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Summary

1. Bumblebees are important pollinators in natural as well as agricultural ecosystems. Estimates of
foraging range, population size and genetic population structure so far have been based on worker
samples alone. Here we include both males and workers in a population genetic analysis to infer
the contribution of males to these important ecological parameters.

2. The population genetic (microsatellite) analyses of Bombus terrestris L. populations on the island
of Cabrera (Spain) and Halle (Germany) revealed high heterozygosities (060 £ 0-08 to 0-77 £ 0-13)
and neither a deviation from Hardy—Weinberg equilibrium nor linkage disequilibrium.

3. We detected five colonies (census population size) for the island population and 27 to 68 for the
German mainland population. The genetic effective population sizes were N, = 7-5 for the island
and 40-5 to 102 for the mainland population respectively.

4. There was a significant genetic subdifferentiation between the male and the worker population
samples, suggesting that males originated from different and/or more distant colonies than workers.
5. Based on the colony numbers, we estimated the flight range of males, which ranged from 2-6 km
to 9-9 km, much further than worker flight ranges. Bumblebee-mediated pollen flow will therefore
be much further than expected based on the foraging range of workers alone if males also contribute
to pollination.
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Introduction

Pollinators are essential for maintaining the function of
agricultural and natural ecosystems, because they facilitate
the gene flow among populations of flowering plants (Kevan
1999; Kevan & Phillips 2001; Knight ez al. 2005). Particularly,
those pollinators transporting pollen over long distances
are important in fragmented ecosystems because they can
mediate gene flow between distant plant populations
(Kearns & Thomson 2001; Cresswell & Osborne 2004). One
of the most abundant and efficient groups of pollinators in
temperate climates are the bumblebees (Fussell & Corbet
1992; Bingham & Orthner 1998; Kearns & Thomson 2001;
Goulson 2003), which even can exceed the honeybee
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Apis mellifera in pollination efficiency (Westerkamp 1991).
In particular, bumblebees are renown for more robust
handling of flowers and buzz pollination (Kevan ez al. 1993;
Morandin, Laverty & Kevan 2001a,b; Goulson 2003). In
addition, there are fundamental differences in foraging
strategies between Apis and Bombus. Whereas honeybee
foragers take advantage of sophisticated communication
systems, with mass recruitment to highly rewarding food
sources, bumblebees have a less-advanced communication
system (Dornhaus & Chittka 2001, 2004). The bumblebee
worker forages largely based on individual experience
and as a result, bumblebee colonies have more scattered
foraging grounds (Westerkamp 1991; Kearns & Thomson
2001; Goulson 2003). Finally, bumblebee nests have large
foraging ranges covering areas of up to 47-7 km? (Chapman,
Wang & Bourke 2003).

The life cycle of bumblebee colonies includes the production
of sexuals, drones and queens. In contrast to workers, drones
do not return to the nest once they have started mating
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flights in search for a queen (Free 1982). In several species,
males establish distinct patrol routes (Darwin 1886; Haas
1949; Alford 1975; Kearns & Thomson 2001) where they
leave pheromone marks to attract females (Bergstrom et al.
1967, 1981; Mauss 1994). In between these patrol flights,
they also visit and pollinate flowers. Given the importance
of long-distance gene flow for insect-pollinated plants in
fragmented ecosystems, and given the potential for facilitating
long-distance pollen flow by drones, it seems highly desirable
to obtain more information on the actual flight distances of
males to assess their pollination potential.

So far, all estimates of flight distance have been carried
out for workers only, either indirectly by using molecular
markers or directly by traditional field-based approaches
(Walther-Hellwig & Frankl 2000a,b; Chapman et al. 2003;
Darvill et al. 2004; Knight et al. 2005; Osborne et al. 2008;
Wolf & Moritz 2008). All these studies, however, neglected
the potential effects and impact that males might have on
both pollination and population ecology. For pollination
ecology, males might significantly contribute to the pol-
lination service provided by colonies if male flight ranges
exceed those of workers. For population ecology and
genetics, male flight ranges are an essential parameter
since they might expand mating ranges beyond the flight
range of females and, therefore, also increase the genetic
effective population size. The latter in turn is a crucial
parameter for the conservation of bumblebee populations
(Ellis et al. 2006).

Using microsatellite DNA analyses, we infer male flight
ranges, estimate the number of colonies they originated
from and determine effective population sizes in two Bombus
terrestris L. populations, using both worker and male samples.
This allowed comparison of the differences in flight ranges
between workers and males and their potential impact on
bee-mediated pollen flow.

Materials and methods

SAMPLING

We sampled a population of B. terrestris in the Botanical Garden of
Halle/Saale (Germany) in two consecutive years (2004 and 2005).
Individuals were caught with an insect net between 12 and 22 July
2004 (21 workers and 75 males) and from 30 May to 12 July 2005 (86
workers and 80 males) from flowers or in flight.

Additionally, an island population was sampled in the nature
reserve on the Island of Cabrera (Spain) between 2 and 4 April 2003
(25 workers, 3 males) also using an insect net. Cabrera is a small
island (13 km?) 10 km south-west of the Island of Mallorca (Spain).
We screened the entire island, but only found bumblebees in the
agriculturally managed central valley of the island, which was the
only region with flowers in bloom during that time of the year.

After species identification in the field, all samples were immediately
stored in ethanol (99%) until DNA processing. In the laboratory, each
individual was again microscopically checked for species identity
and sex using the identification key of Mauss (1994) and genetically
confirmed by the restriction fragment length polymorphism (RFLP)
methodology described by Murray et al. (2008).

DNA ANALYSIS

One leg of each individual was used for DNA extraction following
a Chelex extraction procedure as described by Walsh, Metzger &
Higuchi (1991). Individuals were then genotyped with up to eight
microsatellite loci (B96, B100, B118, B119, B121, B124, B126, and
B132; Estoup et al. 1993, 1995) following standard polymerase
chain reaction (PCR) protocols (Kraus ez al. 2005) in automated
DNA capillary sequencers (ABI PRISM 310 and MegaBACE 1000)
according to manufacturers’ instructions.

POPULATION CHARACTERIZATION

Before embarking on classical population genetic analyses to test for
population subdivision between workers and males, it is important
to first assign each individual (both workers and males) to its putative
mother colony. We performed four runs with different seed numbers
using COLONY 1-3 (Wang 2004) for each population to determine the
inferred mother queen genotypes, and used those with the highest
log probability for further analyses. We used these queen genotypes
rather then those of workers and drones for the population genetic
analyses to obtain unbiased population comparisons that compen-
sated for the different contributions of the colonies to the sample set.
For calculating the number of colonies which remained undetected
in our sample, we used a fitted Poisson distribution, using the frequency
of the null category as our nondetection error. The genetic effective
population size N, was calculated using the formula for haplodiploid
organisms by Wright (1933).

Allele frequencies, observed (H,) and expected (Hy) hetero-
zygosities and tests for deviation from Hardy—Weinberg equilibrium
(HWE) and linkage disequilibrium were calculated with the software
package GENEPOP (online version; Raymond & Rousset 1995). We
performed a Fisher’s exact test for population differentiation between
worker and male-derived queens in the Halle 2004 and 2005 popu-
lations and calculated the pairwise Fg; values between these groups,
again using GENEPOP. To obtain a comparable parameter for allelic
diversity, we calculated allelic richness using the software HP RARE by
Kalinowski (2005).

ESTIMATION OF FLIGHT RADIUS OF MALES

We estimated the flight radius of males indirectly from the density
of worker-producing and/or drone-producing colonies. We first
inferred the colony density based on the number of colonies detected
(Cyorkers) Within the mean maximum foraging range of B. terrestris
workers of 2:39 km (range 0-87-3-9 km) as determined by Chapman
etal. (2003) and the resulting mean maximum foraging area of
17-9 km?®. Assuming that all colonies produce males and assuming
a constant colony density, we can derive the flight radius of males
(Fmaies) from the number of colonies detected in the male sample.
Colonies from which we only sampled males (C,,,,..,) were considered
to be located outside the foraging range of the worker-producing
colonies. Hence, we estimated the male foraging area (¢, as:

:ﬁxl7.9 km’ eqn 1

workers

a,

‘males

The male flight radius r,,,. was then calculated from the foraging
area assuming a circular shape:

a, .. +17.9 km’
Tnales = males eqn 2

T
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Table 1. Shown are the genetic characteristics of the Cabrera and Halle 2004/05 populations

n c N, C, C; Fges C N, A,+SE A, +SE Hy+SE Hy +SE
Cabrera 53 5 75 4 1/ / / 44405  42+16  060+008  0-52+0-12
Halle2004 112 27 405 13 14 008 19 285 110420  69+26  069+007  079+004
Halle 2005 252 68 102 48 20 019 48 72 16020  7-4+18 077013  0-81+0-07

n gives the sample size (in chromosomal sets), C the total number of colonies in the separate analysis of workers and males, N, gives the genetic
effective populations size based on C. C; and C; give the number of worker and male producing colonies from the separate analysis. C;is the
number of colonies based on the joined analysis of workers and males and N,;is the resulting genetic effective population size. Fgy ¢ 5 gives the
Fy; value between the male and the worker derived queens and (*) indicates a significant population subdivision between them. 4, is the average
number of alleles per locus (mean = SD), while 4, gives the allelic richness per locus (mean + SD). H, and H are the observed and expected

heterozygosities.

Results

GENETIC CHARACTERISTICS OF THE CABRERA
POPULATION

We identified only five colonies from our sample on the island
of Cabrera using the coLoNy algorithm. One colony was
only represented by males, the four others by workers only.
The genetic characteristics of the Cabrera population are
given in Table 1. The mean number of alleles over all loci
was 4+4 +0-54 (allelic richness =42+ 1-:6) with an overall
observed heterozygosity of H,=0-60 £ 0-08 and an expected
heterozygosity of Hy=0-52+0-12. There was neither a
significant deviation from HWE nor significant linkage
disequilibrium in the population.

GENETIC CHARACTERISTICS OF THE HALLE
POPULATION

Table 1 shows the genetic characteristics of the Halle
population in both sampling years. The used loci proved to be
sufficiently variable with a range of 11:0 £2-0 to 16:0 £2-0
alleles per locus (allelic richness ranging from 69 £ 26 to
7-4 + 1-8), yielding high overall Hg between 0-79 £ 0-04 and
0-81 £ 0-07. In both years, the population structure obtained
from the inferred queen genotypes did not significantly differ
from HWE.

POPULATION SUBDIVISION AND NUMBER OF
COLONIES IN THE HALLE POPULATION

Using coLony (Wang 2004), we estimated a total of 27
colonies (14 male- and 13 worker-producing colonies) for
the 2004 B. terrestris population in the Botanical Garden of
Halle. In the following year, we obtained an estimate of 68
colonies (20 male- and 48 worker-contributing colonies) at the
same sampling location. Using a fitted Poisson distribution,
we calculated a single nondetected colony for the year 2004
and six nondetected colonies for the year 2005, indicating
that in both years our sampling sufficiently covered the entire
population. Based on the number of colonies detected, we
calculated the genetic effective population size using the
formula for haplodiploid organisms by Wright (1933). Given

that B. terrestris is a single-mated species (Schmid-Hempel
& Schmid-Hempel 2000), we obtained a genetic effective
population size of N, = 40-5 for the year 2004 and N, = 102 for
the year 2005.

We compared the queen mother genotypes inferred from
the male and worker samples in a more detailed analysis. In
both sampling years, we did not obtain identical mother
queen genotypes between the male- and the worker-derived
queens (Fig. 1a). There was also a significant population
differentiation between worker- and male-derived queens
(P <0001 in both years, Fisher’s exact test for population dif-
ferentiation), with Fg = 0-08 for 2004 and F; = 0-19 for 2005
between these two groups.

In a more conservative approach, ignoring the information
from the population substructure, we pooled both males
and workers in one single analysis within coLoNY. Here we
obtained a colony number estimate of 19 for 2004 and an
estimate of 48 for 2005 (Table 1). As expected, there was a less
strong separation between male- and worker-derived colonies
(in 2004, 54% and 2005, 37% of the colonies were presented
with both workers and males), because the algorithm of
COLONY assigns genotypes to minimize the number of
possible mother colonies regardless of the substructure at
the population level (Fig. 1b). However, also in this approach
the distribution of males and workers over the colonies
differed significantly from a random distribution, again
indicating different male- and worker-producing colonies
(P <001, Monte Carlo RC contingency table test).

FLIGHT RADIUS OF MALES

Using the proportions of colonies represented only by males,
workers or both, we estimated the flight radius of males. With
our first estimating approach, where we had a complete
separation of the male-contributing colonies from worker-
producing colonies (see above), we calculated an average male
flight radius of » = 9-9 £ 1-4 km. This result may be an overesti-
mation because it relies heavily on the sorting algorithm of
CcOLONY. We thus consider it as an upper limit for our estimate
of the flight radius. In the second, more conservative estimate
of the number of male-contributing colonies, the male flight
radius is estimated at r = 2:60 £ 0-14 km. Thus, even with this
most conservative approach, which ignores the additional
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Fig. 1. Estimated number of colonies and the distribution of workers and males in the two sampling years for the Halle population (2004 left;
2005 right). The x-axis in the diagrams gives the total number of colonies detected in a given year, the y-axis the number of individuals in a given
colony. White-coloured bars indicate workers and grey bars indicate males assigned to a given colony. The two upper diagrams (a) show the
colony assignment when workers and males are treated as independent populations. In the lower diagrams (b) male and worker genotypes are

merged and treated as one population.

information we have from the population genetic analyses,
the flight radius of males was greater than that of the foraging
workers.

Discussion

COLONY NUMBER ESTIMATES

With an estimated number of 27 and 68 colonies (2004 and
2005, respectively) in the urban park environment of the
Halle Botanical Garden, our data compare well with the
estimates (30-69 colonies) of Chapman et al. (2003) for
British B. terrestris populations in an urban park in London
(UK). Based on the formula by Wright (1933), the genetically
effective population sizes in our study ranged from 28-5 up to
102, depending on population and estimation procedure.
Thus, obviously highly diverse park habitats in urban areas
can support large bumblebee populations. However, whether
these population estimates from urban areas also apply to
agricultural or semi-natural habitats remains doubtful, since
these surely provide different nesting and foraging conditions.

Theisland population on Cabrera had a much lower number
of colonies. Here we only found a total of five colonies and
thus such a small, isolated island seems not be able to support
larger populations of bumblebees. Insect pollinators were
generally very rare on this island during our collection trip in
early spring and pervious studies indicate that alternative
animals (e.g. lizards, Podarcis lilfordi) may serve as pollinators
on the island (Traveset & Saez 1997). Due to the small popula-
tion size, the allele diversity was low and consequently one would
expect the island population to be prone to inbreeding. In
bumblebees inbreeding is particularly detrimental due to

the genetic load associated with the sex locus (csd) (Crozier
1971; Gerloff & Schmid-Hempel 2005), which causes diploid
males that either are inviable, sterile or unable to produce
fertile offspring (Mackensen 1951; Duchateau & Marién
1995; Gadau et al. 2001; Darvill et al. 2006). Surprisingly,
and in contrast to findings in small and isolated Bombus
muscorum populations (Darvill ez al. 2006) and in fragmented
Bombus sylvarum populations (Ellis et al. 2006), no inbreeding
could be detected in the Cabrera population. Recent introgres-
sion might explain this observation, even though the nearest
population on the main island Mallorca is about 10 km away
from Cabrera. Given that bumblebee workers can fly more than
9 km after nest displacement (Goulson & Stout 2001) and
long-distance migration of queens occurs (Mikkola 1984), it
seems possible that sexuals can cover a 10-km distance in
flight.

SUBSTRUCTURING OF POPULATIONS

The most striking observation in this study is the significant
substructuring of the worker and male population in the
Botanical Garden in Halle. We found that males and workers
collected at the same site originate from quite different
colonies. Our estimate might be biased if some of the sampled
males had been worker produced (Trivers & Hare 1976; van
Doorn & Heringa 1986; Lopez-Vaamonde et al. 2003), but
we sampled early in the season when worker production
of males is rare and the majority of the males are queen
produced. Thus, although we did not sample virgin queens in
our study, it seems clear that the mating range of bumblebees
exceeds their foraging range by far just because of the flight
pattern of the males alone.
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Fig. 2. Foraging range of workers and estimated mating ranges of
males for the Halle population (given as a mean over both years). The
minimal mating range is calculated from inferred colonies with sub-
structure ignored (conservative approach Fig. 1b) and maximal
mating range is calculated from colonies inferred under conside-
ration of substructure (male and worker sample separate Fig. 1a).
Even the most conservative approach results in drone mating ranges
that exceed the foraging range of workers by far.

FLIGHT RADIUS OF MALES

Our estimates of the flight radius of males varied between
r=260+£0-14km and r=9-9+1-4km for the Botanical
Garden population, depending on the estimation procedure
(Fig. 2). Even if we look at the minimum values, mating
ranges are surprisingly high, showing that bumblebee popu-
lations can cover vast areas, in particular because flight ranges
of queens add to the maximum mating range. Also, the high
heterozygosity observed on the island population on Cabrera
convincingly illustrates the high potential of B. terrestris for
long-distance gene flow.

Interestingly, there is a high variability of estimates for the
flight ranges of bumblebee workers in the studies published so
far (Walther-Hellwig & Frankl 2000a,b; Chapman ef al.
2003; Darvill et al. 2004; Knight et al. 2005; Osborne et al.
2008; Wolf & Moritz 2008). The estimates range from a few
hundred metres to several kilometres and it is unclear to what
extent the variance among these studies reflects differences
among the studied populations (different habitats, urban or
agricultural) or different experimental approaches (field or
genetic based). Also, abundance and density of flowering
plants is an important factor influencing foraging distances
(Wolf & Moritz 2008). If forage is sparse, bees must fly much
farther for rewarding food plants than in a setting with high
plant density (Heinrich 1976; Dramstad 1996). However,
since our estimate of the flight distance of males is relative to
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the ranges of the workers, the resulting relative differences are
valid independent of the absolute values.

Our data show that the flight range of males significantly
exceeds the foraging range of workers in B. terrestris. Given
that drones visit flowers for energy intake and thus may well
displace pollen grains, drones may function as important
long-range pollen vectors, supplementing the pollination
service of workers. This would not be the first case where
the biology of the males has been overly neglected in social
insect research (Koeniger & Baer 2004), and it would not be
surprising if the impact of male bumblebees on long-distance
pollination might exceed that of workers by far.

Besides this pollination perspective, our results also imply
that colony number estimates based on worker samples alone
might underestimate the actual number of colonies in a given
population severely. In our data, up to 50% of colonies in the
2004 population would have remained undetected using the
colony estimate based on the worker sample alone.

Conclusions

We showed that male bumblebees considerably increase the
estimates of the census population size (number of colonies)
compared with estimates which are based on worker samples
alone. Furthermore, male bumblebees may enhance the area
of the pollination effective size of bumblebee populations
since their flight ranges exceed those of workers. This
increased flight range of males may be important for both
gene flow between distant or fragmented plant populations
and gene flow among bumblebee populations themselves.

Acknowledgements

We wish to thank the Botanical Garden Halle for permission to catch bumble-
bees, the national park authorities of Cabrera (Parque Nacional Archipielago
de Cabrera), especially J.E. Moreno Perez and J.H. Amengual, for facilitating
the sampling on the Island of Cabrera. This study was part of the EU — Project
ALARM (Assessing Large Scale Environmental Risks for Biodiversity with
Tested Methods), Pollinator Module, EU Contract No.: 506675).

References

Alford, D.V. (1975) Bumblebees. Davis-Poynter, London.

Bergstrom, G., Kullenberg, B., Stéllberg-Stenhagen, S. & Stenhagen, E.
(1967) Studies on natural odoriferous compounds, II. identification of a
2,3 — dihydrofarnesol as the main component of the marking perfume of
male bumblebees of the species Bombus terrestris L. Arkiv for Kemi, 31,453~
469.

Bergstrom, G., Svensson, B.G., Appelgren, M. & Groth, I. (1981) Complexity of
bumblebee marking pheromones: biochemical, ecological and systematical
interpretations. Systemetics Association Special Volume No.19 ‘Biosystemetics
of Social Insects’ (eds P.E. Howse & J.L. Clemet), pp. 175-183. Academic
Press, London and New York.

Bingham, R.A. & Orthner, A.R. (1998) Efficient pollination of alpine plants.
Nature, 391, 238-239.

Chapman, R.E., Wang, J. & Bourke, A.F.G. (2003) Genetic analysis of spatial
foraging patterns and resource sharing in bumblebee pollinators. Molecular
Ecology, 12, 2801-2808.

Cresswell, J.E. & Osborne, J.L. (2004) The effect of patch size and separation on
bumblebee foraging in oilseed rape: implications for gene flow. Journal of
Applied Ecology, 41, 539-546.

Crozier, R.H. (1971) Heterozygosity and sex determination in haplo-diploidy.
American Naturalist, 105, 399-412.

© 2008 The Authors. Journal compilation © 2008 British Ecological Society, Journal of Animal Ecology, 78, 247-252



252 F. B Kraus, S. Wolf & R. F. A. Moritz

Darvill, B., Knight, M.E. & Goulson, D. (2004) Use of genetic markers to
quantify bumblebee foraging range and nest density. Oikos, 107, 471-478.

Darvill, B., Ellis, J.S., Lye, G.C. & Goulson, D. (2006) Population structure and
inbreeding in a rare and declining bumblebee, Bombus muscorum
(Hymenoptera: Apidae). Molecular Ecology, 15, 601-611.

Darwin, C. (1886) Uber die Wege der Hummelménnchen. Gesammelte Schriften
von Charles Darwin, (ed. E. Krause), Vol. 2, pp. 84—88. E. Gunthers Verlag,
Leipzig, Germany.

Dornhaus, A. & Chittka, L. (2001) Food alert in bumblebees (Bombus terrestris):
possible mechanisms and evolutionary implications. Behavioural Ecology
and Sociobiology, 50, 570-576.

Dornhaus, A. & Chittka, L. (2004) Information flow and regulation of foraging
activity in bumblebees (Bombus spp.). Apidologie, 35, 183-192.

Dramstad, W.E. (1996) Do bumblebees (Hymenoptera, Apidae) really forage
close to their nests? Journal of Insect Behaviour, 9, 163-182.

Duchateau, M.J. & Marién, J. (1995) Sexual biology of haploid and diploid
males in the bumblebee Bombus terrestris. Insectes Sociaux, 42, 255—
266.

Ellis, J.S., Knight, M.E., Darvill, B. & Goulson, D. (2006) Extremely low
effective population sizes, genetic structuring and reduced genetic diversity
in a threatened bumblebee species, Bombus sylvarum (Hymenoptera: Apidae).
Molecular Ecology, 15, 4375-4386.

Estoup, A., Solignac, M., Harry, M. & Cornuet, J.-M. (1993) Characterization
of (GT)n and (CT)n microsatellites in two insect species Apis mellifera and
Bombus terrestris. Nucleic Acid Research, 21, 1427-1431.

Estoup, A., Taillez, C., Cornuet, J.-M. & Solignac, M. (1995) Size homoplasy
and mutational processes of interrupted microsatellites in Apidae species,
Apis mellifera and Bombus terrestris. Molecular Biology and Evolution, 12,
1074-1084.

Free, J.B. (1982) Bees and Mankind. George Allen and Unwin, London.

Fussell, M. & Corbet, S.A. (1992) Flower usage by bumblebees: a basis for
forage plant management. Journal of Applied Ecology, 29, 451-465.

Gadau, J., Gerloff, C.U., Kriiger, N., Chan, H., Schmid-Hempel, P., Wille, A.
& Page Jr, R.A. (2001) A linkage analysis of sex determination in Bombus
terrestris (Hymenoptera: Apidae). Heredity, 87, 234-242.

Gerloff, C.U. & Schmid-Hempel, P. (2005) Inbreeding depression and family
variation in a social insect, Bombus terrestris (Hymenoptera: Apidae).
Oikos, 111, 67-80.

Goulson, D. (2003) Bumblebees: Their Behaviour and Ecology. Oxford University
Press, Oxford, UK.

Goulson, D. & Stout, J.C. (2001) Homing ability of the bumblebee Bombus
terrestris (Hymenoptera: Apidae). Apidologie, 32, 105-111.

Haas, A. (1949) Arttypische Flugbahnen von Hummelméannchen. Zeitschrift
fiir vergleichende Physiologie, 31, 381-387.

Heinrich, B. (1976) The foraging specializations of individual bumblebees.
Ecological Monographs, 46, 105—128.

Kalinowski, S.T. (2005) HP-RARE: a computer program for performing
rarefaction on measures of allelic diversity. Molecular Ecology Notes, 5, 187—
189.

Kearns, C.A. & Thomson, J.D. (2001) The Natural History of Bumblebees:
A Sourcebook for Investigations. University Press of Colorado, Boulder,
Colorado.

Kevan, P.G. (1999) Pollinators as bioindicators of the state of the environment:
species, activity and diversity. Agriculture, Ecosystems & Environment, 74,
373-393.

Kevan, PG. & Phillips, T.P. (2001) The economic impacts of pollinator
declines: an approach to assessing the consequences. Conservation Ecology,
5,8.

Kevan, P.G., Tikhmenev, E.A. & Usui, M. (1993) Insects and plants in the
pollination ecology of the boreal zone. Ecological Research, 8, 247-267.
Knight, M.E., Martin, A.P., Bishop, S., Osborne, J.L., Hale, R.L., Sanderson,

R.A. & Goulson, D. (2005) An interspecific comparison of foraging range

and nest density of four bumblebee (Bombus) species. Molecular Ecology,
14, 1811-1820.

Koeniger, G. & Baer, B. (2004) The neglected gender: biology of the male social
bee. Proceedings of the First European Conference of Apidology: EurBee (eds
I. Bernardinelli & N. Milani), pp. 21-34. Edizioni AGF Udine, Italy.

Kraus, F.B., Koeniger, N., Tingek, S. & Moritz, R.FA. (2005) Temporal
genetic structure of a drone congregation area of the giant Asian honeybee
(Apis dorsata). Naturwissenschaften, 92, 578-581.

Lopez-Vaamonde, C., Koning, JW., Jordan, W.C. & Bourke, A.F.G. (2003) No
evidence that reproductive bumblebee workers reduce the production of new
queens. Animal Behaviour, 66, 577-584.

Mackensen, O. (1951) Viability and sex determination in the honey hee
(Apis-mellifera L.). Genetics, 36, 500—509.

Mauss, V. (1994) Bestimmungsschliissel fiir Hummeln. Deutscher Jugendbund
fiir Naturbeobachtungen (DJN), Hamburg, Germany.

Mikkola, K. (1984) Migration of wasp and bumble bee queens across the Gulf
of Finland (Hymenoptera: Vespidae and Apidae). Notulae Entomologicae,
64, 125-128.

Morandin, L.A., Laverty, TM. & Kevan, P.G. (2001a) Effect of bumblebee
(Hymenoptera, Apidae) pollination intensity on the quality of greenhouse
tomatoes. Journal of Economic Entomology, 94, 172-179.

Morandin, L.A., Laverty, TM. & Kevan, P.G. (2001b) Bumblebee
(Hymenoptera, Apidae) activity and pollination levels in commercial
tomato greenhouses. Journal of Economic Entomology, 94, 462—-467.

Murray, T.E., Fitzpatrick, U., Brown, M.J.F. & Paxton, R.J. (2008) Cryptic
species diversity in a widespread bumble bee complex revealed using
mitochondrial DNA RFLPs. Conservation Genetics, 9, 653—666.

Osborne, J.L., Martin, A.P,, Carreck, N.L., Swain, J.L., Knight, M.E., Goulson,
D., Hale, R.J. & Sanderson, R.A. (2008) Bumblebee flight distances in
relation to the forage landscape. Journal of Animal Ecology, 77, 406—415.

Raymond, M. & Rousset, F. (1995) GENEPOP (vers 1-2): population genetics
software for exact test and ecumenicism. Journal of Heredity, 86, 248-250.

Schmid-Hempel, R., & Schmid-Hempel, P. (2000) Female mating frequencies
in Bombus spp. from Central Europe. Insectes Sociaux, 47, 36—41.

Traveset, A. & Saez, E. (1997) Pollination of Euphorbia dendroides by lizards
and insects: spatio-temporal variation in patterns of flower visitation.
Oecologia, 111, 241-248.

Trivers, R.L. & Hare, H. (1976) Haplodiploidy and the evolution of social
insects. Science, 191, 249-263.

van Doorn, A. & Heringa, J. (1986) The ontogeny of a dominance hierarchy in
colonies of the bumblebee Bombus terrestris (Hymenoptera: Apidea).
Insectes Sociaux, 33, 3-25.

Walsh, P.S., Metzger, D.A. & Higuchi, R. (1991) Chelex 100 as a medium for
simple extraction of DNA for PCR-based typing from forensic material.
BioTechniques, 10, 506-512.

Walther-Hellwig, K. & Frankl, R. (2000a) Foraging habitats and foraging
distances of bumblebees, Bombus spp. (Hym., Apidae), in agricultural land-
scape. Journal of Applied Entomology, 124, 299-306.

Walther-Hellwig, K. & Frankl, R. (2000b) Foraging distances of Bombus
muscorum, Bombus lapidarius, and Bombus terrestris (Hymenoptera,
Apidae). Journal of Insect Behavior, 13, 239-246.

Wang, J. (2004) Sibship reconstruction from genetic data with typing errors.
Genetics, 166, 1963-1979.

Westerkamp, C. (1991) Honeybees are poor pollinators — why? Plant System-
atics and Evolution, 177, 71-75.

Wolf, S. & Moritz, R.F. A. (2008) Foraging distance in Bombus terrestris L.
(Hymenoptera: Apidae). Apidologie, 39, 419-427.

Wright, S. (1933) Inbreeding and homozygosis. Proceedings of the National
Academy of Sciences, USA, 19, 411-420.

Received 12 April 2007; accepted 28 August 2008
Handling Associate Editor: Stuary Piertney

© 2008 The Authors. Journal compilation © 2008 British Ecological Society, Journal of Animal Ecology, 78, 247252




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 35
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 120
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 120
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /FlateEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


