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Abstract 

Organisms are constantly altering their phenotypes in response to changing environments.  

Many of these differences are known to be due to genetic changes. However, some of the 

differences between individuals will be due to phenotypic plasticity. Phenotypic plasticity 

is the property of a given genotype to produce different phenotypes in response to distinct 

environments (Pigliucci 2001). Phenotypic plasticity can be adaptive and may provide with 

the means to thrive across a wide range of environments. Thus it represents one solution to 

surviving in a variable environment.  Maintaining high population genetic variance is also 

recognized as enabling a population to respond to a changing environment. Both constitute 

phenotypic responses to changing environments, but rely on quite different mechanisms. 

The purpose of my project is to examine by what means, population history can influence 

the responsiveness of populations to environmental change. In order to approach this 

question I used a model species (Caenorhabditis remanei) and selection experiments in the 

laboratory.  

Caenorhabditis species are widely used in research, for instance, to study mechanisms 

affecting gene expression and their effects on individual’s phenotype. Despite this, we 

have a limited understanding of the importance of environmental factors that control  their 

demography in the laboratory or in nature. Particularly, the demography of other nematode 

species other than C. elegans has until very recently been ignored. Thus, I described the 

basic demography of C. remanei cultured under standard laboratory conditions.  I 

compared the life history of two geographically distant populations of C. remanei under 

standard laboratory conditions. Differences between populations were expected to be 

present as a consequence of local adaptation to environmental conditions. My results show 

that C. remanei cultured in the laboratory has a short generation time, but it is surprisingly 

similar to the generation time of C. elegans. Moreover, I found that there was little 

difference in the life history across populations. Between individuals, I found high 

phenotypic variance, which would be partially the result of high genetic diversity within 

the population. 

C. elegans and C. remanei are morphologically indistinguishable. However, they differ in 

their reproductive biology; the former facutatively reproduces by selfing, whereas the latter 

can only produce progeny by crossing (hermaphroditism and gonochorism, respectively). 

Sexual conflict, different reproductive strategies between males and females, has 
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previously been identified in the soil nematode of C. elegans. However, evidence of sexual 

conflict is lacking in gonochoristic species of nematode. Thus, I conducted an experiment 

to examine the effect of the number of males present on females’ fecundity and survival 

rate.  My results show that increasing the number of males increases female fecundity. 

Thus, suggesting that C. remanei females are sperm limited. However, there is a threshold, 

a further increase in the number of males reduced survival rate. These results are in 

agreement with the theory of sexual conflict. 

Environmentally-dependent traits are universally common across species.  For C. remanei, 

life-history traits such as fecundity and survival are expected to be genetic and 

environmentally dependent, but these dependencies remain very poorly understood. Thus, 

in order to improve our understanding of the response of C. remanei’s life history traits to 

changing environments; I exposed three populations of worms (two wild type isolates and 

a half-diall cross between them) to six temperatures and assessed their response. I used a 

half-sib breeding design as a means to estimate gene-environment interaction for all traits. 

Differences between populations were expected to be due to differences in genetic 

composition. I found that C. remanei fecundity is optimal at 17 °C, a higher growth 

temperature than that established for C. elegans. Although worms cultured at 5 and 30 °C 

significantly reduced their fecundity, it was still permissive for some individuals. 

Not all plastic traits are expected to be adaptive. It is recognised that heterogeneous 

environments select for plasticity. Thus, in order to manipulate the plasticity levels, I 

maintained populations for 50 generations in two different environments: constant 

temperature and predictably fluctuating temperature. Life-history components were 

quantified at three times during the course of the experiment (generation 1, 20 and 50). If 

plasticity is adaptive, it could be under strong selection in the fluctuating environment. 

After the selection experiment, comparisons between populations evolved in these 

different environments allowed me to quantify how two different evolutionary pressures 

shaped strains’ life history, and how this response depended on likely levels of genetic 

diversity (i.e. between the pure strains and the hybrid). In both environments, I found 

changes in the reproductive schedules. Although I did not detect significant changes in the 

lifetime fecundity after the selection experiment, females showed an increase in their early 

fecundity. This shift in reproductive parameters shows adaptation as a consequence of the 

environmental pressures. These results are in agreement with the theory of life-history 

evolution. 
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In theory, a plastic genotype has a wider ecological breath compared with one with 

reduced or no plasticity. After 50 generations in each environment, populations were 

assayed at three temperatures to assess whether population history can influence the 

responsiveness of populations (e.g. tolerance to temperature). Higher levels of plasticity 

(i.e. tolerance) were expected in populations maintained in a fluctuating environment 

compared to the more stable environment. I found that worms from a fluctuating 

environment showed an increase in their tolerance to stressful conditions, while worms 

cultured in a constant environment showed no change. Thus, I successfully selected for 

populations with high and low levels of plasticity. 

Adaptive plasticity is expected to increase individual’s fitness across a range of 

environments because it expresses the “matching” phenotype according to environmental 

cues. However, a plastic genotype with the machinery to match the environment could be 

at disadvantage compared to a less plastic genotype when the environment is not changing. 

This disadvantage is expected to be linked to the reallocation of resources in the 

maintenance of genetic and cellular machinery that enables it to detect changes in the 

environment and in the production of the matching phenotype. Thus, to test this 

hypothesis, I translocated populations between the two environments. After the 

translocation, plastic worms moved back into the constant environment reproduced very 

poorly compared to worms before the selection took place and compared to the less plastic 

worms (reared in a constant environment). This strongly supports the idea that plastic 

strategies can turn an individual into “The Jack of all trades, but Master of none”.  
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Strains (MY, HYB and JU) are represented by rows and the treatments as columns.  
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1 General introduction 
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1.1 Primer 

 ‘It is not the strongest of species that survive 
or the most intelligent but the ones most 

responsive to change’ 

Charles R. Darwin, 1859  

In order to conserve species or populations, it is important not only to understand the 

reasons why they become extinct but also to understand the mechanisms that keep them 

extant. Extinction is likely due to the combined effects of deterministic and stochastic 

processes that affect individuals within a population, and environmental change is likely to 

be an important driver of extinction. Particularly, environmental variability linked to 

climate change, such as rising temperatures and extreme-erratic changes (increased 

incidence of floods, storms, cyclones and hurricanes), can act as stressors that reduce the 

performance of individuals in their habitat, and ultimately their numbers in a population 

(Begon et al., 1996; Walther et al., 2002).  

Darwin, in 1859, without an understanding of genetics, proposed that in a changing 

environment responsive species have an advantage. Our current understanding about the 

genetic basis behind morphological and physiological responses highlights the importance 

of having plastic strategies to cope with a changing environment (Pigliucci, 2005). This is 

covered in evolutionary ecology by the concepts of phenotypic plasticity and adaptive 

plasticity (Via and Lande, 1985). However, these broad concepts also bring up numerous 

more detailed questions that are at the heart of evolutionary ecology but not fully 

understood: What evolutionary pressures select for highly responsive (i.e. plastic) 

organisms? Can we artificially manipulate the responsiveness of an organism? Are there 

limits to the response? Does being responsive incur costs? Do these costs depend on 

environmental variability? These questions, among others, have been recently highlighted 

in numerous reviews (e.g. Via et al., 1995; Pigliucci, 1996; DeWitt et al., 1998; Agrawal, 

2001; Callahan et al., 2008). However, empirical evidence about them has accumulated 

very slowly (Pigliucci, 2005). Moreover, there seem to be contradictory findings across 

taxa (e.g. Scheiner and Berrigan, 1998; and Bell and Galloway, 2008). The lack of detailed 

knowledge and the contradictions in the existing results thus highlight the importance of 

further research. In this introduction, I review the general theory and empirical evidence 

regarding how organisms cope with environmental variation, research on phenotypic 

plasticity, experimental evolution of plasticity and the potential costs and limits of 

plasticity.   
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1.2 Environmental variability 

Natural environments are constantly changing, and environmental fluctuations may change 

in both their frequency and magnitude (Boyce et al., 2006). For instance, changes in 

frequency might result in longer favourable or unfavourable seasons for individual species 

(Boyce et al., 2006). Rhythmically repetitive changes, such as seasons or tidal movement 

are ubiquitous across the planet (Begon et al., 1996). However, infrequent extreme 

environmental states may have greater influence on population dynamics, increasing 

extinction risk, for instance, than either more occasional or moderate changes (Pike et al., 

2004).  

It is possible that organisms, populations and ecological communities do not respond 

to averaged environmental conditions (Walther et al., 2002) but are more likely to be 

responsive to spatial heterogeneity (Walther et al., 2002) and the frequency of extreme 

temporal events, such as extreme ocean atmosphere dynamics and temperatures (Parmesan, 

2006). The study of the consequences of environmental conditions outside the natural 

range of species is important, for example, for understanding the likely consequences of 

changing environmental patterns due to climate change. 

1.3 The mechanisms underlying organisms’ response to 

changing environment  

Species and populations’ response to climate change, or to any other source of selection, 

can be the consequence of at least two separate mechanisms: 1) populations that maintain 

high genetic variation are likely to include pre-adapted phenotypes that can increase in 

frequency in response to environmental change (Via et al., 1995), or alternatively, 2) a 

single genotype can thrive by adjusting its response to different environmental conditions 

through phenotypic plasticity (Via et al., 1995).  Possession of a phenotype that can match 

environmental conditions is likely to be a critical asset in reducing the risk of extinction 

induced by environmental change. Both processes can result in populations persisting 

through time in changing environments. However, the underlying mechanisms and 

consequently their costs and limitations are potentially very different.   
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1.3.1 Genetic variation 

Maintenance of genetic variation within a population has been associated with various 

population level factors, including population size and its variation, and migration rate 

(which in turn increases outbreeding opportunities) (Frankham, 2005). The genetic 

phenomena of mutation, epistasis, and pleiotropy are also associated with levels of genetic 

variation (Roff, 2002; Frankhman, 2005).  In nature, many studies have found high 

amounts of genetic variation within a population (see Davis and Shaw 2001 and Gienapp et 

al., 2008 for recent reviews). Although there is still some controversy surrounding the 

generality of empirical studies linking enhanced genetic variance and a population’s 

survival probability (Frankham, 2005), this concept is generally accepted. 

1.3.2 Phenotypic plasticity 

Phenotypic plasticity is considered as a beneficial solution to living in 

heterogeneous environments (Via et al., 1995). Phenotypic plasticity can be defined as the 

characteristic of a particular genotype to produce different phenotypes in response to 

environmental conditions (Schlichting and Pigliucci, 1998; West-Eberhard 2003). It can 

involve a single or numerous physiological, morphological and or behavioural reponses of 

an organism to an environmental stimulus (Silvertown, 1998). Recently, plasticity has been 

proposed as an adaptation for organisms to cope with varying environments (Bell and 

Galloway 2008). Thus, organism with higher levels of plasticity could be expected to 

perform better over a range of environments in comparison with a less plastic organism 

(e.g. higher environmental tolerace). However, at least in theory, it is expected that the 

“optimal” fit of organisms to environmental variability must involve some compromise 

between a matching response to environmental variation and tolerating it (Begon et al., 

1996). Phenotypic plasticity is usually described by the reaction norm; where a trait of a 

genotype is described as a function of an environmental gradient (Via et al., 1995; 

Schlichting and Pigliucci, 1998). Thus, reaction norms can describe both non-responsive or 

responsive traits (Figure 1.1.A and Figure 1.1.B-C, respectively; Schlichting and Pigliucci, 

1998), and the non-response or response across genotypes (Figure 1.1.A-B and Figure 

1.1.C; Pigliucci, 2005). Authors use one or the other depending whether they refer to 

plasticity of a trait as the property of a genotype or across a population of genotypes (i.e. 

gene by environment interaction or GEI; Pigliucci, 2005). In this thesis, I use phenotypic 

plasticity to describe the responsiveness of a trait to an environmental gradient.  
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Figure 1.1.  Panels to illustrate different types of reaction norms. A-C are illustrative figures to 

describe the response of traits to the environment.  A. Represents a trait that is not responsive to the 

environment (e.g. Rana arvalis body size in relation to predation, Lardner, 1998), but there are 

quantitative differences across genotypes. B. Represents a trait that is responsive to the environment, 

but there are no differences across genotypes (e.g. Drosophila melanogaster development time in 

relation to latitude, James et al., 1997 ); and C) represents a trait that is responsive to the environment 

and in addition genotypes respond differently (Caenorhabditis elegans, Gutteling et al. 2007). *GEI= 

Gene by environment interaction. D-E are hypothetical examples of the effects of two levels of 

plasticity (from Figure C; e.g. blue genotype with higher level of plasticity compared to the red 

genotype) on fitness, D) differences in the level of plasticity have no effect on fitness, whereas E) shows 

that the level of plasticity on fitness (i.e. the blue genotype has a wider niche breath compared to the 

red genotype).  
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Phenotypic plasticity has been documented in nature in a range of species along 

altitudinal or latitudinal gradients (e.g. Ackerly et al., 2000). Empirical manipulations have 

documented phenotypic plasticity arising under certain conditions (e.g. Reznick et al., 

2001, Hautekeete et al., 2002), for instance, changes in phenology and clutch size between 

morphs in relation to temperature (Tetrix undulata, Forsman, 2001) and predator presence 

(Daphnia hyaline, Stibor, 1992; Poecilia reticulata, Reznick et al., 2001 review). 

Phenotypic plasticity is not always expected to be adaptive (West-Eberhard, 2003). 

However, a plastic response to an environmental gradient can be seen as adaptive if the 

genotypes with phenotypic plasticity can cope with a changing environment better than 

less-plastic ones and when there are genes regulating such traits (e.g. GEI). In such cases, 

phenotypic plasticity is expected to be under strong selection (West-Eberhard, 2003). For 

instance, we could imagine plastic trait that has no direct effect on fitness (Figure 1.1.D). 

Conversely, a trait could be environmentally dependent and with direct effects on fitness 

(Figure 1.1.E).  

It is considered that environmental variability selects for phenotypic plasticity (West-

Eberhard, 2003). However, there is a lack of understanding on wheather all varying 

environments facour the evolution of plasticity. Reseach on microorganisms suggests that 

the scale of environmental heterogeneity can influence the evolution of phenotypic 

plasticity. Reboud and Bell (1977) conducted an evolutionary experiment in which 

populations of an unicellular alga (Chlamydomonas) were exposed to spatially or 

temporally varying environments (alteration between light and dark phases). Populations 

exposed to spatial heterogeneity evolved into dark- and light-adapted specialist, whereas 

populations cultured in the temporally varying environment evolved genotypes with 

phenotypic plasticity (referred by Reboud and Bell (1997) as phenotypically plastic 

generalist). These results highlight the importance of the scale of environmental variability 

in the evolution of phenotypic plasticity and the maintenance of genetic diversity 

(Silvertown 1998).  

To this point in this introduction, phenotypic plasticity has been considered as a 

beneficial characteristic: individuals can persist in a varying environment. However, 

having plasticity might as well have evolutionary consequences that are not always 

beneficial (DeWitt 1998). For instance, the reduction in genetic diversity could reduce the 

evolutionary potential in a population (DeWitt 1998). Moreover, although plasticity may 

enhance fitness, organisms are not expected to be infinitely plastic as there are numerous 

possible factors limiting phenotypic changes (Via and Lande, 1985; Van Tienderen, 1991; 
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West-Eberhard, 2003). For instance, there are many examples in which an increase in 

reproduction reduces an individual’s survival, and female fecundity is often limited by age 

at maturation (Roff, 2002). Phenotypic plasticity constraints can also be due to 

maintenance or production of certain traits (DeWitt et al., 1998). Although the plasticity 

cost has been commonly measured in terms of fitness decline, the reduction of fitness is 

thought to be mainly due to the production and maintenance of genetic and cellular 

machinery necessary to be plastic (Scheiner, 1993, DeWitt et al., 1998). For example, to be 

able to detect changes in environmental conditions, individuals must allocate energy during 

development to producing and maintaining a specific machinery. This allocation will 

reduce energy available for other activities and can also affect fitness traits such as 

fecundity (DeWitt et al., 1998). In theory, it is therefore expected that organisms with 

relatively plastic traits, compared to less plastic organisms, will pay a fitness cost, and that 

this should be particularly marked in the absence of environmental fluctuation. Although 

these concepts are well established, empirical research into the costs of phenotypic 

plasticity are accumulating only slowly (DeWitt et al., 1998). One of the reasons why the 

progress in answering questions about phenotypic plasticity has not been faster is that our 

understanding about evolutionary pressures that select for plasticity is still limited.  

It is not clear either what the exact costs involved in phenotypic plasticity are. For 

instance, Hughes et al. (2007) cultured populations of E. coli in cycling pH, randomly 

fluctuating pH, constant acid, and constant base environments. Their results suggest that 

individuals can increase their tolerance to extreme acid and alkaline environments (i.e. 

change their reaction norm) if they have been reared in a fluctuating environment 

previously. However, contrary to these predictions, populations with higher plasticity show 

no apparent fitness cost when moved back to a constant environment. In fact, many studies 

have not found any apparent cost associated with phenotypic plasticity (e.g. DeWitt, 1998; 

Agrawal et al., 2002; Relyea, 2002; Van Kleunen and Fischer, 2005; Caruso et al., 2006; 

Callahan et al., 2008). It seems plausible, therefore, that organisms often pay no price for 

having a trait in an environment where that trait is not advantageous. 

However, it is important to note that the absence of apparent costs of having 

plasticity does not necessarily mean that there are no costs. This is because our ability to 

determine which traits contribute to fitness is limited and the same trait is not necessarily 

costly in all environments (e.g. DeWitt et al., 1998; Steinger et al., 2003; Pigliucci, 2005). 

Thus, advancing the field requires experimental studies that incorporate manipulations of 

environmental variability and detailed monitoring of the resulting fitness components of 

organisms living in these environments.   
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1.4 Model species for evolutionary experiments 

Selection experiments, as exemplified by Hughes et al. (2007)’s study, are important tools 

for addressing evolutionary questions. In addition, it is important to choose an appropriate 

model species. For obvious reasons (short generation time and easy maintenance), studies 

on adaptation to environmental conditions have mainly been conducted on small organisms 

(e.g. bacteria, Bennett et al., 1992; algae, Reboud and Bell, 1997; Kassen and Bell, 1998; 

viruses, Weaver et al., 1999; Daphnia, Scheiner and Yampolsky, 1998; free-living 

nematodes, Brun, 1965; Drosophila, Dobzhansky, 1947).  

Over the years, the use of metazoans such as flies, free-living nematodes and water 

fleas in evolutionary experiments has significantly increased (Daphnia spp. Scheiner and 

Yampolsky, 1998; Drosophila spp., Dobzhansky, 1947; Caenorhabditis spp.; e.g. Brun, 

1965). Compared to uni-cellular organisms, studying metazoans provides an opportunity to 

describe processes of birth and death with more detail. This allows, for instance, breaking 

down fitness into life-history components such as reproductive and survival schedules. In 

addition, another advantage of using these species has been the bulk of information already 

available concerning their physiology, development and genetics (for a recent review, see 

Hedges, 2002). Their increasing use is also potentially linked to the availability of 

completed genome sequences of several model species (Ponting, 2008). C. elegans was the 

first multi-cellular organism to have its genome sequenced in 1998 (The C. elegans 

sequencing consortium, 1998). C. elegans is part of the Caenorhabditis species-complex 

which comprises one of the most widely studied metazoans. The use of Caenorhabditis 

spp. as model species has had a huge impact in increasing the understanding of genetics, 

neurobiology, embryonic development and the ageing process over the last 30 years 

(Brener, 1974; Fitch, 2005). However, despite the availability of its genome, we 

understand little about their ecology in the wild. Particularly, we know little about the 

ecological and evolutionary pressures that have shaped their life histories (Fitch, 2005).  

Using Caenorhabditis species as a model system in evolutionary ecology has 

numerous advantages; its basic biology, physiology and genetics are well known compared 

to many other animals (Epstein and Shakes, 1995). Moreover, compared to other 

invertebrates (e.g. Drosophila), Caenorhabditis individuals can be cultured under similar 

environmental conditions throughout their life. Thus, the possibility of inverted selection, 

due to the use of different growing conditions between juveniles and adults, is diminished. 
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The Caenorhabditis genus comprises a group of bacteriophagous nematodes with 

small body sizes, and short generation time (Kiontke and Sudhaus, 2006).  They are free 

living nematodes commonly found in soil associated with invertebrates or in rotting fruits 

(Baird, 1999; Barriare and Felix, 2006; Chen et al., 2006; Kiontke and Sudhaus, 2006). 

The genus has 19 described species, some of which are morphologically indistinguishable 

but diverse in their natural habitats and reproductive modes (Kiontke and Sudhaus, 2006). 

Only four of these 19 species have been studied in any detail: C. briggsae, C. remanei, C. 

brenneri (or C. sp. PS1010) and C. elegans (Elegans group, Kiontke et al., 2004). 

Although these species are morphologically very similar, C. elegans’ reproductive biology 

differs from that of the other three. C. elegans females have a facultative reproductive 

biology, thus they can produce progeny by mating with males or/and by self-fertilisation. 

In contrast, the other species are known to reproduce strictly by outcrossing (referred by 

others as gonochoristic/dioecious reproduction, Sudhaus and Kiontke, 1996; Baird, 2002; 

Kiontke and Sudhaus, 2006). 

Both self-fertilisation and outcrossing strategies can be potentially advantageous in 

some circumstances: outcrossing species are known to display higher genetic diversity 

within populations, while self-fertilizing species are not constrained by having to find a 

mate (Jovelin et al., 2003; Cutter et al., 2006; Phillips, 2006; Dolgin et al., 2007). Since 

populations with low levels of genetic variability might have a limited rate of evolution 

(Fisher, 1930), the use of outcrossing species might provide researchers with the means for 

avoiding inbreeding depression and increasing the evolutionary potential in the laboratory. 

The ecology of C. remanei is better known than that of other outcrossing 

nematodes (e.g. Baird, 1999; Berriere and Felix, 2005). C. remanei's basic reproductive 

biology is assumed to be similar to its relative C. elegans but it does not have 

hermaphroditic reproduction (Baird, 2002).  A hermaphrodite can produce up to 300 eggs 

and males up to 1000 sperm. Its life cycle (i.e. egg to egg cycle) takes approximately 60 

hrs at 20 °C to complete but this is sensitive to temperature: 45hrs at 16 °C and 95hrs at 25 

°C, respectively (Epstein and Shakes, 1995). After hatching (incubation ~18 hrs) the larva 

goes through 4 larval stages (L1-L4) before reaching maturity (Hope, 1999). An important 

stage during a Caenorhabditis sp. life cycle is the so-called “dauer” stage, which is a 

developmentally arrested larval form that does not feed. Studies indicate that dauer 

formation is caused by a pheromone produced by the adults under unfavourable conditions 

such as crowding, food scarcity and high temperatures (Riddle and Albert, 1997; Ailion 

and Thomas, 2000; Viney et al., 2003; Harvey and Viney, 2008). The variability of dauer 
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stage development represents a reaction norm example of phenotypic plasticity induced by 

environment conditions (Viney et al., 2003; Harvey and Viney, 2008). 

Another important characteristic of the Caenorhabditis species-complex is that 

individuals grown under laboratory conditions produce all their eggs in a short time (50-60 

hrs at 25 °C) once they reach maturity. After this period, adults usually can live up to 3 

weeks. Males reared individually under laboratory conditions have a lifespan 10-20% 

longer than females (McCulloch and Gems, 2003), but this difference does not exist when 

individuals are reared in groups (Gems and Riddle, 1996). This result reflects the trade-off 

between survival and reproduction in males. Van Voorhies et al. (2005) simulated 

conditions in natural soil habitats and found a greatly reduced longevity (ca. 10%) of C. 

elegans compared to standard laboratory conditions, and it is likely that C. remanei in the 

wild will have a correspondingly shorter lifespan. 

C. elegans has a widespread global distribution (Fitch, 2005) and although C. 

remanei has been isolated in only a few countries around the North Hemisphere (Sudhaus, 

1974 unpublished data; Barriere and Felix, 2005; Baird, 1999), it is likely to be equally 

widespread. Genetic studies have found high variability within and between C. remanei 

populations, which could suggest it is also more widely spread than documented in the 

literature (A. Cutter pers. comm.). 

1.5 Aims and objectives of the current study 

The main objective of my PhD is to quantify whether individuals with plastic phenotypes 

pay a cost when living in a constant environment. I addressed this question by conducting 

selection experiments in the lab and using a nematode species, Caenorhabditis remanei, as 

a model system. The research involved several aims to accomplish the main question (see 

Figure 1.2; section A, B, C, D): to describe C. remanei demography in the laboratory 

(Chapter 2); to study the effect of the number of males on C. remanei females’ life history 

(Chapter 3); to describe levels of plasticity of C. remanei females measured as the level of 

tolerance over a range of temperatures (Chapter 4); to describe changes in life-history traits 

and tolerance to temperature of populations of C. remanei cultured in two environmental 

regimes for 50 generations (Chapter 5); and to investigate the evolution of plasticity after 

the selection experiment and whether having plasticity incurred any cost (Chapter 6).   

As information on the demography of the outcrossing species in the Caenorhabditis 

genus is generally anecdotal and merely assumed to be similar to C. elegans, I quantified 
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the reproductive and survival schedules of C. remanei cultured in standard laboratory 

conditions (Chapter 2, section A.1 in Figure 1.2).  

  

Figure 1.2.  Thesis layout. See the text for more details.  

Using C. elegan’s protocols, modified for an outcrossing nematode I characterised the 

basic demography for individuals of two strains (JU724 and MY12-G). These strains were 

recently isolated from the wild (2005 and 2006, respectively). They were acquired from 

frozen samples that were kept frozen after their isolation from the wild. Therefore, I 

considered that they represent natural populations, not yet adapted to laboratory conditions. 

I used a half-sib breeding design throughout the work to estimate the phenotypic variance 

of traits of related (within replicate) and unrelated individuals (between replicates) of the 

strains cultured in a common environment in the lab. The purpose of this was to quantify 

the variance between related and unrelated individuals as a proxy to quantify the genetic 

structure across the population (Maynard Smith, 1989).  

Although C. remanei and C. elegans are morphologically indistinguishable, they differ 

in their reproductive biology in that C. remanei females need male sperm to reproduce, 

whereas C. elegans hermaphrodites are able to produce and store their own sperm (Byerly 
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et al., 1976, Kimble and Ward, 1988). Recent research on C. elegans has shown sperm 

limitation and evidence of a potential sexual conflict in this hermaphroditic species 

(Kleeman and Basolo, 2007). Similar processes could be expected in other free-living 

nematodes of the Caenorhabditis genus too, however, evidence of either in gonochoristic 

species is lacking. Therefore, as part of my research, I investigated in Chapter 3 (section 

A.2 in Figure 1.2) to what extent female reproductive and survival schedules depend on the 

number of males present. 

Phenotypic plasticity is a widespread phenomenon (Via et al., 1995). In Chapter 4 

(section B in Figure 1.2), I quantified the response of life-history traits to temperature. This 

was required as a baseline to describe thermal tolerance of the two geographically distinct 

strains and a half-diallel cross between them, which allowed a comparison not only 

between different strains, but what might be a more genetically diverse hybrid population. 

Differences in the thermal tolerance of these populations could be caused by local 

adaptations or by changes in gene frequencies due to hybridisation. The objective was to 

test whether local adaptations and hybridisation, had different effects on levels of 

phenotypic plasticity.  

In the rest of the thesis (Chapter 5-6, sections C and D in Figure 1.2), I focused on the 

effects of constant and predictably-fluctuating environments on the evolution of 

phenotypic plasticity. Despite numerous theoretical studies describing the evolution of life-

history traits in fluctuating and uncertain environments (e.g. Tuljapurkar, 1989; 

Tuljapurkar, 1990; Orzack and Tuljapurkar, 2001), there is little empirical evidence 

relating to it. Thus, in Chapter 4 (section C in Figure 1.2), the evolutionary consequences 

of environmental conditions on fitness were assessed. I cultured populations of C. remanei 

under two thermal regimes, constant and predictably-fluctuating, for 50 generations.  I 

compared the response of life-history traits in these environments at generation 1, 20 and 

50.  

In theory, the existence of predictability in the environment can select for individuals 

that vary their life histories according to environmental cues (Roff, 2002). Thus, in Chapter 

6 (section D.1 and D.2 in Figure 2), I investigated the evolution of phenotypic plasticity in 

populations exposed to two environmental regimes (constant and predictably fluctuating 

temperature). I expected that individuals that have been selected for a fluctuating 

environment would have more plastic responses. Moreover, after the translocation between 

environmental regimes, I expected that individuals with plasticity phenotypes would pay a 

fitness cost when moved to a constant environment. 
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2 Basic Demography of Caenorhabditis remanei 

Cultured under Standard Laboratory Conditions 
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2.1 Abstract 

Species of the Caenorhabditis genus have been used as model systems in genetics and 

molecular research for more than 30 years. Despite this, basic information about their 

demography, in the wild and in the lab, has remained unknown until very recently. Here, 

we provide for the first time a closely quantified life-cycle of the gonochoristic nematode 

C. remanei. Using C. elegans protocols, modified for an outcrossing nematode, we 

estimated the basic demography for individuals of two strains (JU724 and MY12-G) which 

were recently isolated from the wild. We used a half-sib breeding design to estimate the 

phenotypic variance of traits of related (within line) and unrelated individuals (between 

lines) of the two strains cultured in a common environment in the lab. Comparisons 

between these strains showed that JU724 was characterized by significantly lower overall 

lifetime fecundity and by differences in age-specific fecundity relative to MY12-G, but 

there were no differences in their life expectancy and reproductive lifespan. We found high 

phenotypic variance among all traits. The variance within lines was relatively high 

compared to the low variation between lines. We suggest this could be the result of high 

gene flow in these wild-type strains. Finally, comparisons between species suggest that, 

despite the differences in reproductive strategies (i.e., sex ratios, lifetime fecundity), C. 

remanei has a developmental time similar to the hermaphroditic N2 strain of C. elegans. 
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2.2 Introduction 

The Caenorhabditis genus comprises a group of bacteriophagous free-living nematodes 

commonly found in soil associated with invertebrates or in rotting fruits (Baird, 1999; 

Barriare and Felix, 2006; Chen et al., 2006; Kiontke and Sudhaus, 2006). The genus has 19 

described species, some of which are morphologically indistinguishable but diverse in their 

natural habitats and reproductive modes (Kiontke and Sudhaus, 2006). Their use has had a 

huge impact on increasing our understanding of the mechanisms affecting gene expression, 

neurotransmitter function in the nervous system, pathways in development and the ageing 

process (Fitch, 2005). Despite this, the importance of environmental and ecological factors 

that control their demography in the wild or in the laboratory has been ignored until very 

recently (but see Chen et al., 2006). 

Recent ecological studies on C. elegans have suggested the presence of high 

genetic variance within populations in the wild (Barriere and Felix, 2005; Haber et al., 

2005; Sivasundar and Hey, 2005), among natural populations from different geographical 

origins (Cutter et al., 2006) and between lab stocks (Stewart et al., 2004). Moreover, there 

is a good body of evidence that life-history traits exhibit variance within isolates and differ 

between lab strains cultured in common environments. For example, studies have reported 

differences in body size, lifetime fecundity, sex ratio, reproductive length, plug formation, 

lifespan and dauer formation (Hodgkin and Doniach, 1997; Gems and Riddle, 2000; 

McCulloch and Gems, 2003; Viney et al., 2003; Chen et al., 2006; Harvey and Viney, 

2007). 

In contrast, the ecology of other Caenorhabditis species has received much less 

attention. Fifteen of the 19 described species are known to reproduce strictly by 

outcrossing (gonochoristic/dioecious reproduction, Sudhaus and Kiontke, 1996; Baird, 

2002; Kiontke and Sudhaus, 2006). However, only three of these species have been subject 

to any systematic studies: C. japonica, C. remanei and C. brenneri (referred to henceforth 

as outcrossing species). Caenorhabditis remanei (Sudhaus, 1974) has received most 

attention from an ecological perspective. Although it has been isolated from only a few 

places around the world, China, France, Germany, Hungary, Japan, Switzerland and the 

US, (Sudhaus, 1974; Baird, 1999; Barriere and Felix, 2005; Sudhaus and Kiontke, 2007), it 

is likely to be as widespread as its relative C. elegans (Fitch, 2005). Based on samples of 

C. remanei collected around the world, recent studies suggest that C. remanei could be 

particularly restricted to temperate latitudes (Sudhaus and Kiontke, 2007). Genetic studies 
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have found high variability within and between C. remanei populations (Cutter et al., 

2006), which is likely to translate to phenotypic variance. In the field, it has been mainly 

found as a dauer stage associated with terrestrial invertebrates such as isopods, snails and 

beetles and collected from rotting fruits (Baird, 1999; Kiontke and Sudhaus, 2006). 

Compared to C. elegans, the outcrossing species are known to have higher genetic variance 

(Jovelin et al., 2003; Cutter et al., 2006; Phillips, 2006; Dolgin et al., 2007). Detailed 

information on the demography of the outcrossing species is generally anecdotal and is 

assumed to be similar to C. elegans. Although these species are morphologically 

indistinguishable, they differ in their reproductive biology in that C. remanei females need 

male sperm to reproduce, whereas C. elegans hermaphrodites are able to produce and store 

their own sperm. 

This study describes for the first time the life cycle and demographic parameters of 

C. remanei under standard laboratory conditions using protocols developed for C. elegans, 

but modified for a gonochoristic species. We conducted laboratory experiments to quantify 

two vital rates: age-specific fecundity and survivorship. Based on these, we then derived 

seven additional life-history parameters: lifetime fecundity, life expectancy, reproductive 

lifespan, generation time, population growth rate, stable age distribution and reproductive 

value. We compared these traits across two different strains recently isolated from the 

wild. Moreover, we used a half-sib breeding design to explore the phenotypic variance 

within a group of relatives compared to the offspring of unrelated individuals. 

 

2.3 Material and methods 

2.3.1 General maintenance and procedures 

 Two wild-type strains of C. remanei, JU724 (from China) and MY12-G (from 

Germany), were used in this study. Both strains were obtained from frozen stocks provided 

by M. A. Felix from the Nematode Biological Resource Centre in France and N. 

Timmermeyer from the Animal Ecological Centre in Germany, respectively. Briefly, the 

Chinese strain was isolated from soil in Zhouzhuang, Jiangsu, China, in May 2005. The 

German strain was isolated from rotten apples in Tübingen, Germany, in September 2006. 

Both strains were recovered from the field following standard techniques as described by 

Barriere and Felix (2006). Once samples were obtained, the original source population was 

maintained as a large outbred population (assorted mating) and re-cultured by “chunking” 
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four random pieces of agar (approx. 1 cm2) for approximately two generations. Then it was 

sub-divided into five lines and finally stored in several eppendorf tubes and maintained at -

80°C, following lab protocols described by Hope (1999). Individuals recovered from these 

stocks were used for the assays. All individuals were cultured in a constant temperature 

incubator, maintained in NGM petri dishes and fed on a lawn of Escherichia coli (OP50 

strain). 

Prior to each assay, a sample from a specific line was thawed at room temperature 

for a few minutes, poured into a NGM petri dish and stored at 20°C. Approximately 2 d 

later, five gravid females were randomly selected from each line and transferred into 

individual petri dishes. The L4 offspring from these females were used to initialize all 

assays. Petri dishes of 30 mm diam. were used to carry out all the assays, and all work was 

done at 20°C. 

  

2.3.2 Life-history assays 

The life history assays were divided into two sections. First, we standardized the lab 

protocols and described the basic demography of the species using the JU724 strain. We 

quantified egg hatching, development time, fecundity and survival rates (referred to 

henceforth as vital rates) of different individual female nematodes from a particular line 

given continuous access to males. Second, using the developed lab protocols on both 

strains, we compared the vital rates of JU724 and MY12-G. The objective here was to 

estimate the variance among individuals, between lines and across strains. We followed 25 

individuals from each strain (five per line). 

2.3.3 Egg hatching 

Five pregnant females at early stage (1 d after pairing) and five more at a later stage (2 d 

after pairing) were taken from the initializing stock and isolated individually in petri 

dishes. These females were monitored and transferred every hour into a new petri dish 

until eggs were found (time 0). Subsequently, females were removed and petri dishes 

monitored at 2-hr intervals until all eggs hatched. The JU724 strain was used for this assay. 
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2.3.4 Development time 

Ten virgin females randomly chosen from the L4 initializing stock were individually 

isolated with one male (time 0). Mating and egg laying took place ad lib. Individuals were 

monitored at 12-hr intervals for a period of 4.5 d to estimate numbers at each particular life 

stage and adult sex ratio. Simultaneously, mature females and males were removed to 

avoid overlapping generations. This assay was used to describe changes in egg, larvae and 

adult frequency over time. Larval counts were divided into two ages: larvae between first 

and third stage (L1-L3) and female larvae with distinguishable L4 features (undeveloped 

vulva; Sternberg, 2005). Adult counts were divided into females (spiky tail and vulva) and 

males (fan-like tail; Hodgkin, 1987). The JU724 strain was used for this assay. 

2.3.5 Vital rates 

Initially, a virgin female was paired with four young males for 48 hr (referred from here to 

henceforth as age 2 or 2-d old adults). To avoid any possibility that female lifetime 

fecundity may be sperm-limited, females were subsequently transferred into a new petri 

dish with four new young males on alternate days (Baird et al., 1994). Transfers were 

continued until the female stopped laying eggs (max. six transfers). A female was recorded 

as dead if no movement was observed or it failed to respond to a gentle touch with a 

platinum wire. Age-specific fecundity was estimated by counting the number of juvenile 

larvae present in each plate. Plates were monitored 2 d after the female was previously 

transferred to account for the number of larvae observed. Five virgin females (one from 

each of the original five lines described above) were randomly selected for this assay and 

paired with unrelated males from the four alternate lines. In total, 25 females from each of 

the strains, JU724 and MY12-G, were assessed. 

2.3.6 Demographic and statistical analysis 

Seven additional demographic parameters were calculated for C. remanei using the data 

collected from the vital rates assays. We applied well-known methods in demography 

(Caswell, 2001) to calculate the lifetime fecundity, life expectancy, reproductive lifespan, 

generation time, population growth rate, stable age distribution and reproductive value. 

The definition and calculation of these demographic parameters used here are summarized 

in Table 1. Briefly, a projection matrix A was constructed, containing the age-specific 

reproductive estimates (Fi) on the first row and survival probabilities (Pi) on the 

subdiagonal, calculated from the age-specific data (Caswell, 2001). Matrix methodologies 
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were used to estimate population growth rate (λ), the stable age distribution (w) and 

reproductive value (v). 

Estimate Description  Acronyms and calculation 

Age-specific survival or 

survivorship function 

Proportion of individuals surviving from 

birth (x0) to age x  
xl  

Age-specific fecundity or 

maternity function 

Offspring per individual aged x per unit 

time  
xM  

Lifetime fecundity Number of offspring produced per 

individual in their lifetime ∑
∞

=

=
0x

xMLF  

Reproductive lifespan Number of reproductive days from start 

of reproduction 

RL 

Life expectancy  Number of days to live from age x0  
∑

∞

=

=
0x

xlE   

Population growth rate  Rate at which population grows in 

discrete time  

λ = dominant eigenvalue 

of  projection matrix A 

Generation time  Expected mean time between a female 

having offspring and when her daughters 

have their offspring 
∑
∑=

xx

xx

ml

xml
T  

Stable age distribution  The age distribution at which the whole 

population as well as all the age classes 

grow at a rate λ 

A w = λ w; right 

eigenvector of A 

Reproductive value  Relative reproductive contribution to the 

population growth rate by an individual 

at age x 

v A = λ v; left eigenvector 

of A 

Elasticity  The effects of proportional changes in the 

entries of matrix A on the population 

growth rate λ  
ij

ij
ij a

a
e

∂
∂= λ

λ
 

Table 2.1.  Description and calculations of demographic parameters used in this study. Caswell, 2001 

was used as a reference.  

In addition, we calculated the elasticity of the population growth rate with respect 

to age-specific parameters for the two strains (Table 1). The elasticities quantify the 

proportional change in λ given a small proportional change in a vital rate (either Fi or Pi) 

(Benton and Grant, 1999; Caswell, 2001). Since λ can be used as a measure of fitness 

(Benton and Grant, 1999), elasticities can be used to anticipate the intensity and direction 

of selection on different life-history parameters (Lande, 1982; Benton and Grant, 1999). 
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2.3.7 Model construction and comparison 

Using mixed-effects models, we analyzed the pattern of variation of the estimated traits 

among individuals (within lines), between lines and across strains. Model syntax used here 

denotes fixed variables with upper case letters and random variables with lower case 

letters. We used subscripts to denote different levels of the data as follows: l for individual 

observations (1,2,…,50), k for the line (1,2…,10), j for the strain (1,2) and i for the age 

(0,2,4,…,16 days) of the lth individual. In some cases, we used β̂  to describe the average 

of a trait across observations followed by a superscript denoting which trait we referred to 

(e.g., 
Eβ̂  refers to the average life expectancy of all the individuals used in the experiment 

– see Table 1 for trait acronyms). We presented the variance components in terms of 

percentages of the total variance attributable to each effect (e.g., percentage of the variance 

within lines = σline
2 / [σline

2 + σε
2], and the percentage of the error variance is presented 

similarly). We assumed that the variances of random effects were normally distributed 

with mean zero.  

All statistical analyses were done using R 2.7.1 software (R project for statistical 

computing: http://www.r-project.org). Data were analysed by fitting mixed-effects models 

using the “lmer” function (“lme4” package). We estimated the relative effects of different 

sources of variance on phenotypic traits. We compared the variance among individuals 

(within lines) and between lines (within strain), here treated as random factors, and 

differences across strains (here treated as a fixed effect). In addition, survivorship was 

analyzed by fitting survival models using the “Surv” function (“survival” package) and 

testing whether the probability of dying was constant across time or whether it changed 

across ages (by fitting Exponential and Weibull models, see Ricklefs and Scheuerlein, 

2002; Crawley, 2007).  

Model comparison was done using Likelihood Ratio Tests (LRT) for nested models. 

For unnested models, the model with the lowest AIC value was chosen. See Table 2 for the 

LRT and AIC values for each model. In addition, we provide a summary of the descriptive 

statistics for the preferred models (Table 3 and Table 4). 
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2.4 Results 

2.4.1 Basic demography of C. remanei (strain JU274) 

We did not detect significant differences in egg hatching patterns between pregnant 

females at the early and late stage (χ
2 = 2.96, 4df, P = 0.57). Therefore, all 30 eggs were 

analyzed together to estimate average hatching time. At 20°C, eggs hatched between 12 

and 20 hr after being laid (13.8 ± 2.4 SD, n = 30). The rate of nematode development was 

measured by following the offspring of 10 females on a NGM petri dish. After pairing 

(time 0), egg peak number on the surface occurred at 1.21 ± 0.46 SD d (Fig. 2.1a). 

Subsequently, juvenile larvae (L1-L3) were most abundant at 1.58 ± 0.54 SD d (Fig. 2.1a). 

After this time, larvae exhibited sex-specific features; peak numbers of female L4 larvae 

were recorded at 2.50 ± 0.55 SD d (Fig. 2.1b). Male L4 larvae were difficult to distinguish 

from adult males, therefore, the adult male counts include both L4 and adult stages; they 

peaked at 2.87 ± 0.70 SD d. Adult females and males exhibited similar dynamics; highest 

numbers were recorded at 2.59 ± 0.60 SD d (Fig. 2.1c). Sex ratio of females to males did 

not differ from unity (χ2= 2.20, 1df, P = 0.86). 
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Figure 2.1.  C. remanei’s development time at 20 °C in the lab. Bars represent the proportion of: (a) 

eggs and larvae, (b) pre-adult females (L4) and (c) adult females and males found on 10 NGM-petri 

dishes over time. 
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Females of C. remanei cultured under laboratory conditions at 20 °C produced 328.24 ± 

39.00 SE (59.41% CV –coefficient of variation) offspring during their lifetime. They can 

live up to 16.08 ± 1.55 SE (44.19% CV) d, while their reproductive lifespan can last up to 

9.84 ± 0.48 (27.47% CV) d. Moreover, they produced most of their offspring early during 

their lives; on average, 90% of the offspring were produced by day 6 (Fig. 2.2a). The 

survival analysis suggested that females’ mortality rate was not constant during their lives 

but increased towards the ends of their lives (Weibull model: intercept = 2.85 ± 0.07 SE, 

log (scale) = -1.83 ± 0.36 SE; LRT compared to exponential model: χ2 = 12.58, 1 df, P < 

0.01; Fig. 2.2c). 

  

Figure 2.2.  Age-specific fecundity (a and b) and survivorship (c and d) of females at 20 °C. JU724 and 

MY21-G are represented by filled and open symbols, respectively. 

Using these age-specific fecundity and survival values, we estimated four 

demographic parameters to describe the life cycle of the worm in more detail. We found 
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that the population growth rate measured over discrete time (λ) was 11.39 ± 30 SE/d. The 

time to increase by a factor of λ (generation time) was 2.81 ± 0.26 SE d. The stable age 

distribution at a given time can be seen in Figure 3a, suggesting that approx. 90% of the 

population in the lab is comprised of < 1-d-old larvae, while the older age classes are rare. 

The reproductive value distribution suggests that the 2-d-old adults contribute most to the 

next generation and the contribution of older females decreases rapidly as they age (Fig. 

2.3b). 

The elasticity estimates to a change of a vital rate on λ decreased exponentially 

with age (Fig. 2.3c), indicating that a change in the survival of worms up to the first stage 

(e.g L1-L3), before reproduction, would have the highest potential impact on λ. Production 

of offspring by young adults (2-d-old) had the second highest elasticity value. In general, 

the production of offspring at a given age has a higher elasticity value compared to the 

survival estimate of the same age.    
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Figure 2.3.  (a) Stable age distribution; (b) age-specific reproductive value; and (c) the elasticity (log 

transformed) of λ to changes in age-specific survival probability (Pi, filled symbols) and age-specific 

reproductive estimate (Fi, open symbols) for JU724. 
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jkljjkl StrainLF ε+=

2.4.2 Vital rates: comparison between strains 

We compared the estimates of vital rates between strains. Given the nested breeding design 

(individuals within lines and lines within strains), we were interested in quantifying the 

effect of the variation between and within lines on the overall phenotypic trait. We used 

mixed-effects models to describe such variation and to compare strains. 

We analyzed lifetime fecundity (LF) by fitting a model to describe the observations 

in relation to the mean lifetime fecundity of all individuals sampled from the jth strain 

(Strainj fixed effect), plus a random effect representing the deviation for the kth line, and 

the error term (εjkl) representing the deviation in lifetime fecundity for the lth individual 

from the kth line. The model was: 

; (Model 1, Table 2.2) 

This model suggested that females from the JU724 strain produced significantly lower 

numbers of offspring (lifetime fecundity: 328.24 ± 39.00 SE) compared to females from 

the MY12-G strain (497.60 ± 27.72 SE; χ
2 = 7.87, 1 df, P < 0.05; Model 1 vs. Model 2, 

Table 2.2). However, the variance between lines was low compared to the variances within 

lines (percentage of variance components: σline
2< σ

2: 1.86 and 98.14%, respectively). 

Therefore, the model could be written without adding the variance term to describe the 

effect of the kth line, and the final model becomes: ; (Model 3, 

Table 2.2, Table 2.3). Model comparison using the AIC values made no clear distinction 

between models (Model 1 vs. Model 3, Table 2.2). Therefore, the simplest model was 

preferred. 

 

 

 

 

 

 

jklkjjkl lineStrainLF ε++=
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Models Model syntax AIC logLik DF 
Lifetime fecundity 

Model 1 LFjkl ~ Strainj + (1|linek) 659.62 -326.81 3 

Model 2 LFjkl ~ Roβ̂  + (1|linek) 665.49 -330.74 2 

Model 3 LFjkl ~ Strainj 659.65 -326.83 2 
Life Expectancy 

Model 4 Ejkl ~ Strainj + (1|linek) 334.96 -164.48 3 

Model 5 Ejkl ~ Eβ̂ + (1|linek) 335.64 -164.82 2 

Model 6 Ejkl ~ Eβ̂  333.64 -164.82 1 

Reproductive lifespan 

Model 7 RLjkl ~ RLβ̂ + (1|linek) 231.97 -113.99 2 

Model 8 RLjkl ~ Strainj + (1|linek) 233.46 -113.73 3 

Model 9 RLjkl ~ RLβ̂  231.97 -113.99 1 

Age-specific fecundity 
Model 10 Mijkl ~ Agei + Strainj + Agei:Strain j + (agei|indl) 4026.3    -1949.2     64 
Model 11 Mijkl ~ Agei + Strainj + Agei:Strainj + (agei|indl)+ (agei|linek) 4097.4    -1939.7   109   
Model 12 Mijkl ~ Agei + Strainj + Agei:Strainj + (1|indl) 4110.9    -2035.4     20   
Model 13 Mijkl ~ Agei + Strainj + (agei |indl) 4026.2    -1957.1     56 

Table 2.2.  AIC and log likelihood (logLik) values for vital rates models. Bold letters correspond to the 

preferred model for each trait according to the AIC (see Methods). Model syntax as in the text (upper 

case letters denote fixed variables and lower case letters denote random variables). Random variables 

are included within brackets (similar to R syntax for ‘lmer’ function). The symbol “:” denotes an 

interaction.  

We used the same approach to analyze the life expectancy, (E), of the lth worm from the 

kth line and the jth strain. The starting model was: 

jklkjjkl lineStrainE ε++=
; (Model 5, Table 2.2) 

where the Strainj describes the mean lifetime fecundity of JU724 and MY12-G. However, 

we did not detect statistical differences between strains (number of days lived: 16.08 ± 

1.55 and 17.60 ± 0.92 SE, JU724 and MY12-G, respectively, χ2 = 0.68, 1 df, P = 0.41; 

Model 4 vs. Model 5, Table 2, Fig. 2.2c,d). Therefore, the model could be better 

formulated as: jklk
E

jkl lineE εβ ++= ˆ
 (Model 4, Table 2), where 

Eβ̂  represents the 

average life expectancy of all the individuals used in the experiment. However, there was a 

low variance between lines compared to the variance within lines (σline
2< σ

2: ~0.01and 

99.99%, respectively), thus, a model with only the average population life expectancy, 
Eβ̂ , 

provided a more parsimonious model than one including the variance term to describe the 

effect of the lth individual from the kth line (Model 5 vs. Model 6, Table 2.2). The final 

model was: jkl
E

jklE εβ += ˆ
; (Model 6, Table 2.2, Table 2.3). 
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Similar to the previous analysis, we did not detect statistical differences between strains 

(number of reproductive days: 9.84 ± 0.48 SE and 10.32±0.46 SE, JU724 and MY12-G, 

respectively, χ2 = 0.52, 1 df, P = 0.47; Model 7 vs. Model 8, Table 2.2). The starting model 

for Reproductive Lifespan (RL) was: 

jklk
RL

jkl lineRL εβ ++= ˆ
; (Model 7, Table 2.2) 

Again, we found a low variance between lines compared to the variance within lines 

(σline
2< σ

2: ~0.01and 99.99%, respectively). Adding a variance term to describe the effect 

of the lth individual coming from the kth line did not improve the fit of the model (Model 8 

vs. Model 9, Table 2.2). The final model was: jkl
RL

jklRL εβ += ˆ
; (Model 9; Table 2.2, 

Table 2.3). 

Model Parameter 
Type of 
variable 

Estimate SE t-value P 

3 Lifetime fecundity      

 β̂  LF F 328.24 34.07 9.63 <0.01 

 Strain MY12-G    F 169.32 48.19 3.51 <0.01 
 ε  R  170.40   
6 Life expectancy (days)      

 β̂  E F 16.84 0.93 18.03 <0.01 

 ε  R  6.60   

9 
Reproductive lifespan 
(days) 

     

 β̂  RL F 10.08 0.34 29.83 <0.01 

 ε  R  2.39   

Table 2.3.  Descriptive statistics to describe C. remanei demographic parameters (lifetime fecundity, life 

expectancy and reproductive lifespan) of females cultured at 20 °C. The models included here are the 

preferred models to describe the phenotypic variance across strains, between lines and between individuals 

assayed in this study. (Note that, since the line effect was not significant, it is not included in these models). 

Model syntax and AIC values can be seen in Table 2.2. β̂  represents the intercept of the regression model. 

Standard residual error is represented by ε . Fixed and random variables are denoted by the letters F and 

R, respectively.  

Observations of the number of offspring the lth female produced at each stage of its life 

(M) were analyzed following similar steps. Our previous results (see Basic demography of 

C. remanei) showed how fecundity varied in relation to the age of the females. Therefore, 

we used age as a fixed variable and the subscript i to denote the age of the lth individual. 

The best model was: 
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ijkllijijiijkl indageStrainAgeStrainAgeM ε++×++=
 (Model 10, Table 2.2, Table 2.4), 

where the bar | denotes the age-specific variance between individuals (indl).  

We found that females from the MY12-G strain not only produced on average more 

offspring, but there was a significant interaction between strain and age (χ2 = 15.80, 8 df, 

P<0.5; Model 10 vs. Model 13, Table 2.2, Fig. 2.2a,b). In particular, MY12-G females had 

higher fecundity at ages 4 and 6 compared to females from JU724. Other age-specific 

fecundities were similar (Table 2.4). 

Concerning the correlation among fixed effects, which describes the relationship 

between ages and interactions with the strains, we found that the fecundities at adjacent 

ages were always positively correlated, high fecundity at age 2 is negatively correlated 

with fecundity from age 6 and onwards (Correlation of Fixed Effects: Table 2.5), high 

fecundity at age 6 is positively correlated with the subsequent ages, and that both strains 

had the same patterns. 

(a) Fixed variables Estimate SE t-value 

β̂  126.76 20.25 6.26 

Age 4 -17.20 26.66 -0.65 
Age 6 -69.52 25.91 -2.68 
Age 8 -105.15 21.12 -4.98 
Age 10 -118.17 18.26 -6.47 
Age 12 -124.73 19.70 -6.33 
Age 14 -124.73 21.28 -5.86 
Age 16 -128.64 21.27 -6.05 
strain MY12-G -8.76 28.64 -0.31 
Age 4:strain MY12-G 89.12 37.71 2.36 
Age 6:strain MY12-G 74.64 36.64 2.04 
Age 8:strain MY12-G 32.99 29.86 1.11 
Age 10:strain MY12-G 16.93 25.82 0.66 
Age 12:strain MY12-G 10.15 27.84 0.36 
Age 14:strain MY12-G 7.67 30.07 0.26 
Age 16:strain MY12-G 11.95 30.02 0.40 

(b) Random variables  Variance SD Percentage of the 
total variance 

Age 2 10,117.29 100.59 22.56 
Age 4 25,294.34 159.04 56.41 
Age 6 5,474.03 73.99 12.21 
Age 8 1,582.73 39.78 3.53 
Age 10 1,649.41 40.61 3.68 
Age 12 237.09 15.40 0.53 
Age 14 346.60 18.62 0.77 
Age 16 3.91 20.10 0.01 
ε  132.94 11.53 0.30 

Table 2.4.  Descriptive statistics to describe C. remanei demographic parameters (lifetime fecundity, 

life expectancy and reproductive lifespan) of females cultured at 20 °C. The models included here are 

the preferred models to describe the phenotypic variance across strains, between lines and between 

individuals assayed in this study. (Note that, since the line effect was not significant, it is not included 
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in these models). Model syntax and AIC values can be seen in Table 2.2. β̂  represents the intercept of 

the regression model. Standard residual error is represented by ε . Fixed and random variables are 

denoted by the letters F and R, respectively. 
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A. Correlation of fixed effects: 
Name β̂  Age 

4 
Age 
6 

Age 
8 

Age 
10 

Age 
12 

Age 
14 

Age 
16 

strainM
Y12-G 

Age 
4:strain
MY12-
G 

Age 
6:strain
MY12-
G 

Age 
8:strain
MY12-
G 

Age 
10:strain
MY12-G 

Age 
12:strain
MY12-G 

Age 
14:strain
MY12-G 

Age 4 -0.10               
Age 6 -0.82 0.45              
Age 8 -0.92 0.32 0.96             
Age 10 -0.91 0.45 0.86 0.90            
Age 12 -0.98 0.22 0.85 0.93 0.94           
Age 14 -0.98 0.03 0.84 0.93 0.85 0.95          
Age 16 -0.97 0.05 0.72 0.85 0.86 0.94 0.93         
strainMY12-G -0.71 0.07 0.58 0.65 0.64 0.69 0.69 0.68        
Age 4:strain MY12-G 0.07 -0.71 -0.32 -0.22 -0.32 -0.16 -0.02 -0.04 -0.10       
Age 6:strain MY12-G 0.58 -0.32 -0.71 -0.68 -0.61 -0.60 -0.59 -0.51 -0.82 0.45      
Age 8:strain MY12-G 0.65 -0.22 -0.68 -0.71 -0.63 -0.66 -0.66 -0.60 -0.92 0.32 0.96     
Age 10:strain MY12-G 0.64 -0.32 -0.61 -0.63 -0.71 -0.67 -0.60 -0.61 -0.91 0.45 0.86 0.90    
Age 12:strainMY12-G 0.69 -0.16 -0.60 -0.66 -0.67 -0.71 -0.67 -0.67 -0.98 0.22 0.85 0.93 0.94   
Age 14:strainMY12-G 0.69 -0.02 -0.59 -0.66 -0.60 -0.67 -0.71 -0.66 -0.98 0.03 0.84 0.93 0.85 0.95  
Age 16:strainMY12-G 0.68 -0.04 -0.51 -0.60 -0.61 -0.67 -0.66 -0.71 -0.97 0.05 0.72 0.85 0.86 0.95 0.93 

 
 
B. Correlation of random effects: 

 Correlation 
Name Age 2 Age 4 Age 6 Age 8 Age 10 Age 12 Age 14 
Age 4 0.56       
Age 6 -0.06 0.51      
Age 8 0.10 0.57 0.95     
Age 10 0.45 0.94 0.43 0.41    
Age 12 0.31 0.87 0.56 0.54 0.86   
Age 14 -0.14 -0.39 0.43 0.45 -0.51 -0.34  
Age 16 -0.08 -0.24 -0.62 -0.62 -0.25 -0.13 -0.47 

Table 2.5.  Summary of Model 10 (Table 2) to describe the age-specific fecundity. This includes the correlations of the fixed (A) and 

random effects (B) of the mixed-effect model. See Methods for details about the model syntax (which is similar to R) and Results for 

more details. Linear mixed-effects model (fit by maximum likelihood): age-specific fecundity ~ (Age) * (Strain) + (Age + 0 | ind). 
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2.4.3 Trade-offs between the vital rates 

We described the relationship between traits using correlation analysis and similar model 

constructions as before. We were interested in the nature of the relationship between traits 

(positively or negatively related) and the response between strains (either additively or 

within an interaction).  

We described the relationship between the number of days lived (E) and lifetime 

fecundity (LF) for individuals from the kth line within the jth strain. The model was:  

jklkjjkljkl lineStrainLFE ε+++=
; (Model 1, Table 2.6) 

We found very little evidence for a fecundity-survival trade-off; worms producing more 

offspring during their lifetime did not have a shorter lifespan on average (LFjkl[slope] = -0.01 

± 0.01 SE, t-value = -1.61). There was neither an effect of the strain (χ2 = 0.16, 1df, P = 

0.68; Model 2 vs. Model 1, Table 2.6) nor an interaction between the strain and the slope 

of LFjkl (χ
2 = 2.32, 2 df, P = 0.31; Model 3 vs. Model 2, Table 2.6). Therefore, the model 

could be better written as: jklkjkljkl lineLFE ε++=
 (Model 2, Table 2.6). Moreover, we 

found very low variance between lines compared to the variance within lines (~0.01 and 

99.99%). A model excluding the line variance effect was therefore more parsimonious 

(Model 2 vs. Model 4, Table 2.6). The final model was: jkljkljkl LFE ε+=
; (Model 4, 

Table 3, Table 2.7). 

We described the life expectancy (E) in relation to the number of reproductive days 

(RL) for the lth worm from the kth line within the jth strain. The model was: 

jklkjjkljkl lineStrainRLE ε+++=
; (Model 5, Table 2.6) 

We found very low evidence of a relationship between life expectancy and the number of 

reproductive days (RL jkl[slope] = 0.09 ± 0.40 SE, t-value = 0.14, Model 5). Moreover, there 

is no evidence of either an effect of the strain (χ
2 = 0.70, 1 df, P = 0.70; Model 5 vs. Model 

6, Table 2.6) nor an interaction between the strain and RL (χ2 = 0.67, 2 df, P = 0.72; Model 

7 vs. Model 6, Table 2.5). Therefore, the model could be written without the Strain effect: 

jklkjkl lineRLE ε++=
; (Model 6, Table 2.6). Moreover, we found very low variance 

between lines compared to the variance within lines (~0.01 and 99.99%). A model 
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excluding the line variance effect was therefore more parsimonious (Model 6 vs. Model 8, 

Table 2.6). Therefore, the final model was: jkljkljkl RLE ε+=
 (Model 8; Table 2.5, Table 

2.7). 

Model Model syntax AIC logLik DF 

Life expectancy vs. Lifetime fecundity 

Model 1 Ejkl ~LFjkl+Strainj +(1|linek) 334.45 -163.22 4 

Model 2 Ejkl ~LFjkl +(1|linek) 334.60 -164.30 3 

Model 3 Ejkl ~LFjkl +Strainj+ LFjkl:Strainj+(1|linek) 336.28 -163.14 5 

Model 4 Ejkl ~LFjkl 334.60 -164.30 2 

Life expectancy vs. Reproductive lifespan 

Model 5 Ejkl ~RLjkl+Strainj+(1|linek) 335.59 -164.80 4 

Model 6 Ejkl ~RLjkl+(1|linek) 336.94 -164.47 3 

Model 7 Ejkl ~RLjkl+Strainj+ RLjkl:Strainj+(1|linek) 338.93 -164.46 5 

Model 8 Ejkl ~RLjkl 335.59 -164.79 2 

Lifetime fecundity vs. Reproductive lifespan 

Model 9 RLjk ~LFjk+Strainj +(1|linek) 215.48 -103.74 4 

Model 10 RLjk ~LFjk+(1|linek) 215.01 -104.50 3 

Model 11 RLjk ~LFjkl+Strainj+RLjkl:Strainj+(1|linek) 215.18 -104.50 5 

Model 12 RLjk ~LFjk 217.60 -105.80 2 

Table 2.6.  AIC and Log Likelihood values for correlations across vital rates. Bold letters correspond 

to the preferred model (see Methods). Model syntax as in the text (upper case letters denote fixed 

variables and lower case letters denote random variables). Random variables are included within 

brackets (similar to R syntax for ‘lmer’ function).  The symbol “:” denotes an interaction. 

We described the number of reproductive days (RL) in relation to lifetime fecundity 

(LF) for individuals from the kth line within the jth strain. The model was: 

jklkjjkljkl lineStrainLFRL ε+++=
; (Model 9, Table 2.6) 

We found low evidence that reproductive lifespan of worms was correlated with their 

lifetime fecundity (LFjkl[slope] = 0.01 ± 0.01 SE, t-value = 0.44). There was neither a 

significant effect of the strain (χ2 = 1.53, 1 df, P = 0.22, Model 9 vs. Model 10, Table 2.5) 

nor an interaction between the strain and the slope (χ2 = 3.83, 2 df, P = 0.15, Model 11 vs. 

Model 10, Table 2.6). Therefore, the model could be written as: jklkjkljkl lineLFRL ε++=
 

(Model 10, Table 2.7). Moreover, although the variance between lines was low compared 

to the variance within lines, (21.70 and 78.30%, respectively, Table 2.6), we found 
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evidence that individuals from one line were more similar to each other with respect to 

lifetime fecundity than individuals from other lines (Model 10 vs. Model 12, Table 2.6).   

Model Parameter 
Type of 
variable 

Estimate SE t-value P 

 Life expectancy vs.:      
4 Lifetime fecundity[slope] F -0.01 0.00 -1.01 0.32 

 β̂  E F 18.91 2.26 8.36 <0.01 

 ε  R  6.60   
8 Reproductive lifespan[slope] F 0.09 0.40 0.22 0.83 

 β̂  E F 15.95 4.13 3.86 <0.01 

 ε  R  6.67   
10 Reproductive lifespan vs.:      
       
 Lifetime fecundity[slope] F 0.00 0.00 5.32 <0.01 

 β̂  RL F 6.71 0.74 9.02 <0.01 

   Variance SD 
Percentage 

of the 
Variance 

 

  line (Intercept)  R 0.89 0.94 21.70  
  ε  R 3.22 1.79 78.30  

Table 2.7.  Descriptive statistics to describe the trade-offs between demographic parameters of C. 

remanei. The representation of the variables in here is the same as in Table 3 (Note that the variance 

between lines has significant effects only in the relationship between reproductive lifespan and lifetime 

fecundity). Model syntax and AIC values can be seen in Table 5. Fixed and random variables are 

denoted by the letters F and R, respectively. 

 

2.5 Discussion 

2.5.1 Caenorhabditis remanei lifecycle 

 In this study we describe for the first time the lifecycle and demographic 

parameters of C. remanei grown under standard laboratory conditions (Fig. 2.4). Using the 

assays developed for this species, we re-constructed its life cycle and found that C. 

remanei has a short generation time when cultured at 20°C; maturation takes an average of 

1.25 days after hatching. A mature female completes its lifecycle from maturation to death 

in an average of 16.08 days. Therefore, the complete life cycle from birth to death required 

approx. 17.33 days; about 7% of the total lifespan of a worm is allocated to maturation into 

adult, 57% is spent in a reproductive mode and 36% in a post-reproductive mode. These 

life history characteristics, in addition to the high lifetime fecundity, are typical of species 

at the fast end of the “slow-fast” continuum or life history variation (Saether et al., 1996).  
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Figure 2.4.  Re-construction of C. remanei’s lifecycle at 20 °C. Parameters were estimated using the 

development time and vital rates assays. T is generation time and E is lifespan (see Table 1). Note: 

Absolute estimates are used to illustrate the overall lifecycle. 

In our study, we were interested in quantifying the maximum lifetime fecundity of 

C. remanei females. Therefore, we maintained males continuously with each female to 

ensure that sperm supply was not limited. Our estimate of LF is comparable to that 

quantified for C. vulgaris females mated multiple times (mean ± SE: LFC.r .=328.24 ± 

34.37 and LFC.v. = 401.00 ± 70.00, our study and Baird et al. (1994) respectively; note that 

C. vulgaris is a junior synonym for C. remanei, Sudhaus and Kiontke, 1996). Not 

surprisingly, these LF estimates are higher than those for females singly mated (LFC.V. 

=169.00 ± 34.00, Baird et al., 1994). This suggests that C. remanei demography may be 

affected by sperm limitation at times, as the continuous supply of sperm significantly 

increases LF.  

Regarding the maximum lifetime fecundity, it is arguable whether the optimal 

growth temperature for C. remanei is 20ºC. Comparisons of growth curves at 15, 20 and 

25°C for C. elegans showed that the best temperature among these was 20ºC (Byerly et al., 

1976). However, as C. remanei has a higher thermal tolerance than C. elegans (Baird et al., 

1994), it is possible that the optimum temperature for C. remanei is also higher, and 

therefore the demography presented here may not be the one producing the highest 

possible population growth rate. The reaction norm of C. remanei life-history parameters 

across a range of temperatures remains to be studied.  

2.5.2 Life history comparisons between C. remanei and C. elegans 

Compared to C. elegans, C. remanei is fundamentally different in that it strictly reproduces 

by outcrossing. Therefore, differences in their demography would not be surprising. 

Indeed, comparisons between our results and the information available for C. elegans 
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suggest differences in lifetime fecundity, population growth rate, reproductive lifespan and 

population sex ratio, but not in generation time. We found that C. remanei has higher 

lifetime fecundity, and consequently a higher population growth rate, compared to C. 

elegans (λC.r = 11.39 and λC.e = 3.49, our study and Chen et al., 2006, respectively). 

Caenorhabditis elegans’s population growth rate is 1.6 times lower, even after accounting 

for its two-fold advantage resulting from its production of almost solely hermaphrodites. 

Also, the reproductive lifespan of C. elegans is only about a half of that of C. remanei 

(approx. five days, Chen et al., 2006 compared to approx. 10 days, this study). These 

results are not surprising, since the mode of reproduction of the former species limits its 

reproductive potential. Caenorhabditis elegans hermaphrodites produce up to 300 sperm 

that are used to fertilize its eggs (Byerly et al., 1976). Experimental studies have shown 

that lifetime fecundity can be higher if hermaphrodites are mated (up to 695 progeny, 

LaMunyon and Ward, 1995; Hodgkin and Doniach, 1997). However, this behaviour is not 

common in the lab, although it remains controversial whether outcrossing happens in the 

wild or not (Barriere and Felix, 2005; Sivasundar and Hey, 2005). We presume that, other 

factors being equal (e.g., male abundance), C. remanei could potentially outcompete the 

hermaphroditic C. elegans under favourable conditions. However, the fact that, among 

Caenorhabditis species, C. elegans is more widely spread compared to the outcrossing 

species (Fitch, 2005) suggests that there are other important factors too, such as the ability 

to resist harsh environments (e.g., dauer formation) and the ability of a single 

hermaphrodite to disperse and colonize new habitats, that are likely to affect fitness.  

Our results show that the average generation time of a C. remanei female is approx. 

2.81 days. Our observed value is similar to those estimates obtained for both wild-caught 

individuals (mean 3.13 days 95% CI: 2.83 - 3.47, Chen et al., 2006) and the commonly 

used strain N2 of C. elegans (3.83 95% CI: 3.83 - 3.87, Chen et al., 2006). Although the 

only methodological distinction between this study and Chen et al. (2006) is that the latter 

is based on experiments conducted on cohorts, the differences are small and therefore 

somewhat surprising, considering the differences in reproductive mode in these species. 

Unlike C. elegans, C. remanei females do not allocate time to the production of sperm or 

rely on the transfer of sperm by males. In contrast, hermaphrodites first allocate time to 

sperm production before switching to the onset of oogenesis (Hodgkin and Barnes, 1991; 

Ellis and Schedl, 2006). Therefore, gonochoristic females might be expected to have a 

shorter generation time compared to hermaphrodites of this genus. However, to our 

knowledge, there is no more detailed information available about the development time of 

males and females of gonochoristic nematodes.  
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2.5.3 Comparison across strains and between individuals 

We compared the response of four life-history traits of two geographically distant strains 

of C. remanei in a common environment. The results suggest no differences across traits, 

with the exception of lifetime fecundity. Females of the MY12-G strain produced 1.5 times 

more progeny compared to females of the JU724 strain. We have no information of the 

mechanistic reason for the lower lifetime fecundity found in JU724. Since we do not know 

about C. remanei’s ecology in the wild, or about the environmental conditions and their 

associated selection pressures in the natal areas of these strains, it is difficult to assess the 

biological significance of these differences. In C. elegans, previous studies on a large 

number of strains and wild-caught isolates have reported differences between a variety of 

life-history traits (see Introduction: Hodgkin and Doniach, 1997; Gems and Riddle, 2000; 

McCulloch and Gems, 2003; Chen et al., 2006; Harvey and Viney, 2007). We presume that 

the strains used in this study only represent a small sample of the wide spectrum of 

genotypes found in the wild. Additional work on other available strains could help to 

describe the diversity of life-history traits of C. remanei.  

At the individual level, we found high phenotypic variance between individuals. 

Reproductive span was the least variable vital rate, followed by life expectancy and finally 

lifetime fecundity. The existence of high phenotypic variance among individuals is 

consistent with studies on C. elegans. Significant variance has been found in a range of 

traits in both genetically homogeneous and heterogeneous populations (e.g., Hodgkin and 

Doniach, 1997; Gems and Riddle, 2000; McCulloch and Gems, 2003; Chen et al., 2006; 

Harvey and Viney, 2007). For C. remanei, there is limited information about the 

underlying genetic components responsible for the phenotypic variance (e.g., Dolgin et al., 

2007). A recent study showed that inbred and outcrossed populations of C. remanei exhibit 

similar levels of phenotypic variance for brood size (Dolgin et al., 2007). However, to our 

knowledge, the amount of variance attributed to the resemblance between groups has never 

been quantified before. In this study, we used a half-sib breeding design to explore the 

variance components attributed to the within-group (i.e., kth line effect) and between-group 

effect (i.e., lth individual). Interestingly, we found low line effects in all the measured 

traits.  

We only detected a significant line effect in the relationship between reproductive 

lifespan and lifetime fecundity. Related individuals shared a similar relationship between 

these two traits. It can be presumed that the distribution of important fitness traits such as 

the observed fecundity and life expectancy can result from previous selection, but other 
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traits and behaviours can be differently linked to these vital rates and therefore result in 

trade-offs. However, since phenotypic variance has also been found in inbred lines (Dolgin 

et al., 2007), it is possible that other genetic factors can affect the genetic value, e.g., 

dominance deviation, interaction deviation and/or sensitivity of some genotypes to 

particular environments (Falconer and Mackay, 1996; Mrode, 2005). 

We know little about the genetic variance of these strains; therefore, the inferences 

from the data should be made with caution. We propose two possible (but not unique or 

exclusive) explanations that could have contributed to the small phenotypic variation 

between lines compared to the variation within lines. First, it could be that the females 

from which the offspring were generated for the fitness assays were highly genetically 

related to each other. Therefore, the random mating could be the source of extra added 

variance. Second, it might be that there is little genetic variation for these traits as a result 

of the same evolutionary pressures across C. remanei’s populations. Previous research has 

found high genetic variance but little population structure (Cutter et al., 2006), suggesting 

random mating and high rate of gene flow across populations of C. remanei (Sudhaus and 

Kionte, 2007). To date, we do not know much about the proximate mechanisms of gene 

flow in this species. The association of nematodes with soil invertebrates is considered to 

be responsible for the movement and dispersion of individuals across microhabitats (Baird 

et al., 1994; Baird, 1999; Sudhaus and Kionte, 2007).   

Although we lack information on the source of phenotypic variance observed, it 

can have important evolutionary implications. For instance, it has been suggested that a 

populations’ persistence and response to stressful conditions can be linked to the level of 

phenotypic variation present in the population when the variance is due to genetic 

components (Crow, 1989). Our populations of C. remanei present high levels of 

phenotypic variance, and, if this variation reflects underlying genetic variance, then these 

populations will have a correspondingly high evolutionary potential (Houle, 1992). 

Together with the elasticity estimates, we found that, as expected in a rapidly growing 

population, changes in survival and fecundity at early stages can have the most effect on 

fitness (measured here as λ). Therefore, other factors being equal (e.g., mutation rates, 

pleiotropic effects, heritability, trade-offs), we could expect that early life traits would be 

easily shaped in response to selection pressures. 
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2.5.4 Conclusions and some future directions 

The demographic parameters estimated in this study provide a useful description of C. 

remanei demography under standard laboratory conditions. We found evidence of high 

phenotypic variance among individuals compared to the low variance between selected 

lines and strains from two different geographic locations. The next challenge will be to 

understand what components of this variance are attributable to additive genetic effects or 

other sources of variation inherent to the genetics of this species. Moreover, from a more 

general point of view, it would be interesting to assess if populations’ persistence is linked 

to the genetic and phenotypic background of a population 
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3 Between a rock and a hard place: sperm limited 

fecundity and polyandry induced mortality in female 

nematodes Caenorhabditis remanei  
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3.1 Abstract 

 In many sexually reproducing species, females are sperm limited and actively mate 

more than once which leads to sperm competition between males. If females gain from 

multiple matings due to increased fecundity, for instance, this can lead to a sexual conflict 

as the optimal mating frequency for females and males can be different. Thus, males with 

traits evolved to reduce females’ re-mating rates are not uncommon. However, the same 

traits can also reduce directly or indirectly female survival. Evidence of this sexual conflict 

is ubiquitous across several taxa. Here, we examine the evidence for this form of conflict 

in the free-living nematodes of the Caenorhabditis genus. Members of this group are 

extensively used to describe developmental and physiological processes. Despite this, 

evidence of sexual conflict in gonochoristic species is lacking. In this study, we found 

evidence of sexual conflict in C. remanei cultured under laboratory conditions. In our first 

experiment, we found that females’ fecundity increased with the number of males present 

which suggests that females’ reproduction may be sperm limited. However, increased 

number of males present also reduced female survival. A second experiment ruled out the 

possibility of a density dependency effect reducing female survival when more males were 

present as increasing female density correspondingly did not affect female survival. 
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3.2 Introduction 

In sexually reproducing species, the relative interests between sexes are seldom 

identical, leading to sexual conflict (Partridge and Hurst, 1998; Arnqvist and Rowe, 2005). 

For instance, females are often sperm limited and require more than one mating in order to 

maximise their reproduction (e.g. Pitnick, 1993; Pitnick  and Markow, 1994), and the 

resulting polyandry intensifies sperm competition (Chapman et al., 1995; Birkhead, 2000; 

Pai et al., 2007). It is commonly thought that antagonistic coevolution of male and female 

traits (Chapman, 2006) has led to the evolution of a variety of male traits to aid their 

reproduction; for instance, aggression towards partners, mate guarding (Chapman et al., 

1995), copulatory plugs (Hodgkin and Doniach, 1997), stimulants of oocyte production 

(Chapman et al., 1995), faster sperm (LaMunyo and Ward 1995) and toxic components 

inside the seminal fluid (Chapman et al., 1995). In many cases, these traits can actually 

cause harm to the female and may even reduce her overall life expectancy (Chapman et al., 

1995; Eberhard, 1996; Arnqvist and Rowe, 2005). In response, females display traits such 

as male avoidance (Kleemann and Basolo, 2007), mate choice (Arnqvist and Rowe, 2005), 

expulsion of sperm (Kleemann and Basolo, 2007) and/or maintenance of harsh 

environmental conditions inside female reproductive tract (Eberhard, 1996). 

Evidence for sexual conflict is widespread across the animal kingdom, and 

therefore free-living nematodes should not be an exception. Caenorhabditis nematodes, 

particularly C. elegans, are among the most studied metazoan organisms. Despite the 

often-detailed knowledge of their genetic and developmental pathways (Francis et al., 

2003), our understanding of the selective forces shaping their life-history is still scarce. 

One exception is Gems and Riddle’s (1996) experiment in the hermaphrodite C. elegans 

demonstrating that female mating reduced hermaphrodite lifespan whereas gamete 

production per se or reception of the seminal fluids apparently did not, and therefore the 

trade-off between reproduction and longevity is mediated by cost of copulations in C. 

elegans. This cost indicates a potential for sexual conflict over the timing of mating. Most 

of the individuals are sequential hermaphrodites and males are very rare, comprising less 

than 1 % of the population (Ward and Carrel, 1979). 

The hermaphrodites are sperm limited (Byerly et al., 1976, Kimble and Ward, 

1988) but one would expect them to want to use up all the self-sperm before mating with 

males in order to avoid the cost of mating. However, the males do not seem to pay a cost 

for mating and would consequently try to mate whenever they have an opportunity. Indeed, 
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Kleeman and Basolo (2007) have shown this to be the case: if the hermaphrodites have 

self-sperm left, they are more likely to move away from males and to eject their sperm 

after insemination, whereas the self-depleted hermaphrodites do the opposite. It is possible 

that there is even more scope for sexual conflict in the gonochoristic Caenorhabditis 

species, such as C. remanei as they could also be sperm limited but cannot self-fertilise. 

In this study, we experimentally manipulated the mating frequency of C. remanei 

females by varying the number of males present, and quantified its effect on female 

survival and fecundity rates. More specifically, we addressed the following questions 

under laboratory conditions: 1) Do mated females show reduced life expectancy in 

comparison to unmated females, indicating costs of mating? 2) Does increased number of 

matings increase female fecundity? In addition, to rule out the possibility that a possible 

reduction in female life expectancy with increasing number of males present is merely due 

to density dependence in survival, we also manipulated the number of unmated females 

present. 

3.3 Material and methods 

3.3.1 General maintenance  

A wild-type strain of C. remanei (JU724), originally isolated in China, was used in 

these experiments. The strain was obtained from frozen stocks provided by M. A. Felix in 

the Nematode Biological Resource Centre in France. Individuals were maintained 

according to standard laboratory protocols (Hope, 2001): they were cultured in a 

temperature-controlled incubator at 20°C and fed on a lawn of Escherichia coli (OP50 

strain). Petri dishes of 35mm diameter, half filled with standard nematode media (NGM), 

were used throughout the whole experiment. Before the start of each experiment, the 

progeny from a single pair was used to select twenty-five young females of similar age 

(approximately 36 hours after hatching). These females were individually raised in 

isolation for 24 hours prior to the start of the experiment to assure virginity. For males, 

mature worms were selected from a growing population. 

3.3.2 Experimental design 

The first part of the experiment was designed to quantify the effect of the number of 

males on female survival and fecundity. At the start of the experiment, the twenty-five 
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females were split randomly and evenly into five different treatment groups, with either 1, 

2, 4, 8 or 16 males, creating five replicates per treatment (time 0). To provide a continuous 

food supply, the females were transferred daily into a new petri dish with the same number 

of males as before. At each transfer, the males previously used were removed and replaced 

by new males randomly selected from the offspring of five different females; they were 

approximately 36-hours old at the time of the transfer. After the last transfer, males were 

removed and individual females were monitored daily until death. Previous experience 

showed that transferring females after certain age increases the likelihood of their death (In 

this study 65% of the females survived until the sixth transfer). This may have been due to 

possible damage caused by the worm picker. To minimise the extra mortality caused by 

transfers per se, females were transferred no more than six times during the duration of the 

experiment. Death was recorded if the female showed no movement and failed to respond 

to a gentle touch with the worm picker.  

 As it is theoretically possible that female mortality increases with the number of 

males simply due to density dependent factors we also looked at the survival of unmated 

females in the absence of males at two densities, 1 and 16 females per petri dish, using 5 

replicates of each. These females were transferred daily to new petri dishes, as in the first 

part of the experiment.  Similar to all the other treatments, these females were individually 

transferred for 6 days and then monitored daily until death was recorded. 

3.3.3 Statistical and demographic analysis 

3.3.3.1 Life expectancy(LE) 

The number of days alive, x, was used to estimate the life expectancy (LE) of females in 

each treatment. For mated females, the effect of the number of males on female life 

expectancy was tested using regression analysis. For unmated females, we used ANOVA 

analysis to compare the mean and variance of each treatment.   

3.3.3.2 Fecundity (LF) 

The number of offspring produced by a female at each stage interval was used to calculate 

the age-specific fecundity (mx) and lifetime fecundity (LF = Σmx). The effect of the 

number of males on female LF was analysed using regression models. The age-specific 

fecundity (mx) data were analysed using mixed-effects models to describe the effect of the 

males on the number of offspring produced at each age interval (lmer function in “lme4 
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package” from R, Crawley, 2007). The model included Age (x =0,1,2,…,6) as a categorical 

variable and the number of males as fixed factors, and a random factor that referred to the 

effect of the ith individual (since the data contained repeated measures). We presented the 

variance components in terms of the percentage of the total variance attributable to each 

age effect, σAgex
2, and the error deviation, σε

2 (for example, the percentage of variance at 

Age0: = σAge0 
2 / [∑Age0 

2 + σε
2]).  

3.3.3.3 Trade-offs among fitness components 

The relationship between life expectancy and lifetime fecundity was investigated using 

regression models. Using the sign of the coefficient to establish either a positive, a 

negative, or absence of a relationship between the two vital traits. 

 

3.3.3.4 Model comparison 

The number of males was used as a continuous variable in all the models for each trait and 

each model was compared to its quadratic form to reveal possible non-linear effects. The 

linear and quadratic regression models were compared by contrasting their residuals (using 

‘anova’ function, F-test, in R software from R project for statistical computing: 

http://www.r-project.org). The results are presented with the corresponding F statistics, 

degrees of freedom (d.f.) and P-values (P). For mixed-effect models, we used likelihood-

ratio tests (LRT) to choose the most parsimonious model between a linear or a quadratic 

model. The comparison for nested models included the χ2 statistic for a given number of 

d.f. and the P-value. For unnested models, the Akaike information criterion (AIC) was 

used to assess if the random effect added a significant effect into the model. Data are 

presented as mean± se. 

3.4 Results 

3.4.1 Life expectancy (LE) 

 Females’ life expectancy decreased in relation to an increase in the number of 

males present (Figure 3.1A). However, the reduction in lifespan was not linear with an 

increase in males (Table 3.1A). This was shown by the comparison between the linear and 

quadratic models, adding the quadratic term to the model provides a better fit to the 

observed data (model comparison: F= 5.50, 1 d.f., P=0.02). For the unmated females, we 
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found similar life expectancies between virgin females cultured individually and in a 

cohort (number of days: 27.20±0.67 and 24.10±0.39, respectively, model comparison: F= 

3.19, 1 d.f., P=0.11).     

3.4.2 Fecundity (LF) 

The lifetime fecundity of females differed between the treatments (Figure 3.1B). Lifetime 

fecundity tended to increase with the number of males up to a peak fecundity with seven 

males (Table 3.1B). However, increasing their number further resulted in declining lifetime 

fecundity. The nonlinear relationship between fecundity and the number of males was 

confirmed by comparing the linear and quadratic models, showing that the nonlinear model 

provides a better fit to the data (model comparison: F= 4.5, 1 d.f., P=0.04, Table 3.2). 
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Figure 3.1.  The effect of the number of males on females’ (A) life expectancy (number of days); (B) 

lifetime fecundity (number of larvae produced). Dots represent the observations (±se) in each 

treatment and the continuous lines the predicted values from the quadratic models; and (C) 

Reproductive value functions of each treatment.  
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Parameter Mean±SE t-value P F[df]  R2 P 

A) LE       
Linear model       

Intercept 14.57 ± 1.15 12.61 <0.01 25.34[1,23] 0.50 <0.01 
Males -0.70 ± 0.14 -5.03 <0.01    
Residual std. error 3.82      

Quadratic model       
Intercept 17.48 ± 1.63 10.72 <0.01 17.9[2,22] 0.59 <0.01 
Males -2.00 ± 0.57 -3.53 <0.01    
Males^2 0.08 ± 0.03 2.34 <0.05    
Residual std. error 3.49      

B) LF       

Linear model       
Intercept 292.16±60.82 4.80 <0.01 1.50[1,23] 0.02 0.23 
Males -9.01±7.36 -1.22 0.23    
Residual std. error 200.9      

Quadratic model       
Intercept 150.62±87.39 1.72 0.09 3.12[2,22] 0.15 0.06 
Males  53.94±30.41 1.77 0.09    
Males^2 -3.65±1.72 -2.12 <0.05    
Residual std. error 187      

C) LE~LF       
Linear model       

Intercept  14.38±1.67 8.61  <0.01 12.15[2,22] 0.48 <0.01 
Lifetime fecundity 0.01 ± 0.01 0.16   0.88      
males -0.70 ± 0.14 -4.73  <0.01    
Residual std. error 3.90      

Quadratic model       
Intercept  16.72 ± 1.71 9.76  <0.01 12.82[3,21] 0.59 <0.01 
Lifetime fecundity 0.01 ± 0.01 1.27   0.21       
Males -2.27 ± 0.59 -3.80   <0.01    
Males^2 0.09 ± 0.03 2.69   <0.05     
Residual std. error 3.41      

Table 3.1. Descriptive statistics of (A) life expectancy, (B) lifetime fecundity, and (C) trade-offs models. 

(A) Models include the linear relationship between the number of days a female lived and the 

treatment (number of males present), and the quadratic model also has this in quadratic form. The 

variables in lifetime fecundity models and trade-offs models in (A). Models are presented with the 

corresponding statistics to test the significance of the parameters in the model (see Methods). 
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 Figure 3.2.  Illustration of survivorship (lx) curves for each treatment. The label for each treatment is 

at the left of each line; except for unmated females raised individually. Observations are represented 

by dots and the fitted model by lines. The fit curves represent the Weibull model 

(
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x eS −= ; for details see, Ricklefs and Scheuerlein 2002, Crawley 2007). 

 

Figure 3.3.  Illustration of age-specific fecundity (mx) across treatments. Individuals’ observations are 

represented by lines. 



S. Anaid Diaz-Palacios, 2009   Chapter 3, 66 

 

3.4.3 Age-specific fecundity (mx) 

To quantify the production of offspring over time, and to compare the effect of different 

treatments on it, we used mixed-effects model approach. We were interested in describing 

the number of offspring produced by the ith female at each stage of its life (mxi) and the 

effect of the number of males (Males) using the following model: 

( ) xiixxxi indAgeMalesAgem ε+++= | ; (Model 1) 

where the bar | denotes the age-specific variance between individuals (Agex|indi).  

Since our previous analysis showed that lifetime fecundity was affected by the 

number of males present, our initial model similarly described how an increase in the 

number of males would affect the observed data independent of age (Model 1). This model 

was compared with a set of alternative models to test the following hypotheses: 

1. The effect of the number of males on female fecundity depends on her age (Model 2 

Table 3.2). 

2. The effect of the number of males on females’ age-specific fecundity is not linear 

(Model 3 Table 3.2). 

3. The effect of the number of males has a non-linear effect on female fecundity, and 

this effect is different at different ages of the female (Model 4 Table 3.2). 

4. The age-specific individual variation is similar across ages (removal of Agex|indi, 

Model 5, Table 3.2). 

 We found no support for hypothesis 1 (χ2=0.42, 6 d.f, P=0.99, Model 1 vs. Model 2), 

thus, all age-specific fecundities responded similarly to an increase in the number of males.  

However, as suggested by the LF models, we found that the relationship between the 

number of males and age-specific fecundity was not linear (hypothesis 2, χ2=8.07, 1 d.f, 

P<0.01, Model 1 vs. Model 3). This model suggested that all age-specific fecundities 

increased similarly with an increase in the number of males present up to ca. 7 males, but a 

further increase resulted in a decline in all age-specific fecundities. Further analysis 

indicated no support for hypothesis 3 (χ2=0.67, 6 d.f, P=0.99, Model 3 vs. Model 4), thus, 
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the non-linear relationship between fecundity and number of males was not age-specific. 

Finally, the analysis of variance components suggested a similar individual variance across 

ages (AIC Model 5 < AIC Model 3, Table 3.4). Therefore a simpler model was preferred: 

( ) xijixxi indMalesMalesAgem ε++++= |12

; (Model 5, Table 3.2) 

 In summary, we found that the number of males had a positive effect on females 

age-specific fecundity up until ca. 7 males and that a further increase in the number of 

males had a negative effect on fecundity independently of the female age (Figure 3.1B). It 

is also reflected in the shape of the reproductive value functions when compared between 

treatments (Figure 3.1C). This model also suggested that the variance between individuals 

is larger than the individual variance across ages (63.32 and 36.68 %, σε and σind 

respectively).  

Regarding the correlations among age-specific fecundities, we found that adjacent 

fecundities are always positively correlated, except for the fecundity between age0 and 

age1 (Table 3.3C). Moreover, the fecundity at age0 is negatively correlated with all the 

subsequent ages. 

 

   Models Model syntax AIC logLik DF 

Model 1 Mxi ~Agex + Males + (Agex|indl) 1644.94 -786.47 36 

Model 2 Mxi ~Agex + Males + Agex :Males + (Agex|indl) 1656.51  -786.25 42 

Model 3 Mxi ~Agex + Males + Males2 + (Agex|indl) 1638.87 -782.43 37 

Model 5 Mxi ~Agex + Males + Males2 + (1|indl) 1563.05 -771.52 10 

Model 4 Mxi ~Agex + Males + Agex :Males + Males2 + (Agex|indl) 1650.19 -782.09 43 

 

Table 3.2. AIC and log likelihood (logLik) values for age-specific fecundity models. Bold letters 

correspond to the preferred model for each trait (see methods). Model syntax used upper case letters to 

denote fixed variables and lower case letters for random variables. Random variables were included 

within brackets (similar to R syntax for ‘lmer’ fun ction). The symbol “:” was used to denote an 

interaction and the bar | denotes the variance of individual given the named variable. 
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(A) Fixed variables: 
 

Mean SE t value 

β̂  50.17 14.25 3.52 

Age1         4.28 9.09 0.47 
Age2        -10.04 9.09 -1.11 
Age3       -31.18 9.61 -3.24 
Age4       -46.61 9.61 -4.85 
Age5      -62.64 9.92 -6.32 
Age6      -66.63 10.09 -6.60 
Males  8.86 4.53 1.95 
Males^2   -0.63 0.26 -2.46 

(B) Random effects Variance SD 
Percentage of the total 

variance 
 Ind     (Intercept) 597.66 24.45 36.68 
 ε      1031.71 32.12 63.32 

C) Correlation of Fixed Effects: 
           (Intr)  age1   age2    age3   age4   age5   age6   males  
age1     -0.32                                                        
age2     -0.32 0.50                                               
age3      -0.32 0.47 0.47                                      
age4      -0.32 0.47 0.47 0.47                                
age5      -0.32 0.46 0.46 0.45 0.45                      
age6      -0.33 0.45 0.45 0.45 0.45 0.44             
males      -0.77 0.00 0.00 0.00 0.00 0.02 0.03       
I(males^2)  0.69 0.00 0.00 0.01 0.01 -0.01 -0.02 -0.97 
 

Table 3.3. Descriptive statistics of (A) fixed and (B) random variables to describe Model 2 (Table 3.2) 

and (C) correlation of fixed factors. Summary of the correlations for the fixed effects for the same 

mixed-effects model. The model describes the preferred model to describe the effect of the number of 

males on the age-specific fecundity. β̂  represents the fixed intercept of the mixed-effect model, ind 

represents the random effect of the intercept andε  represents the residual standard error. Model 

syntax and AIC values can be seen in Table 3.2. These results are the analysis of a total of 154 

observations of 25 individuals. Note that P values are not included in these results, for further 

discussion of the lme4 package see Bates and Sarkar (2005). 

3.4.4 Trade-offs between vital rates 

Among all the females, there was no clear evidence that the number of days alive was 

related to the total number of offspring produced by a female (F=0.97, 1 d.f, P=0.33, 

R^2=0.01). However, between treatments, the analysis suggested that an increase in the 

number of males accentuates the negative relationship between lifetime expectancy and 

lifetime fecundity (Males = -2.27, Table 3.1C). Moreover, we found support for a non-

linear relationship between the number of males and the correlation between vital rates 

(Table 3.1C, model comparison of linear vs. quadratic: F=7.25, 1 d.f., P=0.01) 
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3.5 Discussion 

Here, we report for the first time evidence of sexual conflict in C. remanei females reared 

under laboratory conditions. Females’ lifetime fecundity was shown to be related to the 

number of males present; females with access to four males had the highest fecundity, and 

reducing or increasing the number of males from this resulted in a lower fecundity. This 

suggests a potential for sexual conflict over the mating frequency of C. remanei females. 

Increasing the number of matings is only beneficial for a female up to a certain point, 

whereas males are unlikely to suffer from the number of matings as fast (see e.g. Gems and 

Riddle, 1996). These results also suggest that males may directly or indirectly harm their 

partner and that this damage becomes apparent after only a relatively low number of 

matings. In our second experiment, we found that mating per se also reduces the life 

expectancy:  the life expectancy of unmated females was 50% longer than that of females 

mated with one male. This is further supported by the fact that reduced lifespan was not a 

result of density-dependent reduction of survival, as the presence of equivalent numbers of 

females did not reduce female survival as much as that of males. 

Females of many species mate with more than one male during their fertile period 

(reviewed in Birkhead and Pizzari 2002). For many species, multiple matings increases 

female’s breeding success, which has been linked to an increase in the availability and 

queality of sperm and other compounds inclided in the seminal fluid.  (Birkhead and 

Pizzari 2002). Emprircal evidence suggests that sperm limitation in fecundity is not 

uncommon in nature (Ridley, 1988; Wendell et al., 2002; Preston et al., 2001) and there are 

many different reasons for this in different species. In invertebrates, the common 

agreement is that a single insemination is not enough to fertilise all female oocytes (Ridley, 

1988). For instance, increasing the number of sperm has a positive effect on fecundity in 

species such as snails (Chen and Baur, 1993), several species of crabs (Sato & Goshima, 

2007, Sato et al., 2006), crayfish (Rubolini et al., 2007), the spiny lobster (MacDiarmid 

and Butler, 1999), several species of Drosophila (Pitnick, 1993; Pitnick and Markow, 

1994), and as well in the nematode of C. elegans (Ward and Carrel, 1979). In C. elegans, 

experimental studies have shown that increasing the number of sperm can increase the 

fecundity in hermaphrodites (Hodgkin and Barnes, 1991; LaMunyon and Ward, 1995), and 

a mutation that increases the number of sperm produced by a hermaphrodite significantly 

enhances fecundity (ca. 499 progeny, Hodgkin and Barnes, 1991). Similarly, 

hermaphrodites mated with males show enlarged brood size (ca. 695 progeny, LaMunyon 

and Ward, 1995).  
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 The increase in fecundity in C. remanei and C. elegans could be not only due an 

increase in sperm number, but as well due to transferred compounds included in the 

seminal fluid, therefore increasing females/hermaphrodite fecundity. Studies have found 

that transferred nutrients are common across invertebrate species (Thornhill and Alcock 

1983; Cordero 1996). For instance nuptial gifts provided by the males can influence 

copulating success with a given male (Birkhead and Pizzari 2002). Moreover, it could be 

possible that males could perceive the increased risk of sperm competition and decide to 

increase not only the number of matings but at the same time the allocation of sperm and 

or nutrients for the female (Birkhead and Pizzari 2002).However, the apparent benefit of 

increased female fecundity comes with a cost of reduced life expectancy. This trade-off has 

been at the heart of the study of life-history evolution for over half a century (William, 

1966; Reznick et al., 2002; Roff, 2002; Promislow, 2003). The general idea is that the 

positive contribution of fecundity to fitness may affect directly or indirectly other life-

history components, for instance, by reducing time and energy to forage (Daly, 1978), 

increasing predation rate (Arnqvist, 1989; Rowe, 1994), the risk of physical injury (Parker, 

1979), or the risk of disease (Hurst et al., 1995; Knell and Webberley, 2004), which, in 

turn, can reduce survival (Reznick et al., 2002). Notably, this fecundity survival trade-off 

can be caused by the number of matings itself, without assuming further energetic costs of 

reproduction. Manipulative experiments across a range of species have indeed shown 

reduction in life expectancy linked to the number of mates, for instance, in the tropical 

butterfly (Bicyclus anynana, Fischer, 2007) and in Drosophila (Fowler and Partridge, 

1989) and C. elegans (Gems and Riddle, 1996). At the mechanistic level, studies suggest 

that reduced life expectancy is the consequence of physiological changes linked to 

hormonal regulation, intermediary metabolism and allocation, immune function, 

reproductive proteins, and defenses against stress and toxicity (for a recent review, see 

Harshman and Zera, 2007).  

In invertebrates, the effect of reproduction on the reduction of average life expectancy 

in mated females (compared to unmated females or mated once) can vary: 8% reduced life 

expectancy in the tropical butterfly Bicyclus anynana (Fischer, 2007), 16% life expectancy 

in Drosophila (Fowler and Partridge, 1989). In free living nematodes, studies report 11% 

reduction for Panagrellus redivivus (Abdulrahman and Samoiloff, 1975). We found a 37% 

reduction in C. remanei; whereas for C. elegans, this cost has been shown to vary from 

zero to 42%, (VanVoohies, 1992; Gems and Riddle, 1996). Interestingly, in C, elegans, 

this high cost seems to be directly related to the number of copulations, as neither egg 

production nor reception of sperm affected female longevity (Gems and Riddle, 1996). It is 
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possible that this was caused by the seminal fluids, as has been shown to be the case in 

Drosophila. Their seminal fluid contains chemicals that can stimulate egg production, 

suppress fertilisation by sperm from previous matings, and decrease female life expectancy 

(Chapman et al., 1995; Chapman, 2008). Gems and Riddle (1996) addressed this question 

in another experiment, using mutant males capable of stimulating of oocyte production but 

incapable of fertilisation, and males that apparently are capable of mating but neither 

produce nor transfer sperm. The results showed that in both cases hermaphrodite females’ 

life expectancy was reduced. The common conception is that males cause stress or physical 

damage that ultimately reduces the life expectancy of their partner. During mating, a male 

scans the body of his partner before inserting the spicules into the female or 

hermaphrodite’s vulva. The spicules’ function is linked to the correct attachment to the 

vulva (Barr and Garcia, 2006). Thus, by attaching himself to the vulva by his spicules a 

male can aid his own reproductive success but may harm the female. Despite this harm to 

the female, selection could favour males that cause more harm (Edvarsson and Tregenza, 

2005; Parker, 2006).  

Increasing understanding of Caenorhabditis biology has made them a suitable model 

system to study sperm competition and sexual conflict. In C. elegans the males form a 

copulatory plug which has shown to increase the time between copulations and reduce the 

chance of subsequent matings being successful (Barker, 1994). Although we did not 

quantify this trait systematically in C. remanei, we noticed that the size of these plugs can 

be considerable and that there is a lot of variation in the plugs deposited; some females had 

plugs corresponding to 20 – 25% of their body size. We suspect that reduced life 

expectancy may result from damage due to the insertion of spicules, which may in turn be 

linked to the increasing time of male scanning before a successful copulation due to the 

presence of a plug previously deposited. Future work should address whether the plug size 

has an effect on female survival and whether males pay a cost for increasing the number of 

their matings. 
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4 Tolerance of Caenorhabditis remanei to stressful 

conditions: comparison across populations  
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4.1 Abstract 

Climate change threatens the persistence of many species. Phenotypic plasticity has 

been suggested as one of the mechanisms that mitigate against the risk of extinction. In 

theory, a plastic genotype has a wider ecological breath and could potentially endow higher 

fitness in novel environments compared with one with reduced or no plasticity. Local 

adaptations and additive genetic variance, linked to hybridisation, are important factors 

with potentially different effects on phenotypic plasticity. In this study, I used three strains 

(two wild-type isolates and a half-diallel cross) of the free-living nematode Caenorhabditis 

remanei and a half-sib breeding design to quantify the plasticity of life-history traits of 

three populations of worms cultured under a range of temperatures under laboratory 

conditions. My results describe for the first time the plasticity of four life-history traits of 

C. remanei with regard to changing temperatures; 17° C (± 0.30 sd) was the optimal 

temperature for fecundity, while 4° C (±0.2.5 sd) maximised survival. The results suggest 

that the three populations share similar overall thermal breath as evaluated under 

laboratory conditions but differ in the precise shape of their reaction norms assessed with 

respect to temperature, suggesting genetic differences and local adaptation across 

populations. However, the results from the half-sib breeding design exhibit high between-

individual variance, which was particularly expected in the half-diallel cross. Moreover, 

across temperatures, I found low variance between replicates compared to the variance 

within replicates, thus suggesting low gene-environment interaction for all traits. 
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4.2 Introduction 

 Natural environments are not stable in time or space, and their variability is a 

challenge for organisms inhabiting them. Currently, climate change and its consequences 

on ecological systems, threatens the persistence of local populations and even many 

species and around the world (Thomas et al., 2004). Phenotypic plasticity has been recently 

highlighted as a potentially important factor for mitigating extinction risk (Nussey et al., 

2007; Charmantier et al., 2008). Phenotypic plasticity can be defined as the ability of a 

given genotype to produce distinct phenotypes in response to a changing environment (e.g. 

Pigliucci, 2001, 2005). Phenotypic plasticity has been typically represented using the 

reaction norm, where the value of a phenotypic trait expressed by a particular genotype is 

described as a function of an environmental gradient (Via et al., 1995). The significance of 

phenotypic plasticity is that more plastic individuals (i.e. genotypes) can “match” their 

phenotype to current environmental conditions; when plastic individuals can cope with a 

range of environments better than less plastic individuals, phenotypic plasticity can be 

evolutionarily adaptive.  

Due to the ubiquity of temporal fluctuations and spatially heterogeneity in 

environmental conditions phenotypic plasticity can be expected to be very common in 

nature, and studies in the wild and in laboratory conditions have indeed reported 

phenotypic changes in physiological, morphological and life-history traits as a 

consequence of changing environmental conditions across a wide range of taxa (Byerly et 

al., 1976; Epstein and Shakes 1995; Visser et al., 1998; Nussey et al., 2005; Charmantier et 

al., 2008). For instance, the common ground cricket (Allonemobius socious) exhibits a 

cline in the number of broods produced in one season (from single to multiple), varying 

within its geographical range (Howard and Furth, 1986; Roff, 2002). This has shown to be 

due to phenotypic plasticity and not due to a simple genetic polymorphism (Roff and 

Bradford, 2000; Roff, 2002). In Drosophila melanogaster, phenotypic plasticity of traits, 

such as developmental time, in response to temperature has been identified in several 

geographically different populations reared under laboratory conditions (James et al., 

1997). However, despite having phenotypic plasticity, James and collaborators (1997) 

found that developmental time showed no latitudinal variation between populations in the 

in the degree of plasticity. Thus, it implies that populations have phenotypic plasticity but 

there might have not been significant genetic differentiation between populations. In 

contrast, in the free-living nematodes, Caenorhabditis elegans, laboratory studies have 

found that different strains show both phenotypic plasticity and significant genetic 
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variation in several life-history traits, such as fecundity, in response to temperature 

(Gutteling et al., 2007). 

In nature, the relationship between genetic variation and phenotypic plasticity is 

poorly understood. They are commonly viewed as alternative (though not exclusive) means 

for coping with environmental variability (Schlichting and Pigliucci, 1998). However, 

when plasticity is a consequence of differences in the reaction norms across genotypes 

(plasticity at population level, Pigliucci, 2005), it could facilitate the maintenance of 

genetic variation by acting as a buffer against natural selection (Schlichting and Pigliucci, 

1998). Our current understanding of the variation in individual reaction norms (or 

plasticity) and their response to selection in the wild relies to high degree on quantifying 

phenotypic variance (Nussey et al., 2007). The use of model species in the laboratory and 

modern genetic methods of analysis have allowed substantial progress in the description of 

the effects of genetic and environmental variance (the genotype by environment 

interaction, or GEI) on the phenotype and between-individual variance (e.g. Sgro and 

Hoffmann, 1998, Gutteling et al., 2007).  

Phenotypic plasticity and GEI may play an important role in the evolution of life 

histories (Roff, 2002). Populations with sufficient genetic variance for the evolution of 

plasticity may contain different genotype frequencies as a result of local adaptation. 

(Pigliucci, 2005). As a consequence, comparisons across different populations can reveal 

plasticity as well as different GEIs. Populations with low genetic variance, due to low 

population density for instance, may also show accentuated response to inbreeding as 

inbreeding depression can negatively affect the response of plasticity to selection (Potvin 

and Tousingagnt, 1996). One way to avoid such effects can be by artificially mating two 

inbred populations (Maynard Smith, 1989). In nature, natural hybridisation can produce a 

relatively fit hybrid, with higher levels of phenotypic plasticity, that may be able to invade 

novel habitats (Arnold, 1997). However, it is recognised that hybridisation can "sweep" 

away locally adapted genes (Maynard Smith, 1989). Therefore, local adaptations and 

hybridisation are important factors with potentially different effects on phenotypic 

plasticity. 

In this study I describe for the first time the plasticity of life-history traits of the 

free-living nematode C. remanei cultured in a wide range of temperatures under laboratory 

conditions. First, I used a half-sib breeding design and examined the response of two vital 

rates to six temperatures (5, 10, 15, 20, 25 and 30 º C). Using data derived from these rates, 

I further derived three important life-history components: life expectancy, lifetime 
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fecundity and reproductive lifespan. I used two wild-type isolates from geographically-

distant populations of C. remanei to illustrate the response of different populations, with 

possible local adaptation, to a temperature gradient. Second, I assessed whether changing 

additive genetic variance could have an effect on plasticity using a half-diallel cross of the 

two wild-type populations. Finally, I used mixed-effect statistical analyses to describe the 

individual variance between and within related individuals from the half-sib breeding 

design. This approach explores the between-individual variation in reaction norms, and can 

he helpful in describing the evolutionary potential at population level (Nussey et al., 2007). 

Phenotypic plasticity has been documented under laboratory conditions in the free-

living nematode C. elegans (Byerly et al., 1976; Epstein and Shakes, 1995; Gutteling et al., 

2007; Harvey and Viney, 2007), but there is limited information on how related species 

respond to environmental gradients. C. remanei is a gonochoristic nematode closely related 

to C. elegans. Although these species are morphologically indistinguishable, C. remanei 

differs from C. elegans in that the females need sperm to reproduce. Recently, C. 

remanei’s genome has been sequenced 

(http://dev.wormbase.org/db/seq/gbrowse/c_remanei/; Haag et al., 2007). Therefore, 

information pertaining to C. remanei’s life cycle and plasticity will be useful as a base line 

for future studies of its demography in the lab and potential use in evolutionary studies.   

4.3 Material and methods 

4.3.1 Strains 

I used two wild-type strains of C. remanei, JU724 and MY12-G, which were recently 

isolated from the field. Both strains were obtained from frozen stocks provided by M. A. 

Felix from the Nematode Biological Resource Centre in France (JU724) and N. 

Timmermeyer from the Animal Ecological Centre in Germany (MY12-G). The Chinese 

strain was isolated from soil in May 2005 and the German strain was isolated from rotten 

apples in September 2006. Five replicates (out-bred populations) from each of these strains 

have been previously used in another study to characterise their life history at 20 °C in the 

lab (Diaz et al., in press). JU724 and MY12-G (referred to henceforth as JU and MY, 

respectively - see Table 4.1 for acronyms) were used to create a half-diallel cross (hereafter 

referred to as HYB). This third population consisted of the F1 progeny of a female JU by a 

male MY, and the reciprocal crosses (ten matings each – the progeny of 20 females in 

total). All the crosses were conducted at 20 °C. This population was maintained for 
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approximately 5 generations through randomised mating. It was then sub-divided into five 

lines (referred to henceforth as replicates) and finally stored in several eppendorf tubes and 

maintained at -80°C using the same protocols as those used for JU and MY (Diaz et al., in 

press). Individuals recovered from these frozen stocks were used for all subsequent assays. 

All individuals were cultured in a constant temperature incubator, maintained in NGM 

petri dishes and fed on a lawn of Escherichia coli (OP50 strain). Petri dishes of 30 mm 

diameter were used to conduct all assays. 

 
Acronyms Use 
JU JU724 strain 
MY MY12-G strain 
HYB Half-diallel cross 
LE Life expectancy 
LF  Lifetime fecundity 
RL Reproductive lifespan 

m  Age-specific fecundity 

l  Survival rate 

Temp Temperature 
Temp^2 Temperature to the power of two 
Age Age of an individual 
ind Individual 
Table 4.1. Symbol used in the text and figures. 
 
 

4.3.2 Temperature treatments  

Under laboratory conditions, I characterised populations’ life-history traits in response to a 

range of temperatures (5, 10, 15, 20, 25 and 30 º C). Prior to each assay, a frozen sample 

from a specific replicate was thawed at room temperature for a few minutes and then 

poured onto a NGM-petri dish. The following day, it was moved to the assigned 

temperature (i.e. 5, 10, 15, 20, 25 or 30 º C). Approximately two days later (except for 

those individuals raised at 5 º C, which required 4 days), five gravid females were 

randomly selected from each replicate and transferred into individual petri dishes. The L4 

offspring from these females were used to initialize all assays.  

4.3.3 Life-history assays  

I quantified fecundity and survival rates (referred to henceforth as vital rates) of different 

individuals from all replicates at each temperature. Using laboratory protocols previously 

developed to quantify the vital rates of C. remanei (Diaz et al., in press), I compared four 

life-history traits of JU, MY and HYB and their responses across a range of temperatures. 



S. Anaid Diaz, 2009   Chapter 4, 78 

The life-history traits I quantified were life expectancy, lifetime fecundity, reproductive 

lifespan and age-specific fecundity (see Table 4.1 for acronyms). The objective here was to 

estimate the average vital rates at each temperature, together with the variance among 

individuals, between replicates and across strains. I followed 25 individuals from each 

strain (five per replicate) at each temperature. A virgin female was paired with four 

unrelated young males for 48 hours. On alternate days after this, the female was 

subsequently transferred into a new petri dish with four new unrelated young males (Diaz 

et al., in press; Baird et al., 1994). Transfers were continued until the female stopped laying 

eggs. Then the female was monitored on alternate days to score the date of death. Age-

specific fecundity was estimated by counting the number of juvenile larvae present in each 

plate. Plates were monitored two days after the female was transferred and the number of 

larvae counted. In total, 150 females from each population (JU7, MY and HYB) were 

assessed in this way 

4.3.4 Model construction and comparison 

Using mixed-effects models, I analysed the average performance of worms of different 

strains, across temperatures, together with the pattern of variance of the estimated traits 

across temperatures, among individuals (within replicates) and between replicates.  

Model syntax used here denotes fixed variables with upper case letters and random 

variables with lower case letters. I used subscripts to denote different levels of the data as 

follows: m for individual observations (1,2,…,450), l for the replicate (1,2…,15), k for the 

Strain (1,2 and 3 ), j for the Temperature (5, 10,…,30) and i for the Age (0,2,…,14 days) of 

the mth individual.  

The syntax of the random effects was the following: “(1|replicatelkj)” term 

describing the random effect (intercept) of the deviation from the population mean of the 

average life-history trait for the lth replicate within the kth strain at the jth temperature (90 

levels); the “(1| replicatekl)” effect is a random variable (intercept) representing the 

deviation from the population mean of the average life-history trait for the lth replicate 

within the kth strain (15 levels); the “(temp|replicatekl)” term is a random variable (slope) 

representing the deviation of the lth replicate within the kth strain from the population 

mean of the average life-history trait across temperatures. The εjklm is a random variable 

representing the deviation of the life-history trait for the mth worm of the lth replicate of 

the kth strain maintained at the jth temperature (Faraway, 2006). I presented the variance 

components in terms of percentages of the total variance attributable to each effect (e.g. 
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percentage of the variance within replicates = σreplicate
2 / [σreplicate

2 + σ
2], and the percentage 

of the error variance is presented similarly). I assumed that the deviations for each 

individual random effect were normally distributed with mean zero and fixed variance 

(N(0, σ2)). 

The starting model to describe the hierarchical structure of each response variable 

was M0 (LE, LF and RL –shown in Table 4.2). However, for all traits, the random effect 

describing the deviance of the lth replicate within the kth strain was not significant (χ2= 

0.02, 1 d.f., P=0.89), therefore it was not included in the competing models. Moreover, 

although in some instances there was low evidence of a significant effect of the random 

effect to describe the deviance of the lth replicate within the kth strain at the jth 

temperature, such terms describe the non-independent observations of the experimental 

design. Thus, it was included in all competing models for quantifying accurately the effect 

of the fixed terms (Faraway, 2006).  

In most of the instances (models), I included a quadratic term (fixed effect) to 

represent a non-linear increase or decrease of a trait in response to temperature. This 

allowed us to describe how each trait co-varied with respect to temperature. I used random 

effects for the replicate deviance (i.e. intercept), and the linear and quadratic deviance at 

the replicate level. This allowed the overall pattern to vary between replicates in terms of 

the response, and in terms of its curvature (Pinheiro and Bates, 2000). Strain and age was 

treated as a categorical variable, whereas temperature was treated as continuous. 

All statistical analysis was done using R 2.7.1 software (R project for statistical 

computing: http://www.r-project.org). Mixed-effects models were fitted using the “lmer” 

function (“lme4” package, version: 0.999375-27). In addition, I analysed survivorship by 

fitting survival models using the “Surv” function (“survival” package, version: 2.34-1) and 

testing whether the probability of dying was constant across time or whether it changed 

across ages (by fitting Exponential and Weibull models, see Ricklefs and Scheuerlein, 

2002; Crawley, 2007).  

Model comparison was performed using Likelihood Ratio Tests (LRT) for nested 

models. For un-nested models, the most parsimonious model with lowest AIC value was 

chosen. In all instances, pair-wise comparison of competing model are embodied in the 

text; first the competing vs. the simplest. Unless otherwise stated, the results are presented 

by a mean effect ± standard error (se). 
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4.4 Results 

4.4.1 Lifetime Fecundity (LF) of the strains used 

I found that the strains used in this study varied in the average number of offspring 

produced (Figure 4.1). Although MY produced on average 36% more offspring compared 

to JU, I did not detect significant differences between the wild-type isolates (average 

number of offspring of MY= 468.10±43.04 and JU= 344.20±70.54, t-value= -1.50m d.f. = 

14.89, P= 0.15. The crosses between both isolates varied in their average LF, for instance, 

the JU female by MY male cross produced 123.20±20.43 offspring, whereas the reciprocal 

mating produced 334.50±26.38 (t-value=-6.32, d.f.= 16.94, P<0.001). The F1 (half-diallel 

cross= HYB) progeny from these two crosses produced significantly more offspring than 

the JU female by MY male cross and the reciprocal cross (HYB: 481.20±29.04, t-value= -

9.86, d.f.= 15.89, P<0.001 and t-value= -3.68, P<0.01, respectively).   
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Figure 4.1.  Lifetime fecundity of three population of C. remanei used in this study. Parental strains 

(JU and MY, filled and opened circle, respectively); MY female and JU male cross, and the reciprocal 

(filled and opened triangle, respectively); and the F1 of these crosses (HYB, filled squared).   
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4.4.2 Plasticity 

4.4.2.1 Life Expectancy (LE) 

The results suggested that high temperatures negatively affected LE (M2 vs. M1: χ2= 

91.24, 1 d.f., P<0.001, Table 4.2A; Figure 4.2A). However, the decrease was not linear, a 

quadratic term added to the model has a significant effect (M3 vs. M2: χ2= 14.219, 1 d.f., 

P<0.001, Table 4.2A). The average LE was similar across strains (M4 vs. M3: χ
2= 2.6079, 

2 d.f., P=0.27, Table 4.2A), though I found that the average LE across temperatures varied 

between strains (M5 vs. M3: χ2= 11.064, 4 d.f., P<0.05, Table 4.2A). However, I did not 

find evidence that strains had different optimum temperatures (there was no significant 

interaction between quadratic terms and strains (M6 vs. M5: χ2= 4.0894, 2 d.f., P=0.13, 

Table 4.2A). 

Regarding the variance components, there was not any statistical support for a 

random effect of replicate on the slope governing the reduction in LE with temperature 

(M7 vs. M5: χ2= 0.02, 2 d.f., P=0.90, Table 4.2A) or a quadratic deviance at the replicate 

level with regard temperature (M8 vs. M5: χ
2= 0.01, 3 d.f., P=0.98, Table 4.2A). The most 

appropriate model contained the fixed effects of temperature (as a quadratic), strain, and its 

interaction with temperature and a random effect to describe the hierarchical structure of 

the data (M5; Table 4.3A, Figure 4.2A). 

4.4.2.2 Lifetime fecundity (LF) 

I found that extreme temperatures decreased LF (M3 vs. M1: χ2= 116.03, 1 d.f., P<0.001; 

Figure 4.2B; Table 4.2B). The average LF was significantly different between strains (M4 

vs. M3: χ2= 15.84, 2 d.f., P<0.001; Table 4.2B); while the interaction between strain and 

temperature was not significant (M5 vs. M4: χ
2= 1.28, 2 d.f., P=0.53; Table 4.2B), the 

interaction between the quadratic term and strains was (M6 vs. M4: χ2= 8.65, 2 d.f., 

P<0.05, Table 4.2B). This suggested that strains had different optimum temperatures for 

LF. 
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Figure 4.2.  Life-history traits of three populations of C. remanei cultured in six temperatures. Each 

plot represents A) LE, B) LF and C) RL, and the subplot (rows) represents the strain MY, HYB and 

JU. Lines represent the replicate response to temperature (predicted from the preferred model –see 

Table 4.2). 

 Regarding the variance components, while I found no support for a random effect 

of replicate on the temperature slope (M7 vs. M6 χ
2= 0.01, 2 d.f., P=0.99, Table 4.2B), 

governing the relationship between temperature and LF, I found evidence for a random 

effect of the replicate on the quadratic deviance of the temperature and LF (M8 vs. M6: χ2= 

18.72, 5 d.f., P<0.01, Table 4.2B). Therefore, the preferred model contains the fixed terms 

for temperature (linear and quadratic), strain, and its interaction with temperature in both 

the linear and quadratic terms; and the random terms for the linear and quadratic deviance 

at the replicate level. (M8, Table 4.3B, Figure 4.2B). 
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4.4.2.3 Reproductive lifespan (RL) 

I found evidence that the overall RL decreased with increasing temperature (M2 vs. M1: 

χ
2= 0.49, 1 d.f., P=0.48; Table 4.2C, Figure 4.2C). However, the rate of reduction was not 

linear (M3: vs. M2: χ2= 27.78, 2 d.f., P<0.001, Table 4.2C). The observations suggested 

that extreme temperatures reduce the RL disproportionately. Moreover, I found evidence to 

suggest that, although the average RL across temperatures was similar (M4 vs. M3: χ
2= 

3.35, 2 d.f., P=0.18, Table 4.2C), the relative rate of response varied significantly between 

strains (M6 vs. M3: χ2= 22.07, 4 d.f., P<0.001, Table 4.2C). Thus, suggesting that strains 

had different optimum temperatures for RL. For example, the average RL of MY did not 

vary with temperature, whereas the other two strains showed significant variation in RL 

across temperature. 

 Regarding the variance components, I found evidence of a random effect of 

replicate on the slope of changing temperature (M7 vs. M6: χ2= 6.3244, 2 d.f., P<0.05, 

Table 4.2B). Therefore, the preferred model contained the fixed terms for temperature (as a 

quadratic), strain, and a strain temperature interaction (with both linear and quadratic 

terms); and the random terms for the deviance of the replicate with respect to temperature 

(M7 Table 4.3C, Figure 4.2C). 
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Sub-
table 

Model Syntax AIC   logLik  d.f.   

A. LE     

 M0 1 + (1|replicatelk) + (1| replicatelkj) 2950.3 -1471.2 4 

 M1 1 + (1| replicatelkj) 2948.3 -1471.2 3 

 M2 Temp + (1| replicatelkj) 2859.1 -1425.5 4 

 M3 Temp + Temp^2 + (1| replicatelkj) 2846.8 -1418.4 5 

 M4 Temp + Temp^2 + Straink + (1| replicatelkj) 2848.2 -1417.1 7 

 M5 Temp + Temp^2 + Temp *strain + (1| replicatelkj) 2843.8 -1412.9 9 

 M6 Temp * Straink + Temp^2* Straink + (1| replicatelkj) 2843.7 -1410.8 11 

 M7 Temp + Temp^2 + Temp  * Straink + (temp  | replicatelkj:k) 2847.8 -1412.9 11 

 M8 Temp + Temp^2 + Temp  * Straink + (temp + temp^2 | replicatelkj:k) 2853.6 -1412.8 14 

B. LF     

 M0 1 + (1|replicatelk) + (1|replicatel:k:j ) 5783.4 -2887.7 4 

 M1 1 + (1| replicatelkj)  5781.4 -2887.7 3 

 M2 Temp + (1| replicatelkj) 5785.4 -2887.7 5 

 M3 Temp + Temp^2 + (1| replicatelkj) 5669.5 -2829.7 5 

 M4 Temp + Temp^2 + Straink + (1| replicatelkj) 5657.7 -2821.8 7 

 M5 Temp + Temp^2 + Temp * Straink + (1| replicatelkj) 5660.5 -2821.3 9 

 M6 Temp * Straink + Temp^2* Straink + (1| replicatelkj) 5656.0 -2817.0 11 

 M7 Temp* Straink + Temp^2* Straink + (temp  | replicatelkj:k) 5659.6 -2816.8 13 

 M8 Temp * Straink + Temp^2* Straink + (temp +temp ^2 | replicatelkj:k)  5646.9 -2807.5 16 

C. RL     

 M0 1 + (1|replicatelk) + (1| replicatelkj) 2209.9 -1101.0 4 

 M1 1 + (1| replicatelkj) 2207.9 -1101.0 3 

 M2 Temp + (1| replicatelkj) 2209.5 -1100.7 4 

 M3 Temp + Temp^2 + (1| replicatelkj) 2184.2 -1087.1 5 

 M4 Temp + Temp^2 + Straink + (1| replicatelkj) 2184.8 -1085.4 7 

 M5 Temp + Temp^2 + Temp * Straink + (1| replicatelkj) 2170.1 -1076.0 9 

 M6 Temp * Straink + Temp^2* Straink + (1| replicatelkj) 2167.8 -1072.9 11 

 M7 Temp * Straink + Temp^2 * Straink + (temp | replicatelkj) 2160.6 -1067.3 13 
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 M8 Temp * Straink + Temp^2 * Straink + (temp + temp^2| replicatelkj) 2166.4 -1067.2 16 

D. 
im       

 M1 1 + (1| indmlkj) + (1| replicatelk) + (1| replicatelkj) 43138 -21564 5 

 M2 1 + (1| indmlkj) + (1|replicatelkj) 43137 -21564 4 

 M3 1 + (1| indmlkj) 43135 -21564 3 

 M4 Agei + (1| indmlkj) 41451 -20715 11 

 M5 Agei + Temp + (1| indmlkj) 41453 -20715 12 

 M6 Agei * Temp + (1| indmlkj) 41466 -20713 20 

 M7 Agei + Temp +Temp ^2+(1| indmlkj) 41118 -20546 13 

 M8 Agei * Temp + Temp ^2+ Agei:Temp^2 + (1| indmlkj) 39741 -19842 29 

 M9 Agei * Temp + Temp ^2+ Agei:Temp^2 + Straink + (1| indmlkj) 39713 -19826 31 

 M10 Agei * Temp + Temp ^2+ Agei:Temp^2 + Straink * Agei + (1| indmlkj) 39666 -19786 47 

 M11 Agei * Temp + Temp ^2+ Agei:Temp^2 + Straink * Agei + Temp * Straink + (1| indmlkj) 39668 -19785 49 

 M12 Agei * Temp + Temp ^2+ Agei:Temp^2 + Straink * Agei + Temp * Straink + ITemp^2* Straink + 
(1| ind ) 

39656 -19777 51 

 M13 Agei * Temp +Temp ^2+ Agei:Temp^2 + Straink * Agei + Temp * Straink +Temp^2* Straink 
+ (age| ind )  

26040 -12925 95 

E. 
il      

 M1 1  -1481.40 2966.80 2 

 M2 factor(Tempj) -1379.50 2773.00 7 

 M3 factor(Tempj) + Straink -1376.90 2771.80 9 

 M4 factor(Tempj )* Strain k -1366.00 2770.00 19 

Table 4.2. AIC and log likelihood (logLik) values for vital rates models. Bold letters correspond to the preferred model for each trait (see methods). Model syntax 

as in the text (upper case letters denote fixed variables and lower case letters denote random variables). Random variables are included within brackets (similar to 

R syntax for ‘lmer’ function). The symbol “:” denot es an interaction. 
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Sub-table Model    

A. M5. LE    
 Fixed effects: Estimate  Std. Error t value 

 (Intercept)  22.33 1.43 15.58 
 Temp      0.07 0.16 0.43 
 Temp^2   -0.02 0.00 -3.85 
 StrainHYB   -3.69 1.47 -2.51 
 StrainMY    -2.71 1.47 -1.84 
 Temp:StrainHYB 0.22 0.08 2.92 
 Temp:StrainMY  0.11 0.08 1.43 

 Random effects:    
 Groups Name     Variance  Std.Dev. % of variance 
 replicate(Intercept)  0.000  0.00  0 
 Residual    31.23  5.59  100 

B. M8. LF    
 Fixed effects: Estimate  Std. Error  t value 

 (Intercept)    -265.36 57.08 -4.65 
 Temp        64.12 7.85 8.17 
 StrainHYB     -48.36 80.72 -0.60 
 StrainMY      -71.37 80.72 -0.88 
 Temp^2      -1.81 0.22 -8.41 
 Temp:StrainHYB  10.02 11.10 0.90 
 Temp:StrainMY   25.79 11.10 2.33 
 StrainHYB:Temp^2 -0.29 0.30 -0.97 
 StrainMY:Temp^2  -0.79 0.30 -2.60 

 Random effects:    
 Groups Name    Variance   Std.Dev.   % of variance     
 replicate(Intercept) 0.00 0.00 0.00 
 temp  118.02 10.86 0.90 
 temp^2 0.12 0.35 0.00 
 Residual  13025.00 114.12 99.10 

     
C. M7. RL            
 Fixed effects: Estimate  Std. Error  t value 

 (Intercept)    7.20 1.50 4.81 
 Temp        0.55 0.17 3.22 
 StrainHYB     -5.20 2.12 -2.46 
 StrainMY      -0.57 2.12 -0.27 
 Temp^2      -0.02 0.00 -4.32 
 Temp:StrainHYB  0.38 0.24 1.60 
 Temp:StrainMY   -0.01 0.24 -0.03 
 StrainHYB:Temp^2 0.01 0.01 -0.77 
 StrainMY:Temp^2  0.01 0.01 0.50 

 Random effects:    
 Groups  Name   Variance Std.Dev. % of variance    
 replicate(Intercept) 5.22 2.28 43.77 

 temp   0.01 0.08 1.53 
 Residual 5.98 2.45 46.86 

Table 4.3. Descriptive statistics of the response of the life-history traits of C. remanei (LE, LF and RL). 

These are the preferred models to describe the phenotypic variance across temperature gradients, 

between strains, between replicates and between individuals assayed in this study. (Note that since the 

replicate effect was not significant, thus, it is not included in these models). Model syntax and AIC 

values can be seen in Table 4.2.   
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4.4.2.4 Life Expectancy (LE) and Lifetime Fecundity (LF) correlation 

I found evidence that individuals who produced more offspring had shorter life expectancy 

(M1 vs. M0: χ2= 6.51, 1 d.f., P<0.05, Table 4.4A; Figure 4.3). Although a rise in 

temperatures increased the strength of this negative relationship, adding a temperature-LF 

interaction term did not improve the model (M2 vs. M1: χ2= 3.36, 1, P= 0.06, Table 4.4A). 

However, I found that the rate of decline of LE as LF increased varied across temperatures 

(M3 vs. M1: χ2= 14.39, 3, P<0.05, Table 4.4A), suggesting that extreme temperatures force 

a steeper trade-off. Strains did not show differences in the LE-LF trade-off across 

temperatures (M4 vs. M3: χ2=1.37, 2, P=0.50, Table 4.4A). The preferred model contains 

terms for temperature (both linear and as a quadratic); strain, and a strain temperature 

interaction (with linear term); LF, and a LF-temperature interaction (with both linear and 

quadratic term) and a random term to describing the hierarchical structure of the data (M3, 

Table 4.5A). 

 

4.4.2.5 Life Expectancy (LE) and Reproductive Lifespan (RL) correlation 

I found little evidence of a relationship between LE and RL (M1 vs. M0: χ2= 2.71, 1 d.f., 

P=0.09, Table 4.4B; Figure 4.4). I found neither a linear (M2 vs. M1: χ2= 0.21, 1 d.f., 

P=0.65, Table 4.4B) or non-linear (M3 vs. M1: χ
2= 0.21, 2 d.f., P=0.90, Table 4.4B) effect 

of temperature on this trade-off. Moreover, the trade-off did not vary between strains (M4 

vs. M1: χ2= 0.50, 2 d.f., P=0.78, Table 4.4B). The preferred model simply contained terms 

for temperature (both linear and as a quadratic); strain, and a strain temperature interaction 

(with linear term); RL, a RL-temperature interaction (both linear and quadratic terms) and 

the random effect to describe the hierarchical structure in the data (M1, Table 4.5B). 

4.4.2.6 Reproductive lifespan (RL) and lifetime fecundity (LF) correlation 

I found evidence that worms that produced more offspring had longer reproductive lifespan 

(M1 vs. M0: χ2= 50.94, 1, P<0.001, Table 4.4C, Figure 4.5). Inclusion of temperature-LF 

improved the model (M2 vs. M1: χ2= 9.42, 1, P<0.01, Table 4.4C). Moreover, the 

relationship was not linear, extreme temperatures had a more positive effect on the RL-LF 

trade-off (M3 vs. M2: χ2= 32.52, 1, P<0.001, Table 4.4C). However, I did not detect 

differences in the response between strains (M4 vs. M3: χ2= 2.87, 2, P= 0.24, Table 4.4C). 
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The preferred model contained terms for temperature (both linear and as a quadratic); 

strain, and a strain temperature interaction (with both linear and quadratic terms); LF, and a 

LF-temperature interaction (both linear and quadratic terms) and a random term to describe 

the deviance of the replicate and its deviance on the relationship between RL and changing 

temperature (M3, Table 4.5C). 
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Figure 4.3.  LE and LF correlation of C. remanei at different temperatures. Filled circles represent 

observations for each individual. The line represents a regression model for each temperature.   
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Figure 4.4.  As Fig. 4.3, but showing LE and RL correlation.   
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Figure 4.5.  As Fig. 4.3, but showing RL and LF correlation.   

Subtable 
 

Model Syntax AIC   logLik  Df   

A.  LE~LF    
 M0 Temp + Temp^2 + Temp* Straink + (1|replicatelkj) 2843.8 -1412.9 9 
 M1 Temp + Temp^2 + Temp* Straink + LF + (1|replicatelkj) 2839.3 -1409.6 10 
 M2 Temp + Temp^2 + Temp* Straink + LF + Temp:LF + (1|replicatelkj) 2837.9 -1408.0 11 
 M3 Temp+ Temp^2 + Temp* Straink + LF + Temp:LF + Temp^2:LF + (1| replicatelkj) 2835.4 -1405.7 12 
 M4 Temp + Temp^2 + Temp* Straink + LF + Temp:LF + Temp^2:LF + Straink:LF + (1|replicatelkj) 2838.0 -1405.0 14 
B.  LE~RL    
 M0 Temp +Temp^2 + Temp * Straink + (1|replicatelkj) 2843.8 -1412.9 9 
 M1 Temp+Temp^2 + Temp* Straink + RL + (1|replicatel:k) 2843.1 -1411.5 10 
 M2 Temp +Temp^2 + Temp * Straink + RL + Temp:RL + (1|replicatelkj) 2844.9 -1411.4 11 
 M3 Temp +Temp^2 + Temp * Straink + RL + Temp :RL +Temp^2:RL + (1|replicatelkj) 2846.9 -1411.4 12 
 M4 Temp +Temp^2 + Temp * Straink + RL + Straink:RL + (1|replicatelkj) 2850.3 -1411.2 14 
C.  RL~LF    
 M0 Temp * Straink + Temp^2* Straink + (temp | replicatelkj)  2160.8 -1067.4 13 
 M1 Temp * Straink + Temp^2* Straink + LF + (temp | replicatelkj) 2111.9 -1042.0 14 
 M2 Temp * Straink + Temp^2* Straink + LF + Temp:LF + (temp| replicatelkj) 2104.5 -1037.2 15 
 M3 Temp * Straink +Temp 2* Straink + LF + Temp:LF + Temp^2:LF + (temp| replicatelkj) 2073.9 -1021.0 16 
 M4 Temp * Straink +Temp^2* Straink + LF + Temp:LF + Temp^2:LF + Straink:LF + (temp | 

replicatelkj) 
2075.1 -1019.5 18 

Table 4.4. AIC and Log Likelihood values for correlations across vital rates. Bold letters correspond to 

the preferred model (see methods). Model syntax as in the text (upper case letters denote fixed 

variables and lower case letters denote random variables). Random variables are included within 

brackets (similar to R syntax for ‘lmer’ function).  The symbol “:” denotes an interaction. 
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Sub-table Model    

A. M3 LE~LF             
 Fixed effects: Estimate  Std. Error  t value 
 (Intercept)  22.00 1.72 12.77 
 Temp      0.36 0.23 1.55 
 Temp^2  -0.03 0.01 -3.99 
 StrainHYB  -3.63 1.45 -2.50 
 StrainMY   -1.06 1.51 -0.70 
 LF       -0.05 0.02 -2.86 
 Temp:StrainHYB  0.22 0.07 2.95 
 Temp:StrainMY  0.06 0.08 0.76 
 Temp:LF     4.67E-03 1.96E-03 2.39 
 Temp^2:LF  -1.17E-04 5.49E-05 -2.13 
 Random effects:    
  Groups  Name    Variance Std.Dev. % of variance     
 replicate(Intercept) 0.00 0.00 0.00 
  Residual   30.26 5.50 83.49 
B. M1 LE~RL    
 Fixed effects: Estimate  Std. Error  t value 
 (Intercept) 21.08 1.62 13.03 
 Temp      -0.01 0.16 -0.04 
 Temp^2   -0.01 0.00 -3.03 
 StrainHYB   -3.06 1.52 -2.02 
 StrainMY    -2.56 1.47 -1.74 
 RL    0.16 0.10 1.65 
 Temp:StrainHYB 0.19 0.08 2.40 
 Temp:StrainMY  0.10 0.08 1.26 
 Random effects:    
 Groups Name    Variance Std.Dev. % of variance     
 replicate (Intercept) 0.00 0.00 0.00 
  Residual 31.05 5.57 100.00 
C. M3 RL~LF    
 Fixed effects: Estimate  Std. Error t value 
 (Intercept)    9.16 1.61 5.69 
 Temp        0.09 0.18 0.47 
 StrainHYB     -5.56 2.16 -2.58 
 StrainMY      -2.13 2.18 -0.98 
 Temp^2      -0.01 4.68E-03 -1.52 
 LF          0.05 0.01 5.53 
 Temp:StrainHYB  0.41 0.24 1.73 
 Temp:StrainMY   0.06 0.24 0.24 
 StrainHYB:Temp^2 -0.01 0.01 -0.83 
 StrainMY:Temp^2  2.40E-03 0.01 0.39 
 Temp:LF       -0.01 9.24E-04 -5.43 
 Temp^2:LF    1.51E-04 2.54E-05 5.97 
 Random effects    
 Groups  Name     Variance  Std.Dev. % of Variance  
 replicate (Intercept) 6.28 2.51 57.16 
 temp  0.01 0.09 0.07 
 Residual    4.70 2.17 42.77 

Table 4.5. Descriptive statistics to describe the trade-offs between demographic parameters of C. 

remanei. The representation of the variables in here is the same as in Table 4.4. (Note that the variance 

between lines has significant effects only in the relationship between reproductive lifespan and lifetime 

fecundity). Model syntax and AIC values can be seen in Table 4.4. 
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4.4.2.7 Age-specific fecundity (mi) 

Given the number of observations of the mth worm and the hierarchical structure within 

the data (mth individual nested within the lth replicate within the kth strain at the jth 

temperature), M3 was the starting model in this analysis (Table 4.2D). I used the random 

effect (1| indmlkj), describing 4050 observations of 450 individuals 

(temp:strain:replicate:ind), to quantify the effects of age, temperature and strain on the age-

specific fecundity. The number of offspring declined as females aged (M4 vs. M3: χ
2= 

1699.1, 8 d.f., P<0.001, Table 4.2D, Figure 4.6). In common with LF, I found that extreme 

temperatures had a negative effect on the overall age-specific fecundity of individuals (M7 

vs. M4: χ2= 337.88, 2 d.f., P<0.001 Table 4.2D). Moreover, the effect of extreme 

temperatures varied with individual age (M8 vs. M7: χ2= 1408.2, 16 d.f., P<0.001, Table 

4.2D). For instance, the age-specific fecundity of individuals at age 6 was relatively more 

sensitive to extreme temperatures. As with LF, I found evidence that age-specific fecundity 

differed between strains (M9 vs. M8: χ2= 32.18, 2 d.f., P<0.001, Table 4.2D); MY 

producing relatively more offspring. Moreover, MY produced relatively more offspring at 

ages 2 and 4 compared to the other two strains (M10 vs. M9: χ2= 81.25, 18 d.f., P<0.001, 

Table 4.2D). Although I did not detect a significant interaction between temperature and 

strain (M11 vs. M10: 2.46, 2 d.f., P=0.30, Table 4.2D), I found a significant interaction 

between strain and the quadratic term of temperature (M12 vs. M10: χ2=16.02, 2 d.f., 

P<0.001, Table 4.2D). For instance, MY produced significantly more offspring at 

intermediate temperatures compared to the other two strains. In addition, I found 

significant differences in the age-specific variance between individuals (M13 vs. M12: χ2= 

13704, 44 d.f., P<0.001, Table 4.2D). For instance, the age-specific variance was greater at 

ages (days) 0, 2 and 6 compared to the other ages (36.12, 33.48 and 22.05 % of the 

variance). The preferred model contained terms for age, temperature (with both linear 

quadratic terms); and age-temperature interaction (with both linear quadratic terms); strain, 

strain-temperature interaction (with both linear and quadratic terms), and strain-age 

interaction, and a random effect for age (Model 13, Table 4.2D; see Table 4.6). 
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A) Fixed factors    

Parameter 
 
Estimate  

.Std. 
Error. 

t value 

intercept -114.70 9.50 -12.08 
Age2               -32.99 10.28 -3.21 
Age4               34.03 12.84 2.65 
Age6               85.25 11.39 7.49 
Age8               106.20 10.17 10.44 
Age10             113.40 9.67 11.73 
Age12             114.30 9.56 11.96 
Age14             114.50 9.55 12.00 
Age16              114.60 9.50 12.06 
Temp              23.15 1.18 19.58 
I(Temp^2)      -0.65 0.03 -19.77 
StrainHYB       9.98 5.07 1.97 
StrainMY        25.10 5.07 4.95 
Age2:Temp     8.94 1.28 6.98 
Age4:Temp     -5.26 1.60 -3.29 
Age6:Temp     -16.44 1.42 -11.59 
Age8:Temp     -21.19 1.27 -16.73 
Age10:Temp   -22.76 1.20 -18.90 
Age12:Temp   -23.05 1.19 -19.36 
Age14:Temp   -23.14 1.19 -19.46 
Age16:Temp   -23.15 1.18 -19.57 
Age2:I(Temp^2)  -0.26 0.04 -7.16 
Age4:I(Temp^2)  0.14 0.04 3.18 
Age6:I(Temp^2)  0.46 0.04 11.58 
Age8:I(Temp^2)  0.60 0.04 16.84 
Age10:I(Temp^2)  0.64 0.03 19.06 
Age12:I(Temp^2)  0.65 0.03 19.54 
Age14:I(Temp^2)    0.65 0.03 19.66 
Age16:I(Temp^2)    0.65 0.03 19.76 
Age2:StrainHYB      -5.67 5.47 -1.04 
Age4:StrainHYB      -8.77 6.83 -1.28 
Age6:StrainHYB      -8.83 6.06 -1.46 

Age8:StrainHYB      -9.88 5.41 -1.83 
Age10:StrainHYB    -10.04 5.15 -1.95 
Age12:StrainHYB    -10.23 5.09 -2.01 
Age14:StrainHYB    -10.14 5.08 -2.00 
Age16:StrainHYB    -10.18 5.05 -2.02 
Age2:StrainMY       -0.43 5.47 -0.08 
Age4:StrainMY       -4.61 6.83 -0.67 
Age6:StrainMY       -14.25 6.06 -2.35 
Age8:StrainMY       -20.18 5.41 -3.73 
Age10:StrainMY     -23.25 5.15 -4.52 
Age12:StrainMY     -23.99 5.09 -4.72 
Age14:StrainMY     -24.23 5.08 -4.77 
Age16:StrainMY     -24.36 5.05 -4.82 
Temp:StrainHYB     0.03 0.06 0.59 
Temp:StrainMY      -0.06 0.06 -1.12 
I(Temp^2):StrainHYB  0.00 0.00 -0.64 
I(Temp^2):StrainMY    0.00 0.00 0.66 

 

B) Random factors    
Groups    Name   Variance % 

Variance 
 ind1   age0 1822.70 36.12 
            age2  1689.20 33.48 
           age4  1112.60 22.05 
           age6  339.03 6.72 
           age8  70.58 1.40 
           age10 8.55 0.17 
           age12 1.53 0.03 
           age14  0.07 0.00 
           age16 0.02 0.00 
 Residual      1.80 0.04 

 

Table 4.6.Descriptive statistics of the effect of temperature on C. remanei age-specific fecundity. The table 

contains the a) fixed factors and b) random factors of the preferred model (Model syntax and AIC values can be 

seen in Table 4.2). Number of observations: 3101, number of individuals: 450. 
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Figure 4.6.  Age-specific fecundity of individuals of C. remanei in response to temperature. The Figure 

represents the three strains (MY, HYB and JU –from the top to the bottom) cultured at 5, 10 15 a 20 

25 and 30 ° C. Circles represent single observations.   

4.4.2.8 Survival (li ) 

I found a significant difference in survival rate among individuals maintained at different 

temperatures. (M2 vs. M1: χ2= 203.75, 5 d.f., P<0.001; Table 4.2E; Figure 4.7). I found 

that strains responded differently to temperature (M4 vs. M2: χ2= 226.96, 12 d.f., P<0.01; 

Table 4.2E; Table 4.7). Moreover, the analysis suggested that the probability of dying was 

not constant across time (log-likelihood of Exponential model = 3431.41), instead, the 

mortality rate increased with age (Weibull model =2732.02; Exponential vs. Weibull: χ2= 

699.32, d.f. 1, P<0.001). The preferred model included the fixed terms of temperature (as a 

categorical variable), strain, the interaction term between them (M4; Table 4.2E and Table 

4.7). 
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Parameter  Estimate Std. Error     z-value P-value 

(Intercept)       3.29 0.06 58.88 <0.001 
Temp10    -0.22 0.08 -2.81 <0.01 
Temp15    -0.15 0.08 -1.97 <0.05 
Temp20    -0.32 0.08 -4.07 <0.001 
Temp25    -0.63 0.08 -8.07 <0.001 
Temp30    -0.86 0.08 -11.00 <0.001 
StrainHYB       -0.13 0.08 -1.62 0.11 
StrainMY        -0.03 0.08 -0.32 0.75 
Temp10:StrainHYB 0.11 0.11 1.00 0.32 
Temp15:StrainHYB -0.01 0.11 -0.08 0.94 
Temp20:StrainHYB 0.25 0.11 2.24 <0.05 
Temp25:StrainHYB 0.29 0.11 2.63 <0.001 
Temp30:StrainHYB 0.24 0.11 2.18 <0.05 
Temp10:StrainMY  -0.11 0.11 -1.00 0.32 
Temp15:StrainMY  -0.25 0.11 -2.24 <0.05 
Temp20:StrainMY  0.05 0.11 0.45 0.65 
Temp25:StrainMY  0.09 0.11 0.78 0.43 
Temp30:StrainMY  0.06 0.11 0.57 0.57 
Log(scale)        -1.28 0.04 -35.30 <0.001 

Table 4.7. Survival analysis (Weibull model). Results of the preferred -survival model to describe the 

survival rate of individuals from three strains cultured across a range of temperatures. Note that 

temperature is used as a categorical variable. The model syntax can be seen in Table 4.2E, Model 41). 
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Figure 4.6.  Survival rate of C. remanei growing at a) 5 and 10, b) 15 and 20 and c) 25 and 30 ° C. Open 

circles refer to JU, cross to MY and triangle to HYB. The lines represent the predicted values of the 

model in Table 4.7).   
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4.5 Discussion 

4.5.1 General results  

This study illustrates for the first time, the phenotypic plasticity of C. remanei life-history 

traits in response to temperature under laboratory conditions. I used protocols previously 

developed for C. remanei (Diaz et al., in press) to describe the relationship between life 

expectancy, lifetime fecundity and reproductive lifespan in relation to six temperatures (5, 

10, 15, 20, 25 and 30 °C). In general, I found a non-linear relationship between all life-

history components and temperature.  Across strains, the highest fecundity was found at 20 

°C, and the lowest at 5 and 30 ° C; the highest life expectancy was recorded at 15 °C and 

the lowest at 30 °C; and the peak of reproductive lifespan was found at 10 °C and the 

lowest at 30 °C. According to the quadratic models, maximum life expectancy was 

expected at 1.75, 4.50 and 7.25 °C; lifetime fecundity at 17.87, 17.30 and 17.73 °C; and 

reproductive lifespan at 13.75, 13.75 and 23.25 °C (JU, MY and HYB, respectively for 

each trait). Thus, for all the traits, comparisons across strains suggest a similar optimal 

temperature of 17 - 18° C (± 0.30 sd) but they differed in the precise shape of the 

relationship between temperature and respective life-history traits. This is in agreement 

with several other studies on C. elegans. Variation in tolerance to extreme temperatures is 

known to occur between strains of C. elegans (Fatt and Dougherty, 1963) and it is 

presumably equally likely to be encountered across other Caenorhabditis species as well 

(Kiontke, 1999; Kiontke and Sudhaus, 2006; Cutter et al., 2006). Compared to C. elegans, 

C. remanei exhibits higher thermal breath (Baird et al., 1994; Gutteling et al., 2008). For 

many invertebrates, the tolerance to stressful temperatures is linked to an increase in heat-

shock proteins and changes in the membrane phospholipids (Feder and Hofmann, 1999; 

Hoffmann et al., 2003; Rea et al., 2005; Murray et al., 2007). In C. elegans, the genetic 

basis underlying differences in heat tolerance between strains is considered rather simple 

(Cutter et al., 2006): empirical studies have shown that these are linked to actual 

differences in gene composition (Gutteling et al., 2007; Harvey and Viney, 2007). The 

same genetic and physiological mechanisms could underlie the increased tolerance of C. 

remanei to stressful temperatures compared to C. elegans. However, direct evidence for 

this is lacking and the ecological significance of temperature tolerance is unclear since we 

know so little about the ecology of C. remanei in the wild.  
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4.5.2 The hybrid 

Inbreeding depression is often associated with a decline in fertility and growth rate 

(Maynard Smith, 1989; Keller and Waller, 2002). However, when inbred lines are crossed, 

the F1 is usually as vigorous as the original outbred population (Maynard Smith, 1989). 

The results from the two parental crosses of HYB (JU female and MY male cross 

and the reciprocal) suggest that certain gene combinations have relatively low vigour 

compared to the wild-type strains. In addition, the half-diallel cross (HYB) shows similar 

fecundity and optimal growth temperatures compared to JU and MY. Thus, the crosses 

produced a fit hybrid (HYB) population with no apparent signs of inbreeding depression. 

In C. elegans, studies have documented that crosses between different isolates can lead to 

outbreeding depression (Dolgin et al., 2007) but there was no evidence of this in C. 

remanei.  

4.5.3 Reaction norms and GEI 

The main objective of this study was to describe the reaction norms of three important life-

history traits in response to temperature. I used a half-sib breeding experiment to describe 

whether the plasticity of traits had a genetic basis (i.e. GEI). I approached this question by 

looking at the difference in the offspring traits produced by each replicate (variance 

between individuals (within replicates) vs. variance between replicates). The analyses 

suggested that there was high phenotypic variance among individuals (εmlkj) which was not 

related to replicate (i.e. “(1|replicatelkj)”). This was a surprising result as, in theory, high 

phenotypic variance might be the consequence of high additive genetic variance (Maynard 

Smith 1989). 

Two potential (but not exclusive) explanations could underlie the suggested low 

GEI across the populations of worms sampled in this study. First, it might imply that 

different genotypes (described here as replicates) produced similar phenotypes across a 

range of temperatures. It is recognised that canalization can reduce the phenotypic 

variation (Waddington, 1942; Rutherford and Lindquist 1998). Moreover, epigenetic 

mechanisms that favour canalization are expected to be favoured by natural selection 

(Siegal and Bergman, 2002). It is also possible that there is really very little inter-

continental variation between C. remanei populations so that all the individuals assayed 

were actually highly similar (Diaz et al., in press). Under these circumstances, the reaction 

norms would reflect the plasticity of similar genotypes. Environmental heterogeneity is 
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expected to promote local adaptation, thus resulting in the maintenance of polymorphism 

and genetic diversity at the species level (Roff, 2002). Given the variability of soil 

characteristics across time and space (Lee, 1994), we might expect a high degree of local 

adaptation in C. remanei populations.  

Identifying the number and location of loci that contribute to phenotypic plasticity 

is not a trivial problem, particularly as phenotypic traits are not always governed by single 

genes. In addition to the approach of using experimental breeding designs, describing the 

genetic basis of a phenotypic trait can be conducted by sampling stretches of the DNA that 

are closely linked to the genes that underlie the trait in question. Using modern quantitative 

genetic techniques, studies have started to look at the genotype-phenotype relationship by 

mapping quantitative trait loci (QTL) in different environments. In relation to temperature, 

recent results suggest that in C. elegans fecundity has a significant GEI (Gutteling et al., 

2007). Gutteling and collaborators (2007) quantified the phenotypic variance between and 

among replicates, in addition to several QTLs at each temperature. Their results suggest 

that there is allelic sensitivity to temperature. For Drosophila, similar studies suggest a 

significant GEI in life expectancy (Vieira et al., 2000). Thus, a GEI could be as well 

expected in populations of C. remanei.  

Another important assumption usually made when interpreting the results from 

experimental studies of genetic architecture is that the experiments are based on 

representative, unbiased sampling of wild-type individuals. In the half-sib breeding design 

I used here, a female was mated with several apparently unrelated males. However, if the 

strains used in this study were already inbred, this mating design would not be able to 

detect a replicate effect, making it difficult to disentangle the genetic basis of the plasticity. 

Another approach would be to use the isofemale line technique (Parsons and Hosgood, 

1968; David et al., 2005). This approach has the potential to describe the genetic 

architecture of quantitative traits of natural populations under laboratory conditions (David 

et al., 2005). It consists of isolating wild females to initiate a full sib family by allowing the 

progeny to interbreed (David et al., 2005). As a result, the line will be partially inbred since 

it will be founded by genes from a single female and from as few as one male (David et al., 

2005). In the present [my] study, using unrelated males might have had the opposite effect, 

hence increasing the genetic differences between the individuals sampled within a 

replicate. 
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4.5.4 Correlations between life-history traits 

Life-history theory is based on the assumption that selection will act to maximise fitness 

(Roff, 2002). However, the absence of a “Darwinian demon” (Law, 1979), which 

simultaneously maximises all fitness components, suggests the existence of trade-offs 

between life-history components (Roff, 2002). For instance, it is commonly thought that a 

direct or indirect increase in fecundity may reduce energy available to other fitness 

components such as survival. Despite the simplicity and appeal of the trade-off theory, it is 

difficult to distinguish causation from correlation (Roff, 2002). Thus, inferences from 

statistical correlations must be made with caution. I found a negative relationship between 

lifetime fecundity and life expectancy. Moreover, the analysis suggested that extreme 

temperatures accentuate the negative relationship between traits. A similar, but positive 

association, was found between reproductive lifespan and lifetime fecundity. These results 

could suggest that the genetic correlations (underlying the phenotypic correlation) are 

environmentally dependent. For instance, for some individuals maximising fecundity can 

be more costly at certain temperatures (DeWitt et al., 1998). If genetic correlations underlie 

the observed phenotypic correlations, the evolution of plasticity and life history might be 

constrained in heterogeneous environments (Pigliucci, 2005). However, similar to the 

reaction norms of life-history traits, the analysis suggests weak support for a GEI for each 

correlation. 

4.5.5 Conclusions  

My results suggest plasticity with regards to changing temperatures for all the life-history 

traits of C. remanei studied here. These results intuitively suggest that, in agreement with 

results on other ectotherms, C. remanei’s performance is limited by temperature (Cossins 

and Bowler, 1987). Moreover, compared to C. elegans, C. remanei has higher thermal 

tolerance. 
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5 Life-history evolution in fluctuating environments: a 

long-term selection experiment on Caenorhabditis 

remanei 
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5.1 Abstract 

Environments are spatially and temporally heterogeneous and this variation is 

considered to be partially responsible for shaping the life-history adaptations of 

populations and species. In nature, organisms are physiologically limited to a range of 

conditions that allow their normal functions, and there are many documented 

examples of adaptations to constant extreme conditions but empirical evidence of 

adaptations to fluctuating environments is more limited. However, the study of the 

evolutionary consequences of fluctuating environmental conditions on fitness is 

important, for example, for understanding the likely consequences of changing 

environmental patterns due to climate change. In this study, I used the nematode 

Caenorhabditis remanei to study the evolution of life-history traits in two thermal 

regimes, constant and predictably fluctuating, for 50 generations. I used three strains, 

wild-type strains JU724 and MY12-G (originally from China and Germany) and a 

half-diallel cross between them, which allows a comparison not only between 

different strains but also between likely levels of genetic diversity (i.e. between the 

pure strains and the hybrid). The results show that thermally fluctuating conditions are 

generally suboptimal for nematodes reared in laboratory conditions, resulting in up to 

60% reduction in performance across different life-history traits compared to 

nematodes cultures in standard conditions. For worms in the fluctuating environment, 

I did not detect changes in lifetime fecundity despite the relatively long-term 

opportunity for adapting to these environments. However, the timing of reproduction 

shifted towards younger age in the fluctuating environment in the course of selection, 

resulting in an increase in the generation time from  3.68 (generation 1) to 3.8 

(generation 50) – a strong demonstration of adapting to the fluctuating environment as 

it marks the difference between extinction and possible persistence in such an 

environment.  
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5.2 Introduction 

The natural environment is constantly changing (Karl et al. 1995; Easterling, 2000). 

Temporal and spatial fluctuations create a diversity of habitats in which organisms are 

born, develop, produce progeny and die. Thus, species life histories are actively 

affected by natural selection acting on individual variation within populations 

(Charlesworth, 1980). From an evolutionary perspective, temporal fluctuations and 

spatial complexity are considered to promote species diversity across habitats (Tews 

et al., 2004), and within a species, populations living in different environments show 

adaptations to local environmental conditions (Futuyma and Moreno, 1988; Grant and 

Grant, 1993). While studies have described the importance of environmental effects 

on populations’ demography, the evolutionary consequences are not always obvious. 

Two main issues still remain unanswered. First, what are the consequences of the 

fluctuating environments on populations’ genetic diversity, and second, what life-

history traits are favoured in a fluctuating environment?   Here, the focus will be on 

the life-history traits. 

Depending on the frequency of the environmental variation, relative to the 

lifetime of an individual, natural selection can change the tolerance of individuals to a 

wider range of temperatures (Via and Lande, 1985; Scheiner, 1993). Thus, 

environmental variation occurring at a short time scale relative to generation time 

might promote phenotypic plasticity (Roff, 2002). As empirical evidence regarding 

the consequences of living in fluctuating environments has received little attention, in 

this study, I focus on life-history trait evolution in fluctuating environments.   

In the absence of genetic constraints (Roff, 2002), organisms should evolve to 

match the average state of the environment, and the breadth of adaptation should 

evolve to match the range of environmental variation (Bradshaw, 1965; Southwood, 

1977; Futuyma and Moreno, 1988). In theory, selection will favour those genotypes 

that have the highest growth rate compared to other genotypes in the population, 

especially if we assume an equilibrium population in a constant environment 

(Charlesworth, 1980; Benton and Grant, 2000; Roff, 2002). In constant favourable 

environments, where the probability of dying is close to zero, selection is expected to 

favour “fast” life cycles (Wilbur and Rudolf, 2006). Thus, in a species with a short 
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maturation time, early reproduction might be adaptive since there are no potential 

benefits of delaying reproduction. In contrast, when the environment is fluctuating, 

either in a predictable or unpredictable manner, changes in the direction of selection 

may favour individuals with delayed reproductive schedules (Wilbur and Rudolf, 

2006). Variation in the age of maturity can be explained when bigger/older 

individuals produce more or higher quality offspring than smaller/younger parents 

(Stearns and Crandall, 1981; Stearns and Koella, 1986). 

Mathematical models of the effects of temporal variation on life history traits 

have received considerable attention (e.g. Tuljapurkar 1989; Tuljapurkar, 1990; 

Orzack and Tuljapurkar, 2001; Altwegg et al., 2007).  These models commonly 

describe the effects on temporal variability on fitness by breaking down the 

environmental effects that contribute to the fitness of each age-class (Stearns, 2000). 

We can imagine two scenarios, temporal variation reducing 1) the survival of 

juveniles or 2) the survival of adults (Murphy, 1958; Roff, 2002). Murphy (1968) was 

one of the first to theoretically consider these two scenarios and he predicted that long 

life expectancy and late maturity might be the consequence of evolutionary pressures 

causing a reduction in the survival of juveniles (i.e. pre-reproductives as referred by 

Murphy, 1968).  In contrast, low or variable adult survival might cause evolutionary 

pressure toward early reproduction (Murphy, 1698).  Empirical evidence shows that 

different age classes are indeed often affected differently by environmental variation. 

For instance, in nature, low temperatures during winter affect juvenile but not adult 

survival of populations of asp viper (Vipera aspis) (Altwegg et al., 2005). Thus, from 

an evolutionary perspective, it is important to determine whether fluctuating 

environments reduce juvenile or adult survival.   

In addition to theoretical studies, empirical studies have also demonstrated the 

limits of evolutionary change (Cohan and Graf, 1985; Krebs and Loeschcke, 1996; 

Gibbs et al., 1997). In theory the rate of response to selection should be linked to the 

additive genetic variance present in a population (Fisher 1930), and empirical studies 

have corroborated this prediction (e.g. Reznick et al., 1997; Hendry and Kinnison, 

1999; Roff, 2002). Thus, inbreeding depression, as a consequence of low population 

density for instance, can negatively affect the rate of evolutionary change (Arnold, 

1993; Potvin and Tousingagnt, 1996). In addition, life-history can be constrained 



S. Anaid Diaz, 2009   Chapter 5, 105 

through the cost of adapting to abiotic conditions (Harshman and Hoffman, 2000); for 

instance, empirical studies have reported that an increase in adult cold resistance was 

accompanied by a decrease in early fecundity of two species of Drosophila, 

suggesting a life-history trade-off. (Watson and Hoffmann, 1996).  Another limiting 

element is that the trait in question, or the mechanisms which increase tolerance to 

fluctuating environments, must have some genetic basis to be transmitted to future 

generations. Again, research on Drosophila suggests that although heritabilities for 

thermal tolerance, for instance, can vary between populations, the heritability of 

tolerance to stressful conditions is not uncommon (e.g. Watson and Hoffmann, 1996; 

Jenkins and Hoffmann, 1999).  

For obvious reasons (short generation time and easy maintenance), research on 

the effects of environmental fluctuation on adaptation have mainly been conducted on 

small organisms (bacteria, Bennett et al., 1992; algae, Reboud and Bell, 1997; Kassen 

and Bell, 1998; viruses, Weaver et al., 1999; Daphnia, Scheiner and Yampolsky, 

1998; Drosophila, Haley and Birley, 1983). Experimental evolutionary studies 

investigating the adaptation of microorganisms to temperature have been particularly 

successful (Huey, 1982; Huey et al., 1991; Bennett et al., 1992). Bennett and 

colleagues (1992) investigated the adaptation of Escherichia coli to three constant 

temperatures (32, 37 and 42 °C) and a thermally fluctuating regime (32/37 °C) for 

2,000 generations. They found that all four treatments showed improved fitness 

compared to an ancestral line, which was previously propagated for a similar length of 

time at the average temperature (Bennett et al., 1992). For invertebrates, the evolution 

of thermal tolerance has been mainly documented under laboratory conditions in 

Drosophila (e.g. Huey et al., 1991; Watson and Hoffman, 1996). For instance, Huey 

and collaborators found that Drosophila melanogaster individuals cultured at low 

temperatures exhibit faster developmental times after 60 generations of selection 

(Huey et al., 1991). In an early study, the adaption of the soil nematode 

Caenorhabditis elegans to a gradual increase (0.5°C) in temperature (from 18 to 23 

°C) was investigated across generations (Brun, 1965). Although adaptation to gradual 

change was achieved, any further increase in temperature, even by as little as 0.5 °C, 

resulted in ca. 90% sterile worms in the population (Brun, 1965).  
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The thermal tolerance of other free-living nematodes, such as C. remanei, is 

considered to be higher compared to C. elegans (Chapter 4; Baird et al., 1994). In a 

previous study, I described the thermal breath of C. remanei under laboratory 

conditions. I found that 17 °C was the optimal growing temperature for fecundity (see 

Chapter 4). Although extreme temperatures, such as 5 and 25 °C, significantly 

decreased fecundity, they were still permissive for some individuals (Chapter 4). If 

tolerance to high/low temperatures has some genetic basis, it would be likely subject 

to selection.  

In this study, the main objectives are to examine the response of fitness components to 

environmental conditions (constant vs. predictably fluctuating temperature), and the 

effect of the evolutionary starting point (pure strains vs. hybrid) under laboratory 

conditions. I used a gonochoristic nematode C. remanei as a model species raised 

under laboratory conditions for the selection experiment. Five replicates of three 

strains of C. remanei were cultured under two environmental regimes, constant (15 

°C) and fluctuating (between 5 and 25°C), for 50 generations. I then compared the 

fecundity and survival rates at generations 1, 20 and 50. 

5.3 Material and methods 

5.3.1 General protocols 

5.3.1.1 Strains 

I used three strains of C. remanei, two wild-type strains (JU724 and MY12-G; 

originally from China and Germany, respectively) and a half-diallel cross (HYB). The 

two wild type isolates were recently isolated from the field. They were provided by 

M. A. Felix from the Nematode Biological Resource Centre in France and N. 

Timmermeyer from the Animal Ecological Centre in Germany, respectively. The 

Chinese strain was isolated from soil in May 2005 and the German strain was isolated 

from rotten apples in September 2006. The strains were obtained from samples frozen 

since their isolation in the wild; I assume they represent a natural population that have 

not been adapted to laboratory conditions. Moreover, I assumed that populations did 

not adapt to laboratory conditions. The half-diallel cross (HYB) consisted of the F1 
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progeny of a female JU724 by a male MY12-G , and the reciprocal crosses (Chapter 

4). To initiate the selection experiment, I used five replicates from each of these out-

bred strains, JU724, MY12-G (referred to henceforth as JU and MY, respectively) and 

HYB. I used replicates which were stored in eppendorf tubes and maintained at -80 

°C prior to the current study. Worms recovered from these stocks were used to initiate 

the selection experiment. This is a standard procedure (Epstein and Shakes, 1995) and 

has been shown to have no effect on the life-history characteristics of C. remanei 

(Epstein and Shakes, 1995). All individuals were maintained in NGM petri dishes and 

fed on a lawn of Escherichia coli (OP50 strain) using standard protocols (Hope, 

1999).   

5.3.2 Selection experiment  

5.3.2.1 Temperature regimes 

Five replicates from each strain were cultured in two temperature-controlled 

incubators, one constantly at  15° C, one fluctuating regularly between 5 and 25° C  

(mean 15° C) , for 50 generations each. In the fluctuating temperature regime, 

temperature changed from the minimum to maximum every 12 hours. This change 

took ca. 15 minutes and the cooling from maximum to minimum took ca. 45 minutes.  

5.3.2.2 Maintenance and culture  

During the experiment, I maintained the population using standard laboratory 

protocols (Hope 1999). Using aseptic conditions at 20 °C, two random chunks of agar 

of approximately 1 cm2 were transferred onto a new NGM plate every 3-4 days for 

worms in a constant environment and every 4-5 days for worms in a fluctuating 

environment. These transferring schedules corresponded to ca. two generations in 

each environment.  In addition, every 10 generations, I stored 10 samples of each 

replicate in eppendorf tubes to be maintained at -80 °C (Hope, 1990). Worms 

recovered from these samples were used to initiate the fitness assays. Petri dishes of 

50 mm diameter were used for the maintenance of worms in the experiment. 
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5.3.3 Fitness assays  

Prior to each assay, a frozen sample was thawed at room temperature for a few 

minutes and then poured into a 50 mm NGM-petri dish. The following day, the 

worms were moved to the assigned environment (i.e. constant or fluctuating). For 

worms in a constant environment, approximately two days later, five gravid females 

were randomly selected from each replicate and transferred into individual petri 

dishes. For worms in a fluctuating environment, the same procedure was followed 

approximately 4 days later after thawing. The L4 offspring of these females were used 

to initialize all assays. 

5.3.3.1  Life-history assays  

Using lab protocols previously developed to quantify the vital rates of C. remanei 

(Diaz et al. in press), I conducted the life-history assays at generation 20 and 50 (F20 

and F50, respectively) in both environments. The life-history traits I quantified were 

life expectancy, lifetime fecundity, reproductive lifespan and age-specific fecundity. I 

followed 25 individuals from each strain (five per replicate) from each regime. As I 

have previously shown that C. remanei females maximise their fecundity when given 

access to ca. four males (Chapter 3), to get an estimate of fecundity which would not 

be limited by sperm availability, a virgin female was paired with four unrelated young 

males for 48 hours. On alternate days after this, the female was subsequently 

transferred into a new petri dish with four new unrelated young males (Diaz et al., in 

press; Baird et al., 1994). Transfers were continued until the female stopped laying 

eggs. Then the female was monitored on alternate days to score the date of death 

(similar to other C. elegans’ protocols, e.g. Evason et al., 2005; Dolgin et al., 2007). 

Age-specific fecundity was estimated by counting the number of juvenile larvae 

present in each plate. Plates were monitored two days after the female was previously 

transferred to account for the number of larvae observed. In total, 150 females from 

each population (JU7, MY and HYB) in each regime were assessed. 
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5.3.3.2 Demographic analysis 

I applied well-known methods in demography (Case, 2000) to calculate the generation 

time and population growth rate. Briefly, I used the age-specific fecundity estimates 

(mx) and survival (lx) at time x to estimate the generation time (T): 

∑
∑=

xx

xx

ml

xml
T ; 

5.3.3.3 Model construction and comparison 

Using mixed-effects models, I analysed the average performance of worms of 

different strains, over generations and between regimes, together with the pattern of 

variance within generations, within regimes, within strains, among individuals (within 

replicates) and between replicates.  

Model syntax used here denotes fixed variables with upper case letters and 

random variables with lower case letters. I used subscripts to denote different levels of 

the data as follows: n for individual observations (1,2,…,450),  m for the replicate 

(1,2…,15), l for the Strain (1,2 and 3 ), k for the Generation (F1, F20 and F50), j for 

the Regime (constant and fluctuating) and i for the Age (0,2,…,14 days) of the nth 

individual (referred in the models as ind).  

The syntax of the random effects was the following: the “(strain| replicate)”  

term denotes the random variable representing the deviation of the population mean of 

the average life-history trait for the mth replicate (within the lth strain; Faraway, 

2006), the “(generation| replicate)” term is a random variable representing the 

deviation of the mth replicate from the population mean of the average life-history 

trait across generations, the “(regime| replicate)” term is a random variable 

representing the deviation of the mth replicate from the population mean of the 

average life-history trait between regimes, and the “(1| replicate)” effect is a random 

variable (intercept) representing the deviation from the population mean of the 

average life-history trait for the mth replicate. The εjklmn is a random variable 

representing the deviation of the life-history trait for the nth worm of the mth replicate 
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(within the lth strain) between regimes, and across kth generations (Faraway, 2006). I 

presented the variance components in terms of percentages of the total variance 

attributable to each effect (e.g. percentage of the variance within replicates = σreplicate
2 / 

[σreplicate
2 + σε

2], and the percentage of the error variance is presented similarly).  I 

assumed that the variances of random effects were normally distributed with mean 

zero.   

5.3.3.4 Statistical analysis 

All statistical analysis was done using R 2.7.1 software (R project for statistical 

computing: http://www.r-project.org). Data were analysed by fitting mixed-effects 

models using the “lmer” function (“lme4” package, version: 0.999375-27). In 

addition, I analysed survivorship by fitting survival models using the “Surv” function 

(“survival” package, version: 2.34-1) and testing whether the probability of dying was 

constant across time or whether it changed across ages (by fitting Exponential and 

Weibull models, see Ricklefs and Scheuerlein, 2002; Crawley, 2007). 

Model comparison was performed using Likelihood Ratio Tests (LRT) for 

nested models. For un-nested models, the most parsimonious model with lowest AIC 

value was chosen. In all instances, pair-wise comparison of competing model are 

embodied in the text; first the competing vs. the simplest.  Unless otherwise stated, the 

results are presented by a mean effect ± standard error (se). 

 

5.4 Results 

5.4.1 Life expectancy (LE) 

 I found that life expectancy, as measured by the average number of days lived, 

decreased over generations (Fig. 5.1, M1 vs. M0: χ
2= 60.26, 2, P<0.001; Table 5.1A). 

The analysis also showed that this reduction in LE was different in the two regimes 

(Fig. 5.1, M2 vs. M1: χ2= 53.76, 1 d.f., P<0.001; Table 5.1A), so by the end of the 

experiment worms in the fluctuating regime had the shortest LE. In addition, I found a 
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significant interaction between generation and regime (M3 vs. M2: χ2= 42.88, 2 d.f., 

P<0.001; Table 5.1A), indicating that the reduction in LE was steepest in the 

fluctuating regime. While strain was not significant when fitted as a main effect (M4 

vs. M3: χ2= 1.78, 2 d.f., P= 0.40; Table 5.1A), or as an interaction with generation 

(M5 vs. M3: χ2= 8.15, 8 d.f., P= 0.41; Table 1.A), the effect of the regime on LE 

varied significantly between strains (M6 vs. M3: χ
2= 10.61, 4 d.f., P<0.05; Table 

5.1A); JU exhibited longer LE compared to the other strains only in the constant 

regime.  Finally, a model with a three-way interaction term (between strain, 

generation and regime) was the preferred (M7 vs. M6: χ2= 66.87, 8 d.f., P<0.001; 

Table 5.1A), suggesting that the effect of the environmental regime on generation 

change in LE was further dependent on the strain (Figure 5.1). For instance, in a 

constant environment JU had the largest average LE at the beginning of the 

experiment, but after 50 generations of selection all strains showed similar LE; in 

contrast in the fluctuating environment, strains had similar LE before and after the 

selection experiment. Regarding the variance components, I found little variation 

across replicates, moreover, models permitting different variances for the replicates of 

each strain (M8 vs. M7: χ2= 3.29e-07, 5 d.f., P=0.99; Table 5.1A), generation (M9 vs. 

M7: χ2= 3.29e-07, 5 d.f., P=0.99; Table 5.1A) or regime (M10 vs. M7: χ2= 3.29e-07, 2 

d.f., P=0.99; Table 5.1A) were not preferred. Therefore, the final model contained the 

fixed effects of generation, regime and strain, and the corresponding two- and three-

way interaction, and a random effect to describe the hierarchical structure of the data 

(Model M7 in Table 5.1A; Table 5.2A; Figure 5.1).    
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 model Syntax AIC LogLik D.F 
A. LE     

 M0  1 + (1|replicatejklm) 2638.4 -1316.2 3 
 M1 Generationk + (1| replicatejklm) 2582.1 -1286.0 5 
 M2 Generationk + Regimej + (1| replicatejklm) 2530.3 -1259.2 6 
 M3 Generationk + Regimej + Generationk:Regimej + (1| replicatejklm) 2491.5 -1237.7 8 
 M4 Generationk + Regimej + Generationk:Regimej + Strainl + (1| replicatejklm) 2493.7 -1236.8 10 
 M5 Generationk + Regimej + Generationk:Regimej + Strainl + Regimej:Strainl + (1| replicatejklm) 2488.9 -1232.4 12 
 M6 Generationk + Regimej + Generationk:Regimej + Strainl + Generationk:Strainl + (1| replicatejklm) 2495.3 -1233.7 14 
 M7 Generationk * Regimej * Strain l + (1| replicatejklm) 2438.0 -1199.0 20 
 M8 Generationk * Regimej * Strainl + (strainl| replicatejklm) 2448.0 -1199.0 25 
 M9 Generationk * Regimej * Strainl + (generationk| replicatejklm) 2448.0 -1199.0 25 
 M10 Generationk * Regimej * Strainl + (regimej| replicatejklm) 2442.0 -1199.0 22 

B.  LF     
 M0 1 + (1| replicatejklm) 5814.6 -2904.3 3 
 M1 Regimej + (1| replicatejklm) 5676.2 -2834.1 4 
 M2 Generationk + Regimej + (1| replicatejklm) 5680.0 -2834.0 6 
 M3 Generationk + Regimej + Generationk:Regimej + (1| replicatejklm) 5655.4 -2821.7 6 
 M4 Regimej +  Strainl + (1| replicatejklm) 5679.5 -2831.7 8 
 M5 Regimej + Strainl + Regimej:Strainl +  (1| replicatejklm) 5645.8 -2814.9 8 
 M6 Regimej + Strainl + Regimej:Strainl + Generationk  + (1| replicatejklm) 5649.5 -2814.8 10 
 M7 Regimej + Strainl + Regimej:Strainl + Generationk  + Strainl:Generationk + (1| replicatejklm) 5652.4 -2812.2 14 
 M8 Generationk * Regimej * Strainl + (1 | replicatejklm) 5650.1 -2805.0 20 
 M9 Generationk * Regimej * Strainl + (strainl | replicatejklm) 5654.4 -2814.2 25 
 M10 Generationk * Regimej * Strainl + (generationk | replicatejklm) 5655.6 -2814.8 25 
 M11 Generationk * Regimej * Strain l + (regimej | replicatejklm) 5620.2 -2800.1 22 

C.  RL     
 M0 1 + (1| replicatejklm) 2065.99 -1030.00 3 
 M1 Generationk + (1| replicatejklm) 2024.03 -1007.01 5 
 M2 Generationk + Regimej + (1| replicatejklm) 1975.05 -981.53 6 
 M3 Generationk + Regimej + Generationk:Regimej + (1| replicatejklm) 1957.24 -970.62 8 
 M4 Generationk + Regimej + Generationk:Regimej + Strainl + (1| replicatejklm) 1952.10 -966.05 10 
 M5 Generationk + Regimej + Generationk:Regimej + Strainl + Generationk:Strainl  + (1| replicatejklm) 1946.13 -959.07 14 
 M6 Generationk + Regimej + Generationk:Regimej + Strainl + Generationk:Strainl  +  Regimej:Strainl + (1| 

replicatejklm) 
1942.08 -955.04 16 

 M7 Generationk * Regimej * Strain l + (1| replicatejklm) 1927.64 -943.82 20 
 M8 Generationk * Regimej * Strainl + (regimej| replicatejklm) 1936.59 -943.29 22 
 M9 Generationk * Regimej * Strainl + (strainl| replicatejklm) 1931.57 -943.79 22 
 M10 Generationk * Regimej * Strainl + (generationk| replicatejklm) 2024.03 -1007.01 25 

D.  mx     
 M0 Generationk * Regimej * Strainl + (1 | indjklmn) 43562 -21761 20 
 M1 Agei + Generationk * Regimej * Strainl + (1 | indjklmn) 41834 -20889 28 
 M2 Agei + Generationk * Regimej * Strainl + Agei: Generationk +   (1 | indjklmn) 41829 -20870 44 
 M3 Agei + Generationk * Regimej * Strainl + Agei: Generationk +   Agei: Regimej + (1 | indjklmn) 40068 -19982 52 
 M4 Agei + Generationk * Regimej * Strainl + Agei: Generationk +   Agei: Regimej + Agei: Strainl + (1 | indjklmn) 39886 -19875 68 
 M5 Agei * Generationk * Regimej * Strainl + (1 | indjklmn) 39687 -19680 164 
 M6 Agei * Generationk * Regimej * Strain l + (age | indjklmn) 31480 -15532 208 

E. lx     
 M0  1 2829 -1413 2 
 M1  Generationk 2696 -1344 4 
 M2  Generationk + Regimej 2567 -1278 5 
 M3  Generationk * Regimej 2389 -1188 7 
 M4  Generationk * Regimej + Strainl 2386 -1184 9 
 M5  Generationk * Regimej * Strain l 3128 -1546 18 
 M6  Generationk * Regimej * Strainl -Exponential 2299 -1131 19 

 

Table 5.1. AIC and log likelihood (logLik) values for the life-history traits models, (A) life 

expectancy, LE, (B) lifetime fecundity, LF, (C) reproductive lifespan, RL, (D) age-specific 

fecundity, mx, and (E) survivorship. Bold letters correspond to the preferred model for each trait 

(see methods). Model syntax as in the text (upper case letters denote fixed variables and lower 

case letters denote random variables). Random variables are included within brackets (similar to 

R syntax for ‘lmer’ function). The symbol “:” denot es an interaction, whereas symbol “*” 

denotes an interaction plus the main terms. 
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 Figure 5.1.  Life expectancy (number of days lived) of the three strains of C. remanei exposed to 

two environmental regimes (constant and fluctuating environment) in the beginning of the 

experiment (F1) and in generations 20 and 50. Each line represents the replicate mean. 

5.4.2 Lifetime fecundity (LF) 

 I followed the same protocols as for LE to analyse the lifetime fecundity, LF. 

The average LF did not change over generations (Fig. 5.2, M2 vs. M1: χ2= 0.21, 2 d.f., 

P= 0.90; Table 5.1B). The regime had a significant effect on LF (M1 vs. M0: χ2= 

140.36, 1 d.f., P<0.001; Table 5.1B); the average LF was lower in the fluctuating 
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regime, moreover there was no interaction between the regime and the average 

number of offspring produced by a female over generations (M3 vs. M1: χ2= 4.76, 4 

d.f., P= 0.31; Table 5.1B; Figure 5.2). In addition, I found that the strains varied in the 

average number of offspring they produced (M4 vs. M1: χ2= 24.82, 2 d.f., P<0.001; 

Table 5.1B); for instance, MY had a higher LF. Moreover, the number of offspring 

produced by a strain varied between environments (M5 vs. M4: χ2= 13.57, 2 d.f., 

P<0.01; Table 5.1B); there were differences in the productivity across strains in the 

constant environment, but not in the fluctuating environment. There was no 

significant interaction between strain and generation (M7 vs. M5:  χ2= 5.43, 6 d.f., P= 

0.49; Table 5.1B), nor did adding a three-way interaction term (between strain, 

generation and regime) improved the model fit further (M8 vs. M5: χ2= 19.74, 12 d.f., 

P= 0.07; Table 5.1B). Regarding the variance components, I found no support for 

strain- or generation-specific variance terms for the random effect to describe the 

variance between replicates (M9 vs. M5: χ
2= 1.46, 5 d.f., P= 0.92 and M10 vs. M5: 

χ
2= 0.22, 5 d.f., P= 0.99, respectively; Table 5.1B. However, the regime-specific 

variance term was significant (M11 vs. M7: χ
2= 7.04, 2 d.f., P<0.05; Table 5.1B). The 

variance within the fluctuating regime was smaller compared to the variation in the 

constant regime (<0.01 and 99.9 %, respectively; Table 5.2B); however, I found a 

large between individual variance, which was not related to the rest of the terms 

(69.58%, Table 5.2B). The most parsimonious model contained the fixed effects of 

regime, strain, regime-strain interaction term and a random effect describing the 

replicate deviance for each regime (Model M11 in Table 5.2B).   
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 Figure 5.2.  As Fig. 5.1, but showing lifetime fecundity (number of offspring). 

5.4.3 Reproductive lifespan (RL) 

Reproductive lifespan, the number of days taken to produce all the offspring, changed 

over generations (M1 vs. M0: χ2= 45.97, 2 d.f., P<0.001; Table 5.1C). In general, the 

average RL shortened over the course of the experiment (Figure 3), and it was also 

significantly  different between the environmental regimes (M2 vs. M1: χ2= 50.97, 1 

d.f.,  P<0.001; Table 5.1C); worms from the fluctuating regime had shorter RL both at 

the beginning and in the end of the selection experiment. There was also a significant 
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interaction between regime and generation (M3 vs. M2: χ2= 21.82, 2 d.f., P<0.001; 

Table 5.1C). For instance, RL shortened in the fluctuating regime from F20 to F50, 

however, there was no such change in the constant regime (Figure 5.3). In addition, I 

found that the strains responded differently to the environmental regime (M4 vs. M3: 

χ
2= 9.14, 2 d.f., P<0.05; Table 5.1C). Moreover, I found a significant interaction 

between strain and generation (M5 vs. M4: χ
2= 13.97, 4 d.f., P<0.01; Table 5.1C), and 

strain and regime (M6 vs. M5: χ2= 8.05, 2 d.f., P<0.05; Table 5.1C). For instance, 

worms from the HYB strain growing in a constant environment did not show a change 

in RL but had reduced RL in the fluctuating environment (Figure 5.3). Therefore, I 

found evidence of a significant three-way interaction term between strain, generation 

and regime (M7 vs. M6: χ2= 22.44, 4 d.f., P<0.001; Table 5.1C). Regarding the 

variance components, I found no evidence for strain, generation or regime specific 

variance terms for the replicate random effect (M8 vs. M7: χ2= 0.01, 5 d.f., P= 0.99, 

M9 vs. M7: χ2= 1.0579, 5 d.f., P= 0.96, and M10 vs. M7: χ
2= 0.0739, 2 d.f., P= 0.96, 

respectively; Table 5.1C). As a consequence, the final model contained the fixed 

effects of generation, regime and strain, and the corresponding two- and three-way 

interaction terms and a random effect to describe the hierarchical structure of the data 

(Model M7, Table 5.2C). 
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 Figure 5.3.  As Fig. 5.1 and 5.2, but showing reproductive lifespan (number of days). 
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Model           Parameter                          Estimate  Std. Error t value  
A. M7 LE    

 Fixed effects:    
 (Intercept)                 21.28 0.69 30.62 
 GenerationF20           -8.12 0.98 -8.26 
 GenerationF50            -8.48 0.98 -8.63 
 RegimeFL                  -6.32 0.98 -6.43 
 StrainHYB                     -2.68 0.98 -2.73 
 StrainMY                       -4.84 0.98 -4.93 
 GenerationF20:RegimeFL 1.80 1.39 1.30 
 GenerationF50:RegimeFL  -1.60 1.39 -1.15 
 GenerationF20:StrainHYB     -1.04 1.39 -0.75 
 GenerationF50:StrainHYB      4.36 1.39 3.14 
 GenerationF20:StrainMY        4.48 1.39 3.22 
 GenerationF50:StrainMY         6.52 1.39 4.69 
 RegimeFL:StrainHYB              3.56 1.39 2.56 
 RegimeFL:StrainMY                6.04 1.39 4.35 
 GenerationF20:RegimeFL:StrainHYB  5.36 1.97 2.73 
 GenerationF50:RegimeFL:StrainHYB  -5.64 1.97 -2.87 
 GenerationF20:RegimeFL:StrainMY   -6.72 1.97 -3.42 
 GenerationF50:RegimeFL:StrainMY   -7.40 1.97 -3.77 
 Random effects:    
 Groups Name     Variance Std.Dev.     % of 

Variance 
 replicate    (Intercept) 0.00 0.00 0.00 
 Residual  12.07 3.47 100.00 

B. M11 LF    Estimate  Std. Error t value  
 Fixed effects:    
 (Intercept)     290.59 23.72 12.25 
 RegimeFL     -248.27 27.19 -9.13 
 StrainHYB        95.35 33.54 2.84 
 StrainMY          164.19 33.54 4.90 
 RegimeFL:StrainHYB    -89.49 38.45 -2.33 
 RegimeFL:StrainMY    -129.12 38.45 -3.36 
 Random effects:    
 Groups Name      Variance   Std.Dev.   % of 

Variance 
 replicate    regimeconst 5790.00 76.09 30.42 
 regimefluct 4.67E-08 2.16E-04 2.45E-10 
 Residual      13242.00 115.08 69.58 

C. M7 RL    Estimate  Std. Error t value  
 Fixed effects:    
 (Intercept)                         11.20 0.39 28.42 
 GenerationF20                   -3.04 0.56 -5.45 
 GenerationF50                    -4.40 0.56 -7.89 
 RegimeFL                         -2.64 0.56 -4.74 
 StrainHYB                            -2.56 0.56 -4.59 
 StrainMY                            -0.16 0.56 -0.29 
 GenerationF20:RegimeFL  2.08 0.79 2.64 
 GenerationF50:RegimeFL   -0.96 0.79 -1.22 
 GenerationF20:StrainHYB       1.36 0.79 1.73 
 GenerationF50:StrainHYB        3.84 0.79 4.87 
 GenerationF20:StrainMY         1.12 0.79 1.42 
 GenerationF50:StrainMY          2.24 0.79 2.84 
 RegimeFL:StrainHYB               2.88 0.79 3.65 
 RegimeFL:StrainMY               -2.62E-15 0.79 -3.32E-15 
 GenerationF20:RegimeFL:StrainHYB  -2.48 1.12 -2.22 
 GenerationF50:RegimeFL:StrainHYB  -4.08 1.12 -3.66 
 GenerationF20:RegimeFL:StrainMY  -2.64 1.12 -2.37 
 GenerationF50:RegimeFL:StrainMY  -0.48 1.12 -0.43 
 Random effects:    
 Groups Name        Variance  Std.Dev.   % of 

Variance 
 replicate    (Intercept) 0.00 0.00 0.00 
  Residual 3.88 1.97 100.00 

Table 5.2. Summary of the parameters of the preferred models on (A) life expectancy, LE, (B). 

lifetime fecundity, LF, and (C). reproductive lifespan, RL (see Table 5.1). Model syntax and AIC 

values can be seen in Table 5.1. In all models, FL and CO refer to fluctuating and constant 

environments, respectively. 
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5.4.4 Age-specific fecundity (mx) 

The initial model to analyse the age-specific fecundity (mx) contained the fixed terms 

generation, regime and strain and the corresponding two and three-way interaction terms; 

the previous analysis on LF suggested that all these terms significantly affected fecundity 

(see Lifetime fecundity analysis above). I found that fecundity varied with the age of the 

female (M1 vs. M0: χ2= 1744.71, 8 d.f., P<0.001; Table 5.1D). In general, individuals 

produced more offspring per day in the beginning of their reproductive career (between 

age 0 and 4), after which their reproductive output declined rapidly (Figure 5.4). The 

analysis suggested that the inclusion of a two-way interaction term between age and 

generation improved the model (M2 vs. M1: χ
2= 36.86, 16 d.f., P<0.01; Table 5.1D); 

suggesting an increase in early fecundity over the course of the experiment. Moreover, the 

interaction between age and regime was significant (M3 vs. M2: χ2= 1777.07, 8 d.f., 

P<0.001; Table 5.1D), suggesting that after the selection experiment, the increase in early 

fecundity for worms in the constant environment was at age 0 and 2, while for worms in 

the fluctuating environment happened at age 2 and 4. The strains also varied in their age-

specific fecundity (M4 vs. M3: χ2= 213.97, 16 d.f. , P<0.001; Table 5.1D). For instance, 

MY individuals produced more offspring between age 0 and 4 compared to the other two 

strains. Moreover, this high fecundity depended of the generation and the regime (M5 vs. 

M4: χ2= 390.73, 96 d.f., P<0.001; Table 5.1D). For instance, the high age-specific 

fecundity in MY worms was mainly significant across generations for worms in the 

constant environment.  

Regarding the variance components, I found a high age-specific variance between 

individuals between age 0 and 4 (M6 vs. M5: χ
2= 8294.90, 44 d.f., P<0.001; Table 5.1D). 

The final model to describe the age-specific fecundity contained the fixed effects of age 

and strain, their interaction term, generation, regime and strain (all with the two and three-

way interactions), and the random effect representing the age-specific variance between 

individuals (Model M6 in Table 5.1.D and Appendix I; Figure 5.4). 
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Figure 5.4.  Age-specific fecundity of worms of C. remanei. The plot represents the observations in the 

number of offspring produced by MY, HYB and JU (rows) at generation 1, 20 and 50 (F1, F20 and F50, 

respectively -columns) and cultured in a constant (CO) and fluctuating environment (FL). 
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5.4.5 Survival (lx) 

I found that the survival rate among individuals declined over the 50 generations (M1 vs. 

M0: χ2= 136.86, 2 d.f., P<0.001; Table 5.1E). The analysis suggested that worms in 

fluctuating environment showed lower survival rate compared to worms in a constant 

environment (M2 vs. M1: χ2= 131.66, 1 d.f., P<0.001; Table 5.1E), and after the selection 

experiment, the decline in survival rate was steepest for worms in the fluctuating regime 

(M3 vs. M2:  χ2= 181.17, 2 d.f., P<0.001; Table 5.1E). The survival rate varied across 

strain (M4 vs. M3: χ2= 7.22, 2 d.f., P<0.05; Table 5.1E); on average, JU had higher 

survival rte. However, the differences between the survival rate across strains were mainly 

present at the beginning of the experiment (M5 vs. M4: χ2= 107.02, 10 d.f., P<0.001; Table 

5.1E). Moreover, the analysis suggested that the probability of dying was not constant 

across time (log-likelihood of Exponential model = 2261.10), instead, the mortality rate 

increased with age (Weibull model =3092.16; Exponential vs. Weibull: M5 vs. M6: χ2= 

831.05, 1 d.f., P<0.001; Table 5.1E). The preferred model included the fixed terms of 

generation, regime and strain and the two- and three-way interaction between them (M5; 

Table 5.1E and Table 5.3; Figure 5.5). 

   Parameters    Value Std. Error       z        p 
(Intercept)                 3.15 0.05 65.14 <0.001 
GenerationF20           -0.37 0.07 -5.45 <0.001 
GenerationF50            -0.51 0.07 -7.51 <0.001 
RegimeFL                  -0.28 0.07 -4.12 <0.001 
StrainHYB                     -0.13 0.07 -1.97 <0.01 
StrainMY                       -0.27 0.07 -4.02 <0.001 
GenerationF20:RegimeFL -0.28 0.10 -2.92 <0.01 
GenerationF50:RegimeFL  -0.61 0.10 -6.33 <0.001 
GenerationF20:StrainHYB     -0.22 0.10 -2.31 <0.01 
GenerationF50:StrainHYB      0.23 0.10 2.36 <0.01 
GenerationF20:StrainMY        0.09 0.10 0.95 0.34 
GenerationF50:StrainMY         0.39 0.10 4.07 <0.001 
RegimeFL:StrainHYB              0.13 0.10 1.38 0.16 
RegimeFL:StrainMY                0.26 0.10 2.66 <0.001 
GenerationF20:RegimeFL:StrainHYB  0.66 0.14 4.85 <0.001 
GenerationF50:RegimeFL:StrainHYB -0.40 0.14 -2.92 <0.01 
GenerationF20:RegimeFL:StrainMY  -0.20 0.14 -1.49 0.14 
GenerationF50:RegimeFL:StrainMY  -0.43 0.14 -3.12 <0.01 
Log(scale)                        -1.42 0.04 -40.23 <0.001 

Table 5.3. Descriptive statistics of the survival model of the evolution of survivorship. 
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Figure 5.5.  Surivival rate of C. remanei. The plot represents the proportion of females alive of MY, 

HYB and JU at generation 1, 20 and 50 (F1, F20 and F50, respectively) and cultured in a constant 

(CO) and fluctuating environment (FL). 
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5.4.6 Demography 

The generation time (T) is shown in Table 5.4. I found that T was different between 

environments and across generations (F3,56= 86.91, P<0.001). Worms in a fluctuating 

environment had longer generation time. In addition, worms from both environments 

showed a reduction in T over the course of the experiment. Although the average T was not 

different between strains (F2,54=2.05, P=0.14), I found significant differences between 

environments and across generations (F11,48=7.66, P<0.001). 

  Constant  Fluctuating 
  Mean SE  Mean SE 

F1   JU 2.82 0.09  3.73 0.11 
   MY 2.38 0.1  3.54 0.07 
   HYB 2.36 0.09  3.77 0.08 
       
F50   JU 2.42 0.09  3.37 0.09 
   MY 2.35 0.03  3.68 0.05 
   HYB 2.33 0.02  4.36 0.22 

Table 5.4. Descriptive statistics of the average generation time (T) between families. 

 

5.5 Discussion 

Despite considerable theoretical research, the evolution of life-history traits in fluctuating 

environments has not been extensively investigated at the empirical level (see, Scheiner 

and Yampolsky, 1998; Hughes et al., 2007). In this study, I conducted an experiment to 

study the effects of culturing the nematode C. remanei under two environmental regimes 

(constant or predictably-fluctuating temperatures) for a period of 50 generations. I 

quantified four important life-history components (life expectancy, lifetime fecundity, 

reproductive lifespan, and age-specific fecundity) at the beginning of the experiment and at 

generations 20 and 50, and compared the results between two wild-type strains, JU724 and 

MY12-G, and a half-diallel cross between them. My results show that the fluctuating 

environment (changing from 5 to 25 °C every 12 hours) reduced all fitness components 

compared with the constant environment - lifespan was reduced by up to 30%, lifetime 

fecundity by up to 90%, and reproductive lifespan by up to 24%. Therefore, it is clearly 

more difficult for the nematodes to perform optimally in a fluctuating temperature regime. 

In addition, after 50 generations of selection in each environment, life expectancy and 

reproductive lifespan were also reduced in comparison with the ancestor line in each 

environment (between 40 and 60 % each). However, the overall lifetime fecundity showed 
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no such reduction (or improvement) in either of the environmental regimes compared to 

the starting point before the experiment.  

5.5.1 Consequences of living in fluctuating environments on life-history 

evolution 

In accordance with the theory of life-history evolution in unfavourable environments 

(Murphy, 1968; Roff, 2002), the results from this study show that fluctuating environments 

reduced the overall female fecundity compared with individuals in a constant environment. 

This is not surprising since it is clear that low and high temperatures are not optimal for C. 

remanei, or other nematodes (see Chapter 4). However, to my knowledge, there is little 

empirical research examining the evolutionary consequences of living in fluctuating 

temperatures. In this study, adaptation to a fluctuating environment potentially occurred 

through changes in the timing of reproduction (maturation time and age-specific fecundity) 

and adult survival.  

Although early maturation could be beneficial in terms of fitness, it is agreed that 

delayed maturity can be beneficial if postponed growth increases fertility (Wilbur and 

Rudolf 2006). In this study, starting the fitness assays in the fluctuating environment took 

longer compared with the constant treatment (ca. 2 days more), mainly due to the lack of 

pregnant females. Delayed developmental time in a fluctuating environment could be the 

result of low temperatures delaying physiological processes such as cell division, or the 

speed of chemical/enzymatic reactions (Hochachka and Somero, 2002). Temperatures 

could also affect foraging efficiency through reduced locomotion and pharyngeal 

movement in nematodes (Dusenbery et al., 1978; Dusenbery and Barr, 1980; Raegan et al., 

2001).  

Once maturation was reached, females selected to grow in a fluctuating 

environment increased their reproductive effort during their early lifetime (between age 2 

and 4) compared with worms at the beginning of the experiment in the same environment. 

This translates to a change in generation time of 3.80 days at the beginning of the 

experiment to 3.38 after the selection experiment - an 11.05 % reduction in generation 

time. Since high early fecundity has important consequences for fitness (Cole, 1954; 

Caswell, 1989, 2001; Roff 1992; Stearns, 1992), other things being equal, F50 worms 

would out-compete F1 worms due to the high early fecundity and the resulting faster 

population growth rate.  
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In addition, females selected for a fluctuating environment displayed a significant 

reduction in life expectancy compared with worms at the start of the experiment in the 

same environment. Moreover, the survival analysis suggested that mortality increased with 

age. According to life-history theory, either high or variable adult mortality will tend to 

generate evolutionary pressures towards early fecundity and shorter reproductive lifespan 

(Murphy, 1968). Therefore, evolutionary pressures might have resulted in changes in 

resource allocation, by increasing early female reproductive effort and reducing energy 

availability for adult maintenance (i.e. cost of reproduction).   

The cost of reproduction is a pivotal trade-off around which life histories are 

thought to evolve (Williams, 1966; Stearns, 1992; Roff, 2002; Harshman and Zera, 2006). 

The traditional theory suggests that the energy available for physiological processes is 

limited, thus giving rise to trade-offs such as current reproduction versus future 

reproduction and survival (Stearns, 1992; Roff, 2002). Numerous experimental studies 

using Drosophila, for instance, have found such a trade-off (e.g. Rose and Charlesworth, 

1981; Rose, 1984; Foley and Luckinbill, 2001). Moreover, manipulative experiments 

suggest that the trade-off is mediated by resource allocation (e.g. Foley and Luckinbill, 

2001). For instance, increased early fecundity in Drosophila, as a consequence of direct 

selection on juvenile feeding rate, results in individuals that accumulate more lipids but 

display reduced life expectancy as adults (Foley and Luckinbill, 2001). Thus, the reduction 

in adult survival of C. remanei females could be the consequence of an increase in 

reproductive effort.  

5.5.2 Consequences of living in a constant environment on life-history 

evolution 

For worms in a constant regime, the results suggest adaptation to rearing condition by 

increasing early fecundity. These results are in accordance with life-history theory, 

suggesting that natural selection will favour “fast” life cycles (Wilbur and Rudolf, 2006), 

and evolutionary experiments using natural populations reared under constant and 

favourable laboratory conditions (e.g. D. melanogaster, Sgro and Partridge 2000, Rego et 

al., 2007; D. subobscura, Matos et al., 2000, 2002, Rego et al., 2007). For example, Rego 

and collaborators (2007) found that wild populations of D. subobscura showed signs of an 

increase in early fecundity after being reared under favourable laboratory conditions for 43 

generations. Moreover, similar results have been found in laboratory populations of the 

house mouse Mus musculus, a finding thought to be caused by inadvertent selection that 
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favors early maturation in the laboratory (Bronson, 1984). Thus, individuals that are less 

likely to escape and more likely to produce progeny in the first few generations of 

confinement to laboratory housing are potentially selected (Miller et al., 2002). 

Furthermore, these populations of mouse were more likely to undertake inbreeding (Miller 

et al., 2002). In the current experiment, the hybrid population was expected to be less 

likely affected by inbreeding. Moreover, it was expected that the hybrid would show an 

increased potential for change in traits such as lifetime fecundity, as a consequence of 

higher additive genetic variance compared with the parental populations. However, the 

changes in the life-history traits studied here were similar across all the strains. One 

explanation for the lack response in lifetime fecundity might be that fecundity is already 

maximised under favourable conditions in the laboratory.  

5.5.3 Predictable- vs. unpredictable- fluctuating environments 

In theory, predictable environments can select for single genotypes, giving rise to different 

phenotypes (Roff, 2002). Conversely, if the environment is variable but unpredictable (the 

environment changes randomly between the time of development of the trait and the time 

of selection), the population will evolve towards a single phenotype that represents the 

optimal compromise among environmental states (Scheiner and Yampolsky, 1998). 

Experimental studies using Daphnia pluex have failed to select for plastic genotypes in 

variable but predictable environments (Scheiner and Yampolsky, 1998).  Scheiner and 

Yampolsky (1998) cultured populations in temporally constant (20 °C), predictable- (i.e. 

12 days at 17 °C, 6 days at 20 °C, 12 days at 23 °C, 6 days at 20 °C) and unpredictable-

fluctuating temperature (randomly changing every 3 days between 17, 6 and 20 °C). They 

found that populations exposed to each environment different in the growth rate in the 

amount of plasticity or adaptation to variable environments (Scheiner and Yampolsky, 

1998). Moreover, neither of the fluctuating environments showed maintenance of genetic 

diversity compared to the constant environment. 

In the present study, the temperature was changed every 12 hours in the fluctuating 

environment. Under favourable conditions, C. remanei’s life cycle takes approximately 2.4 

days (Diaz et al., in press) while it takes approximately 3.5 days in fluctuating conditions. 

Hence, in the fluctuating environment, each worm could have experienced each extreme 

temperature at least three times. Although the transition between temperatures was 

relatively fast, one temperature might have been more favourable for reproduction. For 

example, bacteria growing in fluctuating environments show greater preference for high 

temperatures (Bennett et al., 1992). If there are cues in the environment that provide 
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information about the present and future conditions, we can expect organisms that perceive 

such cues to respond rapidly and accurately to environmental change (Pigliucci, 2001). If 

phenotypic plasticity is heritable, then it would be under strong selection (Pigliucci, 2001). 

From an evolutionary perspective, it would be important to determine whether populations 

selected for fluctuating environments are characterised by having phenotypic plasticity. 

Studies using E. coli suggest that fluctuating environments (either temperature or pH) 

select for populations with phenotypic plasticity (Bennett and colleagues, 1992; Hughes et 

al., 2007). However, contrary to predictions, having phenotypic plasticity seems to incur 

no cost: there are no recorded reductions in fitness when these populations are tested in a 

constant environment, suggesting that the ‘jack of all trades’ may still be the ‘master of all’ 

(Hughes et al., 2007).   

5.5.4 Significance of living in a fluctuating environment for nematodes 

The results show that thermally-fluctuating conditions affected C. remanei’s life-history. 

To date, little is known about the ecology of free-living nematodes in the wild. 

Caenorhabditis species have been previously isolated from a wide range of habitats around 

the world (Sudhaus and Kiontke, 2007). C. remanei has been previously collected in 

several areas of North America, Europe and Asia (Sudhaus, 1974; Baird, 1999; Barriere 

and Felix, 2005; Sudhaus and Kiontke, 2007) and recent studies suggest that it might be 

restricted to temperate latitudes (Sudhaus and Kiontke, 2007). Some research has 

suggested that natural populations of Caenorhabditis potentially experience a wide range of 

environments in the wild (Sudhaus and Kiontke, 2007). For example, C. drosophilae and 

C. sonorae may regularly encounter temperatures of 31°C, much higher than the average 

desert temperature (Kiontke, 1999). However, the precise thermal niche of wild 

Caenorhabditis has not yet been confirmed.  

5.5.5 Conclusion 

Results from this experiment show that changing environments are not optimal for C. 

remanei. Moreover, the evolutionary experiment suggests that there was an evolutionary 

pressure for increasing early fecundity and reduced adult survival. In addition, due to the 

stressful temperatures and physiological constraints, worms potentially delayed maturation 

in the fluctuating compared with the constant environment.   
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6 Fluctuating environmental conditions select for 

increased phenotypic plasticity, but with a cost: an 

experimental evaluation using Caenorhabditis remanei    
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6.1 Abstract 

Environment varies temporally and spatially. This makes it very difficult for any 

genotype to have a perfect match with any environment, as changes in gene frequencies are 

likely to lag environmental fluctuations as a result of the delayed effects of selection. One 

solution is phenotypic plasticity, the ability of a single genotype to produce different 

phenotypes in response to different environments. When phenotypic plasticity is adaptive, 

it provides organisms with the potential to respond rapidly and effectively to 

environmental change. Nevertheless, it potently incurs a cost. In this study I use the 

nematode Caenorhabditis remanei to study the evolution of phenotypic plasticity in 

populations exposed to two environmental regimes (constant vs. predictably fluctuating 

temperature). The results of the experiment show changes in the reaction norm in response 

to temperature; at the lowest temperature worms from a fluctuating environment increased 

their average fecundity and survival by 332 offspring and 51%, respectively, relative to 

worms maintained in a constant environment, while worms from a fluctuating environment 

at the highest temperature reduced their average fecundity and survival by 11 offspring and 

50%, respectively, relative to worms in a constant environment. Therefore, phenotypically 

plastic worms showed a wider thermal breath at low temperatures compared to worms 

selected for a constant environment. Moreover, both the survival and fecundity of worms 

selected to grow in a fluctuating environment significantly declined when moved back to a 

constant environment, suggesting that increased phenotypic plasticity has a fitness cost that 

is manifest in more stable environments. 
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6.2 Introduction 

Species and populations are, to a greater or lesser extent, affected by external 

environmental factors. Fossil record data (Davis and Shaw, 2002) and natural population 

studies (Parmesan, 2006) have shown well-observed effects of climate on the distribution 

and life history of numerous species. However, defining by what mechanisms populations 

respond to novel environmental conditions – thereby avoiding extinction - is not so 

straightforward.  

From an evolutionary perspective, natural selection has been an important process 

in shaping species’ life histories by favouring strategies that suit local environmental 

conditions (e.g. Grant and Grant, 1993). Evolution by natural selection is expected to be 

limited by the genetic diversity present in the population (Fisher, 1930). Moreover, 

changes in gene frequencies are inevitably constrained by generation time, leading to a 

potential lag between corresponding phenotypic changes and environmental conditions. 

(Charlesworth, 1980). Thus, the persistence of an organism exposed to climatic stress or a 

novel environment may depend on behavioural and physiological changes of a single 

genotype that can thrive in different environments, rather than evolutionary responses of 

the genes (Hoffmann, 1995). Phenotypic plasticity is, therefore, considered a potential 

solution to the challenge of persisting in a changing environment (Schlichting and 

Pigliucci, 1998; Davis et al., 2005; Charmantier et al., 2008; Gienapp et al. 2008).  

Recent research has highlighted the significance of phenotypic plasticity, 

identifying it as an important property which provides the potential for organisms to 

respond rapidly and effectively to environmental change (e.g. Charmantier et al., 2008). 

Phenotypic plasticity can be defined as the characteristic of a particular genotype to 

produce different phenotypes in response to environmental conditions (Schlichting and 

Pigliucci 1998). It can be quantified using the reaction norm, where a trait of a genotype is 

described as a function of an environmental gradient (Via et al., 1995).  

Examples of phenotypic plasticity are numerous across taxa and show a high 

diversity across traits, including  changes in morphological traits, for example leaf 

morphology between aerial and aquatic leaves of a plant (e.g. Proserpinaca spp.,  

Bradshaw, 1965), a switch between winged and wingless aphid morphs in response to host 

plant quality (Acyrthosiphon pisum, Dixon and Agarwala, 1999;  Muller et al 2001), and 

life history traits, such as developmental time, for example nematodes of the 
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Caenorhabditis genus have longer lifecycles at low temperatures compared with high 

temperatures (C. elegans, Byerly et al., 1976; C. remanei, see Chapter 4).   

However, not all plastic traits are expected to be adaptive (West-Eberhard 2003). 

Demonstrating adaptiveness in phenotypic plasticity requires showing that plastic 

individuals can cope with a range of environments better than less plastic ones, and that 

plasticity is genetically conferred, and can therefore be modified through natural selection 

(West-Eberhard, 2003). It is generally accepted that there is genetic variation in natural 

populations for plastic responses (Pigliucci, 2001). However, our understanding about 

evolutionary pressures that select for, or against, plasticity is still limited; it is not clear if 

plasticity can be artificially selected, which mechanisms control it, or whether having 

plasticity incurs any costs.  

In theory, predictability in the environmental fluctuations can select for individuals 

that vary their life histories according to environmental cues (Roff, 2002). The cost of 

increased plasticity is likely to be expressed in terms of a decline in fitness in some 

environments, potentially due to the production and maintenance of genetic and cellular 

machinery necessary for it (Scheiner, 1993, DeWitt et al., 1998). For instance, to be able to 

detect changes (i.e. cues) in environmental conditions, individuals must allocate energy 

during development for producing and maintaining specific sensory machinery. This 

allocation will reduce the energy available for other activities and fitness traits such as 

fecundity (DeWitt et al., 1998). Although the concepts are well established, empirical 

research examining the costs of phenotypic plasticity on animals are accumulating only 

slowly (DeWitt et al., 1998; e.g. Scheiner and Berrigan, 1998; Scheiner and Yampolsky, 

1998). Scheiner and Yampolsky (1998) conducted an evolutionary experiment to select for 

plasticity by raising populations of species under different environmental regimes 

(constant, predictably fluctuating and randomly fluctuating, Scheiner and Yampolsky, 

1998) and their results showed that, contrary to theoretical expectations, populations in 

fluctuating environments were less plastic.  

In this study, populations of the free-living nematode C. remanei and a selection 

experiment were used to test 1) whether environmental variability selects for plasticity and 

2) whether having increased plasticity incurred any cost manifest in more constant 

environments. Previous research showed that wild-type populations of C. remanei 

exhibited plasticity in fitness components in response to temperature under laboratory 

conditions (Chapter 4). Moreover, populations of this nematode have been maintained 

under constant and predictably-fluctuating temperatures for 50 generations (Chapter 5). 
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The analysis of these populations’ life history in response to the selection regime suggests 

adaptation to each environmental regime (Chapter 5). Therefore, changes in the levels of 

phenotypic plasticity might be expected. Worms selected to grow in a constant 

environment were expected to show reduced plasticity compared with worms cultured in a 

fluctuating environment (Experiment 1). To test whether an increase in the plasticity 

incurred a cost, populations between treatments were transposed at generation 51 and their 

life-history responses were quantified (Experiment 2). If increased plasticity incurred a 

cost, individuals with higher plasticity moved back to a moderate and constant 

environment would be expected to show reduced fitness compared with individuals 

assayed at the beginning of the experiment.  

  

6.3 Methods 

6.3.1 Strains 

 I used three strains of C. remanei, two wild-type strains (JU724 and MY12; originally 

from China and Germany, respectively) and a half-diallel cross (HYB).  The two wild type 

strains correspond to recently isolated populations from the field (2005 and 2006 each). 

Samples from these populations were obtained from the Nematode Biological Resource 

Centre in France and the Animal Ecological Centre in Germany, respectively. The strains 

were obtained from samples that were kept frozen subsequent to their isolation in the wild 

so it is reasonable to assume that these populations have not adapted to laboratory 

conditions. The half-diallel cross (HYB) consisted of the progeny of a female JU724 by a 

male MY12-G (referred to henceforth as JU and MY, respectively), and reciprocal crosses 

(Chapter 4). Five replicates (out-bred populations) from each of these three strains have 

been previously used in another study to characterise the plasticity of their basic life 

history at a range of temperatures in the laboratory (Chapter 4) and further selected to grow 

two environmental regimes (Chapter 5). 

6.3.2 Experimental procedures 

6.3.2.1 Experiment I: Evolution of plasticity  

Five replicates, from each of the strains were used to characterise the plasticity of life-

history traits of populations in response to a three temperatures (5, 15, and 25 º C).  
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Lineages from each strain had been previously maintained under two different 

environmental regimes (CO and FL) for 50 generations.  Worms recovered from these 

stocks were used to assess the changes in plasticity over the course of the selection 

experiment.  Replicates were stored in eppendorf tubes and maintained at -80 °C prior to 

the current study (Chapter 5).  This is a standard procedure (Hope 1999) and has been 

shown to have no effect on the life-history characteristics of C. remanei (Epstein and 

Shakes, 1995). All individuals were maintained in NGM petri dishes of 50 mm and fed on 

a lawn of Escherichia coli (OP50 strain) using standard protocols (Hope, 1999).  

Prior to each assay, a frozen sample from each replicate at generation 50 (F50) was 

thawed at room temperature for a few minutes and then poured into a 50 mm NGM-petri 

dish. The following day, it was moved to the assigned temperature (i.e. 5, 15, and 25 º C). 

Approximately two days later (except for those individuals raised at 5 º C, which required 

4 days), five gravid females were randomly selected from each replicate and transferred 

into individual petri dishes. The L4 offspring from these females were used to initialize all 

life-history assays.     

Life-history assays: Using lab protocols previously developed to quantify the vital rates of 

C. remanei (Diaz et al., in press), life-history assays were conducted on replicates 

previously frozen at F50. The life-history traits quantified were life expectancy, lifetime 

fecundity, and age-specific fecundity for individuals cultured at each temperature, from 

each strain (five individual females per replicate) from each environmental regime. As 

previously shown, mating C. remanei females with four males maximised their fecundity 

(Chapter 3). Therefore, to get an estimate of fecundity that would not be limited by sperm 

availability, a virgin female was paired with four unrelated young males for 48 hours. On 

alternate days after this, the female was subsequently transferred into a new petri dish with 

four new unrelated young males. Transfers were continued until the female stopped laying 

eggs. The female was then monitored on alternate days to score the date of death. Age-

specific fecundity was estimated by counting the number of juvenile larvae present in each 

plate. Plates were monitored two days after the female was previously transferred to 

account for the number of larvae observed. In total, 25 females from each population (JU7, 

MY and HYB), at each temperature, and from each regime, were assessed. 



S. Anaid Diaz, 2009   Chapter 6, 134 

 

Figure 6.1.  Diagram to illustrate the experimental design. Replicates were cultured for 50 generations 

in each environment (CO and FL). Fitness assays (green bars) were carried out at generation 1 and 50 

to quantify changes in plasticity of life-history traits in response to temperature. At generation 50, 

replicates were subdivided into two populations and transposed between treatments and their life-

history traits characterised at generation F51 (yellow bar). 

6.3.2.2 Experiment II: Transposition 

At generation 50, all replicates were transposed between treatments (i.e. between constant 

and fluctuating regime) using a fully-crossed design (see Figure 6.1). Since the generation 

time between regimes was different (Chapter 5), this transposition did not take place on 

exactly the same dates (see Table 6.1). All replicates were transferred into their assigned 

environments for one generation, after which fitness assays were conducted in these same 

environments exactly as described above for the F50 generation.     
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  Constant Fluctuating 
Start of experiment  04/03 04/03 
Frozen sample at Generation 10  04/25 05/18 

“ Generation 20 05/25 07/06 
“ Generation 30  06/25 08/24 
“ Generation 40 07/24 10/10 
“ Generation 50 08/30 11/28 

Swapping  08/30 11/28 
Frozen sample at Generation 51 09/03 12/01 
 

Table 6.1. Calendar of dates for the experiment. The selection experiment for both regimes started on 

the same day (3th of April 2007). Subsequent samples were taken approximately every 50 generations. 

The translocation between regimes was at different times. 

Model construction and comparison: Mixed-effects models were used to analyse the 

average performance of worms of different strains, over generations, between temperatures 

and between regimes, together with the pattern of variance within generations, within 

regimes, within strains, among individuals (within replicates) and between replicates.  

Model syntax used here denotes fixed variables with upper case letters and random 

variables with lower case letters. The subscripts to denote different levels of the data were 

as follows: o for individual observations (1,2,…,450),  n for the replicate (1,2…,15), m for 

the Strain (1,2 and 3 ), l for the generation (F1, F50CO and F50FL), k for the temperature 

(5, 10 and 15), j for the treatment (F1CO, F50CO, F51CO:FL, F1FL, F50FL, and 

F51FL:CO) and i for the Age (0,2,…,14 days) of the oth individual (referred in the models 

as ind).  

In Experiment 1, the syntax of the random effects was the following: the “(1| 

replicateklmn)” effect is a random variable (intercept) representing the deviation from the 

population mean of the average life-history trait for the nth replicate , within the mth strain, 

within the lth generation at the kth temperature (135 levels); and the terms “(strain| 

replicateklmn)”, “(generation| replicateklmn)” and  “(temperature| replicateklmn)” denoting the 

random variable representing the deviation of the nth replicate for each strain, generation 

and temperature, respectively. For the age-specific analysis, the “(age| indklmnoi)” term 

denotes the random variable representing the deviation of the population mean of the age-

specific fecundity for the oth individual within the nth replicate, within the mth strain 

within the lth generation at the kth temperature (675 levels). Finally, the ε onmlkj is a random 

variable representing the deviation of the life-history trait for the oth worm of the nth 

replicate within the mth strain, at the lth generation in the kth temperature (Faraway, 2006). 

For Experiment II, similar syntax was used as for Experiment I, except that treatment (with 

subscript j) was used rather than generation and temperature as factors.  
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The variance components were presented in terms of percentages of the total 

variance attributable to each effect (e.g. percentage of the variance within replicates = 

σreplicate 
2 / [σreplicate

2 + σε
2], and the percentage of the error variance is presented similarly).  

I assumed that the deviations for each individual random effect were normal with mean 

zero and constant variance (N(0, σ2) ).   

Statistical analysis: All statistical analysis was performed using R 2.7.1 software (R 

project for statistical computing: http://www.r-project.org). Data were analysed by fitting 

mixed-effects models using the “lmer” function (“lme4” package, version: 0.999375-27). 

Model comparison was done using Likelihood Ratio Tests (LRT) for nested models. 

Unless otherwise stated, the results are presented by a mean ± standard error (se).      

  

6.4 Results 

6.4.1 Evolution of plasticity 

6.4.1.1 Life expectancy (LE).  

The average number of days lived by a female was significantly different across 

temperatures (M1 vs. M0: χ2= 25.32, 2 d.f, P<0.001; Table 6.2A, Figure 6.2). After the 

selection experiment, the average LE declined in both regimes (M2 vs. M1: χ2= 391.36, 2 

d.f, P<0.001; Table 6.2A). Moreover, the analysis suggested that the plasticity between 

regimes was different (M3 vs. M2: χ2=143.40, 4 d.f, <0.001; Table 6.2A). For instance, at 

generation 1, the average LE declined with increasing temperature. However, after the 

selection experiment, worms from a constant regime showed the highest LE at 15 deg C; 

while worms from a fluctuating regime had similar LE across all temperatures. In addition, 

the analysis suggested that including a term for strain (M4 vs. M3: χ2=0.32, 2 d.f, P=0.85; 

Table 6.2A), a strain:temperature interaction term (M5 vs. M3: χ2=5.84, 6 d.f., P= 0.44; 

Table 6.2A) and a strain:generation term (M6 vs. M3: χ2=7.99, 6 d.f., P= 0.24; Table 6.2A) 

did not improve the model. However, the inclusion of a three-way interaction term 

between temperature, generation and strain (in addition to the corresponding main effects) 

significantly improved the model (M7 vs. M3: χ2=37.82, 18 d.f , P<0.01; Table 6.2A). This 

suggested that after the selection experiment, although the three strains showed a similar 

pattern in response to temperature, the precise changes over the selection experiment and 

their response to each temperature were relatively different. For instance, MY and HYB 
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strain cultured in a fluctuating environment exhibited relatively low LE at 25 °C compared 

to JU; while at other temperatures, the reverse was true. Regarding the variance 

components, the analysis suggested that neither of the random effects (strain, generation or 

temperature) had a significant effect in the model (AIC M7 < AIC M8, M9 and M10; 

Table 6.2A). The final model contained the fixed effects of temperature, generation, strain, 

and a three-way interaction between them and a random effect to describe the hierarchical 

structure in the data (Model M7, Table 6.3A, Figure 6.2). 

 

Figure 6.2.  Life expectancy of C. remanei in response to temperature. Lines represent the plasticity 

replicates of each strain (MY, HYB and JU) cultured under two environmental regimes (CO and FL) 

at to generation (F1 and F50).
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 Model Syntax AIC logLik Df 
A. LE     
 M0   1 + (1| replicateklmn)  4185.6 -2089.8 3 
 M1   Temperaturek + (1|replicateklmn)  4180.0 -2085.0 5 
 M2   Temperaturek + Generationl + (1| replicateklmn)  4045.2 -2015.6 7 
 M3  Temperaturek + Generationl + Temperaturek: Generationl +(1| replicateklmn)  3938.2 -1958.1 11 
 M4  Temperaturek + Generationl + Temperaturek: Generationl + Strainm  + (1| replicateklmn)  3941.9 -1957.9 13 
 M5 Temperaturek + Generationl + Temperaturek: Generationl + Strainm  + Temperaturek: Strainm  + 

(1| replicateklmn)  
3944.4 -1955.2 17 

 M6 Temperaturek + Generationl + Temperaturek: Generationl + Strainm  + Generation: Strainm  + 
(1| replicateklmn)  

3942.2 -1954.1 17 

 M7 Temperaturek * Generationl * Strainm  + (1| replicateklmn) 3936.4 -1939.2 29 
 M8 Temperaturek * Generationl * Strainm  + (strain| replicateklmn) 3946.4 -1939.2 34 
 M9 Temperaturek * Generationl * Strainm  + (generation| replicateklmn) 3946.4 -1939.2 34 
 M10 Temperaturek * Generationl * Strainm  + (temperature| replicateklmn) 3946.4 -1939.2 34 
B. LF     
 M0   1 + (1| replicateklmn) 8408.0 -4200.0 4 
 M1   Temperaturek + (1| replicateklmn) 8410.0 -4200.0 5 
 M2   Temperaturek + Generationl + (1| replicateklmn) 8453.8 -4223.9 3 

 M3  Temperaturek + Generationl + Temperaturek:Generationl +(1| replicateklmn) 8329.9 -4159.9 5 
 M4  Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + (1| replicateklmn) 8323.2 -4154.6 7 
 M5 Temperaturek + Generationl + Temperaturek:Generationl + Strainn  + Temperaturel: Strainm  + 

(1| replicateklmn) 
8273.5 -4125.8 11 

 M6 Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + Temperaturek: Strainm  + 
Generationl: Strainm  + (1| replicateklmn) 

8247.9 -4111.0 13 

 M7 Temperaturek * Generationl * Strainm  + (1| replicateklmn) 8218.1 -4092.1 17 
 M8 Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + Temperaturek: Strainm  + 

Generationl: Strainm  + (strain| replicateklmn) 
8214.1 -4086.0 21 

 M9 Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + Temperaturel: Strainm  + 
Generationl:Strainm  + (generation| replicateklmn) 

8221.5 -4081.8 29 

 M10 Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + Temperaturek: 
Strainm  + Generationl: Strainm  + (temperature| replicateklmn) 

8212.3 -4080.2 26 

C.  mx     
 M0  Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + Temperaturek:Strainm  + 

Generationl:Strainm  + (1|indklmnoi) 
63317  -31637  21  

 M1  Agei + Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + 
Temperaturek:Strainm  + Generationl:Strainm  + (1|indklmnoi) 

61187  -30565  29  

 M2 Agei * Temperaturek + Temperaturek + Generationl + Temperaturek:Generationl + Strainm  + 
Temperaturek:Strainm  + Generationl:Strainm  + (1|indklmnoi) 

59474  -29692  45  

 M3 Agei * Temperaturek + Agei * Generationl + Temperaturek + Generationl + 
Temperaturek:Generationl + Strainm +Temperaturek:Strainm  + Generationl:Strainm  + 
(1|indponml) 

59349  -29614  61  

 M4  Agei * Temperaturek + Agei * Generationl + Agei * Strainm  + Temperaturek + Generationl + 
Temperaturek: Generationl + Strainm  + Temperaturek: Strainm  + Generationl:Strainm  +  
(1|indklmnoi) 

59251  -29548  77  

 M5 Agei * Temperaturek + Agei * Generationl + Agei * Strainm  + Agei: Temperaturek:Generationl 
+ Temperaturek: Strainm  + Generationl: Strainm  + (1|indklmnoi) 

58650 -29216 109  

 M6  Agei * Temperaturek + Agei * Generationl + Agei * Strainm  + Agei: Temperaturek:Generationl 
+ Agei:Temperaturek: Strainm  + Generationl: Strainm  + (1|indklmnoi) 

58499 -29109 141  

 M7 Agei * Temperaturek + Agei * Generationl + Agei * Strainm  + Agei: Temperaturek: Generationl 
+ Agei:Temperaturek: Strainm  + Agei: Generationl: Strainm  + (1|indklmnoi) 

58415 -29034 173  

 M8  Agei * Temperaturek + Agei * Generationl + Agei * Strainm  + Agei: Temperaturek: 
Generationl + Agei: Temperaturek: Strainm  + Agei: Generationl: Strainm  + (age|indklmnoi) 

38275 -18920  217  

Table 6.2. AIC and log likelihood (logLik) values for models to describe the plasticity of life history after the selection 

experiment. Bold letters represent the preferred model. Random variables are included within brackets. The symbol “:” 

denotes an interaction and “*” denotes an interaction plus the corresponding main terms. 
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Figure 6.3.  As figure 2, but showing the lifetime fecundity of females of C. remanei.  

6.4.1.2 Life fecundity (LF)  

The total number of offspring produced by a female varied across temperatures (M1 vs. 

M0: χ2= 9.62, 2 d.f., P<0.001; Table 6.2B). For instance, fecundity at 5 and 25 ° C was 

lower compared to that observed at 15 ° C (Figure 6.3). After the selection experiment, the 

LF of worms from each regime was different (M2 vs. M1: χ2= 138.80, 2 d.f., P<0.001; 

Table 6.2B); worms growing in a fluctuating regime exhibited lower LF at the beginning 
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of the experiment compared to worms in a constant regime. Moreover, the effect of the 

regime was not the same across temperatures (M3 vs. M2: χ2= 115.01, 4 d.f., P<0.001; 

Table 6.2B).  For instance, worms from a fluctuating regime assayed at 15 ° C exhibited 

lower LF compared to worms in a constant regime. However, worms from the fluctuating 

regime assayed at either 5 or 25 ° C did not exhibit lower LF compared to their 

counterparts from a constant regime. In addition, the analysis suggested that strains did not 

vary in their average LF (M4 vs. M3: χ2= 0.32, 2 d.f., P=0.85; Table 6.2B), in their 

response across temperatures (M5 vs. M4: χ2= 5.84, 6 d.f., P=0.44; Table 6.2B) or 

between generations (M6 vs. M5: χ2 = 7.99, 6 d.f., P=0.24; Table 6.2B). However, a model 

including a three-way interaction term between temperature, generation and strain (in 

addition with their main terms) had a significant effect in the model (M7 vs. M6: χ2 = 

37.82, 18 d.f., P<0.01; Table 6.2B). Regarding the variance components, the analysis 

suggested a model containing a variance term for each strain (M8 vs. M7: χ2= 0.03, 5 d.f., 

P>0.05; Table 6.2B) or for each generation (M9 vs. M7: χ2= 1.16e-06, 5 d.f., P>0.05; 

Table 6.2B) was not preferred. However, a model allowing for a variance term for each 

temperature showed a significant improvement (M10 vs. M7: χ2 = 33.36, 9 d.f., P<0.001; 

Table 6.2B); the variance at 15 ° C was larger compared to the variance at extreme 

temperatures. Thus the final model included the fixed terms of temperature, generation, 

strain, the temperature-generation interaction, strain, temperature-strain interaction, and 

generation-strain interaction, and a random effect to describe the variance for each 

temperature (Model M10, Table 6.3B, Figure 6.3). 

Model Parameter Estimate Std. Error t value 
A. M7 LE    
 Fixed effects:    
 (Intercept)                          22.24 0.86 25.98 
 Temperature15                    -0.96 1.21 -0.79 
 Temperature25                     -9.28 1.21 -7.67 
 GenerationF50_C                 -16.80 1.21 -13.88 
 GenerationF50_F                  -14.00 1.21 -11.57 
 StrainHYB                               -3.24 1.21 -2.68 
 StrainMY                                 -0.12 1.21 -0.10 
 Temperature15:GenerationF50_CO     8.32 1.71 4.86 
 Temperature25:GenerationF50_CO     14.48 1.71 8.46 
 Temperature15:GenerationF50_FL     0.96 1.71 0.56 
 Temperature25:GenerationF50_FL      8.40 1.71 4.91 
 Temperature15:StrainHYB                    0.56 1.71 0.33 
 Temperature25:StrainHYB                   6.28 1.71 3.67 
 Temperature15:StrainMY                    -4.72 1.71 -2.76 
 Temperature25:StrainMY                    1.24 1.71 0.72 
 GenerationF50_CO:StrainHYB              4.44 1.71 2.59 
 GenerationF50_FL:StrainHYB               2.80 1.71 1.64 
 GenerationF50_CO:StrainMY                0.92 1.71 0.54 
 GenerationF50_FL:StrainMY                 1.20 1.71 0.70 
 Temperature15:GenerationF50_CO:StrainHYB   -0.08 2.42 -0.03 
 Temperature25:GenerationF50_CO:StrainHYB   -7.52 2.42 -3.11 
 Temperature15:GenerationF50_FL:StrainHYB   -0.36 2.42 -0.15 
 Temperature25:GenerationF50_FL:StrainHYB   -6.80 2.42 -2.81 
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 Temperature15:GenerationF50_CO:StrainMY   5.60 2.42 2.31 
 Temperature25:GenerationF50_CO:StrainMY   -2.20 2.42 -0.91 
 Temperature15:GenerationF50_FL:StrainMY   4.68 2.42 1.93 
 Temperature25:GenerationF50_FL:StrainMY   -2.64 2.42 -1.09 
 Random effects:    
 Groups  Name        Variance  Std.Dev.  
 replicate   (Intercept)   0.000   0.0000   0 
 Residual      18.318   4.2799   100 
B. M10 LF    
 Fixed effects:                                 
 (Intercept)              46.83 16.31 2.87 
 Temperature15       260.87 32.63 8.00 
 Temperature25        136.59 19.78 6.91 
 GenerationF50_C     -22.97 21.12 -1.09 
 GenerationF50_F       10.99 21.12 0.52 
 StrainHYB                  -37.07 21.12 -1.76 
 StrainMY                     4.53 21.12 0.22 
 Temperature15:GenerationF50_CO   16.61 35.75 0.47 
 Temperature25:GenerationF50_CO   -92.33 21.67 -4.26 
 Temperature15:GenerationF50_FL  -245.05 35.75 -6.86 
 Temperature25:GenerationF50_FL  -125.39 21.67 -5.79 
 Temperature15:StrainHYB         111.57 35.75 3.12 
 Temperature25:StrainHYB         -4.40 21.67 -0.20 
 Temperature15:StrainMY         169.47 35.75 4.74 
 Temperature25:StrainMY          9.76 21.67 0.45 
 GenerationF50_C:StrainHYB      33.73 25.16 1.34 
 GenerationF50_F:StrainHYB      99.53 25.16 3.96 
 GenerationF50_C:StrainMY      -1.25 25.16 -0.05 
 GenerationF50_F:StrainMY       47.47 25.16 1.89 
 Random effects:       
 Groups  Name           Variance  Std.Dev.   
  replicate  temperature5  0.00 0.00 0.00 
                 temperature15  6060.20 77.85 40.77 
                 temperature25 0.00 0.00 0.00 
  Residual  8804.90 93.83 59.23 

Table 6.3. Summary of models describing changes in plasticity of A) life expectancy and B) lifetime 

fecundity after the selection experiment. Model syntax and AIC values can be seen in Table 6.2.    

6.4.1.3 Age-specific fecundity (mx) 

The number of offspring produced by a female declined over time (M1 vs. M0: χ2 = 

2145.30, 8 d.f., P<0.001; Table 6.2C). Females were more fecund between age 0 and 6 

days, with a rapid decline thereafter (Figure 6.4). The analysis suggested a significant 

interaction between age and temperature (M2 vs. M1: χ2 = 1745.20, 16 d.f., P<0.001; 

Table 6.2C), suggesting that extreme temperatures decreased early fecundity. Moreover, 5 

°C was more detrimental compared to 25 °C. Similar to the lifetime fecundity analysis, 

worms selected for a fluctuating environment displayed lower age-specific fecundity 

compared to worms in the constant environment (M3 vs. M2: χ2 = 157.23, 16 d.f., 

P<0.001; Table 6.2C), and MY produced relatively more offspring at age 0 and 2 (M4: vs. 

M3: χ2 = 130.40, 16 d.f., P<0.001; Table 6.2C). In addition, I found that the inclusion of a 

three-way interaction between age, temperature and regime further improved the model 

(M5 vs. M4: χ2 = 664.74, 32 d.f., P<0.001; Table 6.2C); suggesting that despite worms 
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from the fluctuating environment having lower age-specific fecundity at 15 °C compared 

to worms selected in a constant environment, worms from the fluctuating environment 

exhibited higher fecundity at age 0 and 2 at extreme temperatures than their counterparts 

from the constant environment (Figure 6.4). Further analysis suggested a significant 

interaction of strain and both: the age-temperature interaction (M6 vs. M5: χ2 = 214.41, 32 

d.f., P<0.001; Table 6.2C) and the age-regime interaction (M7 vs. M6: χ2 = 148.76, 32 d.f., 

P<0.001; Table 6.2C). These findings suggested that MY exhibited higher early fecundity 

mainly at 15 °C. However, the differences between strains were small at extreme 

temperatures. Moreover, MY worms at the beginning of the experiment and selected for 

the constant environment had higher early fecundity compared to their counterparts. 

However, these differences were not large in the fluctuating environment. Finally, 

regarding the variance component, I found a high age-specific variance between 

individuals (M8 vs. M7: χ2 = 20228.00, 44 d.f., P<0.001; Table 6.2C). The between-

individual variance was large during their early life (between age 0 and 4), later the 

variance between individuals decreases rapidly. The preferred model included the fixed 

terms of age, temperature, regime, strain, and a two-way interaction term between age and 

temperature, regime and strain, in addition with three three-way interactions: age- 

temperature-regime, and age-temperature-strain and age-regime-strain, and a random effect 

describing the age-specific variance (Model M8 Table 6.2C and Appendix II; Figure 6.4).  
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Figure 6.4.  Age-specific fecundity (mx) of females of C. remanei in relation to temperature (5, 15 and 25 °C).  ASF is represented at generation F1 and at F50 in each environment 

(CO and FL). Strains (MY, HYB and JU) are represented by rows and the treatments as columns.  
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6.4.2 Cost of plasticity  

I was interested in describing whether populations’ past history (selection in a constant or a 

fluctuating regime) affected population response to the translocation. For the control 

groups (constant to constant and fluctuating to fluctuating), I did not detect changes in LE 

or LF between generation F50 and F51 (F4,145 = 0.29, P=0.88);. Therefore, for all traits, the 

analysis was restricted to the transposition between treatments (i.e. constant to fluctuating 

and fluctuating to constant). 

 

6.4.2.1 Life expectancy (LE)  

In both regimes, individuals showed changes in life expectancy after the translocation 

(Figure 6.5). However, the response to the translocation varied between regimes (M1 vs. 

M0: χ2 = 240.51, 5 d.f., P<0.001; Table 6.4A); worms moved from a constant to a 

fluctuating environment showed a significant decline in LE, while worms moved from a 

fluctuating to a constant environment showed a relative increase in LE. Moreover, although 

the average LE was similar across strains (M2 vs. M1: χ
2 = 0.41, 2 d.f., P=0.81; Table 

6.4A), the relative response to the translocation was different between strains (M3 vs. M1: 

χ
2 = 36.82, 12 d.f., P<0.001; Table 6.4A). For instance, HYB worms selected to grow in a 

constant environment, and transposed to a fluctuating environment had the largest 

reduction in the number of days lived compared to the other strains; while MY worms 

selected to grow in a fluctuating environment had the lowest LE after the translocation 

from a fluctuating to a constant environment. Regarding the variance components, 

including a random term to describe the replicate variance between treatments (M4 vs. M3: 

χ
2= 4.92, 20 d.f., P>0.5; Table 6.4A), or strains (M5 vs. M3: χ2= 5.82, 35 d.f., P>0.5; Table 

6.4A) did not significantly improve the model. Thus, the final model included the 

following fixed terms: treatment, strain and the interaction between them; and a random 

term to describe the hierarchical structure of the data (M3, Table 6.5A, Figure 6.5).   
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 Model Syntax     AIC  logLik     Df 
A. LE     
 M0   1 + (1| replicatejmn)  2582.6 -1288.3 3 
 M1   Treatmentj + (1|replicatejmn)  2352.1 -1168.1 8 
 M2  Treatmentj + Strainm + (1| replicatejmn)  2355.7 -1167.8 10 
 M3  Treatmentj * Strainm + (1| replicatejmn)  2339.3 -1149.7 20 
 M4  Treatmentj * Strainm + (treatment| replicatejmn)  2376.9 -1148.5 40 
 M5  Treatmentj * Strainm + (strain| replicatejmn)  2349.3 -1149.7 25 
B. LF     
 M0   1 + (1| replicatejmn)  5677.3 -2835.6 3 
 M1   Treatmentj + (1| replicatejmn)  5532.2 -2758.1 8 
 M2  Treatmentj + Strainm + (1| replicatejmn)  5510.7 -2745.4 10 
 M3  Treatmentj * Strainm + (1| replicatejmn)  5493.5 -2726.7 20 
 M4  Treatmentj * Strainm + (treatment | replicatejmn)  5492.2 -2706.1 40 
 M5  Treatmentj * Strainm + (strain | replicatejmn) 5494.0 -2722.0 25 
C. mx     
 M1 Treatmentj + Strainm + (1 | indjmnoi) 42750 -21365 10 
 M2 Agei + Treatmentj + Strainm + (1 | indjmnoi) 41333 -20648 18 
 M3 Agei * Treatmentj + Strainm + (1 | indjmnoi) 39365 -19625 58 
 M4 Agei * Treatmentj + Strainm + Agei: Strainm + (1 | indjmnoi) 39189 -19520 74 
 M5 Agei * Treatmentj * Strainm + (1 | indjmnoi) 38877 -19274 164 
 M6 Agei * Treatment j * Strainm + (age | indjmnoi) 28003 -13793 208 

Table 6.4. As in Table 6.2, but describing the models after the translocation. 
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Figure 6.5.  Life expectancy of C. remanei cultured under two environmental regimes (CO and FL) and 

after the translocation. Lines represent the plasticity of replicates of each strain (MY, HYB and JU) at 

three generation (F1, F50 and F51). 
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6.4.2.2 Lifetime fecundity (LF)  

Populations’ history affected the response to translocation (M1 vs. M0: χ2 = 155.10, 5 d.f., 

P<0.001; Table 6.4B).  Worms from the fluctuating regime showed an increase in 

fecundity after being moved to a constant environment, while worms from a constant 

regime exhibited a reduction in a fluctuating environment (Figure 6). In addition, and in 

agreement with previous analysis (see Plasticity section), the average LF was different 

between strains (M2 vs. M1: χ2 = 25.42, 2 d.f., P<0.001; Table 6.4B) as was their response 

to the translocation (M3 vs. M2: χ2 = 37.27, 10 d.f., P<0.001; Table 6.4B). For instance, 

only MY worms in a constant regime showed a relative increase in fecundity after the 

selection experiment (Figure 6.6). All the strains in a constant regime showed a reduction 

in fecundity after the translocation, though JU worms produced lower number of offspring 

compared to the other strains; and although all strains cultured in a fluctuating regime 

showed an increase in fecundity after the translocation to a constant environment, worms 

from MY produced more offspring compared to the other stains (Figure 6.6). Regarding 

the variance components, the analysis suggested that including a variance term to represent 

the varying replicate deviations from the mean between treatments had a significant effect 

in the model (M4 vs. M3: χ2= 41.23, 20 d.f., P<0.01; Table 6.4B). For instance, the 

deviation from the population mean was larger in worms coming from a constant regime 

compared to worms from a fluctuating regime (Table 6.5A). The final model contained a 

fixed effect for treatment, strain, and a strain:temperature interaction term; and a random 

effect to describe the deviance for each treatment (Table 6.5A, Figure 6.6). 

 

Model Parameter Estimate Std. Error t value 
A. LE    
 Fixed effects:    
 (Intercept)       21.28 0.62 34.17 
 TreatmentCO:F50     -8.48 0.88 -9.63 
 TreatmentCO:F51      -17.20 0.88 -19.53 
 TreatmentFL:F1          -4.32 0.88 -4.91 
 TreatmentFL:F50         -14.56 0.88 -16.53 
 TreatmentFL:F51          -12.48 0.88 -14.17 
 StrainHYB             -2.68 0.88 -3.04 
 StrainMY              -4.84 0.88 -5.50 
 TreatmentCO:F50:StrainHYB  4.36 1.25 3.50 
 TreatmentCO:F51:StrainHYB  2.60 1.25 2.09 
 TreatmentFL:F1:StrainHYB    3.56 1.25 2.86 
 TreatmentFL:F50:StrainHYB  2.44 1.25 1.96 
 TreatmentFL:F51:StrainHYB  2.68 1.25 2.15 
 TreatmentCO:F50:StrainMY  6.52 1.25 5.23 
 TreatmentCO:F51:StrainMY  5.24 1.25 4.21 
 TreatmentFL:F1:StrainMY     6.04 1.25 4.85 
 TreatmentFL:F50:StrainMY   5.32 1.25 4.27 
 TreatmentFL:F51:StrainMY   4.52 1.25 3.63 
 Random effects:       
 Groups   Name        Variance Std.Dev.   
  replicate    (Intercept) 0.00 0.00 0.00 
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  Residual              9.70 3.11 100.00 
B. LF       
 Fixed effects:             Estimate Std. Error t value 
 (Intercept)      311.32 41.08 7.58 
 TreatmentCO:F50    -48.44 53.59 -0.90 
 TreatmentCO:F51     -304.56 45.22 -6.74 
 TreatmentFL:F1         -284.52 45.22 -6.29 
 TreatmentFL:F50        -266.88 45.22 -5.90 
 TreatmentFL:F51         -203.96 45.22 -4.51 
 StrainHYB            46.32 58.10 0.80 
 StrainMY              191.32 58.10 3.29 
 TreatmentCO:F50:StrainHYB  147.48 75.78 1.95 
 TreatmentCO:F51:StrainHYB  2.52 63.95 0.04 
 TreatmentFL:F1:StrainHYB     -36.96 63.95 -0.58 
 TreatmentFL:F50:StrainHYB   -58.64 63.95 -0.92 
 TreatmentFL:F51:StrainHYB   -41.00 63.95 -0.64 
 TreatmentCO:F50:StrainMY   11.24 75.78 0.15 
 TreatmentCO:F51:StrainMY   -166.84 63.95 -2.61 
 TreatmentFL:F1:StrainMY     -146.48 63.95 -2.29 
 TreatmentFL:F50:StrainMY   -171.32 63.95 -2.68 
 TreatmentFL:F51:StrainMY    -135.88 63.95 -2.13 
 Random effects       
 Groups   Name        Variance   Std.Dev.   
  replicate  treatmentCO:F1 6650.40 81.55 33.73 
 treatmentCO:F50 4133.50 64.29 20.96 
 treatmentCO:F51  0.00 0.00 0.00 
 treatmentFL:F1   0.00 0.00 0.00 
 treatmentFL:F50  0.00 0.00 0.00 
 treatmentFL:F51 0.00 0.00 0.00 
  Residual             8934.20 94.52 45.31 
 

Table 6.5. . Summary of models describing the effect of the translocation on A) life expectancy and B) 

lifetime fecundity. Model syntax and AIC values can be seen in Table 6.4.    
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Figure 6.6.  As figure 4, but showing the lifetime fecundity of C. remanei. 

6.4.2.3 Age-specific fecundity (mx)  

The starting model was the most parsimonious model describing lifetime fecundity (Table 

6.4C). Similar to the previous results of the plasticity of mx, females are mainly fecund at 

early ages (M2 vs. M1: χ2= 1433.0, 8 d.f., P<0.001; Table 6.4C; Figure 7). The inclusion of 

an interaction between age and treatment improved the model (M3 vs. M2: χ2= 2047.9, 40 

d.f., P<0.001; Table 6.4C), thus suggesting that the transposition had a significant effect on 

female age-specific fecundity. For instance, worms selected for a constant environment 

increase their early fecundity from generation F1 to F50, but when these worms were 

moved to a fluctuating environment their early fecundity was significantly reduced, 
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moreover, it was lower than the age-specific fecundity in a fluctuating environment at the 

beginning of the experiment (Figure 6.7). Conversely, worms selected for a fluctuating 

environment, increased their early fecundity between generation F1 and F50, moreover, 

when moved to a constant environment, their fecundity was higher than in a fluctuating 

environment, but still lower compared to worms in a constant environment (either at 

generation F1 and F50). A further addition of the interaction term between age and strain 

improved the model (M4 vs. M3: χ2= 208.08, 16 d.f., P<0.001; Table 6.4C). This suggests 

that MY exhibited a higher age-specific fecundity compared to the other strains. The 

inclusion of a three-way interaction between age, treatment and strain further improved the 

model (M5 vs. M4: χ2= 492.17, 90 d.f., P<0.001; Table 6.4C), suggesting that increased 

MY productivity during the early life of a female was most significant at the beginning of 

the experiment in the constant environment.  

Regarding the variance components, the inclusion of the random term to describe 

the age-specific variance between individuals led to a significant improvement in the 

model (M6 vs. M5: χ2= 10962, 44 d.f., P<0.001; Table 6.4C) suggesting higher individual 

variation at age 0, 2, and 4. Thus, the final model contained the terms of age, strain, 

treatment, the three-way interaction between them, and an age-specific random term 

representing the between-individual variation (Model M6 in Table 6.4C and Appendix III; 

Figure 6.7).  



151 

 
Figure 6.7.  Age-specific fecundity (mx) of females of C. remanei before and after the transposition experiment.  mx is represented at generation F1 and F50 in each 

environment (CO and FL) and after the transposition (F51) into the opposite environment (e.g. F51CO corresponds to worms from a constant environment moved 

to a fluctuating environment). Strains (MY, HYB and JU) are represented by rows and the treatments as columns.
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6.5 Discussion 

 Despite numerous studies describing the effects of environmental conditions on 

species and populations’ life history, our understanding of the mechanisms enabling 

adaptations to changeable environments is incomplete (Scheiner and Yampolsky, 1998; 

Roff, 2002). Phenotypic plasticity is clearly an important attribute in tracking 

environmental change (Via et al., 1995; Pigliucci, 2000). However, there is little empirical 

evidence describing 1) the extent to which fluctuating environments result in selection for 

plasticity and 2) whether increasing plasticity comes with associated costs in the absence 

of environmental fluctuation. In this study, I addressed the first issue by examining the 

level of plasticity of populations of C. remanei following selection in constant and 

predictably-fluctuating environment for 50 generations. I found that worms cultured in a 

fluctuating environment showed an increase in phenotypic plasticity (measured as thermal 

tolerance) across temperatures compared with worms selected for a constant environment. 

For instance, at extreme temperatures such as 5 ºC, the fecundity of JU worms selected for 

the fluctuating environment was 243% greater than the fecundity of worms at the 

beginning of the experiment at the same temperature. Conversely, the fecundity of JU 

worms selected for the constant environment was 24% less than the fecundity at the 

beginning of the experiment at 5 ºC. For survival, JU worms from a fluctuating 

environment showed an increase of 49% in life expectancy at 5 ºC, while worms from the 

constant environment displayed a decrease of 76% compared to worms before the selection 

experiment. Although the relative increase/decrease of each fitness component was 

different across strains, the pattern was similar when assayed under laboratory conditions. 

These results suggest that predictably-fluctuating temperatures selected for plasticity. In 

addition, despite the increased thermal tolerance across temperatures, when worms selected 

for higher levels of plasticity were moved back to a constant environment, they showed a 

significant decline in fitness components compared to their counterparts at the beginning of 

the experiment in a constant environment; JU, MY and HY exhibited a 66, 68 and 68% 

decline in lifetime fecundity; while the life expectancy reduction was 68, 61 and 63%, 

respectively. Thus, it is possible that the energy allocated for the production and 

maintenance of the genetic and physiological machinery for increased plasticity could have 

resulted in a reduction of energy for other physiological processes such as survival and 

reproduction. Therefore, suggesting that increased plasticity does incur a fitness cost when 

living in a constant intermediate environment. 
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Theoretically, frequent fluctuation in environments occurring within the lifetime of 

individuals might be expected to select for plasticity (Roff, 2002). If there are cues that 

give information on the state of the present and future environment, we could expect that 

genotypes will evolve means of using such cues to develop or display the optimal trait or 

behaviour (Roff, 2002). In the current study, temperature was changing every 12 hours and 

individuals were therefore experiencing each 5 and 25 °C temperature at least three times 

over the course of their lifetime. This predictable environment potentially acted to select 

for plastic mechanism (including physiological and behavioural changes) and resulted in a 

change of the reaction norms. Previous studies on multi-cellular organisms have not shown 

a change in reaction norms as a consequence of prolonged exposure to fluctuating 

conditions.  For instance, Scheiner and Yampolsky (1998) found that populations of 

Daphnia increased their population growth rate after 10 (parthenogenetic) generations in 

predictably-fluctuating temperatures. However, despite the adaptation to fluctuating 

environments, populations did not show significant changes in their reaction norms 

compared to populations maintained in a constant temperature (Scheiner and Yampolsky, 

1998).  

The evolution of the reaction norms has been documented under laboratory 

conditions (Scheiner and Berrigan, 1998; Buckling et al., 2007; Hughes et al., 2007). 

Previous research has documented the evolution of the reaction norm mainly in unicellular 

organism as a consequence of manipulating the growing media quality, e.g. absence of 

particular enzymes (Buckling et al., 2006), or a change in its pH (Hughes et al., 2007). For 

instance, a recent study cultured populations of E. coli under predictable and randomly 

fluctuating pH conditions (Hughes et al., 2007). Similar to the results in the current study, 

they found that both populations were characterised by an increase in tolerance to variable 

pH environments (Hughes et al., 2007). However, contrary to the findings of the current 

study, none of the populations showed any apparent cost, therefore suggesting that 

populations became both “the jack and the master of many trades” (Hughes et al., 2007). 

Increased plasticity is expected to incur a cost on theoretical grounds (DeWitt et al., 

1998). However, studies more commonly report a lack of cost (Scheiner and Berrigan, 

1998; Buckling et al 2006) which may reflect our limited ability to determine which traits 

contribute to fitness and/or in what environments plasticity is costly, rather than a real lack 

of such cost  (e.g. DeWitt et al. 1998; Steinger et al., 2003; Pigliucci, 2005). For several 

organisms, the tolerance to stressful temperatures is linked to an increase in heat-shock 

proteins and changes in the membrane phospholipids (Feder and Hofmann, 1999; 

Hoffmann et al., 2003; Rea et al., 2005; Murray et al., 2007). It has been suggested that an 
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increase in number, and possible expression and regulation, of heat-shock proteins has 

potential cost (Krebs and Feder, 1997). Plasticity (measured by increased thermal 

tolerance) in C. remanei could be linked to a similar physiological mechanisms with 

similar associated costs.  

In plants, the cost of plasticity has been recently documented (Bell and Galloway 

2008). Plastic populations of an annual plant (Geranium carolinianum), which have 

previously experienced low levels of light, are better at avoiding shaded areas by internode 

elongation than plants that come from areas with higher levels of light (Bell and Galloway, 

2008). However, increased internode elongation ability comes at a cost as it is negatively 

related to the number of fruits produced (Bell and Galloway, 2008). The demonstrable cost 

of plasticity, therefore, is likely to vary depending of populations’ life history and previous 

environmental conditions. For C. remanei, although the actual mechanism involved in the 

increased levels of plasticity (i.e. tolerance) is unknown, it the results suggest that 

populations adapted to the fluctuating environment and this adaptation incurred a cost. 

6.5.1 Conclusions 

Understanding developmental and physiological mechanisms of the plastic response are 

important to understanding the evolution of plasticity. In this study the levels of plasticity 

in C. remanei were linked to populations’ previous environmental history, demonstrating 

that fluctuating environments can select for high levels of plasticity compared to constant 

environments. Moreover, increased levels of plasticity can have a fitness cost if the 

environment is not fluctuating. Further research should focus on the mechanisms 

underlying the increased plasticity in C. remanei. Although the increased plasticity 

resulting from selection suggests that there are at least some genes linked with plasticity, 

we know little about those genes.  
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7 General Discussion 
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Biotic and abiotic factors can produce numerous responses in organisms’ behaviour and 

physiology. Exposure to low temperatures in humans, for instance, can trigger behavioural 

changes such as seeking extra clothing or shelter, reduced motility and physiological 

changes such as reduction in sweat produced, or increase in transferred blood from the skin 

towards the core body. Similarly, invertebrates such as nematodes exposed to low 

temperatures can change their behaviour and migrate to their preferred temperature 

(Hedgecock and Russell, 1975) and have physiological changes which lead to an increase 

in body fat (Murray et al., 2007). Conversely, when both humans and nematodes are 

exposed to warmer conditions, they can produce opposite and reversible changes in their 

behaviour and physiology. Although the mechanisms between species can differ 

considerably, environmentally-dependent traits are universally present across nature.  

The development and increased availability of molecular techniques to study the 

mechanisms behind organisms’ responses has significantly increased over the second half 

of the 20th century (Pigliucci 2003). One of the most remarkable findings in this era of 

genomes, molecular markers, and microsatellites is that organisms’ phenotypes are not just 

a fixed product of their genes, but are also constantly changing and following the natural 

world. This result has led to a rapid development of ideas about phenotypic plasticity. At 

least three ideas are generally agreed among the scientific community: plastic strategies are 

ubiquitous across taxa, numerous phenotypic traits have a genetic basis, and various plastic 

traits are to some extent adaptive. These topics have been extensively covered — both 

theoretically and empirically —  in recent books and reviews (West-Eberhard 2003, 

DeWitt and Scheiner, 2004). One question has been frequently identified as the most 

controversial and puzzling: what limits the evolution of adaptive plasticity (Callahan et al. 

2008). In this work, I developed a laboratory experiment to approach this question. For this 

general discussion, I briefly describe the scope of plasticity before outlining my main 

results in relation to the current understanding about adaptive phenotypic plasticity and 

discussing areas for future research. 

The concept of phenotypic plasticity embraces the study of environmentally 

dependent traits of a genotype. Phenotypic plasticity can be studied from at least three 

perspectives: describing the distribution of traits (e.g. body size, protein expression, 

paternal care, number of offspring, etc.) of individuals in response to an environmental 

gradient, understanding the mechanism (e.g. its genetic basis) responsible for observed 

phenotypic plasticity across individuals, and understanding what evolutionary forces have 

caused the differential degree of plasticity across individuals. While the first two angles 

have received considerable theoretical and empirical attention, there are few studies 
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illustrating the adaptive evolution of phenotypic plasticity, and the consequences and 

constraints of having different degrees of plasticity.  

Adaptive phenotypic plasticity is considered as a solution to a fluctuating 

environment. For the last 16 years or so, there has been an increasing interest in the study 

of adaptive phenotypic plasticity. Figure 7.1 shows the results after searching for articles 

displaying “Adaptive phenotypic plasticity” in the Title and in the Abstract. Although the 

results can reflect the increase in usage of the concept due to an agreement in semantics 

across different areas of research, it also indicates the increasing idea of a genotype that 

performs optimally, compared to others, across a range of natural environmental 

conditions.  

  

Figure 7.1.  Number of papers published from 1900 to 2009 on Adaptive phenotypic plasticity 

(included in the title, abstract or keywords). Data are from a search using Citation Reports options of 

the Institute for Scientific Information Science Citation Index. Note that the first year in the x axis is 

1993 because no citations were found previous to that date. Sum of the times cited: 1,109. 

Adaptive traits may involve increased biomass allocation in plants under favourable 

temperature conditions compared to low temperatures (e.g. Arabidopsis thaliana, Atkin et 

al., 2006), shade avoidance of plants under low light conditions compared to high light 
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conditions (e.g. Geranium carolinianum, Bell and Galloway, 2008), production of fewer 

and larger offspring by fish in low predation environments compared to high predation 

environments (e.g. Poecilia reticulata, Reznick and Cardenas, 1996; Bashey, 2006), 

construction of nests on higher grounds by birds experiencing higher predation risk 

compared to ground nesting birds (e.g. Vermivora celata, Peluc et al., 2008), increased 

male mate choice in rams due to high levels of female promiscuity (Soay sheep, Preston et 

al., 2005), production of heat shock proteins to increase thermal tolerance in response to 

high temperature (e.g. Undaria pinnatifida, Henkel and Hofmann, 2008), and arrested 

growth in free-living nematodes under unfavourable environmental conditions compared to 

favourable conditions (e.g. Caenorhabditis elegans, Viney et al., 2003) among others. 

Ultimately, these responsive traits are expected to increase individuals’ performance (i.e. 

fitness components) across environments compared to less plastic individuals (DeWitt and 

Scheiner, 2004).  

Although the theoretical framework behind the concept of adaptive phenotypic 

plasticity, like the adaptive evolution of any other trait, is well established, we understand 

little about the evolution of plasticity. For instance, to what extent an increase in 

environmental variability selects for plasticity, and whether having phenotypic plasticity 

can be costly when the environment is less variable. In this study, I approached these 

questions using a free-living nematode as a model species and selection experiments to 

manipulate the level of response between populations. Specific conclusions from each part 

of my work are discussed in the relevant sections. First, I briefly describe my results in 

relation to the current understanding about adaptive phenotypic plasticity and then discuss 

areas for future research. 

7.1 Phenotypic plasticity 

Part of my work focused on describing how individuals from natural populations 

responded to biotic and abiotic factors under laboratory conditions (Chapter 3 and 4). This 

involved quantifying the distribution of several life-history traits. I found that female C. 

remanei’s performance (measured as fecundity rate) in the laboratory changed in response 

to two factors: the number of males and temperature. Females displayed an optimal 

performance when paired with ca. 7 males and when growing at ca. 17 °C (Chapter 3 and 

4, respectively). An increase or decrease in both factors would result in a reduction in 

female performance.  
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Individual’s performance is expected to be the result of having a particular phenotype as a 

consequence of its genotype and the environmental influence (see Chapter 1Figure 1D). 

Thus, I had a good estimator of the plasticity (i.e. tolerance or response) of natural 

populations of C. remanei to laboratory conditions.  

The results from Chapters 3 and 4 are in agreement with the general view that all 

biological processes are to some extent environmentally dependent (DeWitt and Scheiner, 

2004). A next rational step forward would be to identify what behavioural, morphological, 

physiological and molecular mechanisms lie behind the variation in performance of C. 

remanei females in response to biotic or abiotic factors.  

Within the realm of sexual selection, theory predicts that sexual conflict is partially 

responsible of the antagonistic coevolution of male and female traits (Chapman, 2006; 

Chapter 3). A reduction in female mortality rate could be caused by adaptive male traits 

that increase their reproduction (Chapman, 2006), as well as a consequence of the ability of 

females in displaying traits, such as male avoidance, to counteract males (e.g. C. elegans, 

Kleemann & Basolo, 2007). From a sexual conflict perspective, it would be interesting to 

know what mechanisms are responsible for the limited ability (i.e. low plasticity) of C. 

remanei females to increase their reproduction in the presence of high and low number of 

males.  

Regarding temperature, one example of increased plasticity can be the tolerance to 

stressful temperatures of invertebrates linked to an increase in expression of heat-shock 

proteins and changes in the number of fatty acids in the membrane (Murray et al., 2007; 

Rea et al., 2005; Hoffmann et al., 2003; Feder and Hofmann, 1999). Thus, the observed 

variance in performance between isolates of C. remanei (JU and MY12-G) could be the 

consequence of differential levels of plasticity (e.g. tolerance to stressful conditions) due to 

local adaptations (Chapter 5). Indeed, a recent study on C. elegans showed that there are 

differences in both the levels of phenotypic plasticity and genotype–environment 

interactions (GEI) among isolates (e.g. Gutteling et al., 2007). This study is one of the few 

empirical studies showing the existence of loci displaying environmentally based allelic 

sensitivity (theory reviewed in Via et al., 1995). Quantitative trait loci (QTL) mapping is a 

powerful tool for studying the genetic mechanism of plasticity and GEI (Ungerer et al. 

2003). Studying the genetic sensitivity among C. remanei populations, therefore, should 

incorporate QTL mapping in the future. 
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7.2 Significance of phenotypic plasticity 

The observed plasticity of natural populations of C. remanei, cultured in the lab (Chapter 

4), was however not necessarily adaptive. Before the start of my work, C. remanei 

populations were presumably adapted to their local environmental conditions. However, I 

was interested in comparing individuals with high and low levels of plasticity. Thus, I 

conducted a selection experiment to manipulate the levels of plasticity among populations 

of C. remanei.  

From Chapter 4, it was evident that low and high temperatures in the laboratory 

were restrictive for many individuals from natural populations of C. remanei. Thus, in the 

selection experiment I cultured populations of C. remanei in a fluctuating temperature 

(predictably changing from low to high temperature) that might select for a high plasticity 

and at a constant temperature that might select for lower plasticity (Chapter 5).  

In both regimes I found a response to selection manifest by increased early 

fecundity (Chapter 5). Adaptation was mediated by shifting reproductive schedules 

towards early life since there was no benefit in delaying reproduction. Interestingly, I 

found that after 50 generations of selection in a fluctuating environment, female lifespan 

was reduced by nearly 50%. This suggests that increased early fecundity reduced resources 

available for other biological process, for instance defenses against stress (reviewed by 

Harshman and Zera, 2007).  

These results, however, do not exclude the possibility of a shift due to inadvertent 

selection as a consequence of the maintenance protocols. In both selection regimes, 

populations were transferred approximately once every two generations in order to avoid 

food depletion and diminish negative density-dependant effects. Thus, those worms which 

had delayed reproduction were potentially less favoured. I tried to diminish this by taking a 

random sample of individuals of several ages. Although the inadvertent selection is largely 

unavoidable, populations cultured in both regimes were subjected to identical protocols. 

Similar to the previous section, our understanding of the mechanistic basis of these 

evolutionary adaptations has been limited by a lack of detailed functional information on 

the underlying biological processes. In addition, regarding the potential inadvertent 

selection due to maintenance protocols, this could be partially solved by maintaining 

populations under laboratory conditions designed to be as similar as possible to natural 

conditions. Other studies have been successful in reproducing semi-field systems in the 
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laboratory for model organisms such as malaria-infected mosquitoes (Knols et al., 2002). 

Caenorhabditis’ laboratory protocols have not changed significantly over the 30 years that 

they have been used as a model organism (Brenner, 1974). Thus, it would be beneficial for 

studies interested in using semi-field systems to direct research into the development of 

new media cultures for the maintenance of large populations of nematodes under 

laboratory conditions. 

 

7.3 Cost of high plasticity in a constant environment 

Phenotypic plasticity provides individuals with the means to thrive in a heterogeneous 

environment (DeWitt and Scheiner 2004). However, if the environment is not changing, 

plastic individuals with the machinery to match the environment can be at a disadvantage 

compared individuals that are less plastic (DeWitt and Scheiner 2004). In Chapter 6, I 

presented the results of the main question of this research: Is plasticity costly in a more 

stable environment? First, I showed that individuals from a fluctuating environment 

displayed high phenotypic plasticity measured by their higher tolerance to a wider range of 

temperatures compared to their counterpart in a constant environment. Second, I showed 

that having high plasticity, which was adaptive in a fluctuating environment, incurred a 

high cost when the environment was not fluctuating. Individuals from the population in the 

fluctuating environment moved to a constant temperature after the selection experiment 

displayed a reduction in fitness of ca. 64%. This suggests that having plasticity can be 

costly in environments in which plasticity is not needed.  

Our understanding about the mechanisms of plasticity in life-history traits is 

limited. Two models have been proposed to describe it: regulatory loci that alter gene 

expression in different environments, or loci displaying environmentally based allelic 

sensitivity (Via et al. 1995). Although the genetics of plasticity could lie somewhere in 

between, and these mechanisms need not be mutually exclusive, tools such as QTL 

mapping offer the opportunity to further our understanding. Integrating QTL mapping with 

evolutionary studies could describe not only the genetics of plasticity, but shed light on its 

evolutionary change.  

Research on the evolutionary genetics of plasticity is gathering momentum. 

Choosing a good model species for the selection experiments is again essential. For 

obvious reasons, organisms with short generation time are preferred in evolutionary 
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experiments. Using C. remanei was successful in the current work. During the selection 

experiment populations did not display apparent signs of inbreeding. For instance, C. 

remanei’s reproductive biology (i.e. gonochorism, see Introduction) could have helped to 

reduce the frequency of homozygotes within the population during the course of the 

experiment. Homozygotes are more likely to appear in populations where mating between 

relatives is common, for instance, in the C. elegans system. On the other hand, there is 

evidence of low inbreeding depression in life-history traits of populations of C. elegans 

reared in the laboratory (e.g. Johnson and Wood 1982). However, it is not clear if the same 

would be true in a long term study using C. elegans populations.  

  The use of C. elegans offers several advantages. In addition to the long term history 

of research on this species (Brenner 1974), C. elegans’ reproductive biology is 

advantageous for the use of the isofemale line technique in molecular studies (David et al. 

2005; Parsons and Hosgood 1968; see Discussion Chapter 4). C. elegans hermaphrodites 

can self-fertilise to produce progeny (Hodgkin, 1987). This can make the production of 

iso-hermaphrodite lineages (genetically homogeneous) for quantitative genetics much 

easier (e.g. Dolgin et al., 2008). 

 

7.4  Final thoughts 

The work presented here, along with other research studying how organism respond to 

environmental variability clearly states that phenotypic plasticity is a ubiquitous trait.  

Moreover, it is a trait with the potential to evolve, even under laboratory conditions. The 

evolution of plasticity in the wild can have many ecological consequences, such as the 

reduction in extinction probability of a population, blooming of invasive species, spreading 

diseases, antagonistic co-evolution between and within species, among others. 

Environmental variation caused by natural processes and/or anthropogenic influences can 

act as selective pressures for plasticity. Thus, the study of the evolution of plasticity in the 

wild is another open door for future research.  



163 

List of References 

Abdulrahman M. and Samoiloff M. 1975. Sex-specific aging in the nematode Panagrellus redivivus. 
Canadian Journal of Zoology 53:651–656. 

Ackerly D.D., Dudley S.A., Sultan S.E., Schmitt J., Coleman J.S., Linder C.R., Sandquist D.R., Geber M.A., 
Evans A.S., Dawson T.E. and Lachowicz M.J. 2000. The evolution of plant ecophysiological traits: 
Recent advances and future directions. Bioscience 50:979-995. 

Adondakis S. and Venable, D.L. 2004. Dormancy and germination in a guild of Sonoran Desert annuals. 
Ecology 85:2582–2590. 

Agrawal A.A. 2002. Herbivory and maternal effects: mechanisms and consequences of transgenerational 
induced plant resistance. Ecology 83:3408–3415. 

Agrawal A.A. 2001. Phenotypic plasticity in the interactions and evolution of species. Science 294:321–326. 

Ailion M. and Thomas J.H. 2000. Dauer formation induced by high temperatures in Caenorhabditis elegans. 
Genetics 156:1047-1067. 

Altwegg R., Schaub M. and Roulin A. 2007. Age-specific fitness components and their temporal variation in 
the barn owl. American Naturalist 169:47-61. 

Altwegg, R. , Dummermuth S., Anholt B.R. and Flatt T. 2005. Winter weather affects asp viper Vipera aspis 
population dynamics through susceptible juveniles, Oikos 110:55–66. 

Arnold M. 1997. Natural hybridization and evolution. New York, NY, USA: Oxford University Press. 

Atkin O.K., Borland A.M. and Hodge A. 2006. Phenotypic plasticity and the changing environment - 
Preface. Journal of Experimental Botany 57:IV. 

Ayyadevara S., Ayyadevara R., Vertino A., Galecki A., Thaden J. J., and Reis R. J. S.. 2003. Genetic loci 
modulating fitness and life span in Caenorhabditis elegans: Categorical trait interval mapping in 
CL2a X Bergerac-BO recombinant-inbred worms. Genetics 163:557-570. 

Baird S. E. 2002. Haldane's rule by sexual transformation in Caenorhabditis. Genetics 161:1349-1353. 

Baird S. E. 1999. Natural and experimental associations of Caenorhabditis remanei with Trachelipus rathkii 
and other terrestrial isopods. Nematology 1:471-475. 

Baird S.E., Fitch D.H.A. and Emmons S.W. 1994. Caenorhabditis-Vulgaris Sp-N Nematoda, Rhabditidae) - 
A Necromenic Associate of Pill Bugs and Snails. Nematologica 40:1-11. 

Barker D.M. 1994. Copulatory plugs and paternity assurance in the nematode Caenorhabditis-elegans. 
Animal Behaviour 48:147-156. 

Barr M.M., Garcia L.R. Male mating behavior June 19, 2006, WormBook, ed. The C. elegans Research 
Community, WormBook, doi/10.1895/wormbook.1.78.1, http://www.wormbook.org. 

Barriere A., and Felix, M. A. 2006. Isolation of C. elegans and related nematodes, WormBook, ed. The C. 
elegans Research Community, WormBook, doi/10.1895/wormbook.1.115.1, 
http://www.wormbook.org. 

Barriere A., and Felix, M. A. 2005. High local genetic diversity and low outcrossing rate in Caenorhabditis 
elegans natural populations. Current Biology 15:1176-1184. 

Bashey F. 2006. Cross-generational environmental effects and the evolution of offspring size in the 
Trinidadian guppy Poecilia reticulata. Evolution 60:348–361. 

Bates D. M., and Sarkar, D. 2005. lme4: Linear mixed-effects models using S4 classes, R package version 
0.9975-7. 



S. A. Diaz, 2009   164 

Begon M., J. L. Harper, and C. R. Townsend. 1996. Ecology: Individuals, Populations and Communities. 3rd 
ed. Blackwell Science, Oxford, UK. 

Bell D.L. and Galloway L.F. 2008 Population differentiation for plasticity to light in an annual herb: 
Adaptation and cost. American Journal of Botany 95:59-65. 

Beniston M. 2004 The 2003 heat wave in Europe: a shape of things to come?, Geophys. Res. Lett. 31 
L02022. 

Beniston M. and Jungo P. 2002 Shifts in the distributions of pressure, temperature and moisture in the alpine 
region in response to the behavior of the North Atlantic Oscillation, Theor. Appl. Climatol. 71:29–
42.  

Bennett A.F., Lenski R.E. and Mittler J.E. 1992 Evolutionary Adaptation to Temperature .1. Fitness 
Responses of Escherichia-Coli to Changes in Its Thermal Environment. Evolution 46:16-30. 

Benton, T.G. and Grant A. 2000. Evolutionary fitness in ecology: Comparing measures of fitness in 
stochastic, density-dependent environments. Evol. Ecol. Res. 2:769-789. 

Benton T.G., and Grant A. 1999. Elasticity analysis as an important tool in evolutionary and population 
ecology. Trends in Ecology and Evolution 14:467-471. 

Birkhead T. R., and Pizzari T. 2002. Postcopulatory sexual selection. Nature Rev Genet 3:262-273 

Boag B. and Yeates G.W.. 1998. Soil nematode biodiversity in terrestrial ecosystems. Biodiversity and 
Conservation 7:617-630. 

Boyce M.S., Haridas C.V. and Lee C.T. 2006. Demography in an increasingly variable world. Trends in 
Ecology and Evolution 21:141-148 

Bradshaw A.D. 1965. Evolutionary significance of phenotypic plasticity in plants. Advances in Genetics 
13:115-155. 

Brenner S. 1974.  The genetics of Caenorhabditis elegans. Genetics 77:71-94. 

Brommer, J., Kokko H., and Pietiainen H.. 2000. Reproductive effort and reproductive values in periodic 
environments. American Naturalist  155:454-472. 

Bronson F.H. 1984. Energy allocation and reproductive development in wild and domestic house mice. Biol 
Reprod 31:83–88. 

Brun J. 1965. Genetic Adaptation of Caenorhabditis elegans (Nematoda) to High Temperatures. Science 
150:1467-&. 

Buckling A., Brockhurst M. A., Travisano M. and Rainey P. B.. 2007. Experimental adaptation to high and 
low quality environments under different scales of temporal variation. Journal of Evolutionary 
Biology 20:296-300. 

Byerly L., Cassada R.C., Russell R.L. 1976. Life-cycle of nematode Caenorhabditis elegans. 1. Wild-Type 
Growth and Reproduction. Developmental Biology 51:23-33. 

Callahan H.S., Maughan H. and Steiner U.K. 2008 Phenotypic Plasticity, Costs of Phenotypes, and Costs of 
Plasticity Toward an Integrative View. Year in Evolutionary Biology 1133:44-66. 

Caruso C.M., Maherall H. and Sherrard M. 2006. Plasticity of physiology in Lobelia: testing for adaptation 
and constraint. Evolution 60:980–990. 

Case T J. 2000.  An Illustrated Guide to Theoretical Ecology. New York, NY, USA: Oxford University 
Press. 

Caswell H. 2001. Matrix population models: Construction, analysis and interpretation. 2nd edn. Sinauer 
Associates Inc, Sunderland, Massachusetts, USA. 



S. A. Diaz, 2009   165 

Chapman T. 2008. The soup in my fly: Evolution, form and function of seminal fluid proteins. Plos Biology 
6: 1379-1382. 

Chapman T. 2006. Evolutionary conflicts of interest between males and females. Current Biology 16: 744-
754. 

Chapman T., Liddle L.F., Kalb J.M., Wolfner M.F., Partridge L. 1995. Cost of mating in Drosophila 
melanogaster females is mediated by male accessory gland products. Nature 373: 241–244. 

Charlesworth B. 1980. Evolution in Age-Structured Populations. Cambridge University Press, Cambridge, 
U.K. 

Charmantier A., McCleery R.H., Cole L.R., Perrins C., Kruuk L.E.B., and Sheldon B.C.. 2008. Adaptive 
Phenotypic Plasticity in Response to Climate Change in a Wild Bird Population. Science 320:800-
803. 

Chen J., Lewis E. E., Carey J. R., Caswell H., and Caswell-Chen E. P. 2006. The ecology and 
biodemography of Caenorhabditis elegans. Experimental Gerontology 41:1059-1065. 

Chen J., Carey J. R., and Ferris, H. 2001. Comparative demography of sigenic populations of Caenorhabditis 
elegans. Experimental Gerontology 36:431-440. 

Chen X.F. and Baur B. 1993. The effect of multiple mating on female reproductive success in the 
simultaneously hermaphroditic land snail Arianta arbustorum. Canadian Journal of Zoology-Revue 
Canadienne de Zoologie 71: 2431-2436. 

Cohan F. M. and Graf J., 1985. Latitudinal cline inDrosophila melanogaster for knockdown resistance to 
ethanol fumes and for rates of response to selection for further resistance. Evolution 39:278–293. 

Colegrave N. and Buckling A.. 2005. Microbial experiments on adaptive landscapes. Bioessays 27:1167-
1173. 

Cossins A. R., and C. L. Prosser. 1978. Evolutionary Adaptation of Membranes to Temperature. Proceedings 
of the National Academy of Sciences of the United States of America 75:2040-2043. 

Cossins A.R., Bowler K. 1987. Temperature Biology of Animals (Chapman and Hall, London). 

Crawle, M. J. 2007. Survival Analysis. Pp. 787-809 In The R book.  Wiley and Sons Ltd., Chichester, UK. 

Crow J. F. 1989. Fitness variation in natural populations. Pp. 91–97 in W. G. Hill and T. F. C. Mackay, eds. 
Evolution and animal breeding: Reviews on molecular and quantitative approaches in honor of Alan 
Robertson. New York: CABI Publishing. 

Cutter A. D., S. E. Baird, and D. Charlesworth. 2006. High nucleotide polymorphism and rapid decay of 
linkage disequilibrium in wild populations of Caenorhabditis remanei. Genetics 174:901-913. 

Daly M. 1978. Cost of Mating. American Naturalist 112: 771-774. 

Darwin, C. 1985 The Origin of Species by Means of Natural Selection (Penguin Classic edition, London. 

David J. R., Gibert P., Legout H., Petavy G., Capy P., and Moreteau B.. 2005. Isofemale lines in Drosophila: 
an empirical approach to quantitative trait analysis in natural populations. Heredity 94:3-12. 

Davis M.B., Shaw R.G. and Etterson J.R. 2005. Evolutionary responses to changing climate. Ecology 
86:1704-1714. 

Davis M.B. and Shaw R.G. 2001. Range shifts and adaptive responses to Quaternary climate change. Science 
292: 673-679. 

DeWitt T.J. and Scheiner S.M. 2004. Plasticity. Functional and Conceptual Approaches. , New York, NY, 
USA: Oxford University Press. 

Dewitt T. J., A. Sih, and D. S. Wilson. 1998. Costs and limits of phenotypic plasticity. Trends in Ecology and 
Evolution 13:77-81. 



S. A. Diaz, 2009   166 

Diaz  S.A., Lindstrom J and Haydon D.T. in press. Basic demography of Caenorhabditis remanei cultured 
under standard laboratory conditions. Journal of Nematology. 

Dixon A.F.G. and Agarwala B.K. 1999. Ladybird-induced life-history changes in aphids. Proceedings of the 
Royal Society of London Series B-Biological Sciences 266:549-1553. 

Dobzhansky T. 1947. Genetics of Natural Populations .14. A Response of Certain Gene Arrangements in the 
3Rd Chromosome of Drosophila-Pseudoobscura to Natural Selection. Genetics 32:142-160. 

Dolgin E.S., Felix M.A. and Cutter A.D. 2008. Hakuna Nematoda: genetic and phenotypic diversity in 
African isolates of Caenorhabditis elegans and C briggsae. Heredity 100:304-315 

Dolgin E. S., Charlesworth B., Baird S. E., and Cutter, A. D. 2007. Inbreeding and outbreeding depression in 
Caenorhabditis nematodes. Evolution 61:1339-1352. 

Donaldson-Matasci M.C., Lachmann M. and Bergstrom C.T. 2008 Phenotypic diversity as an adaptation to 
environmental uncertainty. Evolutionary Ecology Research 10: 493-515. 

Easterling D.R., Meehl G.A., Parmesan C., Changnon S.A., Karl T.R., Mearns L.O. 2000 Climate extremes: 
observations, modeling and impact. Science 289:2068–2074. 

Eberhard W.G. 1996. Female Control: Sexual Selection by Cryptic Female Choice -  
Princeton University Press. 

Edvardsson M., Tregenza T. 2005. Why do male Callosobruchus maculatus harm their mates? Behavioral 
Ecology 16: 788-793. 

Ellis R., and Schedl T. 2006. Sex determination in the germ line. WormBook, ed. The C. elegans Research 
Community, WormBook, doi/10.1895/wormbook.1.82.1, http://wormbook.org. 

Ellner S. and Hairston N. G., JR. 1994. Role of overlapping generations in maintaining genetic variation in a 
fluctuating environment. American Nataturalist 143: 403-417. 

Epstein H. F. and Shakes D. C. 1995. Caenorhabditis elegans: Modern Biological Analysis of an Organism. 
Methods in Cell Biology. Vol. 48. Academic Press, NY 659 pp. 

Falconer D.S. and Mackay T.F.C. 1996. Introduction to Quantitative Genetics, Fourth Edition. New York: 
Longman. 

Faraway J.J. 2004. Extending Linear Model with R Chapman and Hall/CRC. 

Fatt H.V., and Dougherty E. C.. 1963. Genetic Control of Differential Heat Tolerance in 2 Strains of 
Nematode Caenorhabditis elegans. Science 141:266-and. 

Feder M.E. and Hofmann G.E. 1999. Heat-shock proteins, molecular chaperones, and the stress response: 
Evolutionary and ecological physiology. Annual Review of Physiology 61:243-282 

Fischer K. 2007. Control of reproduction and a survival cost to mating in female Bicyclus nynana butterflies. 
Ecological Entomology 32: 674-681. 

Fisher R. A. 1930. The genetic theory of natural selection. Oxford: Clarendon Press. 

Fitch D.H.A. 2005. Evolution: An ecological context for C. elegans. Current Biology 15:655-658. 

Fitch D.H.A., Introduction to nematode evolution and ecology (August 31, 2005), WormBook, ed. The C. 
elegans Research Community, WormBook, doi/10.1895/wormbook.1.19.1, 
http://www.wormbook.org. 

Floyd R., Abebe E., Papert A., and Blaxter, M. 2002. Molecular barcodes for soil nematode identification. 
Molecular Ecolology 11:839–850. 

Forsman A. 2001 Clutch size versus clutch interval: life history strategies in the colour-polymorphic pygmy 
grasshopper Tetrix subulata. Oecologia 129:357-366. 



S. A. Diaz, 2009   167 

Foley P.A. and Luckinbill L.S. 2001. The effects of selection for larval behaviour on adult life history 
features in Drosophila melanogaster. Evolution 55:2493–2502. 

 

Fowler K. and Partridge L. 1989. A cost of mating in female fruitflies. Nature 338:760–761. 

Francis M.M., Mellem J.E., Maricq A.V. 2003. Bridging the gap between genes and behavior: recent 
advances in the electrophysiological analysis of neural function in Caenorhabditis elegans. Trends 
in Neurosciences 26: 90-99.  

Frankham R. 2005 Genetics and Extinction. Biological Conservation 126:131-140. 

Futuyma D.J. and Moreno, G. 1988. The evolution of ecological specialization. Annual Review of Ecology 
and Systematics. 19:207–233. 

Garland, T., and S. A. Kelly. 2008. Phenotypic plasticity and experimental evolution. Journal of 
Experimental Biology 209, 2344-2361. 

Gems D., and Riddle, D.L. 2000. Genetic, behavioral and environmental determinants of male longevity in 
Caenorhabditis elegans. Genetics 154:1597-1610. 

Gems D. and Riddle D.L. 1996. Longevity in Caenorhabditis elegans reduced by mating but not gamete 
production. Nature 379:723-725.  

Gibbs A. G., Chippindale, A. K. and Rose, M. R. 1997. Physiological mechanisms of evolved desiccation 
resistance in Drosophila melanogaster. J. Exp. Biol. 200,1821 -1832. 

Gienapp P., Teplitsky C., Alho J.S., Mills J.A. and Merila J. 2008 Climate change and evolution: 
disentangling environmental and genetic responses. Molecular Ecology 17:167-178 

Gilchrist G.W. 1995 Specialists and Generalists in Changing Environments .1. Fitness Landscapes of 
Thermal Sensitivity. American Naturalist 146:252-270. 

Gonzalez, A. V., and Gianoli E.. 2004. Morphological plasticity in response to shading in three Convolvulus 
species of different ecological breadth. Acta Oecologica-International Journal of Ecology 26:185-
190. 

Grant B.R. and Grant P.R. 1993 Evolution of Darwin Finches Caused by A Rare Climatic Event. 
Proceedings of the Royal Society of London Series B-Biological Sciences 251:111-117. 

Guntrip J. and Sibly R.M. 1998. Phenotypic plasticity, genotype-by-environment interaction and the analysis 
of generalism and specialization in Callosobruchus maculatus. Heredity 81:198-204. 

Gutteling E. W., Doroszuk A., Riksen J. A. G., Prokop Z., Reszka J., and Kammenga J. E.. 2007. 
Environmental influence on the genetic correlations between life-history traits in Caenorhabditis 
elegans. Heredity 98:206-213. 

Haag E.S., Chamberlin,H., Coghlan,A., Fitch,D.H.A., Peters,A.D., Schulenburg,H., 2007. Caenorhabditis 
evolution: if they all look alike, you aren't looking hard enough. Trends in Genetics 23:101-104. 

Haber M., Schungel, M., Putz, A., Muller, S., Hasert, B., and Schulenburg, H. 2005. Evolutionary history of 
Caenorhabditis elegans inferred from microsatellites: Evidence for spatial and temporal genetic 
differentiation and the occurrence of outbreeding. Molecular Biology and Evolution 22:160-173. 

Haley C. S. and Birley A. J. 1983. The genetical response to natural selection by varied environments. II. 
Observations n replicate populations in spatially varied laboratory environments. Heredity 51:581-
606. 

Harshman L.G. and Zera A.J. 2007. The cost of reproduction: the devil in the details. Trends in Ecology and 
Evolution 22:80-86. 

Harshman L.G. and Hoffmann A.A. 2000 Laboratory selection experiments using Drosophila: what do they 
really tell us? Trends in Ecology and Evolution 15:32-36. 



S. A. Diaz, 2009   168 

Harvey S.C., Shorto A. and Viney, M.E. 2008 Quantitative genetic analysis of life-history traits of 
Caenorhabditis elegans in stressful environments. BMC Evolutionary Biology, 8:15 

Harvey, S. C., and Viney, M. E. 2007. Thermal variation reveals natural variation between isolates of 
Caenorhabditis elegans. Journal of Experimental Zoology 308:409-416. 

Hautekeete N.C., Piquot Y. and Van Dijk H. 2002 Life span in Beta vulgaris ssp maritima: the effects of age 
at first reproduction and disturbance. Journal of Ecology 90:508-516 

Hedgecock E.M. and Russell R.L. 1975. Normal and mutant thermotaxis in the nematode Caenorhabditis 
elegans, Proceedings of the National Academy of Sciences of the United States of America 72:4061–
4065. 

Hedges S.B. 2002. The origin and evolution of model organisms. Nature Reviews Genetics 3:838-849. 

Hedrick P. W. 1986. Genetic polymorphism in heterogeneous environments: a decade later. Annual Re.iew of 
Ecology and Systematics 37:67-93. 

Hendry A.P. and Kinnison M.T. 2001. An introduction to microevolution: rate, pattern, process. Genetica 
112:1-8. 

Hendry A.P. and Kinnison M.T.. 1999. The pace of modern life: measuring rates of contemporary 
microevolution. Evolution. 53:1637-1653. 

Henkel S.K. and Hofmann G.E. 2008. Thermal ecophysiology of gametophytes cultured from invasive 
Undaria pinnatifida (Harvey) Suringar in coastal California harbors. Journal of Experimental 
Marine Biology and Ecology 367:164-173 

Hochachka P.M. and Somero, G.N. 2002. Biochemical Adaptation. Princeton University Press, Oxford. 466 
pp. 

Hodgkin J., and Doniach, T. 1997. Natural variation and copulatory plug formation in Caenorhabditis 
elegans. Genetics 146:149-164. 

Hodgkin J. and Barnes  T.M. 1991. More is not better: brood size and population growth in a self-fertilizing 
nematode, Proceedings of the Royal Society of London Series B-Biological Sciences. B. 246: 19–24. 

Hodgkin J. 1987. Sex Determination and Dosage Compensation in Caenorhabditis elegans. Annual Review 
of Genetics 21:133-154. 

Hoffmann A.A., Hallas R.J., Dean J.A. and Schiffer M. 2003 Low potential for climatic stress adaptation in a 
rainforest Drosophila species. Science 301, 100-102 

Hoffmann A.A., Sorensen J.G. and Loeschcke V. 2003 Adaptation of Drosophila to temperature extremes: 
bringing together quantitative and molecular approaches. Journal of Thermal Biology 28, 175-216 

Hoffmann A.A. 1995 Acclimation - Increasing Survival at A Cost. Trends in Ecology and Evolution 10, 1-2 

Hope I.A. 1999. C. elegans: A practical approach. The practical approach series. Editor: B.D. Hames. Oxford 
University Press.  

Houle D. 1992. Comparing evolvability and variability of quantitative traits. Genetics 130:195-204. 

Howard D. J., and D. G. Furth. 1986. Review of the Allonemobius-Fasciatus (Orthoptera, Gryllidae) 
Complex with the Description of 2 New Species Separated by Electrophoresis, Songs, and 
Morphometrics. Annals of the Entomological Society of America 79:472-481. 

Huey R.B., Partridge L. and Fowler K. 1991 Thermal Sensitivity of Drosophila-Melanogaster Responds 
Rapidly to Laboratory Natural-Selection. Evolution 45, 751-756. 

Huey R.B. 1982. Temperature, physiology and the ecology of reptiles. In: Gans, C. & Pough, F.H. (Eds), 
Biology of the Reptilia, Vol. 12, pp. 25–91. London: Academic Press. 536 pp. 



S. A. Diaz, 2009   169 

Hughes B.S., Cullum A.J. and Bennett A.F. 2007 An experimental evolutionary study on adaptation to 
temporally fluctuating pH in Escherichia coli. Physiological and Biochemical Zoology 80:406-421. 

Hurst G.D.D., Sharpe R.G., Broomfield A.H., Walker L.E., Majerus T.M.O., Zakharov I.A., Majerus M.E.N. 
1995. Sexually-Transmitted Disease in A Promiscuous Insect, Adalia bipunctata. Ecological 
Entomology 20:230-236. 

James A.C., and Partridge L. 1998. Geographic variation in competitive ability in Drosophila melanogaster. 
American Naturalist 151:530–537. 

Jenkins N.L. and Hoffmann A.A. 1999 Limits to the southern border of Drosophila serrata: Cold resistance, 
heritable variation, and trade-offs. Evolution 53:1823-1834. 

Johnson T.E. and Wood W.B. 1982. Genetic-Analysis of Life-Span in Caenorhabditis-elegans. Proceedings 
of the National Academy of Sciences of the United States of America-Biological Sciences 79:6603-
6607 

Jovelin R., Ajie, B. C., and Phillips, P. C. 2003. Molecular evolution and quantitative variation for 
chemosensory behaviour in the nematode genus Caenorhabditis. Molecular Ecology 12:1325-37. 

Kalisz, S. and McPeek, M.A. 1993. Extinction dynamics, population growth and seed banks. Oecologia 95: 
314–320. 

Karl, T., Nicholls, N., Ghazi, A. 1999. CLIVAR/WMO Workshop on indices and indicators for climate 
extremes. Climatic Change  42:3-7. 

Karl T. R., Knight, R. W. and Plummer, N. 1995. Trends in high-frequency climate variability in the 
twentieth century. Nature 377:217–220. 

Kassen R. 2002. The experimental evolution of specialists, generalists, and the maintenance of diversity. 
Journal of Evolutionary Biology 15:173–190.  

Kassen R. and Bell, G. 1998. Experimental evolution in Chlamydomonas. IV. Selection in environments that 
vary in time at different scales. Heredity 80:732–741.  

Keller L.F. and Waller D. M. 2002: Inbreeding effects in wild populations. Trends in Ecology and Evolution 
17:230-241. 

Kimble J. and Ward S. 1988. Germ-line development and fertilization. Pp. 191–213 in W. B. Wood, ed. The 
nematode Caenorhabditis elegans. Cold Spring Harbor Laboratory Press, New York.  

Kiontke K., Gavin N.P., Raynes Y., Roehrig C., Piano F., and Fitch D.H.A. 2004. Caenorhabditis phylogeny 
predicts convergence of hermaphroditism and extensive intron loss. Proc. Natl. Acad. Sci. USA 101: 
9003–9008. 

Kiontke K. 1999. The nematode fauna of rotting cactus and phasmids in male Secernentea (Nematoda) 
Thesis (doctoral) - Freie Universität, Berlin. 

Kiontke K., and Sudhaus W. 2006. Ecology of Caenorhabditis species. WormBook, ed. The C. elegans 
Research Community, WormBook, doi/10.1895/woormbook.1.37.1, http://www.wormbook.org 

Kleemann G.A. and Basolo A.L. 2007. Facultative decrease in mating resistance in hermaphroditic 
Caenorhabditis elegans with self-sperm depletion. Animal Behaviour 74: 1339-1347. 

Knell R.J. and Webberley K.M. 2004. Sexually transmitted diseases of insects: distribution, evolution, 
ecology and host behaviour. Biological Reviews 79: 557-581. 

Knols B., Njiru B., Mathenge E., Mukabana W., Beier J., and Killeen G.. 2002. MalariaSphere: A 
greenhouse-enclosed simulation of a natural Anopheles gambiae (Diptera: Culicidae) ecosystem in 
western Kenya. Malaria Journal 1:1-19. 

Krebs R.A. and Feder M.E. 1997. Natural variation in the expression of the heat-shock protein Hsp70 in a 
population of Drosophila melanogaster and its correlation with tolerance of ecologically relevant 
thermal stress. Evolution 51: 173-179 



S. A. Diaz, 2009   170 

Krebs R.A. and Loeschcke V. 1996 Acclimation and selection for increased resistance to thermal stress in 
Drosophila buzzatii. Genetics 142: 471-479 

LaMunyon C.W. and Ward, S., 1995. Sperm Precedence in A Hermaphroditic Nematode (Caenorhabditis-
Elegans) Is Due to Competitive Superiority of Male Sperm. Experientia 51: 817-823. 

Lande R. 1982. A quantitative genetic theory of life history evolution. Ecology 63:607-615. 

Lardner B. 1998. Plasticity or fixed adaptive traits? Strategies for predation avoidance in Rana arvalis 
tadpoles. Oecologia 117:119–126. 

Law R. 1979. Cost of Reproduction in Annual Meadow Grass. American Naturalist 113:3-16. 

Lee K.E. 1994. The biodiversity of soil organisms. Applied Soil Ecology. 1:251–4. 

Levins R. 1968. Evolution in Changing Environments. Princeton University Press, Princeton. 

MacArthur, R.H. 1972 Geographical ecology: patterns in the distribution of species. Harper and Row, New 
York. 

MacDiarmid A.B. and Butler M.J. 1999. Sperm economy and limitation in spiny lobsters. Behavioral 
Ecology and Sociobiology 46: 14-24. 

Maynard Smith J. 1989. Evolutionary Genetics. Oxford University Press, Oxford. 

Maynard Smith J 1982. Evolution and the Theory of Games. Cambridge University Press, Cambridge, UK. 

Maynard Smith J. 1974. Models in Ecology. Cambridge University Press, Cambridge, UK. 

McCulloch D. and Gems D. 2003. Evolution of male longevity bias in nematodes. Aging Cell 2, 165-173 

Metcalf C. J. E., and S. Pavard. 2007. Why evolutionary biologists should be demographers. Trends in 
Ecology and Evolution 22:205-212. 

Mrode R. A. 2005. Linear Models for the Prediction of Animal Breeding Values. Edinburgh, UK: CABI 
Publishing. 

Müller C.B., Williams I.S., Hardie J. 2001. The role of nutrition, crowding and interspecific interactions in 
the development of winged aphids. Ecological Entomology 26:330-340. 

Murphy G.I. 1968. Pattern in Life History and Environment. American Naturalist 102:390-404. 

Murray P., Hayward S.A.L., Govan G.G., Gracey A.Y, and Cossins A.R.. 2007. An explicit test of the 
phospholipid saturation hypothesis of acquired cold tolerance in Caenorhabditis elegans. 
Proceedings of the National Academy of Sciences 104:5489-5494. 

Nussey D.H., Wilson A.J., and Brommer J.E. 2007. The evolutionary ecology of individual phenotypic 
plasticity in wild populations. Journal of Evolutionary Biology 20:831-844. 

Nussey D.H., Clutton-Brock T.H., Elston D.A., Albon S.D., and Kruuk L.E.B.. 2005. Phenotypic plasticity in 
a maternal trait in red deer. Journal of Animal Ecology 74:387-396. 

Orzack, S.H., and Tuljapurkar S.. 2001.  Reproductive effort in variable environments or environmental 
variation is for the birds. Ecology 82:2659-2665. 

Pai A., Feil S., Yan G. 2007. Variation in polyandry and its fitness consequences among populations of the 
red flour beetle, Tribolium castaneum. Evolutionary Ecology 21: 687-702. 

Parker G.A. 2006. Sexual conflict over mating and fertilization: an overview. Philosophical Transactions of 
the Royal Society B-Biological Sciences 361: 235-259. 

Parker G.A. 1979. Sexual selection and sexual conflict. In Blum MS and Blum NA (Eds.). Sexual selection 
and reproductive competition in insects (Academic Press, New York) pp. 123–163. 



S. A. Diaz, 2009   171 

Parmesan C. 2006 Ecological and evolutionary responses to recent climate change. Annual Review of 
Ecology Evolution and Systematics 37, 637-669 

Parsons P.A., and Hosgood S.M.W.. 1968. Genetic Heterogeneity Among Founders of Laboratory 
Populations of Drosophila .I. Scutellar Chaetae. Genetica 38:328-. 

Partridge L. and Hurst L.D. 1998. Sex and conflict. Science 281: 2003-2008. 

Partridge L., Green A., Fowler K. 1987. Effects of egg production and of exposure to males on female 
survival in Drosophila melanogaster. Journal of Insect Physiology 33: 745–749. 

Peluc S.I., Sillett T.S., Rotenberry J.T. and Ghalambor C.K. 2008. Adaptive phenotypic plasticity in an island 
songbird exposed to a novel predation risk. Behavioral Ecology 19, 830-835 

Phillip P. C. 2006. One perfect worm. Trends in Genetics 22:405-407. 

Pigliucci M. 2005. Evolution of phenotypic plasticity: where are we going now? Trends in Ecology and 
Evolution 20:481-486. 

Pigliucci M. 2003. From molecules to phenotypes? - The promise and limits of integrative biology. Basic and 
Applied Ecology 4:297-306 

Pigliucci M. 2001. Phenotypic Plasticity. Evolutionary Ecology: Concepts and Case Studies. C. W. Fox, D. 
A. Roff and D. J. Fairbairn. Oxford, Oxford University Press: 58-69. 

Pigliucci M. 1996. How organisms respond to environmental changes: from phenotypes to molecules (and 
vice versa). Trends Ecology Evolution 11: 168–173. 

Pike N., Tully T., Haccou P. and Ferriere R. 2004 The effect of autocorrelation in environmental variability 
on the persistence of populations: an experimental test. Proceedings of the Royal Society of London 
Series B-Biological Sciences 271:2143-2148. 

Pinheiro J. and Bates D. M. 2000. Mixed-effects Models in S and S-plus, Springer, New York. 

Pitnick S., Markow T.A. 1994. Male gametic strategies: sperm size, testes size, and the allocation of ejaculate 
among successive mates by the sperm limited fly Drosophila pachea and its relatives. American 
Naturalist 143:785–819. 

Pitnick S. 1993. Operational sex-ratios and sperm limitation in populations of Drosophila pachea. 
Behavioral. Ecology and Sociobiology 33: 383–391. 

Ponting C.P. 2008. The functional repertoires of metazoan genomes. Nature Reviews Genetics 9:689-698 

Potvin C., and Tousignant D.. 1996. Evolutionary consequences of simulated global change: Genetic 
adaptation or adaptive phenotypic plasticity. Oecologia 108:683-693. 

Preston B.T., Stevenson I.R., Pemberton J.M., Coltman D.W. and Wilson K. 2005. Male mate choice 
influences female promiscuity in Soay sheep. Proceedings of the Royal Society B-Biological 
Sciences 272:365-373 

Preston B.T., Stevenson I.R., Pemberton J.M. and, Wilson K. 2001. Dominant rams lose out by sperm 
depletion. Nature 409: 681-682. 

Promislow D. 2003. Mate choice, sexual conflict, and evolution of senescence. Behavior Genetics 33:191-
201. 

O'Lone R.B. and Campbell W.C.  Effect of Refrigeration on the Antinematodal Efficacy of Ivermectin 
Journal of Parasitology pp. 452–454. 

Rea S. L., Wu D.Q., Cypser J.R., Vaupel J.W., and Johnson T.E.. 2005. A stress-sensitive reporter predicts 
longevity in isogenic populations of Caenorhabditis elegans. Nature Genetics 37:894-898. 

Reboud X. and Bell G. 1997. Experimental evolution in Chlamydomonas. III. Evolution of specialist and 
generalist types in environments that vary in space and time. Heredity 78: 507-514. 



S. A. Diaz, 2009   172 

Relyea R.A. 2002. Competitor-induced plasticity in tadpoles: Consequences, cues, and connections to 
predator-induced plasticity. Ecological Monographs 72:523-540 

Reznick D., Bryant M.J. and Bashey F. 2002. r- and K-selection revisited: The role of population regulation 
in life-history evolution. Ecology 83: 1509-1520. 

Reznick D., Butler M.J. and Rodd H. 2001 Life-history evolution in guppies. VII. The comparative ecology 
of high- and low-predation environments. American Naturalist 157:126-140 

Reznick D, Nunney L and Tessier A. 2000. Big houses, big cars, superfleas and the cost of reproduction. 
Trends in Ecology and Evolution 15: 421-425. 

Reznick D.N., Shaw F.H., Rodd F.H. and Shaw R.G. 1997 Evaluation of the rate of evolution in natural 
populations of guppies (Poecilia reticulata). Science 275: 1934-1937 

Reznick D.N., Rodd F.H. and Cardenas M. 1996 Life-history evolution in guppies (Poecilia reticulata: 
Poeciliidae) .4. Parallelism in life-history phenotypes. American Naturalist 147: 319-338 

Ricklefs R.E., and Scheuerlein A. 2002. Biological implications of the Weibull and Gompertz models of 
aging. Journal of Gerontology Series A: Biological Sciences and Medical Sciences 57:B69-B76. 

Riddle, D.L. and Albert P.S.. 1997. Genetic and environmental regulation of dauer larva development, in C. 
elegans II (D.L. Riddle, T. Blumenthal, B.J. Meyer, and J.R. Priess, eds.).Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, New York, pp. 739-768. 

Ridley M. 1988. Mating frequency and fecundity in insects. Biological Reviews 63: 509-549. 

Roff D.A. 2002. Life history evolution. Sinauer Associates, Sunderland, Massachusetts. 

Roff D. A. and Bradford, M. J. 2000. A quantitative genetic analysis of phenotypic plasticity of diapause 
induction in the cricket Allonemobius socius. Heredity, 84: 193–200.  

Rubolini D., Galeotti P., Pupin F., Sacchi R., Nardi P.A. and Fasola M. 2007. Repeated matings and sperm 
depletion in the freshwater crayfish Austropotamobius italicus. Freshwater Biology 52:1898-1906. 

Rutherford S. L. and Lindquist S.. 1998. Hsp90 as a capacitor for morphological evolution. Nature 396:336-
342. 

Saether B. E., Ringsby T. H., and Roskaff E. 1996. Life history variation, population processes and priorities 
in species conservation: Towards a reunion of research paradigms. Oikos 77:217-227.  

Saldaña A., Gianoli E., Lusk C.H. 2005. Ecophysiological responses to light availability in three Blechnum 
species (Pteridophyta, Blechnaceae) of different ecological breadth. Oecologia 145:252–257. 

Sato T. and Goshima S. 2007. Female choice in response to risk of sperm limitation by the stone crab, 
Hapalogaster dentata. Animal Behaviour 73:331-338. 

Sato T., Ashidate M., Jinbo T., Goshima S. 2006. Variation of sperm allocation with male size and recovery 
rate of sperm numbers in spiny king crab Paralithodes brevipes. Marine Ecology-Progress Series 
312:189-199. 

Scheiner S.M. and Berrigan D. 1998. The genetics of phenotypic plasticity. VIII. The cost of plasticity in 
Daphnia pulex. Evolution 52:368-378. 

Scheiner S.M. and Yampolsky L.Y. 1998 The evolution of Daphnia pulex in a temporally varying 
environment. Genetical Research  72:25-37. 

Scheiner S.M. 1993 Genetics and evolution of phenotypic plasticity. Annual Review of Ecology and 
Systematics 24: 35-68. 

Schlichting C.D. and Pigliucci M. 1998. Phenotypic evolution: a reaction norm perspective. Sunderland, MA, 
USA: Sinauer Associates.  



S. A. Diaz, 2009   173 

Sgro C.M. and Hoffmann, A.A. 1998 Heritable variation for fecundity in field-collected rosophila 
melanogaster and their offspring reared under different environmental temperatures. Evolution 
52:134–143. 

Siegal M.L., and Bergman A. 2002. Waddington's canalization revisited: Developmental stability and 
evolution. Proceedings of the National Academy of Sciences of the United States of America 
99:10528-10532. 

Silvertown J. 1998. Plant phenotypic plasticity and non-cognitive behaviour. Trends in Ecology & Evolution 
13:255-256. 

Sivasundar A., and Hey, J. 2005. Sampling from natural populations with RNAi reveals high outcrossing and 
population structure in Caenorhabditis elegans. Current Biology 15:1598-1602. 

Southwood T.R.E. 1962. Migration of terrestrial arthropods in relation to habitat. Biological Reviews 
37:171–214. 

Stearns S.C. 2000. Life history evolution: successes, limitations, and prospects. Naturwissenschaften 87, 476-
486. 

Stearns S. C., 1992. The Evolution of Life Histories. Oxford Univ. Press, Oxford, UK.  

Stearns S.C. and Koella J.C. 1986. The Evolution of Phenotypic Plasticity in Life-History Traits - Predictions 
of Reaction Norms for Age and Size at Maturity. Evolution 40, 893-913. 

Stearns S. C., and Crandall R. E.. 1981. Quantitative predictions of delayed maturity. Evolution 35:455–463. 

Steinger T., Roy B. A. and Stanton M. L. 2003. Evolution in stressful environments II: Adaptive value and 
costs of plasticity in response to low light in Sinapis arvensis. Journal of Evolutionary Biology 
16:313–323 

Sternberg P. W. 2005. Vulval development, WormBook, ed. The C. elegans Research Community, 
WormBook, doi/10.1895/wormbook.1.6.1, http://www.wormbook.org. 

Stewart, M. K., Clark, N. L., Merrihew, G., Galloway, E. M., and Thomas, J. H. 2004. High Genetic 
Diversity in the Chemoreceptor Superfamily of C. elegans. Genetics 169:1985–1996. 

Stibor H. 1992 Predator induced life-History shifts in a fresh-water cladoceran. Oecologia 92: 162-16. 

Stiernagle T. 1999 Maintenance of C. elegans. In: C. elegans: A Practical Approach, (Hope, I. A., ed.), 
Oxford University Press, Oxford, UK, pp. 51–67. 

Sudhaus W., and Kiontke K. 2007. Comparison of the cryptic nematode species Caenorhabditis brenneri sp 
n. and C. remanei (Nematoda: Rhabditidae) with the stem species pattern of the Caenorhabditis 
Elegans group. Zootaxa  1456: 45–62. 

Sudhaus W. and Kiontke K. 1996. Phylogeny of Rhabditis subgenus Caenorhabditis (Rhabditidae, 
Nematoda). Journal of Zoological Systematics and Evolutionary Research 34:217-233. 

Sudhaus W. 1974. Zur Systematik, Verbreitung, Ökologie und Biologie neuer und wenig bekannter 
Rhabditiden (Nematoda). 2. Teil. Zoologische Jahrbücher (Systematik) 101:417-465. 

Sultan S.E. 2001. Phenotypic plasticity for fitness components in Polygonum species of contrasting 
ecological breadth. Ecology 82:328-343. 

Svensson M., 2000. Evolution of a Family of Plant Genes with Regulatory Functions in Development; 
Studies on Picea abies and Lycopodium annotinum. Acta Universitatis Upsaliensis. Comprehensive 
Summaries of Uppsala Dissertations from the Faculty of Science and Technology 573. 45 pp. 
Uppsala. 

Tews J., Brose U., Grimm V., Tielborger K., Wichmann M.C., Schwager M. and Jeltsch F. 2004 Animal 
species diversity driven by habitat heterogeneity/diversity: the importance of keystone structures. 
Journal of Biogeography 31:79-92. 



S. A. Diaz, 2009   174 

The C. elegans sequencing consortium 1998 Genome Sequence of the Nematode C. elegans: A Platform for 
Investigating Biology. Science 282:2012-2018. 

Thomas C.D., Cameron A., Green R.E., Bakkenes M., Beaumont L. J., Collingham Y. C., Erasmus B. F. N., 
de Siqueira M. F., Grainger A., Hannah L., Hughes L., Huntley B., van Jaarsveld A. S., Midgley G. 
F., Miles L., Ortega-Huerta M. A., Peterson A. T., Phillips O. L., and Williams S. E.. 2004. 
Extinction risk from climate change. Nature 427:145-148. 

Thornhill R, Alcock J. 1983. The Evolution of Insect Mating Systems. Harvard University Pres 

Tuljapurkar S. 1990 Delayed Reproduction and Fitness in Variable Environments. Proceedings of the 
National Academy of Sciences of the United States of America 87:1139-1143. 

Tuljapurkar S. 1989 An Uncertain Life - Demography in Random-Environments. Theoretical Population 
Biology 35:227-294. 

Ungerer M.C. and Rieseberg L.H. 2003 Genetic architecture of a selection response in Arabidopsis thaliana. 
Evolution 57:2531-2539. 

Van Kleunen M. and Fischer M. 2005 Constraints on the evolution of adaptive phenotypic plasticity in 
plants. New Phytologist  166:49-60. 

van Tienderen P. H. 1991. Evolution of generalists and specialists in spatially heterogenous environments. 
Evolution, 45:1317–1331. 

Van Voorhies W.A., Fuchs J. and Thomas S. 2005. The longevity of Caenorhabditis elegans in soil. Biology 
Letters 1:247-249. 

Van Voorhies WA. 1992. Production of sperm reduces nematode life-span. Nature 360:456-458. 

Via S., Gomulkiewicz R., Dejong G., Scheiner S.M., Schlichting C. D., and Vantienderen P. H.. 1995. 
Adaptive Phenotypic Plasticity - Consensus and Controversy. Trends in Ecology and Evolution 
10:212-217. 

Via S. and Lande, R. 1985. Genotype-environment interaction and the evolution of phenotypic plasticity. 
Evolution, 39:505–523. 

Vieira C., Pasyukova E.G., Zeng Z.B., Hackett J.B., Lyman R.F. and Mackay T.F.C.. 2000. Genotype-
environment interaction for quantitative trait loci affecting life span in Drosophila melanogaster. 
Genetics 154:213-227. 

Viney M. E., Gardner M. P., and Jackson J. A. 2003. Variation in Caenorhabditis elegans dauer larva 
formation. Development, Growth and Differentiation 45:389-396. 

Visser M. E., van Noordwijk A. J., Tinbergen J. M., and Lessells C. M.. 1998. Warmer springs lead to 
mistimed reproduction in great tits (Parus major). Proceedings of the Royal Society of London Series 
B-Biological Sciences 265:1867-1870. 

Waddington C. H. 1959. Canalization of Development and Genetic Assimilation of Acquired Characters. 
Nature 183:1654-1655. 

Walther G.R., Post E., Convey P., Menze A., Parmesan C., Beebee T.J.C., Fromentin J.M., Hoegh-Guldberg 
O. and Bairlein F. 2002 Ecological responses to recent climate change. Nature 416:389–395. 

Ward S., Carrel J.S. 1979. Fertilization and sperm competition in the nematode Caenorhabditis elegans. 
Developmental Biology 73:304–321. 

Watson M.J.O. and Hoffmann, A.A. 1996. Acclimation, cross-generation effects, and the response to 
selection for increased cold resistance in Drosophila. Evolution 50: 1182–119. 

Weaver W.C., Brault A.C., Kang W. and Holland J.J. 1999. Genetic and fitness changes accompanying 
adaptation of an arbovirus to vertebrate and invertebrate cells. Journal of Virology 73:4316–4326. 



S. A. Diaz, 2009   175 

Wedell N, Gage MJG, Parker GA. 2002. Sperm competition, male prudence and sperm limited females. 
Trends in Ecology and Evolution 17:313–320.  

West-Eberhard MJ. 2003. Developmental plasticity and evolution. New York, NY, USA: Oxford University 
Press. 

Wilbur H.M. and Rudolf V.H.W. 2006 Life-history evolution in uncertain environments: Bet hedging in 
time. American Naturalist 168:398-411. 

Williams G.C. 1966. Natural selection, costs of reproduction and a refinement of Lacks Principle. American 
Naturalist 100:687–69. 



S. A. Diaz, 2009   176 

Appendix I 
 
Summary of the mixed-effects model (Model M6 Table 5.1D) to describe the Age-
specific fecundity in relation to the temperature.     
 
The model included 4050 number of observations corresponding to 450 individuals 
within 15 replicates.    
 
Linear mixed model fit by maximum likelihood    
Formula: mx~ Agei * Generationk * Regimej * Strainl + (age | indjklmn)   
       

A) Fixed effects                                         
 Estimate Std. Error t value 

(Intercept)                           39.24 7.20 5.45 

Age2                                   107.64 8.86 12.15 

Age4                                  46.64 10.23 4.56 

Age6                                  -8.24 8.51 -0.97 

Age8                                  -32.48 7.62 -4.26 

Age10                                  -37.80 7.21 -5.24 

Age12                                 -39.12 7.21 -5.43 

Age14                                 -39.24 7.20 -5.45 

Age16                                 -39.24 7.21 -5.44 

GenerationF20                         25.84 10.18 2.54 

GenerationF50                         57.32 10.18 5.63 

RegimeFL                              -29.52 10.18 -2.90 

StrainHYB                             111.72 10.18 10.97 

StrainMY                              141.16 10.18 13.86 

Age2:GenerationF20                    -49.20 12.53 -3.93 

Age4:GenerationF20                    -44.52 14.46 -3.08 

Age6:GenerationF20                     -28.64 12.04 -2.38 

Age8:GenerationF20                    -19.04 10.78 -1.77 

Age10:GenerationF20                   -27.28 10.20 -2.67 

Age12:GenerationF20                   -25.96 10.19 -2.55 

Age14:GenerationF20                   -25.84 10.19 -2.54 

Age16:GenerationF20                   -25.84 10.20 -2.54 

Age2:GenerationF50                    -115.24 12.53 -9.19 

Age4:GenerationF50                    -81.36 14.46 -5.63 

Age6:GenerationF50                    -76.56 12.04 -6.36 

Age8:GenerationF50                    -63.60 10.78 -5.90 

Age10:GenerationF50                   -58.76 10.20 -5.76 

Age12:GenerationF50                   -57.44 10.19 -5.64 

Age14:GenerationF50                   -57.32 10.19 -5.63 

Age16:GenerationF50                   -57.32 10.20 -5.62 

Age2:RegimeFL                         -108.04 12.53 -8.62 

Age4:RegimeFL                          -51.32 14.46 -3.55 

Age6:RegimeFL                         0.56 12.04 0.05 

Age8:RegimeFL                         23.44 10.78 2.18 

Age10:RegimeFL                        28.08 10.20 2.75 

Age12:RegimeFL                         29.40 10.19 2.89 
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Age14:RegimeFL                        29.52 10.19 2.90 

Age16:RegimeFL                        29.52 10.20 2.90 

GenerationF20:RegimeFL                -18.72 14.40 -1.30 

GenerationF50:RegimeFL                -42.36 14.40 -2.94 

Age2:StrainHYB                        -120.68 12.53 -9.63 

Age4:StrainHYB                        -146.56 14.46 -10.13 

Age6:StrainHYB                        -127.40 12.04 -10.58 

Age8:StrainHYB                        -116.48 10.78 -10.81 

Age10:StrainHYB                       -112.80 10.20 -11.06 

Age12:StrainHYB                       -111.80 10.19 -10.97 

Age14:StrainHYB                        -111.72 10.19 -10.97 

Age16:StrainHYB                       -111.72 10.20 -10.96 

Age2:StrainMY                         -106.04 12.53 -8.46 

Age4:StrainMY                         -131.24 14.46 -9.07 

Age6:StrainMY                          -136.52 12.04 -11.34 

Age8:StrainMY                         -140.32 10.78 -13.02 

Age10:StrainMY                        -141.60 10.20 -13.88 

Age12:StrainMY                        -141.08 10.19 -13.84 

Age14:StrainMY                        -141.16 10.19 -13.86 

Age16:StrainMY                        -141.16 10.20 -13.85 

GenerationF20:StrainHYB               -66.92 14.40 -4.65 

GenerationF50:StrainHYB               -29.20 14.40 -2.03 

GenerationF20:StrainMY                -79.92 14.40 -5.55 

GenerationF50:StrainMY                -55.56 14.40 -3.86 

RegimeFL:StrainHYB                    -110.44 14.40 -7.67 

RegimeFL:StrainMY                      -121.48 14.40 -8.44 

Age2:GenerationF20:RegimeFL           53.00 17.73 2.99 

Age4:GenerationF20:RegimeFL           47.80 20.46 2.34 

Age6:GenerationF20:RegimeFL           23.12 17.03 1.36 

Age8:GenerationF20:RegimeFL           12.40 15.24 0.81 

Age10:GenerationF20:RegimeFL          20.16 14.43 1.40 

Age12:GenerationF20:RegimeFL          18.84 14.41 1.31 

Age14:GenerationF20:RegimeFL          18.72 14.41 1.30 

Age16:GenerationF20:RegimeFL          18.72 14.42 1.30 

Age2:GenerationF50:RegimeFL           109.36 17.73 6.17 

Age4:GenerationF50:RegimeFL           62.72 20.46 3.07 

Age6:GenerationF50:RegimeFL           59.56 17.03 3.50 

Age8:GenerationF50:RegimeFL           47.96 15.24 3.15 

Age10:GenerationF50:RegimeFL          43.80 14.43 3.04 

Age12:GenerationF50:RegimeFL          42.48 14.41 2.95 

Age14:GenerationF50:RegimeFL           42.36 14.41 2.94 

Age16:GenerationF50:RegimeFL          42.36 14.42 2.94 

Age2:GenerationF20:StrainHYB          87.56 17.73 4.94 

Age4:GenerationF20:StrainHYB          107.52 20.46 5.26 

Age6:GenerationF20:StrainHYB          74.92 17.03 4.40 

Age8:GenerationF20:StrainHYB          63.04 15.24 4.14 

Age10:GenerationF20:StrainHYB         68.00 14.43 4.71 

Age12:GenerationF20:StrainHYB         67.00 14.41 4.65 

Age14:GenerationF20:StrainHYB         66.92 14.41 4.64 
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Age16:GenerationF20:StrainHYB         66.92 14.42 4.64 

Age2:GenerationF50:StrainHYB          131.52 17.73 7.42 

Age4:GenerationF50:StrainHYB          74.96 20.46 3.67 

Age6:GenerationF50:StrainHYB          52.04 17.03 3.06 

Age8:GenerationF50:StrainHYB          37.08 15.24 2.43 

Age10:GenerationF50:StrainHYB         30.40 14.43 2.11 

Age12:GenerationF50:StrainHYB         29.28 14.41 2.03 

Age14:GenerationF50:StrainHYB         29.20 14.41 2.03 

Age16:GenerationF50:StrainHYB         29.20 14.42 2.03 

Age2:GenerationF20:StrainMY           66.20 17.73 3.74 

Age4:GenerationF20:StrainMY           90.36 20.46 4.42 

Age6:GenerationF20:StrainMY           74.16 17.03 4.36 

Age8:GenerationF20:StrainMY           75.88 15.24 4.98 

Age10:GenerationF20:StrainMY          80.36 14.43 5.57 

Age12:GenerationF20:StrainMY          79.84 14.41 5.54 

Age14:GenerationF20:StrainMY          79.92 14.41 5.55 

Age16:GenerationF20:StrainMY          79.92 14.42 5.54 

Age2:GenerationF50:StrainMY           95.28 17.73 5.38 

Age4:GenerationF50:StrainMY           62.40 20.46 3.05 

Age6:GenerationF50:StrainMY           77.64 17.03 4.56 

Age8:GenerationF50:StrainMY           56.64 15.24 3.72 

Age10:GenerationF50:StrainMY          56.40 14.43 3.91 

Age12:GenerationF50:StrainMY          55.48 14.41 3.85 

Age14:GenerationF50:StrainMY          55.56 14.41 3.86 

Age16:GenerationF50:StrainMY          55.56 14.42 3.85 

Age2:RegimeFL:StrainHYB                123.44 17.73 6.96 

Age4:RegimeFL:StrainHYB               147.88 20.46 7.23 

Age6:RegimeFL:StrainHYB               127.08 17.03 7.46 

Age8:RegimeFL:StrainHYB               115.52 15.24 7.58 

Age10:RegimeFL:StrainHYB              111.68 14.43 7.74 

Age12:RegimeFL:StrainHYB              110.52 14.41 7.67 

Age14:RegimeFL:StrainHYB              110.44 14.41 7.67 

Age16:RegimeFL:StrainHYB              110.44 14.42 7.66 

Age2:RegimeFL:StrainMY                102.48 17.73 5.78 

Age4:RegimeFL:StrainMY                119.00 20.46 5.82 

Age6:RegimeFL:StrainMY                118.64 17.03 6.97 

Age8:RegimeFL:StrainMY                120.44 15.24 7.90 

Age10:RegimeFL:StrainMY               121.92 14.43 8.45 

Age12:RegimeFL:StrainMY               121.40 14.41 8.42 

Age14:RegimeFL:StrainMY               121.48 14.41 8.43 

Age16:RegimeFL:StrainMY               121.48 14.42 8.43 

GenerationF20:RegimeFL:StrainHYB      83.32 20.37 4.09 

GenerationF50:RegimeFL:StrainHYB      25.92 20.37 1.27 

GenerationF20:RegimeFL:StrainMY       83.36 20.37 4.09 

GenerationF50:RegimeFL:StrainMY       52.56 20.37 2.58 

Age2:GenerationF20:RegimeFL:StrainHYB -100.16 25.07 -4.00 

Age4:GenerationF20:RegimeFL:StrainHYB  -132.36 28.93 -4.58 

Age6:GenerationF20:RegimeFL:StrainHYB  -92.48 24.08 -3.84 

Age8:GenerationF20:RegimeFL:StrainHYB  -80.32 21.55 -3.73 
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Age10:GenerationF20:RegimeFL:StrainHYB -84.56 20.40 -4.14 

Age12:GenerationF20:RegimeFL:StrainHYB -83.40 20.38 -4.09 

Age14:GenerationF20:RegimeFL:StrainHYB -83.32 20.38 -4.09 

Age16:GenerationF20:RegimeFL:StrainHYB -83.32 20.39 -4.09 

Age2:GenerationF50:RegimeFL:StrainHYB  -141.96 25.07 -5.66 

Age4:GenerationF50:RegimeFL:StrainHYB  -74.92 28.93 -2.59 

Age6:GenerationF50:RegimeFL:StrainHYB  -49.72 24.08 -2.07 

Age8:GenerationF50:RegimeFL:StrainHYB  -34.12 21.55 -1.58 

Age10:GenerationF50:RegimeFL:StrainHYB -27.28 20.40 -1.34 

Age12:GenerationF50:RegimeFL:StrainHYB -26.00 20.38 -1.28 

Age14:GenerationF50:RegimeFL:StrainHYB -25.92 20.38 -1.27 

Age16:GenerationF50:RegimeFL:StrainHYB -25.92 20.39 -1.27 

Age2:GenerationF20:RegimeFL:StrainMY   -67.52 25.07 -2.69 

Age4:GenerationF20:RegimeFL:StrainMY   -100.64 28.93 -3.48 

Age6:GenerationF20:RegimeFL:StrainMY   -81.44 24.08 -3.38 

Age8:GenerationF20:RegimeFL:StrainMY   -80.28 21.55 -3.73 

Age10:GenerationF20:RegimeFL:StrainMY  -83.80 20.40 -4.11 

Age12:GenerationF20:RegimeFL:StrainMY  -83.28 20.38 -4.09 

Age14:GenerationF20:RegimeFL:StrainMY  -83.36 20.38 -4.09 

Age16:GenerationF20:RegimeFL:StrainMY  -83.36 20.39 -4.09 

Age2:GenerationF50:RegimeFL:StrainMY   -104.64 25.07 -4.17 

Age4:GenerationF50:RegimeFL:StrainMY   -67.28 28.93 -2.33 

Age6:GenerationF50:RegimeFL:StrainMY   -76.44 24.08 -3.18 

Age8:GenerationF50:RegimeFL:StrainMY   -53.44 21.55 -2.48 

Age10:GenerationF50:RegimeFL:StrainMY  -53.40 20.40 -2.62 

Age12:GenerationF50:RegimeFL:StrainMY  -52.48 20.38 -2.58 

Age14:GenerationF50:RegimeFL:StrainMY  -52.56 20.38 -2.58 

Age16:GenerationF50:RegimeFL:StrainMY  -52.56 20.39 -2.58 

B) Random effects    

  Groups Name  Variance  Std.Dev.  % of var. 

ind    age0 1294.80 35.98 30.07 

age2 1434.60 37.88 33.32 

age4  1092.40 33.05 25.37 

age6 382.55 19.56 8.88 

age8 100.35 10.02 2.33 

age10 0.01 0.11 0.00 

age12 0.00 0.04 0.00 

age14 0.00 0.02 0.00 

age16 0.00 0.04 0.00 

Residual  1.24 1.11 0.03 
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Appendix II    
    
Summary of the mixed-effects model (Model M8 Table 6.2.C) to describe the Age-
specific fecundity in relation to the temperature.     
 
The model included 6075 number of observations corresponding to 675 individuals 
within 15 replicates.    
 
Linear mixed model fit by maximum likelihood    
Formula: mx~ Age*Temp+Age*Treatment+Age*Strain+Age:Temp:Treatment+ 
                      Age:Temp:Strain + Age:Treatment:Strain + (Age - 1| ind1) 
 
 

Fixed effects:                   
Estimate 

Std. Error   t value 

(Intercept)    -7.80 6.26 -1.25 

Age2            31.47 7.60 4.14 

Age4             27.22 8.85 3.08 

Age6              14.87 7.18 2.07 

Age8               11.31 6.39 1.77 

Age10               9.18 6.29 1.46 

Age12                8.36 6.27 1.33 

Age14                7.96 6.26 1.27 

Age16                7.83 6.26 1.25 

Temp15               80.65 7.87 10.25 

Temp25               33.89 7.87 4.31 

TreatmentF50:CO      4.56 7.87 0.58 

TreatmentF50:FL       18.82 7.87 2.39 

StrainMIX             9.17 7.87 1.17 

StrainMY              14.29 7.87 1.82 

Age2:Temp15           33.27 9.55 3.48 

Age4:Temp15           -33.52 11.12 -3.01 

Age6:Temp15           -62.65 9.02 -6.94 

Age8:Temp15            -79.04 8.03 -9.85 

Age10:Temp15          -81.11 7.90 -10.27 

Age12:Temp15          -81.20 7.88 -10.31 

Age14:Temp15          -80.87 7.87 -10.28 

Age16:Temp15          -80.71 7.87 -10.26 

Age2:Temp25           26.29 9.55 2.75 

Age4:Temp25           -0.01 11.12 0.00 

Age6:Temp25           -24.05 9.02 -2.67 

Age8:Temp25           -33.48 8.03 -4.17 

Age10:Temp25          -34.68 7.90 -4.39 

Age12:Temp25          -34.48 7.88 -4.38 

Age14:Temp25          -34.10 7.87 -4.34 

Age16:Temp25          -33.95 7.87 -4.31 

Age2:TreatmentF50:CO  -20.63 9.55 -2.16 

Age4:TreatmentF50:CO  -12.69 11.12 -1.14 

Age6:TreatmentF50:CO  -13.20 9.02 -1.46 

Age8:TreatmentF50:CO  -8.53 8.03 -1.06 

Age10:TreatmentF50:CO  -6.12 7.90 -0.77 

Age12:TreatmentF50:CO   -5.19 7.88 -0.66 
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Age14:TreatmentF50:CO    -4.77 7.87 -0.61 

Age16:TreatmentF50:CO     -4.62 7.87 -0.59 

Age2:TreatmentF50:FL       -13.73 9.55 -1.44 

Age4:TreatmentF50:FL       -21.56 11.12 -1.94 

Age6:TreatmentF50:FL       -15.98 9.02 -1.77 

Age8:TreatmentF50:FL       -21.43 8.03 -2.67 

Age10:TreatmentF50:FL      -20.28 7.90 -2.57 

Age12:TreatmentF50:FL      -19.45 7.88 -2.47 

Age14:TreatmentF50:FL      -19.03 7.87 -2.42 

Age16:TreatmentF50:FL       -18.88 7.87 -2.40 

Age2:StrainMIX               -32.59 9.55 -3.41 

Age4:StrainMIX               -30.61 11.12 -2.75 

Age6:StrainMIX               -14.46 9.02 -1.60 

Age8:StrainMIX               -11.92 8.03 -1.49 

Age10:StrainMIX              -9.92 7.90 -1.26 

Age12:StrainMIX              -9.41 7.88 -1.19 

Age14:StrainMIX              -9.22 7.87 -1.17 

Age16:StrainMIX              -9.17 7.87 -1.17 

Age2:StrainMY                -30.05 9.55 -3.15 

Age4:StrainMY                -16.76 11.12 -1.51 

Age6:StrainMY                -8.44 9.02 -0.94 

Age8:StrainMY                -10.44 8.03 -1.30 

Age10:StrainMY               -12.88 7.90 -1.63 

Age12:StrainMY               -13.43 7.88 -1.71 

Age14:StrainMY                -13.91 7.87 -1.77 

Age16:StrainMY               -14.16 7.87 -1.80 

Age0:Temp15:TreatmentF50:CO  29.09 8.62 3.38 

Age2:Temp15:TreatmentF50:CO  -11.56 8.05 -1.44 

Age4:Temp15:TreatmentF50:CO  -4.61 7.16 -0.64 

Age6:Temp15:TreatmentF50:CO  0.52 3.88 0.13 

Age8:Temp15:TreatmentF50:CO  0.39 0.98 0.40 

Age10:Temp15:TreatmentF50:CO 0.97 0.32 3.03 

Age12:Temp15:TreatmentF50:CO 0.65 0.29 2.29 

Age14:Temp15:TreatmentF50:CO 0.28 0.28 0.98 

Age16:Temp15:TreatmentF50:CO 0.08 0.29 0.28 

Age0:Temp25:TreatmentF50:CO  -2.79 8.62 -0.32 

Age2:Temp25:TreatmentF50:CO  -49.13 8.05 -6.10 

Age4:Temp25:TreatmentF50:CO  -32.93 7.16 -4.60 

Age6:Temp25:TreatmentF50:CO  -8.84 3.88 -2.28 

Age8:Temp25:TreatmentF50:CO  -0.41 0.98 -0.42 

Age10:Temp25:TreatmentF50:CO 0.76 0.32 2.36 

Age12:Temp25:TreatmentF50:CO 0.67 0.29 2.34 

Age14:Temp25:TreatmentF50:CO 0.27 0.28 0.94 

Age16:Temp25:TreatmentF50:CO 0.08 0.29 0.28 

Age0:Temp15:TreatmentF50:FL  -77.65 8.62 -9.01 

Age2:Temp15:TreatmentF50:FL  -109.70 8.05 -13.63 

Age4:Temp15:TreatmentF50:FL  -30.75 7.16 -4.29 

Age6:Temp15:TreatmentF50:FL  -26.73 3.88 -6.89 

Age8:Temp15:TreatmentF50:FL  -1.95 0.98 -1.99 

Age10:Temp15:TreatmentF50:FL 0.68 0.32 2.11 

Age12:Temp15:TreatmentF50:FL 0.65 0.29 2.29 

Age14:Temp15:TreatmentF50:FL 0.28 0.28 0.98 

Age16:Temp15:TreatmentF50:FL 0.08 0.29 0.28 
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Age0:Temp25:TreatmentF50:FL   18.75 8.62 2.18 

Age2:Temp25:TreatmentF50:FL    -58.51 8.05 -7.27 

Age4:Temp25:TreatmentF50:FL    -63.56 7.16 -8.88 

Age6:Temp25:TreatmentF50:FL    -21.68 3.88 -5.59 

Age8:Temp25:TreatmentF50:FL    -2.16 0.98 -2.20 

Age10:Temp25:TreatmentF50:FL   0.76 0.32 2.36 

Age12:Temp25:TreatmentF50:FL   0.67 0.29 2.34 

Age14:Temp25:TreatmentF50:FL   0.27 0.28 0.94 

Age16:Temp25:TreatmentF50:FL   0.08 0.29 0.28 

Age0:Temp15:StrainMIX          49.05 8.62 5.69 

Age2:Temp15:StrainMIX          36.65 8.05 4.55 

Age4:Temp15:StrainMIX          24.76 7.16 3.46 

Age6:Temp15:StrainMIX          1.27 3.88 0.33 

Age8:Temp15:StrainMIX          0.80 0.98 0.82 

Age10:Temp15:StrainMIX         0.03 0.32 0.08 

Age12:Temp15:StrainMIX         0.12 0.29 0.42 

Age14:Temp15:StrainMIX         0.03 0.28 0.09 

Age16:Temp15:StrainMIX         0.00 0.29 0.00 

Age0:Temp25:StrainMIX          10.99 8.62 1.28 

Age2:Temp25:StrainMIX          -8.05 8.05 -1.00 

Age4:Temp25:StrainMIX          -7.25 7.16 -1.01 

Age6:Temp25:StrainMIX          -1.77 3.88 -0.46 

Age8:Temp25:StrainMIX          1.00 0.98 1.02 

Age10:Temp25:StrainMIX         0.48 0.32 1.49 

Age12:Temp25:StrainMIX         0.19 0.29 0.66 

Age14:Temp25:StrainMIX         0.03 0.28 0.09 

Age16:Temp25:StrainMIX          0.00 0.29 0.00 

Age0:Temp15:StrainMY           79.51 8.62 9.23 

Age2:Temp15:StrainMY           56.55 8.05 7.02 

Age4:Temp15:StrainMY           32.20 7.16 4.50 

Age6:Temp15:StrainMY            4.88 3.88 1.26 

Age8:Temp15:StrainMY           -0.92 0.98 -0.94 

Age10:Temp15:StrainMY          -0.69 0.32 -2.16 

Age12:Temp15:StrainMY          -0.45 0.29 -1.59 

Age14:Temp15:StrainMY          -0.23 0.28 -0.80 

Age16:Temp15:StrainMY          -0.08 0.29 -0.28 

Age0:Temp25:StrainMY           11.53 8.62 1.34 

Age2:Temp25:StrainMY           13.37 8.05 1.66 

Age4:Temp25:StrainMY           -6.40 7.16 -0.89 

Age6:Temp25:StrainMY           -6.03 3.88 -1.55 

Age8:Temp25:StrainMY           -1.61 0.98 -1.65 

Age10:Temp25:StrainMY          -0.40 0.32 -1.24 

Age12:Temp25:StrainMY          -0.41 0.29 -1.45 

Age14:Temp25:StrainMY          -0.21 0.28 -0.75 

Age16:Temp25:StrainMY          -0.08 0.29 -0.28 

Age0:TreatmentF50:CO:StrainMIX 0.08 8.62 0.01 

Age2:TreatmentF50:CO:StrainMIX 34.99 8.05 4.35 

Age4:TreatmentF50:CO:StrainMIX 17.55 7.16 2.45 

Age6:TreatmentF50:CO:StrainMIX 7.63 3.88 1.97 

Age8:TreatmentF50:CO:StrainMIX 3.23 0.98 3.29 

Age10:TreatmentF50:CO:StrainMIX 0.61 0.32 1.91 

Age12:TreatmentF50:CO:StrainMIX 0.13 0.29 0.47 

Age14:TreatmentF50:CO:StrainMIX 0.03 0.28 0.09 
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Age16:TreatmentF50:CO:StrainMIX 0.00 0.29 0.00 

Age0:TreatmentF50:FL:StrainMIX -27.08 8.62 -3.14 

Age2:TreatmentF50:FL:StrainMIX 48.61 8.05 6.04 

Age4:TreatmentF50:FL:StrainMIX 54.80 7.16 7.65 

Age6:TreatmentF50:FL:StrainMIX 11.99 3.88 3.09 

Age8:TreatmentF50:FL:StrainMIX 2.93 0.98 2.99 

Age10:TreatmentF50:FL:StrainMIX 0.57 0.32 1.78 

Age12:TreatmentF50:FL:StrainMIX 0.13 0.29 0.47 

Age14:TreatmentF50:FL:StrainMIX 0.03 0.28 0.09 

Age16:TreatmentF50:FL:StrainMIX 0.00 0.29 0.00 

Age0:TreatmentF50:CO:StrainMY  -13.85 8.62 -1.61 

Age2:TreatmentF50:CO:StrainMY  16.16 8.05 2.01 

Age4:TreatmentF50:CO:StrainMY  1.15 7.16 0.16 

Age6:TreatmentF50:CO:StrainMY  3.93 3.88 1.01 

Age8:TreatmentF50:CO:StrainMY  -2.37 0.98 -2.42 

Age10:TreatmentF50:CO:StrainMY -0.80 0.32 -2.49 

Age12:TreatmentF50:CO:StrainMY  -0.57 0.29 -2.01 

Age14:TreatmentF50:CO:StrainMY  -0.24 0.28 -0.84 

Age16:TreatmentF50:CO:StrainMY  -0.08 0.29 -0.28 

Age0:TreatmentF50:FL:StrainMY   -28.95 8.62 -3.36 

Age2:TreatmentF50:FL:StrainMY   29.08 8.05 3.61 

Age4:TreatmentF50:FL:StrainMY   31.73 7.16 4.43 

Age6:TreatmentF50:FL:StrainMY   1.76 3.88 0.45 

Age8:TreatmentF50:FL:StrainMY   -0.92 0.98 -0.94 

Age10:TreatmentF50:FL:StrainMY  -1.05 0.32 -3.28 

Age12:TreatmentF50:FL:StrainMY  -0.57 0.29 -2.01 

Age14:TreatmentF50:FL:StrainMY  -0.24 0.28 -0.84 

Age16:TreatmentF50:FL:StrainMY  -0.08 0.29 -0.28 

    

B) Random effects    

Groups   Name  Variance  Std.Dev.  
% of 
Variance 

 ind1  age0 1391.10 37.30 36.00 

          age2 1214.20 34.84 31.42 

          age4 959.97 30.98 24.84 

          age6 280.43 16.75 7.26 

          age8 16.49 4.06 0.43 

          age10 0.42 0.65 0.01 

          age12 0.00 0.07 0.00 

          age14 0.00 0.05 0.00 

          age16 0.02 0.13 0.00 

 Residual     1.52 1.23 0.04 
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Appendix III 
 
Summary of the mixed-effects model (Model M6 Table 6.4.C) to describe the age 
specific fecundity after the translocation.  
 
The model included 4050 number of observations corresponding to 450 individuals 
within 15 replicates. 
 
Linear mixed model fit by maximum likelihood  
Formula: mx ~ Age*Treatment*Strain+(age-1|ind1) 
 

A) Fixed effects:            
Estimate 

Std. 
Error 

t value 

(Intercept)          39.24 6.95 5.65 

Age2                   107.64 8.69 12.39 

Age4                  46.64 9.45 4.94 

Age6                   -8.24 7.86 -1.05 

Age8                    -32.48 7.08 -4.59 

Age10                   -37.8 6.97 -5.43 

Age12                    -39.12 6.95 -5.63 

Age14                     -39.24 6.95 -5.65 

Age16                      -39.24 6.95 -5.65 

TreatmentF1FL         -39.24 9.83 -3.99 

TreatmentF50CO       57.32 9.83 5.83 

TreatmentF50FL         -39.24 9.83 -3.99 

TreatmentF51:FL:CO   28.72 9.83 2.92 

TreatmentF51CO:FL    -39.24 9.83 -3.99 

StrainHYB                     111.72 9.83 11.37 

StrainMY                       141.16 9.83 14.37 

Age2:TreatmentF1FL     -97.92 12.29 -7.97 

Age4:TreatmentF1FL     -37.32 13.36 -2.79 

Age6:TreatmentF1FL      13.28 11.12 1.2 

Age8:TreatmentF1FL      34.52 10.01 3.45 

Age10:TreatmentF1FL    38.48 9.85 3.91 

Age12:TreatmentF1FL    39.12 9.83 3.98 

Age14:TreatmentF1FL     39.24 9.83 3.99 

Age16:TreatmentF1FL    39.24 9.82 3.99 

Age2:TreatmentF50CO   -115.24 12.29 -9.38 

Age4:TreatmentF50CO   -81.36 13.36 -6.09 

Age6:TreatmentF50CO   -76.56 11.12 -6.89 

Age8:TreatmentF50CO   -63.6 10.01 -6.35 

Age10:TreatmentF50CO -58.76 9.85 -5.97 

Age12:TreatmentF50CO -57.44 9.83 -5.85 

Age14:TreatmentF50CO -57.32 9.83 -5.83 

Age16:TreatmentF50CO -57.32 9.82 -5.84 

Age2:TreatmentF50FL    -82.96 12.29 -6.75 

Age4:TreatmentF50FL    -28.24 13.36 -2.11 

Age6:TreatmentF50FL    9.6 11.12 0.86 

Age8:TreatmentF50FL    32.48 10.01 3.25 

Age10:TreatmentF50FL  37.8 9.85 3.84 
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Age12:TreatmentF50FL  39.12 9.83 3.98 

Age14:TreatmentF50FL  39.24 9.83 3.99 

Age16:TreatmentF50FL  39.24 9.82 3.99 

Age2:TreatmentF51:FL:CO  -155.16 12.29 -12.63 

Age4:TreatmentF51:FL:CO   -95.88 13.36 -7.18 

Age6:TreatmentF51:FL:CO    -59.48 11.12 -5.35 

Age8:TreatmentF51:FL:CO     -35.48 10.01 -3.54 

Age10:TreatmentF51:FL:CO    -30.16 9.85 -3.06 

Age12:TreatmentF51:FL:CO     -28.84 9.83 -2.94 

Age14:TreatmentF51:FL:CO      -28.72 9.83 -2.92 

Age16:TreatmentF51:FL:CO       -28.72 9.82 -2.92 

Age2:TreatmentF51CO:FL          -103.72 12.29 -8.44 

Age4:TreatmentF51CO:FL          -44.96 13.36 -3.37 

Age6:TreatmentF51CO:FL          9.4 11.12 0.85 

Age8:TreatmentF51CO:FL           32.48 10.01 3.25 

Age10:TreatmentF51CO:FL         37.8 9.85 3.84 

Age12:TreatmentF51CO:FL         39.12 9.83 3.98 

Age14:TreatmentF51CO:FL         39.24 9.83 3.99 

Age16:TreatmentF51CO:FL         39.24 9.82 3.99 

Age2:StrainHYB              -120.68 12.29 -9.82 

Age4:StrainHYB              -146.56 13.36 -10.97 

Age6:StrainHYB              -127.4 11.12 -11.46 

Age8:StrainHYB              -116.48 10.01 -11.64 

Age10:StrainHYB            -112.8 9.85 -11.45 

Age12:StrainHYB            -111.8 9.83 -11.38 

Age14:StrainHYB            -111.72 9.83 -11.37 

Age16:StrainHYB            -111.72 9.82 -11.37 

Age2:StrainMY               -106.04 12.29 -8.63 

Age4:StrainMY               -131.24 13.36 -9.82 

Age6:StrainMY               -136.52 11.12 -12.28 

Age8:StrainMY               -140.32 10.01 -14.02 

Age10:StrainMY              -141.6 9.85 -14.38 

Age12:StrainMY             -141.08 9.83 -14.36 

Age14:StrainMY             -141.16 9.83 -14.36 

Age16:StrainMY             -141.16 9.82 -14.37 

TreatmentF1FL:StrainHYB  -111.72 13.9 -8.04 

TreatmentF50CO:StrainHYB    -29.2 13.9 -2.1 

TreatmentF50FL:StrainHYB      -111.72 13.9 -8.04 

TreatmentF51:FL:CO:StrainHYB  -105.24 13.9 -7.57 

TreatmentF51CO:FL:StrainHYB    -111.72 13.9 -8.04 

TreatmentF1FL:StrainMY           -141.16 13.9 -10.16 

TreatmentF50CO:StrainMY        -55.56 13.9 -4 

TreatmentF50FL:StrainMY         -141.16 13.9 -10.16 

TreatmentF51:FL:CO:StrainMY   -129 13.9 -9.28 

TreatmentF51CO:FL:StrainMY     -141.16 13.9 -10.16 

Age2:TreatmentF1FL:StrainHYB   121.96 17.37 7.02 

Age4:TreatmentF1FL:StrainHYB    150.6 18.89 7.97 

Age6:TreatmentF1FL:StrainHYB     130 15.72 8.27 

Age8:TreatmentF1FL:StrainHYB      117.44 14.16 8.3 

Age10:TreatmentF1FL:StrainHYB    113.12 13.93 8.12 



S. A. Diaz, 2009   186 

Age12:TreatmentF1FL:StrainHYB    111.96 13.9 8.06 

Age14:TreatmentF1FL:StrainHYB    111.72 13.9 8.04 

Age16:TreatmentF1FL:StrainHYB    111.72 13.89 8.04 

Age2:TreatmentF50CO:StrainHYB   131.52 17.37 7.57 

Age4:TreatmentF50CO:StrainHYB   74.96 18.89 3.97 

Age6:TreatmentF50CO:StrainHYB   52.04 15.72 3.31 

Age8:TreatmentF50CO:StrainHYB   37.08 14.16 2.62 

Age10:TreatmentF50CO:StrainHYB 30.4 13.93 2.18 

Age12:TreatmentF50CO:StrainHYB 29.28 13.9 2.11 

Age14:TreatmentF50CO:StrainHYB 29.2 13.9 2.1 

Age16:TreatmentF50CO:StrainHYB 29.2 13.89 2.1 

Age2:TreatmentF50FL:StrainHYB    118.68 17.37 6.83 

Age4:TreatmentF50FL:StrainHYB    136.88 18.89 7.25 

Age6:TreatmentF50FL:StrainHYB    126.76 15.72 8.06 

Age8:TreatmentF50FL:StrainHYB    116.48 14.16 8.23 

Age10:TreatmentF50FL:StrainHYB  112.8 13.93 8.1 

Age12:TreatmentF50FL:StrainHYB  111.8 13.9 8.05 

Age14:TreatmentF50FL:StrainHYB  111.72 13.9 8.04 

Age16:TreatmentF50FL:StrainHYB  111.72 13.89 8.04 

Age2:TreatmentF51:FL:CO:StrainHYB 114.6 17.37 6.6 

Age4:TreatmentF51:FL:CO:StrainHYB  138.76 18.89 7.34 

Age6:TreatmentF51:FL:CO:StrainHYB   120.68 15.72 7.68 

Age8:TreatmentF51:FL:CO:StrainHYB   110 14.16 7.77 

Age10:TreatmentF51:FL:CO:StrainHYB  106.32 13.93 7.63 

Age12:TreatmentF51:FL:CO:StrainHYB 105.32 13.9 7.58 

Age14:TreatmentF51:FL:CO:StrainHYB 105.24 13.9 7.57 

Age16:TreatmentF51:FL:CO:StrainHYB 105.24 13.89 7.58 

Age2:TreatmentF51CO:FL:StrainHYB   168.36 17.37 9.69 

Age4:TreatmentF51CO:FL:StrainHYB   147.96 18.89 7.83 

Age6:TreatmentF51CO:FL:StrainHYB   127.16 15.72 8.09 

Age8:TreatmentF51CO:FL:StrainHYB   116.48 14.16 8.23 

Age10:TreatmentF51CO:FL:StrainHYB 112.8 13.93 8.1 

Age12:TreatmentF51CO:FL:StrainHYB  111.8 13.9 8.05 

Age14:TreatmentF51CO:FL:StrainHYB  111.72 13.9 8.04 

Age16:TreatmentF51CO:FL:StrainHYB  111.72 13.89 8.04 

Age2:TreatmentF1FL:StrainMY      125.72 17.37 7.24 

Age4:TreatmentF1FL:StrainMY      147.36 18.89 7.8 

Age6:TreatmentF1FL:StrainMY      143.96 15.72 9.16 

Age8:TreatmentF1FL:StrainMY      142.12 14.16 10.04 

Age10:TreatmentF1FL:StrainMY     141.4 13.93 10.15 

Age12:TreatmentF1FL:StrainMY    141.08 13.9 10.15 

Age14:TreatmentF1FL:StrainMY    141.16 13.9 10.16 

Age16:TreatmentF1FL:StrainMY    141.16 13.89 10.16 

Age2:TreatmentF50CO:StrainMY   95.28 17.37 5.48 

Age4:TreatmentF50CO:StrainMY   62.4 18.89 3.3 

Age6:TreatmentF50CO:StrainMY   77.64 15.72 4.94 

Age8:TreatmentF50CO:StrainMY   56.64 14.16 4 

Age10:TreatmentF50CO:StrainMY 56.4 13.93 4.05 

Age12:TreatmentF50CO:StrainMY  55.48 13.9 3.99 

Age14:TreatmentF50CO:StrainMY  55.56 13.9 4 
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Age16:TreatmentF50CO:StrainMY  55.56 13.89 4 

Age2:TreatmentF50FL:StrainMY     122.72 17.37 7.06 

Age4:TreatmentF50FL:StrainMY     135 18.89 7.15 

Age6:TreatmentF50FL:StrainMY     136.08 15.72 8.66 

Age8:TreatmentF50FL:StrainMY     140.32 14.16 9.91 

Age10:TreatmentF50FL:StrainMY   141.6 13.93 10.17 

Age12:TreatmentF50FL:StrainMY   141.08 13.9 10.15 

Age14:TreatmentF50FL:StrainMY   141.16 13.9 10.16 

Age16:TreatmentF50FL:StrainMY   141.16 13.89 10.16 

Age2:TreatmentF51:FL:CO:StrainMY  139.76 17.37 8.04 

Age4:TreatmentF51:FL:CO:StrainMY   116.68 18.89 6.18 

Age6:TreatmentF51:FL:CO:StrainMY   124.16 15.72 7.9 

Age8:TreatmentF51:FL:CO:StrainMY   128.16 14.16 9.05 

Age10:TreatmentF51:FL:CO:StrainMY 129.44 13.93 9.29 

Age12:TreatmentF51:FL:CO:StrainMY 128.92 13.9 9.28 

Age14:TreatmentF51:FL:CO:StrainMY 129 13.9 9.28 

Age16:TreatmentF51:FL:CO:StrainMY 129 13.89 9.29 

Age2:TreatmentF51CO:FL:StrainMY    126.48 17.37 7.28 

Age4:TreatmentF51CO:FL:StrainMY    135.84 18.89 7.19 

Age6:TreatmentF51CO:FL:StrainMY    135.96 15.72 8.65 

Age8:TreatmentF51CO:FL:StrainMY    140.32 14.16 9.91 

Age10:TreatmentF51CO:FL:StrainMY  141.6 13.93 10.17 

Age12:TreatmentF51CO:FL:StrainMY  141.08 13.9 10.15 

Age14:TreatmentF51CO:FL:StrainMY  141.16 13.9 10.16 

Age16:TreatmentF51CO:FL:StrainMY  141.16 13.89 10.16 

    

B) Random effects    

Groups Name Variance Std.Dev. % of 
Variance 

ind  age0 1206.00 34.73 34.50 

       age2 1229.00 35.06 35.15 

       age4 812.37 28.50 23.24 

       age6 236.65 15.38 6.77 

       age8 10.81 3.29 0.31 

       age10 0.22 0.47 0.01 

       age12 0.01 0.10 0.00 

       age14 0.00 0.06 0.00 

       age16 0.01 0.09 0.00 

Residual 1.03 1.02 0.03 

 


