et al. 2004) using the ‘hh’ function, which
repeatedly and randomly divides the loci in half and
calculates the correlation between them. If neutral
markers such as microsatellites carry information about
genome-wide levels of heterozygosity, then comparing
two random subsets of such markers should yield a
positive, significant correlation (Balloux et al. 2004;
Alho et al. 2010). We ran 100 randomizations of the
markers for both the IR and the heterozygosity by loci
(HL) estimates of heterozygosity.

Reproductive success
We used the IBGRG database to assign number of offspring produced by the 1108 birds for which we had
information on heterozygosity. For each annual cycle
(October–September), we took the maximum number of
juveniles recorded for each bird as their estimate of
reproductive success. When assigning birds as nonbreeders (zero offspring), we considered only birds that had
been explicitly recorded as being associated to avoid
bias caused by including singletons that have no breeding partner. The data for number of breeders and nonbreeders for each annual cycle are summarized in
Table 1. We used the package ‘MCMCglmm’ (Hadfield
2010) to fit a Bayesian mixed-effects model with a Poisson error structure and a log-link to look for an effect
of heterozygosity on number of juveniles produced
(n = 1025 records comprising 506 unique breeding
pairs ⁄ individuals). We specified both heterozygosity
 2011 Blackwell Publishing Ltd
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Table 1 Sample sizes by annual cycle for light-bellied Brent
geese (October–September). n is total number of individuals.
‘Breeders’ and ‘Non-breeders’ refer to the relative frequency of
birds that did and did not reproduce, respectively
Annual cycle

n

Breeders

Nonbreeders

2005 ⁄ 2006
2006 ⁄ 2007
2007 ⁄ 2008
2008 ⁄ 2009

164
222
382
257

26
15
145
124

138
207
237
133

Single-locus effects
To test for the possibility that local, rather than general, effects were driving the observed HFCs, we ran a
multiple regression following Szulkin et al. (2010)
where each locus (n = 15) was included as an individual predictor and coded as 0 or 1 for homozygous ⁄
heterozygous, respectively. Missing genotypes were
replaced with the mean heterozygosity for that locus
(Szulkin et al. 2010; see also Chapman & Sheldon
2011). If this model explains more variation than a
basic model where MLH is included as a single predictor, then this lends support to the local effects hypothesis. We used only the last 2 years of data for this
mode to avoid overparameterizing the model by having to specify year and its interactions with the 15 separate locus predictors. We then compare this model to
its equivalent where only MLH is fitted as a main
effect. To calculate the F ratio, we followed the formula
outlined in Szulkin et al. (2010) and used the posterior
mode of the deviance calculated for each model in our
calculations.

7

7

measure (IR) and year as main effects as well as their
interaction. IR was standardized prior to analysis to
make regression coefficients for the effect of heterozygosity directly comparable across studies (Shielzeth 2010).
The mean of IR for our data set was 0.027 with a standard deviation of 0.14. We report these data so that our
estimates of the effect of standardized model can easily
be converted back to the original scale (Shielzeth 2010).
We often had heterozygosity data from both members
of a breeding pair and so we specified a random intercept term for breeding pair. Because of the low frequency of successful reproduction in the first 2 years
(Table 1), we subsetted the data to the last 2 years and
ran the same model (n = 639 records comprising 435
unique breeding pairs) on the restricted data set, on the
basis that with such low variance in productivity in

6

2006/2007

0

0

1

1

2

2

3

3

4

4

5

5

6

2005/2006

0.0

0.2

0.4

0.6

–0.2

0.8

0.0

0.2

0.4

0.6

0.8

0.6

0.8

7

7

–0.2

6

2008/2009

4

5

5

6

2007/2008

0

0

1

1

2

2

3

3

4

Number of offspring

2 years, asymmetries among individuals would be hard
to detect. We suppressed the global intercept to prevent
parameter estimates being expressed as the difference
from the first year of data (2005 ⁄ 2006). Raw data of
reproductive success by year are presented in Fig 2.
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Fig. 2 Relationship between multilocus heterozygosity (measured as internal relatedness) and reproductive success for four successive years in light-bellied Brent geese. A significant heterozygosity–fitness correlation was found only for the latter 2 years of the data
set (2007 ⁄ 2008 and 2008 ⁄ 2009, Table 2), when population-level variance in breeding success was high enough for the asymmetry
between more and less heterozygous individuals to be detectable (Table 1).
 2011 Blackwell Publishing Ltd
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Classifying loci as functional or neutral
To assess the potential for the loci employed in this
study to be functional, we followed the guidelines of
Olano-Marin et al. (2011) by assessing homology of the
microsatellite sequences to avian expressed-sequence
tags (ESTs). We performed a BLAST search of all
sequences against the EST databases of both chicken
(Gallus gallus) and zebra finch (Taeniopygia guttata) using
the NCBI blast suite (http://blast.ncbi.nlm.nih.gov/).
For each organism, we queried only the EST database
for that species and optimized for both ‘somewhat similar sequences (blastn)’ and ‘highly similar sequences
(megablast)’ in the programme selection. Details of
genomic location of these loci in both zebra finch and
chicken can be found in Harrison et al. (2010b), fig. 1.

Estimating the correlation between heterozygosity and
fitness using a multiresponse model
We fitted reproductive success and heterozygosity as a
multivariate response using MCMCglmm. We fitted
separate models for the first 2 years of data (n = 386),
last 2 years of data (n = 639) and finally a model using
data from all years (n = 1025). This allowed us to estimate the form of the variance ⁄ covariance matrix
between the two variables, and consequently the correlation between them. We extracted the posterior correlation between terms in the variance ⁄ covariance matrix
(see Data S1 material for code, Supporting information).

Heterozygosity differences by site
Of the 549 individuals in our sample, we censored the
data to those individuals for which we had information on consistent site use (n = 457). Birds were
assigned to that site only if they had been recorded
there three times within the ‘Core Winter’ period of
November to March. Of these, we chose only those
where we had at least 10 representatives from each site
(n = 415 across eight sites) to ensure there were sufficient data for calculation of a reliable mean for each
site. We fitted an ANOVA in MCMCglmm with heterozygosity (IR) as the response, with site as the predictor.
We suppressed the intercept so that each site had its
own mean calculated, rather than the parameter
estimate being expressed as the difference from the
first site’s mean.

MCMCglmm models and diagnostics
Model code for all MCMCglmm Models and priors can
be found in Data S1 (Supporting information). All

MCMCglmm models were run for 200 000 iterations
after a burnin of 20 000 and a thinning interval of 200
to yield a final sample of 1000 iterations per chain.
Autocorrelation for the MCMC chains of both fixed
effects and variance of all models was assessed using
the ‘autocorr’ function in R. Autocorrelation between
successive stored iterations for all chains was low (all
values <0.1). Convergence of chains was assessed and
calculated using the Gelman–Rubin diagnostic statistic
(Gelman & Rubin 1992) in the coda package (Plummer
et al. 2010) by running all models in duplicate with
overdispersed starting values and comparing the mixing properties of chains between identical models. All
models showed adequate convergence (multivariate
potential scale reduction factors all <1.05).
Univariate priors. For all models, we specified uninformative inverse Gamma priors (Hadfield 2010) with the
mean of the univariate inverse Wishart distribution set
to 1 and a degree-of-belief parameter (m) set to 0.002 for
both random effects (group and unit level) variance
components. MCMCglmm fits a unit-level variance
component to allow the extra-Poisson variation in the
data to be modelled as additive overdispersion on the
link scale (Nakagawa & Shielzeth 2010). As such, an
estimate of zero implies the data follow a standard
Poisson distribution. To test the sensitivity of the analyses to choice of priors, we reran all models with m set to
both 2 and 0 and found that posterior estimates for all
models were insensitive to choice of prior. Details of
priors for this model can be found in Data S1 (Supporting information).
Multivariate priors. For the multiresponse model, we
specified an uninformative inverse Wishart prior,
parameterized with a 2 · 2 matrix and m = 2 (as there
are two response variables) for both the group- and the
unit-level (R and G) random effects. We also specified
an empty (zero) variance ⁄ covariance matrix. Details of
priors for this model can be found in Data S1 (Supporting information).

Results
Heterozygosity–fitness correlations
MultiLocus heterozygosity. We found that increased heterozygosity had a significant positive effect on number
of juveniles produced in 2 of 4 years of our data set
(IR*Year interactions for 2007 ⁄ 2008 and 2008 ⁄ 2009,
Table 2). Heterozygosity was also significant as a main
effect when running a separate model using only the
latter 2 years of the data set (standardized IR,
mean = )0.2, 95% CI = )0.36 to )0.04 N.B. The parame 2011 Blackwell Publishing Ltd
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Table 2 Parameter estimates from a Bayesian mixed-effects
model fitted using MCMCglmm investigating the interaction
between heterozygosity (IR) and year. Estimates in bold are
significant (95% credible intervals do not cross zero). All estimates are on the log scale. The predictor IR was standardized
prior to analysis to make coefficient estimates comparable
across studies (Shielzeth 2010). ‘Pair’ variance is the variance
estimate of the group-level (categorical) random effect
Variable

Mean

95% CI

IR
2005 ⁄ 2006
2006 ⁄ 2007
2007 ⁄ 2008
2008 ⁄ 2009
IR*2006 ⁄ 2007
IR*2007 ⁄ 2008
IR*2008 ⁄ 2009
Pair variance
Additive over dispersion

0.244
)2.447
)3.271
)0.918
)0.638
0.261
)0.459
)0.453
1.09
1.28

)0.056 to 0.56
)2.93 to )1.9
)3.86 to )2.7
)1.18 to )0.67
)0.9 to )0.38
)0.22 to 0.74
)0.82 to )0.05
)0.83 to )0.056
0.53 to 1.63
0.8 to 1.82

IR, internal relatedness.

ter estimate for IR is negative because less heterozygous
individuals have a higher IR score). There was no evidence for heterozygosity by year interaction
(mean = )0.02, 95% CI = )0.29 to 0.39) or year effect
(mean = 0.22, 95% CI = )0.03 to 0.49), suggesting the
effect of heterozygosity was similar across the 2 years.
Correlation between heterozygosity and fitness from the
multiresponse model. Using the latter 2 years of the data
set (n = 639), the correlation between heterozygosity
and fitness was estimated to be )0.27 with a 95% credible interval of )0.1 to )0.45. (2 d.p.; a negative sign
because a higher IR score means individuals are less
heterozygous). This estimate is consistent with the
mixed-effects regression, which predicts a negative
effect of decreased heterozygosity on reproductive success (Table 2). Estimates of the posterior mode of the
variance ⁄ covariance matrix can be found in Table S1
(Supporting information). Using all 4 years of data
(n = 1025), the correlation was estimated as )0.16 (95%
CI )0.34 to 0.05), and finally using only the first 2 years
of data (n = 386), the correlation was estimated as 0.15
(95% CI )0.03 to 0.3). The fact that both sets of credible
intervals cross zero is again consistent with the mixedeffects regression, showing that significant effects are
not present when pooling all data across years.
Single-locus effects. Following the guidelines of Szulkin
et al. (2010), when comparing a multiple regression
model containing all individual loci as predictors vs. a
model containing only MLH as the sole predictor,
model comparison revealed no significant difference
 2011 Blackwell Publishing Ltd

Table 3 Heterozygosity–heterozygosity correlations (Balloux
et al. 2004) for 1108 individuals using 15 microsatellite loci.
Both IR and HL measures show positive, significant correlations after 100 randomizations (95% quantiles do not cross
zero)
Heterozygosity estimate

Mean r

95% Quantile

IR
HL

0.3
0.29

0.26–0.34
0.23–0.33

IR, internal relatedness; HL, heterozygosity by loci.

between the two models (F1,14 = 0.82, P = 0.38, n = 639).
Therefore, we find no support for the hypothesis that
the single-locus multiple regression explains significantly more variation than the MLH regression.
Functional vs. neutral loci. When the BLAST search was
optimized for ‘highly similar sequences’, we found no
homologies to ESTs for either chicken or zebra finch.
Only one locus (Bbh043) showed limited homology to
an EST sequence when the BLAST search was optimized
for ‘somewhat similar sequences’, the chicken
ChEST362b10 cDNA clone (Accession Number
BU359727.1) located on the W chromosome. However,
our previous work has shown no pattern of sex linkage
of this marker that would be consistent with presence
on the W chromosome (Harrison et al. 2010b), and
query coverage was only 46%, suggesting this homology is spurious. Therefore, with obvious caveats regarding the power of this approach, we suggest that none of
the other loci employed in this study showed homology
to ESTs in either the zebra finch or the chicken
genomes, which following the example of Olano-Marin
et al. (2011) suggests that all of the loci we employ here
can be considered ‘neutral’.

Heterozygosity–heterozygosity correlations
We found a positive and significant correlation between
randomly assigned subsets of loci following the method
of Balloux et al. (2004) (Table 3). The correlations were
robust to the choice of heterozygosity measure used.
Mean correlation coefficient for the IR estimate of heterozygosity after 100 random draws was 0.3, leading to
an r2 of 9%. These estimates are consistent with the
expected r2 for HHC given the modest number of markers employed (15) (Balloux et al. 2004).

Heterozygosity differences by site
We found no significant differences in mean heterozygosity among sites (all pairs of 95% Credible Intervals
overlap, Table S2, Supporting information). Three sites
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Fig. 3 Histogram of location of pair formation in 96 breeding
pairs of Light-bellied Brent geese (Branta bernicla hrota). All
assignments, expressed as proportions of the total (96), including multiseason assignments where we could not be certain of
location. Location codes: EW, Early Winter; S, Staging; W, During Early or Core Winter; CW, Core Winter; WS, Between Winter and Staging; SW, Between Staging year t and Winter year
t + 1 (possible breeding ground pairing); U, Unassigned
(between Winter year t and Winter year t + 1. Bars are 95%
credible intervals, calculated following the methods of McCarthy (2007). Raw counts of number of pairings are presented
below location codes.

(Dundrum, Dungarvan and Tralee) were estimated to
have nonzero means (credible intervals do not cross
zero) whilst the remaining sites (Carlingford, Strangford, Dublin, Sligo and Wexford) had means that could
not be distinguished from zero.

Pair formation
Of the 96 records of pair formation, 33% were found to
occur during the ‘Core Winter’ period in Ireland (typically November–March), whilst 11% occurred during
the ‘Early Winter’ period, where the majority of the
population mix in Strangford Lough, Northern Ireland,
at the beginning of the season (Inger 2006). A further
7% were identified on the Icelandic staging grounds
(Fig. 3). As birds were observed as singletons in one
season and associated in the next, 33% could not be
assigned a definitive single season location. Of these,
four were observed to have occurred between Staging
in May and the following winter and thus could potentially represent pairing on the breeding ground.
Approximately 14% were ‘Unassigned’ as the pairing
could have occurred in any of the three major seasons

The HFCs that we observed were only detectable in
years with sufficient variation in productivity to result
in an asymmetry among individuals of different heterozygosity. This has important implications for the investigation of HFCs, as studies that thus far have failed to
detect their presence may simply have chosen periods
in which variance in reproductive success among individuals was insufficient to produce a signal. The
amount of variation explained by HFCs is often low
(Balloux et al.2004), and therefore if population-level
productivity is influenced by substantial temporal variation in other parameters (such as environmental variation e.g. Dickey et al. 2008), detectable variation in such
productivity may only occur at times where such conditions are conducive to breeding. However, we caution
that the interpretation of such a pattern depends
entirely on the fitness trait being measured, as Keller
1998 found that inbred individuals suffered lower survival during severe weather events. Such interactions
between environment and inbreeding can thus take
several forms (Armbruster & Reed 2005), but detection
of the relationship between inbreeding and fitness
(survival or productivity) may rely on either favourable
(this study) or unfavourable (Keller 1998) environmental conditions, which will not be present at all sampling
points.
We found no evidence that a model containing all
loci as individual predictors performed better than the
simple model containing only a MLH measure. Moreover, we observed a positive, significant heterozygosity–heterozygosity correlation between random sets of
our markers (r = 0.3, r2 = 9%), which is consistent with
the idea that neutral marker heterozygosity is representative of genome-wide heterozygosity, and therefore
inbreeding (Balloux et al. 2004; Slate et al. 2004) in
light-bellied Brent geese. Moreover, the degree of correlation we observed was consistent with the expected
value derived from the simulations of Balloux et al.
(2004) using a similar number of markers. Following
Slate et al. (2004), these data suggest that the mean and
variance of inbreeding in light-bellied Brent geese must
be relatively high, allowing us to detect such a signal
with a modest number of markers. Our previous work
has shown that adult Brent geese show a high degree
of site fidelity and that this fidelity is culturally inherited from parents during the first year of life (Harrison
et al. 2010a). Because family lineages will consistently
show fidelity to the same sites, there is likely signifi 2011 Blackwell Publishing Ltd
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cant kin structure within discrete areas on both the wintering and the staging grounds (Harrison et al. 2010a).
As such, our data on pair formation provide complementary support to the general effects hypothesis, as
we have shown that a large proportion of pairings
occur during ‘Core Winter’ where this kin structure
operates, and could thus give rise to consanguineous
matings.
Whilst it has been suggested that cryptic population
stratification could drive HFCs even in the absence of
both local and general effects (Slate & Pemberton 2006),
we have previously shown that there is no genetic
structure in the light-bellied Brent goose (Harrison et al.
2010a). Moreover, we found no evidence of any differences in mean heterozygosity on a site-by-site basis (see
Table S2, Supporting information) as would be predicted by this hypothesis. We therefore discount the
population structure hypothesis as being highly unlikely to be the driver of the HFCs observed in this
study. Finally, using a multivariate response model, we
estimated the correlation between IR and reproductive
success to be )0.27 (95% CI )0.1 to )0.45) using the latter 2 years of the data set only. Consistent with the
mixed-effects regression, repeating this analysis with
the entire 4 year data set (mean 0.16; 95% CI )0.34 to
0.05), or using only the first 2 years (mean 0.15; 95% CI
)0.04 to 0.3), showed no significant correlation (credible
intervals cross zero), suggesting that the effect of heterozygosity is not consistent across years. We suggest
estimates of this nature should be calculated routinely
for studies involving HFCs, as they are of high utility
in showing the magnitude of effect of differences in heterozygosity among individuals. Perhaps more importantly, correlation coefficients derived this way are
directly comparable across studies (Shielzeth 2010),
which will prove invaluable should one wish to compare the strength of evidence for HFCs across multiple
studies, species and taxa.

Conclusion
We have demonstrated a relationship between heterozygosity and fitness in a highly vagile wild vertebrate species, most likely driven by the fact that a large
proportion of pairings occur where there is a high risk
of inbreeding. Estimates of correlations among random
subsets of loci (Balloux et al. 2004; Alho et al. 2010) and
knowledge of the likelihood of the occurrence of
inbreeding make such conclusions about HFCs far more
robust than evidence of HFCs being presented in isolation. We suggest that even in the presence of such evidence, it is important to explore alternative hypotheses
regarding what could be driving observed patterns (e.g.
Slate & Pemberton 2006). Moreover, studies investigat 2011 Blackwell Publishing Ltd

ing HFCs should ideally seek to do so across multiple
generations, as we have shown that such effects can be
undetectable when population-level variance in reproductive success is low.

Acknowledgements
We are grateful to Jon Slate for discussion of the interpretation
of heterozygosity–fitness correlations. David Coltman and two
anonymous referees provided comments that significantly
improved an earlier version of the manuscript. XAH thanks
Ned Dochtermann for advice regarding priors and variance ⁄ covariance matrices for multivariate models in
MCMCglmm. Genotyping work was carried out at the NERC
Biomolecular Analysis Facility at Sheffield. XAH thanks Terry
Burke, Deborah Dawson, Gavin Horsburgh and Andy Krupa
for training in molecular techniques.

References
Acevedo-Whitehouse K, Gulland F, Greig D, Amos W (2003)
Inbreeding: disease susceptibility in California sea lions.
Nature, 422, 35.
Alho J, Valimaki K, Merila J (2010) Rhh: an R extension for
estimating multilocus heterozygosity and heterozygosityheterozygosity correlation. Molecular Ecology Resources, 10,
720–722.
Amos W, Worthington Wilmer J, Fullard K et al. (2001) The
influence of parental relatedness on reproductive success.
Proceedings of the Royal Society of London. Series B: Biological
Sciences, 268, 2021.
Aparicio JM, Ortego J, Cordero PJ (2006) What should we
weigh to estimate heterozygosity, alleles or loci? Molecular
Ecology, 15, 4659–4665.
Armbruster P, Reed DH (2005) Inbreeding depression in
benign and stressful environments. Heredity, 95, 235–242.
Balloux F, Amos W, Coulson T (2004) Does heterozygosity
estimate inbreeding in real populations? Molecular Ecology,
13, 3021–3031.
Chapman JR, Sheldon BC (2011) Heterozygosity is unrelated to
adult fitness measures in a noninbred population of great tits
(Parus major). Journal of Evolutionary Biology, 24, 1715–1726.
Chapman JR, Nakagawa S, Coltman DW, Slate J, Sheldon BC
(2009) A quantitative review of heterozygosity-fitness
correlations in animal populations. Molecular Ecology, 18,
2746–2765.
Coltman DW, Pilkington JG, Smith JA, Pemberton JM (1999)
Parasite-mediated selection against inbred Soay sheep in a
free-living, island population. Evolution, 53, 1259–1267.
Crnokrak P, Roff DA (1999) Inbreeding depression in the wild.
Heredity, 83, 260–270.
Dickey MH, Gauthier G, Cadieux C (2008) Climatic effects on
the breeding phenology and reproductive success of an
arctic-nesting goose species. Global Change Biology, 14, 1973–
1985.
Gelman A, Rubin DB (1992) Inference from iterative simulation
using multiple sequences (with discussion). Statistical Science,
7, 457–511.
Gudmundsson G, Benvenuti S, Alerstam T, Papi F, Lilliendahl
K, Akesson S (1995) Examining the limits of flight

4794 X . A . H A R R I S O N E T A L .
orientation and performance – satellite tracking of Brent
geese migrating over the Greenland ice cap. Proceedings of the
Royal Society of London Series B: Biological Sciences, 261, 73–79.
Hadfield JD (2010) MCMC methods for multi–response
generalised linear mixed models: the MCMCglmm R
package. Journal of Statistical Software, 33, 1–22.
Hansson B, Westerberg L (2002) On the correlation between
heterozygosity and fitness in natural populations. Molecular
Ecology, 11, 2467–2474.
Hansson B, Westerdahl H, Hasselquist D, Akesson M,
Bensch S (2004) Does linkage disequilibrium generate
heterozygosity-fitness correlations in great reed warblers?
Evolution, 58, 870–879.
Harrison XA, Tregenza T, Inger R et al. (2010a) Cultural
inheritance drives site fidelity and migratory connectivity in
a long-distance migrant. Molecular Ecology, 19, 5484–5496.
Harrison XA, Dawson DA, Horsburgh GJ, Tregenza T,
Bearhop S (2010b) Isolation, characterisation and predicted
genome locations of Light-bellied Brent goose (Branta bernicla
hrota) microsatellite loci (Anatidae, AVES). Conservation
Genetics Resources, 2, 365–371.
Inger R, Bearhop S, Robinson JA, Ruxton G (2006) Prey choice
affects the trade-off balance between predation and
starvation in an avian herbivore. Animal Behaviour, 71, 1335–
1341.
Inger R, Ruxton G, Newton J et al. (2006) Temporal and
intrapopulation variation in prey choice of wintering geese
determined by stable isotope analysis. Journal of Animal
Ecology, 75, 1190–1200.
Inger R, Harrison XA, Ruxton G et al. (2010) Carry-over effects
reveal reproductive costs in a long-distance migrant. Journal
Of Animal Ecology, 79, 974–982.
Keller LF (1998) Inbreeding and its fitness effects in an insular
population of song sparrows (Melospiza melodia). Evolution,
52, 240–250.
Keller LF, Waller DM (2002) Inbreeding effects in wild
populations. Trends in Ecology & Evolution, 17, 230–241.
Keller LF, Grant PR, Grant BR, Petren K (2002) Environmental
conditions affect the magnitude of inbreeding depression in
survival of Darwin’s finches. Evolution, 56, 1229–1239.
Kupper C, Kosztolanyi A, Augustin J, Dawson D, Burke T,
Szekely T (2010) Heterozygosity-fitness correlations of
conserved microsatellite markers in Kentish plovers
Charadrius alexandrinus. Molecular Ecology, 19, 5172–5185.
McCarthy MA (2007) Bayesian Methods for Ecology. Cambridge
University Press, Cambridge, MA.
Nakagawa S, Shielzeth H (2010) Repeatability for Gaussian and
non-Gaussian data: a practical guide for biologists. Biological
Reviews, 85, 935–956.
Olano-Marin J, Mueller JC, Kempenaers B (2011) Correlations
between heterozygosity and reproductive success in the blue
tit (Cyanistes caeruleus): an analysis of inbreeding and single
locus effects. Evolution, in press, doi: 10.1111/j.1558-5646.
2011.01369.x.
Overall A, Byrne K, Pilkington J, Pemberton JM (2005)
Heterozygosity, inbreeding and neonatal traits in Soay sheep
on St Kilda. Molecular Ecology, 14, 3383–3393.
Pemberton JM (2008) Wild pedigrees: the way forward.
Proceedings of the Royal Society B: Biological Sciences, 275, 613.
Plummer M (2010) JAGS (Just Another Gibbs Sampler) Version
2.2. 0. User Manual. http://mcmc-jags.sourceforge.net/.

R Development Core Team (2010) R: A Language and
Environment for Statistical Computing. R Foundation for
Statistical Computing, Vienna, Austria.
Shielzeth H (2010) Simple means to improve the
interpretability of regression coefficients. Methods in Ecology
and Evolution, 1, 103–113.
Slate J, Pemberton J (2006) Does reduced heterozygosity
depress sperm quality in wild rabbits (Oryctolagus
cuniculus)? Current Biology, 16, R790–R791.
Slate J, Kruuk LE, Marshall TC, Pemberton JM, Clutton-Brock
TH (2000) Inbreeding depression influences lifetime breeding
success in a wild population of red deer (Cervus elaphus).
Proceedings of the Royal Society B: Biological Sciences, 267,
1657–1662.
Slate J, David P, Dodds K et al. (2004) Understanding the
relationship between the inbreeding coefficient and
multilocus heterozygosity: theoretical expectations and
empirical data. Heredity, 93, 255–265.
Szulkin M, Sheldon BC (2008) Dispersal as a means of
inbreeding avoidance in a wild bird population. Proceedings
of the Royal Society B: Biological Sciences, 275, 703.
Szulkin M, Bierne N, David P (2010) Heterozygosity-fitness
correlations: a time for reappraisal. Evolution, 64, 1202–1217.
aylor S, Sardell R, Reid J et al. (2010) Inbreeding coefficient
and heterozygosity-fitness correlations in unhatched and
hatched song sparrow nestmates. Molecular Ecology, 19, 4454–
4461.
Wang J (2002) An estimator for pairwise relatedness using
molecular markers. Genetics, 160, 1203–1215.

X.A.H. is a Postdoctoral Researcher at the Centre for Ecology
and Conservation, University of Exeter, where he studies
aspects of dispersal, kin structure and inbreeding avoidance in
wild bird populations. S.B. is a Professor of Animal Ecology at
the Centre for Ecology and Conservation. His research interests
centres on the causes and consequences of individual variation
in behaviour with a particular focus on foraging and migration
ecology. R.I. is a Postdoc interested in the trophic ecology of
vertebrates, with particular focus on the use of stable isotopes.
K.C. was formerly a research biologist at the Wildfowl and
Wetlands Trust (WWT) and currently works as a conservation
biologist for the Royal Society for the Protection of Birds
(RSPB). His research focuses on the conservation and management of Brent geese and other priority species. G.A.G. is a
senior researcher at the Icelandic Institute of Natural History,
still focused on the subject of his Ph.D. thesis – migration strategies of birds breeding in the High Arctic. D.J.H. is a senior
lecturer in population ecology in the Centre for Ecology and
Conservation. He has key interests in the maintenance of biodiversity, empirical modeling of population dynamics, and ecological statistics. G.Mc.E. is the administrator of the Irish Brent
Goose Research Group database, and maintains active research
interests in a number of Anatidae species, including Brent and
Greenland White-fronted Geese, and Whooper swans. T.T. is a
Professor of evolutionary ecology at the CEC and studies taxa
from insects to vertebrates in the hope of improving our
understanding of speciation and the evolutionary consequences
of sexual reproduction.

 2011 Blackwell Publishing Ltd

H E T E R O Z Y G O S I T Y – F I T N E S S C O R R E L A T I O N S I N A M I G R A T O R Y B I R D 4795

Data accessibility
DNA sequences: GenBank Accession Numbers FN691780–
FN691904 and FN812687–FN812698) (see Harrison et al.
2010b). Microsatellite data deposited at Dryad: doi:10.5061/
dryad.52dk8.

Table S1 Variance ⁄ covariance matrix from a multi-response
model fitted in order to estimate the correlation between heterozygosity and number of juveniles.
Table S2 Mean heterozygosity by site for 8 major sites on the
Irish wintering grounds.
Data S1 Model code for all models run using MCMCglmm.

Supporting information
Additional supporting information may be found in the online
version of this article.

 2011 Blackwell Publishing Ltd

Please note: Wiley-Blackwell are not responsible for the content
or functionality of any supporting information supplied by the
authors. Any queries (other than missing material) should be
directed to the corresponding author for the article.

