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In nature, almost all animals have to cope with periods of food shortage during their lifetimes. Starvation risks are especially high for carnivorous predatory species, which often
experience long intervals between stochastic prey capturing events. A laboratory experiment using the common predatory carabid beetle Anchomenus dorsalis revealed an exceptional level of starvation resistance in this species: males survived up to 137 days and
females up to 218 days without food at 20°C. Individual starvation resistance was strongly
positively affected by pre-starvation body mass but only slightly by beetle structural body
size per se. Females outperformed males even when the effect of gender was corrected for
the effects of structural body size and pre-starvation body mass. The better performance of
females compared to males and of beetles with higher relative pre-starvation body mass
could be linked to higher fat content and lean dry mass before starvation, followed by a
greater decrease in both during starvation. There was also a difference between the sexes
in the extent of body mass changes both during ad libitum feeding and following starvation;
the body masses of females fluctuated more compared to males. This study stresses the
need to distinguish between body mass and structural body size when investigating the
ecological and evolutionary consequences of body size. Investigation of the net effects of
body size and sex is necessary to disentangle the causes of differences in individual performances in studies of species with significant sexual size dimorphism.

Introduction
Under natural conditions, the majority of animals suffer from food shortages during some part
of their life cycle [1,2]. The risk of starvation is especially high in animals utilizing food sources
with unpredictable availability in time and space, as is frequent in predatory species.
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Carnivorous carabid beetles actively hunt for arthropods of various sizes, often of the same or
even larger sizes than these predators, but long intervals can occur between successful prey capture events [3–9]. Thus, it is not surprising that adult carabids live under almost permanent
food shortage conditions [10,11]. Starvation has substantial effects on fitness-related traits such
as the well-known reduction in fecundity that occurs under a restricted food supply [12,13].
Starvation lasting long enough can result in death, an outcome that is not exceptional in nature.
Among different taxa, longevity without food varies widely, but in general, ectotherms are able
to survive longer starvation periods than endotherms [1]. However, current knowledge of the
starvation resistance of carabid beetles is quite limited.
Many animal species also display substantial intraspecific variation in starvation resistance,
the causes of which have been subjected to intensive research (e.g., [14–17]). At intra-population levels, body size and gender seem to be the most relevant determinants of individual starvation resistance [14,18–20]. In general, larger individuals outperform smaller ones, and
females outperform males [14,18,19,21]. Unfortunately, studies simultaneously investigating
the effects of both these crucial factors on starvation resistance are nearly absent in insects (but
see [22]; and see [23] for a study investigating the effects of body size and gender on resistance
to hydric stress). Moreover, the situation is complicated by the existence of sexual size dimorphism in the majority of insect species [24,25]. When females are systematically larger than
males, we cannot be sure whether their higher starvation resistance is caused by their larger
body sizes or by some other sex-specific physiological or behavioural traits. To resolve this puzzle, an analysis (for example, a variance partitioning analysis) of the relative importance of
body size and gender is needed.
To discover the mechanism responsible for the higher or lower starvation resistance of particular individuals, more detailed measurements are necessary (e.g., quantification of energy
stores and their consumption rates). For example, the storage and consumption rate of lipid
content (mass) could differ between sexes or may scale with body size [22,26] (for intraspecific
comparison see [27]). Typically, not all body parts grow equally as total body size increases
(i.e., growth isometry), but allometric scaling is quite common [28]. A relative increase or
decrease of energy reserves as body size increases could be a good indicator of starvation resistance that increases or decreases depending on the total body size of particular species. The
energy needed for maintenance of the tissues necessary for insect life could be covered by sugar
and lipid storage as well as by proteins via tissue resorption [9,14,29,30]. Sex-specific starvation
resistance could be not only a result of differences in the content of particular tissues/compounds that enable energy acquisition but also could be the result of sex-specific abilities to utilize particular tissues/compounds for energy acquisition [14].
This study investigated the relative importance of structural body size, sex and pre-starvation body mass in determination of starvation resistance in the carabid beetle Anchomenus dorsalis. To discover the mechanism underlying the observed starvation resistance pattern, the
lipid content and lean dry mass of fully fed and completely starved males and females were
measured, and linkages between structural body size, sex and pre-starvation body mass and
lipid content and lean dry mass were investigated. A subset of investigated specimens was also
measured for temporal changes in live mass in response to ad libitum feeding and to subsequent starvation until death.

Materials and Methods
Study species and specimen collecting
Anchomenus dorsalis (Pontoppidan, 1763) (Coleoptera: Carabidae) is a medium-sized (5.6–7.7
mm long; Fig 1) open habitat generalist species [31]. This ground beetle reproduces in spring
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Fig 1. Carabid beetle Anchomenus dorsalis (Pontoppidan, 1763). Red lines indicate the measured
dimensions of structural body size (elytron length and pronotum width).
doi:10.1371/journal.pone.0151459.g001
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and early summer, similar to the majority of Central European carabid species. Its larval
growth takes place during summer and adult beetles emerge in late summer and begin feeding
to increase their energy reserves before overwintering [32]. Sexual size dimorphism and substantial variations in structural body size within each gender have been well documented for
this species [33,34]. In the data of this study, the mean elytron length of females, 4.48 mm, was
approximately 6% longer than that of males, 4.23 mm. A. dorsalis is a polyphagous predator
that hunts for diverse arthropods, including those considered as serious pests, and should
therefore be classified as a beneficial organism [5].
The insects employed in this study were individually collected using aspirators at the margins of arable fields near Prague-Suchdol, Czech Republic (GPS: 50°7'52"N, 14°21'49"E). Landowners agreed to the collecting activities, and no other specific permissions were required for
collecting A. dorsalis because this common species is not protected by Czech law. Beetles were
sampled in the second half of March 2011 immediately after they had finished overwintering
in the grassy boundaries of neighbouring arable fields. In total, more than 400 individuals were
collected and transported to the laboratory located in the Crop Research Institute (PragueRuzyně, Czech Republic) for subsequent investigation.

Laboratory procedures
In the laboratory, beetles were sexed; subsequently, sexes were maintained separately to preclude mating. Altogether, 125 individuals of each sex were selected for subsequent experiments.
To maximize body size variation among the experimental beetles, the 40 smallest and 40 largest
individuals were selected (assessed visually) and an additional 45 medium sized individuals
were selected at random for both sexes. Of these, 100 males and 100 females of various sizes,
ranging from small to large, were selected for group rearing and randomly divided into groups
of 20 specimens (5 groups per sex). Each group was placed into a large petri dish, 25 cm in
diameter, with a sandy substrate. The remaining 25 males and 25 females (also ranging in size
from small to large) were weighed to determine their live body mass (post-overwintering body
mass) and placed individually into small plastic pots, 7 cm in diameter, with a sandy substrate.
The groups as well as the individually reared beetles were subsequently provided with food and
water ad libitum for 14 days. Mealworm (Tenebrio molitor L.) larvae (cut into pieces) and dog
biscuits were provided as food. Water was supplied in modified Eppendorf1 tubes with cotton
wool stoppers. Food and water were renewed twice a week, and all remnants of old food were
removed at the same time to preclude mould infection. Beetles were reared (fed and subsequently starved) under controlled laboratory conditions at a constant temperature of 20°C,
with a photoperiod of 16 hours of light and 8 hours of darkness.

Measurement of live body mass changes (detailed dataset)
The beetles housed individually in plastic pots were weighed to determine their live mass twice
a week. After 14 days with the ad libitum food supply, the food was removed, and the starvation
experiment was started. Beetles were subsequently reared without any food, but supplied with
water ad libitum. Live body mass measurements for each individually housed beetle (25 males
and 25 females) continued twice a week for the next 11 weeks and then the measurement frequency was reduced to once per week until the death of the last specimen. To measure starvation resistance, longevity without food (in days) was noted for each particular beetle. Dead
beetles were stored at -20°C for subsequent measurements of structural body size. The measurements of the individually reared individuals resulted in a “detailed dataset” that finally contained data for 24 males and 25 females. Data for one male was omitted because this beetle died
from a fungal infection within a few days after the start of the starvation experiment.
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Group rearing (fattened and starved datasets)
After 14 days of ad libitum feeding, the collectively reared beetles were assessed visually for
body size, and the 34 largest and 34 smallest beetles of each sex were selected. These beetles,
which had extreme body sizes, were subsequently divided into two groups, resulting in 17
small males + 17 large males + 17 small females + 17 large females per group. Both groups
were augmented by 16 males and 16 females of medium size selected at random from the
remaining individuals so that a full range of body sizes was covered within each group. Individuals from the first group were kept for 24 hours without any food but supplied with the water.
A period of 24 hours without any food was applied to minimize the effects of ingested food on
measurements of body composition. After this period, beetles were weighed to determine live
body mass and then killed by freezing. Killed beetles were stored at -20°C for subsequent body
composition analyses (fat content, lean dry mass) and structural body size. Measurements of
these beetles resulted in a “fattened dataset” that included data for 50 males and 50 females.
Individuals from the second group of beetles were given food ad libitum for 14 days,
weighed for pre-starvation body mass, and then placed individually into plastic pots with a
sandy substrate. Thereafter the beetles were reared without any food but supplied with water
ad libitum. Water in modified Eppendorf1 tubes was renewed twice per week during the first
11 weeks and once per week during the following weeks. At the same time, dates of death were
recorded for any dead individuals. Dead beetles were weighed and stored at -20°C for subsequent body composition measurements. Freezing seems to be an optimal storage technique for
such purposes [34]. The measurements of these beetles resulted in a “starved dataset” that
included data for 49 males and 50 females (one male died quickly due to a fungal infection and
was omitted from the study).

Fat content, lean dry mass and body size measurements
To assess the body composition of the collectively reared individuals (“fattened” and “starved”
datasets), frozen dead beetles were dried at 50°C for 48 hours and subsequently weighed for dry
body mass. Then, the fat extraction was performed. Each beetle was individually placed in an
Eppendorf1 tube (1.5 ml) and submerged in a 1:1 (vol/vol) mixture of diethyl ether and chloroform for 72 hours [35,36]. Next, the beetles were dried again for 48 hours and subsequently
weighed to obtain their lean dry mass. Fat content was calculated as the difference between the
dry mass and lean dry mass. All body mass measurements were performed using a Sartorius1
analytical balance to a precision of 10−5 g. For all investigated beetles (“fattened dataset”,
“starved dataset” and “detailed dataset”) individual body size measurements consisting of elytron length and pronotum width were taken using digital callipers to a precision of 0.01 mm
(Fig 1). Two disparate dimensions were measured at once to cope with possible violated structural isomorphism among the specimens [37]. Complete raw data are available in S1 Dataset.

Statistical analyses
To integrate two structural size measures (elytron length and pronotum width) into one variable representing structural body size in the following analyses, principal component analysis
(PCA) was employed, and the score of each particular individual on the first ordination axis
was used as the measure of its structural body size. The PCA was performed using Canoco 5
software [38]. All univariate models were computed using R 2.15.1 [39]. The significance of
each term in each particular generalized linear model was tested using F tests (see below).
Analyses of live body mass changes. To investigate the effects of structural body size, sex
and post-overwintering body mass on absolute mass gained during 14 days of post-overwintering
feeding (i.e., pre-starvation body mass minus post-overwintering body mass), generalized linear
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models (GLM) with a gamma distribution of errors and a logarithmic link function were applied
to the “detailed dataset”. The particular terms were ordered following this logical structure: 1)
structural body size, 2) sex (to verify its significance even when its effect is corrected for the effect
of structural body size), 3) log10 transformed post-overwintering body mass (to verify body mass
significance even when its effect is corrected for the effect of structural body size and sex), and 4)
all possible interactions among structural body size, sex and post-overwintering body mass. To
investigate the effects of structural body size, sex and post-overwintering body mass on relative
body mass gain, a GLM with a gamma distribution of errors and an inverse link function was
employed with the response variable calculated as body mass gain divided by pre-starvation body
mass after feeding ad libitum.
To investigate the effects of structural body size, sex and longevity without food (in days) on
body mass decrease during the starvation experiment (i.e., pre-starvation body mass minus
starved body mass), a GLM with a gamma distribution of errors was applied to the “detailed
dataset”. The particular terms were ordered as follows: 1) structural body size, 2) sex, 3) longevity without food, and 4) all possible interactions among structural body size, sex and longevity
without food. To investigate the effects of structural body size, sex and longevity on relative
body mass decrease during starvation, a GLM with a gamma distribution of errors and an
inverse link function was employed with the response variable calculated as body mass loss
during starvation divided by pre-starvation body mass.
Analyses of determinants of individual starvation resistance. To analyse the effects of
structural body size, sex and pre-starvation body mass on longevity without food, a GLM with
a quasi-Poisson distribution of errors was applied to the dataset comprising all starved beetles
(pooled “detailed dataset” and “starved dataset”). A quasi-Poisson distribution of errors was
employed because of substantial overdispersion. To compare the relative importance of structural body size, sex and pre-starvation body mass in the determination of starvation resistance,
a variance partitioning technique was applied, i.e., GLMs with an altered order of main terms
were performed (for the principles of the variance partitioning technique see [40]). To investigate the net effect of pre-starvation body mass corrected for sex and structural body size on
starvation resistance, the terms were ordered as follows: 1) structural body size, 2) sex, 3) log10
transformed pre-starvation body mass, and 4) all possible interactions between structural body
size, sex and pre-starvation body mass. In fact, body mass corrected for structural body size
represents a variable called “body condition” in many ecological studies. To investigate the net
effect of sex corrected for structural body size and pre-starvation body mass on starvation resistance, the terms were ordered as follows: 1) structural body size, 2) log10 transformed pre-starvation body mass, 3) sex, and 4) all possible interactions. Finally, to investigate the net effect of
structural body size corrected for sex on starvation resistance, the terms were ordered as follows: 1) sex, 2) structural body size, 3) log10 transformed pre-starvation body mass, and 4) all
possible interactions. Structural body size was not corrected for pre-starvation body mass
because this setting would have led to investigation of body condition (as was made in the analysis of net effects of pre-starvation body mass). The more important question for this study is
whether body size alone determines individual starvation resistance, in other words, whether
beetles of a particular sex differing in structural body size also differ in their starvation resistance. A finding of missing difference in starvation resistance between beetles of various body
sizes and a significant net effect of sex will indicate the existence of some sex-specific physiological or behavioural adaptations that increase starvation resistance in the more resistant sex. An
alternative analysis of individual survival during starvation was performed using the Cox proportional hazards model (see S1 Table for model results) [41].
Analyses of starvation effects on fat content and lean dry mass. To analyse the effects of
structural body size, sex, pre-starvation body mass, starvation treatment (beetles fattened or
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starved to death) and their interactions on fat content of experimental beetles, a GLM with a
gamma distribution of errors was applied to the pooled dataset (“fattened dataset” and “starved
dataset”). Investigated independent variables are correlated. Females have a systematically
higher structural body size than males (t = 7.06, P < 0.001), and beetles with a larger structural
body size have a systematically larger pre-starvation body mass (r = 0.84, P < 0.001). Therefore, the significance of the net effect of each particular variable was tested (i.e., other variables
were employed as covariates in the model). Analogous models to these for absolute fat content
were also applied to investigate the effects of structural body size, sex, pre-starvation body
mass, starvation treatment and their interactions on absolute lean dry mass.
To investigate the net effects of structural body size, sex, pre-starvation body mass and their
interactions on relative fat content (the portion of pre-starvation body mass assigned to lipids)
of fattened beetles, GLMs with a gamma distribution of errors and an inverse link function
were performed for the “fattened dataset”. Analogous models to these for relative fat content
were also applied to investigate the effects of structural body size, sex, pre-starvation body mass
and their interactions on relative lean dry mass (the portion of pre-starvation body mass
assigned to lean dry mass).

Results
Changes in live body mass
Post-overwintering beetles were able to achieve their maximal body mass during the first seven
days of intensive feeding. Allotting additional time for unlimited feeding resulted in constant
or slightly decreased live body mass in Anchomenus dorsalis (Fig 2). The absolute gain in live
body mass was significantly positively affected by structural body size; gain of body mass was
higher in females than in males, and individuals with lower relative body mass before food provision put on more weight than those with higher relative starting mass. There were also significant interactions between body size and sex and between body size and post-overwintering
body mass. Mass gain resulting from increasing size was steeper in females than in males and
mass gain was highest for large beetles with relatively low post-overwintering body mass. The
relative gain in body mass resulting from intensive feeding was significantly higher in females
compared to males (average male mass increased by 26% and average female mass by 31%).
Beetles with low post-overwintering body mass increased their mass relatively more than beetles with high post-overwintering mass and there was also a significant interaction between
body size and sex. Small males increased their body mass relatively more than large ones,
whereas there were no differences between variously sized females (Table 1).
Calculation of temporal changes in relative daily mass losses indicates that the decrease in
A. dorsalis live body mass caused by starvation (no food, but water was provided ad libitum)
was steeper during the first 14 days of starvation (on average, 13.5% of pre-starvation body
mass was lost during this period), followed by a period of less rapid body mass loss (Fig 2). The
absolute decrease of live body mass during starvation was significantly positively affected by
body size, and the decrease was larger in females compared to males. There was also a significant interaction between sex and longevity without food. The decrease in body mass was positively linked to longevity in males, whereas in females the body mass loss was nearly
independent of their longevity without food. However, the relative body mass loss was significantly higher in females than in males (Table 1).

Longevity of starved beetles
Longevity without food was significantly affected by sex, pre-starvation body mass and, to a
lesser extent, by structural body size and the interaction between pre-starvation body mass and
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Fig 2. Live body mass changes in Anchomenus dorsalis during ad libitum feeding and starvation periods. The body mass of each individual beetle
(25 females = red dashed lines; 24 males = blue lines) was measured during the initial feeding period (on left from green line) as well as during starvation
following the feeding period (on right from green line) until its death. Note that the scaling differs between the feeding and starvation periods to make the fast
body mass increase during the first 7 days of the feeding period more visible. Short-term increases in body mass during the starvation period could be caused
by variations in water content.
doi:10.1371/journal.pone.0151459.g002

sex (Table 2). In males, the increase in pre-starvation body mass resulted in a steeper increase
of longevity compared to females. In total, these significant variables explained 51.65% of the
variation in longevity without food between individuals. The most influential predictor of starvation resistance was pre-starvation body mass (an increase in pre-starvation body mass
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Table 1. Factors affecting body mass changes in Anchomenus dorsalis during feeding ad libitum and starvation periods. Reported results are
based on generalized linear models with a gamma distribution of errors and a logarithmic link function for absolute mass changes or an inverse link function
for relative mass changes. Relative mass changes are related to pre-starvation body mass (after 14 days of ad libitum feeding) that represents a 100% value
for each individual beetle. Only significant terms affecting body mass gain (during the 14-day feeding period after beetle overwintering) or body mass loss
(during the starvation period following the feeding period) are listed. Significant effects are highlighted in bold. A non-significant main effect was included in
the final models when significant interaction including this term is present.
Response
Mass gained

Term

Df

Deviance

F-value

P-value

Deviance

F-value

P-value

Structural size

1

1.864

15.38

<0.001

1

0.031

0.34

0.562

Sex

1

0.690

5.70

0.021

1

0.438

4.78

0.034

Pre-starvation body mass

1

1.620

13.37

<0.001

1

1.745

19.06

<0.001

Structural size * Sex

1

0.848

7.00

0.011

1

0.512

5.60

0.022

Structural size * Pre-starvation body mass

1

0.573

4.72

0.035
44

7.346

1

0.249

6.41

0.015

Total explained deviance
Residual deviance
Mass lost

Df

5.595
43

8.036

2.726
<0.001

Structural size

1

2.292

37.90

Sex

1

0.490

8.10

0.007

Longevity

1

0.286

4.74

0.035

1

0.357

5.91

0.019

Sex * Longevity
Total explained deviance
Residual deviance

3.425
44

0.249

2.630

47

2.096

doi:10.1371/journal.pone.0151459.t001

resulted in prolonged longevity without food). The net effect of pre-starvation body mass, i.e.,
corrected for structural body size and sex, accounted for 21.58% of the total variation in beetle
longevity (Fig 3A). The net effect of sex explained 8.14% of the total variation (females survived
for a longer period without food than males; Fig 3B). The most resistant female survived for
218 days without food, and the most resistant male survived for 137 days. Interestingly, the
positive net effect of structural body size (corrected for sex) was only marginally significant
and explained only 1.50% of the total variation (Table 2; Fig 4). For results obtained using the
Cox proportional hazards model, see S1 Table.

Fat content and lean dry mass changes
Fat stores were almost completely exhausted during the starvation period (Fig 5A), and there
was also a significant interaction between starvation and sex. Fattened females had higher fat
content than fattened males, but after starvation there was a minimal difference between sexes
Table 2. Factors affecting starvation resistance in Anchomenus dorsalis. The reported net effects of structural body size, sex and pre-starvation body
mass are based on the variance partitioning technique applied to a generalized linear model with a quasi-Poisson distribution of errors. Significant effects are
highlighted in bold.
Term

Df
#

Deviance

F-value

P-value

Variation explained (%)
1.50

Structural body size

1

34.52

4.41

0.038

Sex#

1

187.35

24.13

<0.001

8.14

Pre-starvation body mass#

1

496.58

63.37

<0.001

21.58

Sex * Pre-starvation body mass

1

59.80

7.70

0.006

Total explained deviance$
Residual deviance

1188.50
143

#

Net effect values are shown

$

Including variation (deviance) shared among particular terms

2.60
51.65

1112.60

doi:10.1371/journal.pone.0151459.t002
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Fig 3. Net effects of pre-starvation body mass (i.e., body condition) and sex on starvation resistance. A) Relationship between pre-starvation body
mass and longevity residuals (longevity without food corrected for effects of structural body size and sex). B) Relationship between sex and longevity
residuals (longevity without food corrected for effects of structural body size and pre-starvation body mass). Means ± SE are shown.
doi:10.1371/journal.pone.0151459.g003

Fig 4. Relationship between starvation resistance and structural body size in Anchomenus dorsalis. There seemed to be a significant positive
relationship between longevity without food and structural body size when gross effect was tested (data for all beetles pooled = black line). However, the net
effects of structural body size became just marginally significant after correction for sex. To visualize this pattern, males are represented by blue circles and
females by red squares (sexes were fitted separately). Structural body size is represented by specimen scores from principal component analysis integrating
elytron length and pronotum width into a single variable.
doi:10.1371/journal.pone.0151459.g004
PLOS ONE | DOI:10.1371/journal.pone.0151459 March 15, 2016
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Fig 5. Fat content and lean dry mass in fattened and starved Anchomenus dorsalis. Absolute A) fat content and B) lean dry mass are reported
separately for males (blue columns) and females (pink columns), both fattened and starved. Means ± SE are shown.
doi:10.1371/journal.pone.0151459.g005

(Fig 5A). Absolute fat content was also affected by pre-starvation body mass. Relatively heavier
beetles, i.e., these in better body condition, have higher absolute fat content than beetles with
relatively lower pre-starvation body mass (Table 3).
The absolute lean dry mass of the experimental beetles was significantly reduced during the
starvation period (Fig 5B). Lean dry mass was higher in individuals with higher pre-starvation
body mass, and this pattern was driven mainly by fattened individuals (Fig 6A). Absolute lean
dry mass increased with increasing structural body size, and this relationship was especially
obvious for fattened beetles (Fig 6B). The net effect of sex (after correction for the effects of
structural size, pre-starvation body mass and starvation treatment) was marginally insignificant; however, there was a significant interaction between sex and starvation treatment. Lean
dry mass was reduced more substantially during starvation in females than in males (Fig 5B).
Detailed results of the statistical analyses are shown in Table 3.
The relative fat content of fattened beetles increased significantly with increasing relative
pre-starvation body mass and was not affected by sex, structural body size or any interactions
(Table 3). The relative lean dry mass of fattened beetles increased significantly with increasing
relative pre-starvation body mass and was significantly higher in females than in males
(Table 3).

Discussion
The longevity without food observed in Anchomenus dorsalis confirmed the supposed ability
of carabid beetles to overcome long periods of starvation, which could be a quite common situation in nature. Two of the A. dorsalis females in this study survived more than 7 months without food, making this one of the most starvation-resistant species among beetles; its longevity
without food approaches that of well-adapted spiders [42]. Compared to other carabid species,
A. dorsalis survived without food for twice as long as Merizodus soledadinus and Calosoma sayi
[9,43]. The increase in post-overwintering body mass resulting from extensive feeding (average
male mass increased by 26% and average female mass by 31%) confirms our previous findings
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Table 3. Effects of starvation, structural body size, sex and pre-starvation body mass on the fat content and lean dry mass of Anchomenus dorsalis. The reported net effects of starvation, structural body size, sex and pre-starvation body mass on absolute fat content or absolute lean dry mass are based
on the variance partitioning technique applied to a generalized linear model with a gamma distribution of errors and a log link function. A dataset including
100 beetles fattened ad libitum and 99 starved beetles was employed in analyses of absolute values. The reported net effects of structural body size, sex and
pre-starvation body mass on relative fat content or relative lean dry mass are based on the variance partitioning technique applied to a generalized linear
model with a gamma distribution of errors and an inverse link function. A dataset including 100 beetles fattened ad libitum was employed in the analyses of
relative values. Significant effects are highlighted in bold. Non-significant main effects were included in the final models as the covariates necessary to compute net effects for other terms.
Response
Absolute fat content

Term

Df

Deviance

F-value

P-value

1

589.46

1400.10

<0.001

1

0.11

0.27

0.605

Sex#

1

1.18

2.91

0.089

Pre-starvation body mass#

1

2.39

5.90

0.016

Sex*Starvation treatment

1

1.84

4.38

0.038

#

Starvation treatment

Structural body size#

Total explained deviance$
Residual deviance
Absolute lean dry mass

610.09
193
1

10.742

3700.60

<0.001

Structural body size#

1

0.526

181.04

<0.001

Sex#

1

0.011

3.61

0.059

Pre-starvation body mass#

1

0.172

59.15

<0.001

Pre-starvation body mass*Starvation treatment

1

0.094

32.39

<0.001

Structural body size*Starvation treatment

1

0.073

24.78

<0.001

Sex*Starvation treatment

1

0.195

66.16

<0.001

$

16.860

Total explained deviance

Residual deviance
Relative fat content

191

0.562

Structural body size#

1

0.059

2.17

0.144

Sex#

1

0.033

1.35

0.248

Pre-starvation body mass#

1

0.258

10.60

0.002

Total explained deviance$
Residual deviance
Relative lean dry mass

73.34

Starvation treatment#

0.350
96

2.505

1

0.000

0.38

0.847

Sex

1

0.078

30.34

<0.001

Pre-starvation body mass#

1

0.134

51.85

<0.001

Structural body size#
#

Total explained deviance$
Residual deviance
#

Net effect values are shown

$

Including variation (deviance) shared among particular terms

0.212
96

0.250

doi:10.1371/journal.pone.0151459.t003

that carabid beetles deplete their energy reserves during the overwintering period in temperate
climates [32]. The body mass loss values reported for A. dorsalis in this study are comparable
to the values reported for Merizodus soledadinus (ca 30% loss) by Laparie et al. [9] and Calosoma sayi (ca 27% loss) by Young [43].
The body mass of A. dorsalis females varied relatively more than males during both postoverwintering ad libitum feeding and during the starvation period. This pattern seems to be
quite common among beetles (see, e.g., [43]). There is also evidence that field-collected A. dorsalis females are able to consume higher amounts of food than males [10]. The females’ ability
to acquire higher mass increases could be a cause of their higher starvation resistance. The possible explanation that higher mass variation in A. dorsalis females is enabled by their higher
structural body size is refuted by the absence of a link between relative mass variation and
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Fig 6. Effects of pre-starvation body mass and structural body size on lean dry mass of Anchomenus dorsalis. A) The relationship between prestarvation body mass and lean dry mass of fattened (full circles) or starved (open circles) beetles. B) The relationship between structural body size and lean
dry mass of fattened (full circles) or starved (open circles) beetles. Both panels show significant interactions (A) between starvation treatment (fattened or
starved beetles) and pre-starvation body mass, B) between starvation treatment and structural body size.
doi:10.1371/journal.pone.0151459.g006

structural body size in this study. This sex-dependent result indicates the existence of some
physiological differences between sexes that enables females to increase their mass relatively
more than males. The existence of such sex differences is not surprising; sex-specific selection
pressure is common in nature due to the different roles of males and females during reproduction. Supposedly, females undergo strong selection to maximize their ability to acquire the
additional energy needed for egg production, which will maximize their fitness. However, one
must be cautious in interpreting live body mass change consequences for sex-specific starvation
resistance because a substantial portion of the total body mass consists of water, and variations
in water content can differ between males and females [23]. Some insects are able to compensate for body mass loss due to starvation by increasing their water content [1], and this could
obscure the true extent of changes in lipid and protein content during starvation.
The results of this study indicate that body condition before starvation, i.e., pre-starvation
body mass, corrected for the effects of structural body size and sex, is a good predictor of starvation resistance in A. dorsalis. This is in agreement with the results of many studies performed
previously on various insect species (e.g., [11,19,44]). The significantly steeper positive relationship between pre-starvation body mass and both fat content and lean dry mass in fattened
beetles compared to starved beetles provides evidence that better body condition of A. dorsalis
really corresponds to higher usable energy reserves during starvation. Interestingly, considered
by itself, structural body size had only a limited effect on starvation resistance in A. dorsalis (it
explained only 1.5% of the variation in beetle longevity without food). This finding stresses the
need to distinguish strictly between structural body size and body mass in studies investigating
the ecological and evolutionary consequences of body size.
Anchomenus dorsalis females survived on average for more than one month longer without
food than males. The difference was not caused by the existence of sexual dimorphism in structural body size (females are significantly larger than males) and only partly by sex-specific
body condition (females have higher body mass than males for the same structural body size).
The significance of sex after controlling for structural body size and initial body mass thus indicates the existence of some sex-specific physiological traits that enhance longevity without food
in females. Possible mechanisms responsible for this pattern are as follows: 1) females contain
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relatively higher fat and/or protein content, 2) a higher portion of fat and/or protein content is
available for energy metabolism in females, i.e., relatively lower residual fat and/or protein content in starved females compared to males, and 3) females use energy more efficiently (inspiration for these mechanisms was taken from Rion and Kawecki [45]). Evidence for sexual
dimorphism in traits related to starvation resistance is not scarce in insects. For example Drosophila leontia females have higher starvation resistance than males due to the female ability to
metabolize glycogen as an energy source [14]. In contrast, Scathophaga stercoraria males have
been shown to outperform females in starvation resistance due to their larger structural body
size, which is linked to higher energy reserves [22]. The results of this study provide evidence
for higher relative energy reserves in A. dorsalis females in the form of resorbable lean dry
mass. Fattened females had significantly higher relative lean dry mass than males in this experiment. Moreover, the reduction of absolute lean dry mass due to starvation was much higher in
females. The persistence of slightly higher absolute lean dry mass in starved females compared
to starved males could be caused by the heavier exoskeleton of larger beetles [46], i.e., females
in A. dorsalis. However, the possibility that A. dorsalis females simply have a higher efficiency
in using their energy store compared to males should be investigated in a future study.
Fat reserves seem to be exhausted relatively quickly in A. dorsalis. Beetles starved for 3
weeks almost completely depleted their extractable lipids (M. Knapp unpublished data). Thus,
long-term survival of A. dorsalis without food is probably linked to reduction of lean dry mass
and reduced activity (metabolism) in starved beetles. No measurements of metabolism intensity were made in this study, but beetle activity decreased substantially after approximately one
week of starvation (based on unquantified observations made in the course of the experiment).
In conclusion, this study provides evidence for the exceptional ability of the carabid beetle
Anchomenus dorsalis to survive for long periods without food. Individual starvation resistance
was determined by relative pre-starvation body mass (i.e., body condition), and females had
significantly higher starvation resistance than males. This pattern could be linked to higher fat
content and especially higher lean dry mass of beetles in better body condition and in females
than in males. Interestingly, when considered by itself, structural body size had only a limited
effect on starvation resistance in A. dorsalis, which contradicts the contemporary accepted
state of knowledge. Because of widespread sexual size dimorphism in insects, our knowledge of
mechanisms generating sexual dimorphism in insect performance under stressful conditions
cannot advance without distinguishing between the effects of structural body size and other
sex-specific traits.

Supporting Information
S1 Dataset. The raw data in Microsoft Excel’s.xlsx format.
(XLSX)
S1 Fig. A diagram illustrating the experimental design and crucial results of the study.
(JPG)
S1 Table. The results of the final Cox proportional hazards model.
(XLSX)

Acknowledgments
I am grateful to Pavel Prskavec Saska for providing space in his laboratory at the Crop Research
Institute in Prague—Ruzyně, to Iva Prdi Rýzlerová for help with body mass measurements and
rearing the experimental beetles, to Jana Fržďa Knappová for useful comments on previous versions of the manuscript and for creating some figures, and to Tiit Teder for his insightful

PLOS ONE | DOI:10.1371/journal.pone.0151459 March 15, 2016

14 / 16

Sexual Dimorphism in Starvation Resistance of Anchomenus dorsalis

comments. A pleasant ambiance while writing this manuscript was provided by the music of
the following bands: The Oxx, The Imodium, The Peshata, The Znouzectnost and The Popes
of Chillitown. I am also grateful to J. Russell (American Journal Experts) for substantial
improving of the language quality.

Author Contributions
Conceived and designed the experiments: MK. Performed the experiments: MK. Analyzed the
data: MK. Contributed reagents/materials/analysis tools: MK. Wrote the paper: MK.

References
1.

McCue MD. Starvation physiology: Reviewing the different strategies animals use to survive a common
challenge. Comparative Biochemistry and Physiology a-Molecular & Integrative Physiology 2010; 156:
1–18.

2.

Wang T, Hung CCY, Randall DJ (2006) The comparative physiology of food deprivation: From feast to
famine. Annual Review of Physiology. pp. 223–251. PMID: 16460272

3.

Lovei GL, Sunderland KD. Ecology and behavior of ground beetles (Coleoptera: Carabidae). Annual
Review of Entomology 1996; 41: 231–256. PMID: 15012329

4.

Hering D, Plachter H. Riparian ground beetles (Coeloptera, Carabidae) preying on aquatic invertebrates: A feeding strategy in alpine floodplains. Oecologia 1997; 111: 261–270.

5.

Bilde T, Toft S. PREY PREFERENCE AND EGG-PRODUCTION OF THE CARABID BEETLE AGONUM-DORSALE. Entomologia Experimentalis Et Applicata 1994; 73: 151–156.

6.

Lang A. Intraguild interference and biocontrol effects of generalist predators in a winter wheat field.
Oecologia 2003; 134: 144–153. PMID: 12647191

7.

McKemey AR, Symondson WOC, Glen DM. Predation and prey size choice by the carabid beetle Pterostichus melanarius (Coleoptera: Carabidae): the dangers of extrapolating from laboratory to field. Bulletin of Entomological Research 2003; 93: 227–234. PMID: 12762864

8.

Chaabane K, Loreau M, Josens G. Individual and population energy budgets of Abax ater (Coleoptera,
Carabidae). Annales Zoologici Fennici 1996; 33: 97–108.

9.

Laparie M, Larvor V, Frenot Y, Renault D. Starvation resistance and effects of diet on energy reserves
in a predatory ground beetle (Merizodus soledadinus; Carabidae) invading the Kerguelen Islands.
Comparative Biochemistry and Physiology a-Molecular & Integrative Physiology 2012; 161: 122–129.

10.

Bilde T, Toft S. Quantifying food limitation of arthropod predators in the field. Oecologia 1998; 115: 54–58.

11.

Bommarco R. Stage sensitivity to food limitation for a generalist arthropod predator, Pterostichus
cupreus (Coleoptera: Carabidae). Environmental Entomology 1998; 27: 863–869.

12.

Knapp M, Uhnava K. Body Size and Nutrition Intake Effects on Fecundity and Overwintering Success
in Anchomenus dorsalis (Coleoptera: Carabidae). Journal of Insect Science 2014; 14.

13.

Stahlschmidt ZR, Rollinson N, Acker M, Adamo SA. Are all eggs created equal? Food availability and
the fitness trade-off between reproduction and immunity. Functional Ecology 2013; 27: 800–806.

14.

Aggarwal DD. Physiological basis of starvation resistance in Drosophila leontia: analysis of sexual
dimorphism. Journal of Experimental Biology 2014; 217: 1849–1859. doi: 10.1242/jeb.096792 PMID:
24871919

15.

Goenaga J, Jose Fanara J, Hasson E. Latitudinal Variation in Starvation Resistance is Explained by Lipid
Content in Natural Populations of Drosophila melanogaster. Evolutionary Biology 2013; 40: 601–612.

16.

Hoffmann AA, Harshman LG. Desiccation and starvation resistance in Drosophila: patterns of variation
at the species, population and intrapopulation levels. Heredity 1999; 83: 637–643. PMID: 10651907

17.

Pijpe J, Brakefield PM, Zwaan BJ. Phenotypic plasticity of starvation resistance in the butterfly Bicyclus
anynana. Evolutionary Ecology 2007; 21: 589–600.

18.

Gergs A, Jager T. Body size-mediated starvation resistance in an insect predator. Journal of Animal
Ecology 2014; 83: 758–768. doi: 10.1111/1365-2656.12195 PMID: 24417336

19.

Reim C, Teuschl Y, Blanckenhorn WU. Size-dependent effects of temperature and food stress on
energy reserves and starvation resistance in yellow dung flies. Evolutionary Ecology Research 2006;
8: 1215–1234.

20.

van Uitregt VO, Hurst TP, Wilson RS. Reduced size and starvation resistance in adult mosquitoes,
Aedes notoscriptus, exposed to predation cues as larvae. Journal of Animal Ecology 2012; 81: 108–
115. doi: 10.1111/j.1365-2656.2011.01880.x PMID: 21714787

PLOS ONE | DOI:10.1371/journal.pone.0151459 March 15, 2016

15 / 16

Sexual Dimorphism in Starvation Resistance of Anchomenus dorsalis

21.

Krasnov BR, Khokhlova IS, Fielden LJ, Burdelova NI. Time of survival under starvation in two flea species (Siphonaptera: Pulicidae) at different air temperatures and relative humidities. Journal of Vector
Ecology 2002; 27: 70–81. PMID: 12125875

22.

Blanckenhorn WU, Fanti J, Reim C. Size-dependent energy reserves, energy utilization and longevity
in the yellow dung fly. Physiological Entomology 2007; 32: 372–381.

23.

Tejeda MT, Arredondo J, Perez-Staples D, Ramos-Morales P, Liedo P, Díaz-Fleischer F. Effects of
size, sex and teneral resources on the resistance to hydric stress in the tephritid fruit fly Anastrepha
ludens. Journal of Insect Physiology 2014; 70: 73–80. doi: 10.1016/j.jinsphys.2014.08.011 PMID:
25239667

24.

Resh VH, Carde RT. Encyclopedia of Insects, Second Edition. Academic Press; 2009.

25.

Teder T. Sexual size dimorphism requires a corresponding sex difference in development time: a metaanalysis in insects. Functional Ecology 2014; 28: 479–486.

26.

Chen H, Li Z, Bu SH, Tian ZQ. Flight of the Chinese white pine beetle (Coleoptera: Scolytidae) in relation to sex, body weight and energy reserve. Bulletin of Entomological Research 2011; 101: 53–62.
doi: 10.1017/S0007485310000209 PMID: 20961465

27.

Lease HM, Wolf BO. Lipid content of terrestrial arthropods in relation to body size, phylogeny, ontogeny
and sex. Physiological Entomology 2011; 36: 29–38.

28.

Stern DL, Emlen DJ. The developmental basis for allometry in insects. Development 1999; 126: 1091–
1101. PMID: 10021329

29.

Lee KP, Jang T. Exploring the nutritional basis of starvation resistance in Drosophila melanogaster.
Functional Ecology 2014; 28: 1144–1155.

30.

Osawa N. The effect of prey availability on ovarian development and oosorption in the ladybird beetle
Harmonia axyridis (Coleoptera: Coccinellidae). European Journal of Entomology 2005; 102: 503–511.

31.

Hůrka K. Carabidae of the Czech and Slovak Republics. Carabidae České a Slovenské republiky.
Kabourek; 1996.

32.

Baranovska E, Knapp M, Saska P. The effects of overwintering, sex, year, field identity and vegetation
at the boundary of fields on the body condition of Anchomenus dorsalis (Coleoptera: Carabidae). European Journal of Entomology 2014; 111: 608–614.

33.

Baranovska E, Knapp M. Small-scale spatiotemporal variability in body size of two common carabid
beetles. Central European Journal of Biology 2014; 9: 476–494.

34.

Knapp M. Preservative fluid and storage conditions alter body mass estimation in a terrestrial insect.
Entomologia Experimentalis Et Applicata 2012; 143: 185–190.

35.

Nedved O, Windsor D. SUPERCOOLING ABILITY, FAT AND WATER CONTENTS IN A DIAPAUSING
TROPICAL BEETLE, STENOTARSUS-ROTUNDUS (COLEOPTERA, ENDOMYCHIDAE). European
Journal of Entomology 1994; 91: 307–312.

36.

Ostman O. Asynchronous temporal variation among sites in condition of two carabid species. Ecological Entomology 2005; 30: 63–69.

37.

Knapp M, Knappova J. Measurement of body condition in a common carabid beetle, Poecilus cupreus:
a comparison of fresh weight, dry weight, and fat content. Journal of Insect Science 2013; 13.

38.

Smilauer P, Leps J. Multivariate analysis of ecological data using CANOCO 5. Cambridge University
Press; 2014.

39.

R Development Core Team. A language and environment for statistical computing. Available at http://
www.R-project.org; 2014.

40.

Borcard D, Legendre P, Drapeau P. PARTIALLING OUT THE SPATIAL COMPONENT OF ECOLOGICAL VARIATION. Ecology 1992; 73: 1045–1055.

41.

Crawley M. The R Book. John Wiley & Sons, Ltd.; 2012.

42.

McCue MD. Comparative Physiology of Fasting, Starvation, and Food Limitation. Springer; 2012.

43.

Young OP. Body weight and survival of Calosoma sayi (Coleoptera: Carabidae) during laboratory feeding regimes. Annals of the Entomological Society of America 2008; 101: 104–112.

44.

Saastamoinen M, Ikonen S, Hanski I. Significant effects of Pgi genotype and body reserves on lifespan
in the Glanville fritillary butterfly. Proceedings of the Royal Society B-Biological Sciences 2009; 276:
1313–1322.

45.

Rion S, Kawecki TJ. Evolutionary biology of starvation resistance: what we have learned from Drosophila. Journal of Evolutionary Biology 2007; 20: 1655–1664. PMID: 17714282

46.

Lease HM, Wolf BO. Exoskeletal Chitin Scales Isometrically With Body Size in Terrestrial Insects. Journal of Morphology 2010; 271: 759–768. doi: 10.1002/jmor.10835 PMID: 20235123

PLOS ONE | DOI:10.1371/journal.pone.0151459 March 15, 2016

16 / 16

