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Predation is a near ubiquitous factor of nature and a powerful selective force
on prey. Moreover, it has recently emerged as an important driver in the
evolution of brain anatomy, though population comparisons show ambiguous results with considerable unexplained variation. Here, we test the
reproducibility of reduced predation on evolutionary trajectories of brain
evolution. We make use of an introduction experiment, whereby guppies
(Poecilia reticulata) from a single high predation stream were introduced to
four low predation streams. After 8–9 years of natural selection in the
wild and two generations of common garden conditions in the laboratory,
we quantified brain anatomy. Relative brain region sizes did not differ
between populations. However, we found a general increase and striking
variation in relative brain size of introduced populations, which varied
from no change to a 12.5% increase in relative brain weight, relative to the
ancestral high predation population. We interpret this as evidence for nonparallel evolution, which implies a weak or inconsistent association of
relative brain size with fitness in low predation sites. The evolution of brain
anatomy appears sensitive to unknown environmental factors, or contingent
on either chance events or historical legacies of environmental change.

1. Introduction
Predation is a powerful selective pressure, leading to directional selection on a
diverse range of traits, including life history [1,2], morphology [3] and behaviour [4,5]. Such differences can evolve remarkably fast, often within few
generations, in both the laboratory [2,6] and in the wild [1,7]. Recently, the
effect of predation on brain evolution has begun to be unveiled [8–10].
Larger brains are often associated with better executive function than smaller
brains [11,12], which has been experimentally shown in guppies selected for
relative brain size [13–17]. These selection lines highlighted the potentially
strong selective pressure of predation on brain size, as large-brained guppies
exposed to predators survived better than small-brained guppies [18], potentially owing to behavioural advantages [17]. However, large brains are also
energetically costly [13,19–21] and this high energy demand may increase the
required foraging rate and therefore the exposure to predators [22].
A series of recent ecological comparisons have begun to elucidate the effect
of predation on brain evolution. These have focused on the Trinidadian streams,
where pronounced geographical variation in predation risk occurs in close
proximity [23]. However, the results and conclusions contrast greatly, as positive [9], negative [10] and no associations [8,24,25] between brain size and
© 2020 The Authors. Published by the Royal Society under the terms of the Creative Commons Attribution
License http://creativecommons.org/licenses/by/4.0/, which permits unrestricted use, provided the original
author and source are credited.

(a) Source populations
Fish were derived from a translocation experiment, carried out in
2008 and 2009, where guppies were translocated from the high
predation locality in the Guanapo river, characterized by the
presence of Pike cichlids (Crenicichla frenata), to low predation
sites where Pike cichlids are absent. In 2008 juvenile guppies
were caught in the Guanapo, reared and mated in the laboratory,
and 38 fish of each sex were introduced to two streams (Upper
and Lower Lalaja). In 2009, this experiment was replicated,
where guppies were again derived from the Guanapo and introduced to the Taylor (N = 52 males and 52 females) and Caigul
rivers (N = 64 males and 64 females). Females and the males
they were mated with were not sent to the same stream, so effective population sizes were larger than these numbers suggest
owing to sperm storage by females. These translocations of guppies thus come from the same high predation population which
largely standardized the gene pool of founders. For concurrently
running experiments, the canopy of the Upper Lalaja and Taylor
were regularly thinned to let through more light and resemble
the light environment of the high predation populations downstream. More information about these translocations can be
found in Handelsman et al. [30] and descriptions of the ecological
processes following the introduction are reviewed in [32,33].

(c) Dissections
Fish were placed under a dissection microscope (Leica MZFLIII),
their standard length was measured with callipers (from the tip
of the nose to the end of the caudal peduncle) and brains dissected out and stored in phosphate-buffered solution. We
photographed the brains under the dissection microscope with
an attached Leica DFC 490 camera from the ventral, dorsal and
both lateral sides, and then weighed them to the nearest
0.01 mg (Mettler MT5 scale). The length, width and height of
the olfactory bulbs, telencephalon, optic tectum, hypothalamus,
cerebellum and dorsal medulla were measured with the ImageJ
software [36], with protocols described in Kotrschal et al. [37].
These measures were used to estimate the volume of the brain
region, as given by equation (2.1). All of these procedures were
conducted by one observer (DJM) and image processing was
done blind to the stream origin.

p
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(d) Statistics
To achieve normality and linearize the allometries between
response variables and predictors, we loge-transformed body
lengths (mm), brain weight (mg) and brain region volumes
(mm3). Brain weight was fit with the predictors of population,
sex, loge(length) and all two-way interactions, however, all interactions were uninformative to the model and were, therefore,
removed (all p > 0.17; see electronic supplementary material).
The brain region volumes were fit to a multivariate linear
model, with the predictors of population, sex, loge(brain weight)
and all two-way interactions. Again, all interactions were uninformative to the model and were discarded (all p > 0.6). Analyses of
body size differences revealed fish from the Guanapo and Caigul
were smaller than the other populations, though we caution
against biological interpretations as fish are of an unknown age.
Models were run in R statistics package [38], and group effects
are compared with type-III ANOVAs.

(b) Sampling
A sample of 40–50 juveniles from the four introduction sites and
the origin population were returned to the laboratory at the University of California Riverside in 2016, 8–9 years after
translocations. Quantitative genetic analyses performed on the
Lower Lalaja population estimated approximately 1.7 generations per year (≈15 generations) [34]. Fish were kept for two
generations in tanks of 5–6 individuals in an 8 L tank under
common garden conditions to ameliorate potential non-genetic
developmental or parental effects. Previous studies have shown

3. Results
(a) Brain weight
We found a strong allometry between brain weight and body
length (estimate = 1.63, s.e. = 0.091, F1,92 = 326, p < 0.0001), and
that males had 21.5% larger relative brain sizes than females
(est. = 0.2, s.e. = 0.028, F1,92 = 47, p < 0.0001; figure 1). After
accounting for these effects, there were substantial differences
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2. Material and methods

plastic responses of brain size to environmental heterogeneity
[35] or directly to olfactory predator cues [9], which we tried to
minimize by rearing fish in common garden conditions to
focus on evolved change. During this time, fish were randomly
outcrossed to create full-sibling fry. This excluded non-random
mating, thereby reducing undesired selection in the first two generations. After this period, fish were placed in stock tanks and
allowed to breed naturally for a little over 1 year, which may
have dampened genetic differences among populations as they
may evolve to laboratory conditions. Information on sampling
and husbandry can be found in Reznick et al. [33]. The 114 fish
used here, balanced for all populations and both sexes, were
taken from these stock tanks and therefore at least two generations removed from the streams. Fish were euthanized with
an overdose of tricaine methanesulfonate (MS-222; SigmaAldrich), fixed in 4% buffered formalin solution and shipped to
Stockholm University for processing. Fifteen of those fish were
discarded owing to fixation and dissection issues.
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predation regimes were reported. These studies made use of
the natural variation in predation regimes to infer evolution
post hoc. Alternatively, through experimental manipulations
of the environment, such as translocating populations, we
can study the process of evolution, while maintaining natural
trade-offs (e.g. between predator avoidance and foraging
activity to meet energetic requirements) [26]. With this
approach, we can test whether the evolution of brain morphology is repeatable. This is important as the presence or
absence of parallel (or convergent) evolution implies adaptation of the trait’s response [27]. Alternatively, evolution
may be contingent on historical factors or chance events.
For instance, replicate populations may each increase their
fitness to the new conditions, while a specific trait that does
not strongly affect fitness may diverge among populations
[28]. Translocation experiments are hence a powerful tool to
decipher whether observed brain anatomy differences
between populations are a result of adaptation, or contingent
on chance events and historical factors.
Here, we make use of a long-term experimental evolution
field manipulation, where guppies from a single high predation
site were translocated to four low predation sites. Previous
studies have found rapid evolution in morphology, colouration
and life history [29–33]. We expected a reduction in brain size
of translocated fish owing to the reduced benefits conferred by
larger brains when under predation [8,17] and greater energetic
constraints of high population densities in low predation sites.
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Figure 1. Population differences in relative brain size. Displayed is brain weight plotted against body length for female (a) and male (b) guppies. The reference high
predation population Guanapo is highlighted in red. Upper Lalaja and the Taylor were the locations of the canopy thinning. Model predictions are plotted as the best
fit line.

among populations in relative brain sizes (F4,92 = 6.93, p <
0.0001), with the Lower Lalaja (difference = 12.3%, est. = 0.12,
s.e. = 0.037, F1,92 = 9.9, p = 0.002) and Upper Lalaja populations
(diff. = 12.5%, est. = 0.12, s.e. = 0.035, F1,92 = 11.1, p = 0.001)
showing an increase in brain size relative to the source Guanapo population, while the Caigul showed no change
(diff. = −1.9%, est. = −0.019, s.e. = 0.035, F1,92 = 0.3, p = 0.58).
The Taylor was intermediate, being insignificantly larger
than the Guanapo (diff. = 6.3%, est. = 0.061, s.e. = 0.034,
F1,92 = 3.2, p = 0.078), but also insignificantly different from
the two Lalaja populations ( p = 0.08 and 0.11). The thinning
of the canopy in the Taylor and Upper Lalaja did not appear
to affect brain size, as there was greater similarity within introduction years relative to between canopy type (see figure 1).
Together, the results indicate that relative brain size increased
from the source Guanapo population when introduced to
three of the low predation sites.

(b) Brain regions
The multivariate analysis of brain region volumes after
accounting for the allometries associated with brain weight
(F6,87 = 103, p < 0.0001) revealed a large effect of sex (F6,87 =
30.1, p < 0.0001), with males having a larger relative optic
tectum, but smaller telencephalon, dorsal medulla and
olfactory bulbs than females (see electronic supplementary
material). There was no effect of population origin on brain
region volumes (F24,360 = 0.6, p = 0.6), indicating population
differences in brain sizes were equally expressed over the
different brain regions.

4. Discussion
We found that guppy populations that were translocated
from high to low predation sites evolved relatively larger
brains, which seems to oppose previous results in this species
[9]. Importantly, we also found considerable divergence in
brain size among the introduction populations, which indicates non-parallel evolution. The variation in evolutionary
trajectories of brain size was pronounced, with introduction
sites ranging from no change (a 1.9% non-significant
decrease) to a 12.5% increase in relative brain size, and

cannot be explained by experimental canopy clearance, as
the two cleared sites were quite different (figure 1).
This non-parallel evolution indicates that selective
pressure on brain size, resulting from the difference in predation, was likely weak in the introduction sites [27,28]. This
could mean either that other unobserved environmental factors may have contributed to the observed variation among
populations or point to a role for evolutionary contingency
leading to variation among introduction sites. However, it
is important to note that the evidence for weak selection on
brain anatomy in low predation populations does not preclude a strong effect of brain size on fitness in high
predation populations. Rather, the results speak only to an
effect of reduced predation pressure and the associated
ecological changes.
This apparent weak selection speaks against previous
adaptationist explanations for increased brain size in low predation environments. Low predation streams reach higher
population densities and therefore have greater intraspecific
competition. For instance, Walsh et al. [10] proposed that
larger brains evolve in low predation populations of Rivulus
killifish (Rivulus hartii) to assist in foraging and learning
under high intraspecific competition. Introduction sites
reached higher population sizes than the source site, with
greater intraspecific competition and competition with Rivulus killifish [33]. It is possible that density and intraspecific
competition did not have a direct effect on brain size in our
system, or that changes in brain size owing to life-history
evolution are not seen as rapidly. For our study, the ‘cognitive
buffer’ hypothesis, which predicts larger brains to evolve to
facilitate rapid responses to environmental change [39], may
help explain our results. Fish were first introduced to novel
conditions, which then underwent a series of ecological
changes as guppy populations and densities shaped the ecological conditions [32]. However, these cognition-linked
hypotheses would predict a more direct effect of brain size
and hence promote more parallel evolution among populations
than was observed.
A more parsimonious explanation of the increase may be
a relaxation of selection on the constraints to the upper and
lower limit of brain size in the initial period after the introductions. Large brains are energetically costly [13,19–21]
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trajectory with a similar effect on behaviour and learning.
The apparent lack of evolution in brain region sizes may
be considered additional support for a nonadaptive explanation to the changes in relative brain size. In addition to
the hypothesized selection on telencephalon size discussed
above, we may also expect selection on other brain regions.
For instance, the translocation of fish to low predation
streams increases the importance of sexual selection in low
predation environments [6,29] and may relax selection of
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escape. As the cerebellum is important to motor action function and is integrated with sensory information in the optic
tectum [46] we may have expected a change in its size,
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Here, we found a general increase of brain size of fish
released from predation pressure, contrary to previous results
of population comparisons [9]. Results from laboratory conditions indicate an advantage of large brains in predator
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low to high predation may promote more convergent evolution. To investigate such effects of increased predation on
brain evolution, either translocations of predators to previously
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evolution in the laboratory (e.g. [6]) would be required.

royalsocietypublishing.org/journal/rsbl

and the initial period after the introduction was a period of
relaxed energetic pressures, as guppy populations were
under carrying capacity with abundant food availability
[32]. Once populations were subject to density regulations,
selection pressures switched from fast to slow growth [33],
with fry born at a larger size [40], as resource availability
plays a major role in shaping the evolution of growth rates
[41]. As brain size is measured as being relative to body
size, it is possible that our results reflect these life-history
changes [42], with a lag in brain anatomy evolution. Such
an explanation would be consistent with the observations
in mice of a greater positive correlation of prenatal and
early postnatal growth with brain size [43].
While we do not know how brain anatomy responded to
density change, it is notable that the sites which showed the
largest increases in brain size were the sites where carrying
capacity was reached most slowly; the Lalaja introductions
reached peak density more slowly (≈ 30 months) than the
Taylor and Caigul (≈ 18 months) [33]. The observed population variation may, therefore, reflect this prolonged period
of population expansion, before selection pressures changed
under density-dependent selection. While this explanation
is highly speculative, the data here, and published elsewhere
[33,44], point to an important role for environmental factors
other than predation (e.g. density and intraspecific competition), both contemporary and historical. These factors may
aid in explaining the discrepancies among studies on brain
size evolution in response to predation [8–10,24].
The evolution of brain anatomy is likely mediated by selection on behaviour and multiple trajectories may, therefore,
create similar outcomes. For instance, the telencephalon is associated with ‘higher order’ executive function such as learning
and memory [45,46]; therefore, selection favouring increased
cognitive faculties could lead to larger relative telencephalon
size, without an increase in overall brain size. However, we
found no indication that this was the case in our data, as we
found no evidence for brain region volume evolution between
populations. Similarly, an increase in neuronal densities could
increase the cognitive abilities of animals [47], while not affecting
total brain size. Guppies show considerable among-individual
variation in neuronal densities, which appears to evolve

15.

17.

18.

19.

20.

21.

22.

23.

24.

25.

37. Kotrschal A, Rogell B, Maklakov AA, Kolm N. 2012
Sex-specific plasticity in brain morphology depends
on social environment of the guppy, Poecilia
reticulata. Behav. Ecol. Sociobiol. 66, 1485–1492.
(doi:10.1007/s00265-012-1403-7)
38. R core team. 2017 R: a language and environment
for statistical computing. Version 3.3.3. Vienna,
Austria: R Foundation for Statistical Computing.
39. Sol D. 2008 Revisiting the cognitive buffer
hypothesis for the evolution of large brains. Biol.
Lett. 5, 130–133. (doi:10.1098/rsbl.2008.0621)
40. Reznick DA, Bryga H, Endler JA. 1990
Experimentally induced life-history evolution in a
natural population. Nature 346, 357–359. (doi:10.
1038/346357a0)
41. Arendt JD, Reznick DN. 2005 Evolution of juvenile
growth rates in female guppies (Poecilia reticulata):
predator regime or resource level? Proc. R. Soc. B
272, 333–337. (doi:10.1098/rspb.2004.2899)
42. Charvet CJ, Striedter GF, Finlay BL. 2011 Evo-devo
and brain scaling: candidate developmental
mechanisms for variation and constancy in
vertebrate brain evolution. Brain Behav. Evol. 78,
248–257. (doi:10.1159/000329851)
43. Riska B, Atchley WR. 1985 Genetics of growth
predict patterns of brain-size evolution. Science 229,
668–671. (doi:10.1126/science.229.4714.668)
44. Dick C, Hinh J, Hayashi CY, Reznick DN. 2018
Convergent evolution of coloration in experimental
introductions of the guppy (Poecilia reticulata). Ecol.
Evol. 8, 8999–9006. (doi:10.1002/ece3.4418)
45. Rodríguez F, López JC, Vargas JP, Gómez Y, Broglio
C, Salas C. 2002 Conservation of spatial memory
function in the pallial forebrain of reptiles and rayfinned fishes. J. Neurosci. 22, 2894. (doi:10.1523/
JNEUROSCI.22-07-02894.2002)
46. Broglio C, Rodríguez F, Salas C. 2003 Spatial
cognition and its neural basis in teleost fishes. Fish.
Fish. 4, 247–255. (doi:10.1046/j.1467-2979.2003.
00128.x)
47. Dicke U, Roth G. 2016 Neuronal factors determining
high intelligence. Phil. Trans. R. Soc. B 371,
20150180. (doi:10.1098/rstb.2015.0180)
48. Marhounová L, Kotrschal A, Kverková K, Kolm N,
Němec P. 2019 Artificial selection on brain size leads
to matching changes in overall number of neurons.
Evolution 73, 2003–2012. (doi:10.1111/evo.13805)
49. Reznick DN. 1997 Life history evolution in
guppies (Poecilia reticulata): guppies as a model for
studying the evolutionary biology of aging. Exp.
Gerontol. 32, 245–258. (doi:10.1016/S0531-5565
(96)00129-5)

5

Biol. Lett. 16: 20190654

16.

26. Reznick DN, Ghalambor CK. 2005 Selection in
nature: experimental manipulations of natural
populations. Integr. Comp. Biol. 45, 456–462.
(doi:10.1093/icb/45.3.456)
27. Losos JB, Jackman TR, Larson A, de Queiroz K,
Rodríguez-Schettino L. 1998 Contingency and
determinism in replicated adaptive radiations of
island lizards. Science 279, 2115–2118. (doi:10.
1126/science.279.5359.2115)
28. Travisano M, Mongold JA, Bennett AF, Lenski RE.
1995 Experimental tests of the roles of adaptation,
chance, and history in evolution. Science 267,
87–90. (doi:10.1126/science.7809610)
29. Kemp DJ, Batistic F-K, Reznick DN. 2018 Predictable
adaptive trajectories of sexual coloration in the wild:
evidence from replicate experimental guppy
populations. Evolution 72, 2462–2477. (doi:10.
1111/evo.13564)
30. Handelsman CA, Broder ED, Dalton CM, Ruell EW,
Myrick CA, Reznick DN, Ghalambor CK. 2013
Predator-induced phenotypic plasticity in
metabolism and rate of growth: rapid adaptation to
a novel environment. Integr. Comp. Biol. 53,
975–988. (doi:10.1093/icb/ict057)
31. Handelsman CA, Walker JA, Ghalambor CK. 2014
Plasticity and constraints on the evolution of body
shape: phenotypic integration in locally adapted
Trinidadian guppy populations. Integr. Comp. Biol.
54, 794–804. (doi:10.1093/icb/icu112)
32. Travis J, Reznick D, Bassar RD, López-Sepulcre A,
Ferriere R, Coulson T. 2014 Do Eco-evo feedbacks
help us understand nature? Answers from studies of
the Trinidadian guppy. In Advances in ecological
research (eds J Moya-Laraño, J. Rowntree, G.
Woodward). pp. 1–40. New York, NY: Academic
Press.
33. Reznick DN et al. 2019 Eco-evolutionary feedbacks
predict the time course of rapid life history
evolution. Am. Nat. 194, 671–692. (doi:10.1086/
705380))
34. Reznick DN, Shaw FH, Rodd FH, Shaw RG. 1997
Evaluation of the rate of evolution in natural
populations of guppies (Poecilia reticulata). Science
275, 1934. (doi:10.1126/science.275.5308.1934)
35. Gonda A, Herczeg G, Merilä J. 2009 Habitatdependent and -independent plastic responses to
social environment in the nine-spined stickleback
(Pungitius pungitius) brain. Proc. R. Soc. B 276,
2085–2092. (doi:10.1098/rspb.2009.0026)
36. Schneider CA, Rasband WS, Eliceiri KW. 2012 NIH
Image to ImageJ: 25 years of image analysis. Nat.
Methods 9, 671. (doi:10.1038/nmeth.2089)

royalsocietypublishing.org/journal/rsbl

14.

Maklakov Alexei A, Kolm N. 2013 Artificial selection
on relative brain size in the guppy reveals costs and
benefits of evolving a larger brain. Curr. Biol. 23,
168–171. (doi:10.1016/j.cub.2012.11.058)
Buechel SD, Boussard A, Kotrschal A, van der Bijl W,
Kolm N. 2018 Brain size affects performance in a
reversal-learning test. Proc. R. Soc. B 285,
20172031. (doi:10.1098/rspb.2017.2031)
Corral-López A, Bloch NI, Kotrschal A, van der Bijl
W, Buechel SD, Mank JE, Kolm N. 2017 Female
brain size affects the assessment of male
attractiveness during mate choice. Sci. Adv. 3,
e1601990. (doi:10.1126/sciadv.1601990)
Corral-López A, Kotrschal A, Kolm N. 2018 Selection
for relative brain size affects context-dependent
male preferences, but not discrimination, of female
body size in guppies. J. Exp. Biol. 221(Pt 12),
jeb175240. (doi:10.1242/jeb.175240)
van der Bijl W, Thyselius M, Kotrschal A, Kolm N.
2015 Brain size affects the behavioural response to
predators in female guppies (Poecilia reticulata).
Proc. R. Soc. B 282, 20151132. (doi:10.1098/rspb.
2015.1132)
Kotrschal A, Buechel SD, Zala SM, Corral A, Penn DJ,
Kolm N. 2015 Brain size affects female but not male
survival under predation threat. Ecol. Lett. 18,
646–652. (doi:10.1111/ele.12441)
Laughlin SB, de Ruyter van Steveninck RR, Anderson
JC. 1998 The metabolic cost of neural information.
Nat. Neurosci. 1, 36–41. (doi:10.1038/236)
Niven JE, Laughlin SB. 2008 Energy limitation as a
selective pressure on the evolution of sensory systems.
J. Exp. Biol. 211, 1792. (doi:10.1242/jeb.017574)
Aiello LC, Wheeler P. 1995 The expensive-tissue
hypothesis: the brain and the digestive system in
human and primate evolution. Curr. Anthropol. 36,
199–221. (doi:10.1086/204350)
Stamps JA. 2007 Growth-mortality tradeoffs and
‘personality traits’ in animals. Ecol. Lett. 10,
355–363. (doi:10.1111/j.1461-0248.2007.01034.x)
Endler JA. 1978 A predator’s view of animal color
patterns. Evol. Biol. 11, 319–364. (doi:10.1007/9781-4615-6956-5_5)
Burns JG, Rodd FH. 2008 Hastiness, brain size and
predation regime affect the performance of wild
guppies in a spatial memory task. Anim. Behav. 76,
911–922. (doi:10.1016/j.anbehav.2008.02.017)
Beston SM, Broyles W, Walsh MR. 2017 Increased
juvenile predation is not associated with evolved
differences in adult brain size in Trinidadian killifish
(Rivulus hartii). Ecol. Evol. 7, 884–894. (doi:10.
1002/ece3.2668)

