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Are we there yet? Inter- and intraspecific approaches to 
evaluating phenotypic optima in a range expanding East 
African fish, Enteromius apleurogramma (Cyprinidae)
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We explored how range expansion of freshwater fishes coincident with climate warming is affected by, and then in 
turn affects, responses to a second environmental gradient; dissolved oxygen. Traits related to hypoxia tolerance, 
specifically various metrics of gill size and geometric morphometric proxies of gill size were quantified for a range-
expanding cyprinid fish (Enteromius apleurogramma) in both its historical and novel ranges in the Mpanga River 
drainage of Uganda, East Africa. We found that E. apleurogramma followed patterns previously established in the 
congener E. neumayeri. Gill filament length and some other metrics were strongly divergent in long-established 
populations of both E. apleurogramma and E. neumayeri, with larger gills in hypoxic populations compared to 
normoxic ones. Range-expanding populations were intermediate to the two long-established populations, but 
divergent between themselves. Other gill traits such as filament number were weakly or not divergent. Furthermore, 
we show that grosser morphological traits such as opercular area can be successfully used as a proxy for gill size, both 
by direct measurement as well as using geometric morphometric techniques. Finally, we show that both parapatric 
conspecific populations and sympatric heterospecific populations can be used as reference points to approximate the 
‘target’ of adaptation to hypoxic conditions.

ADDITIONAL KEYWORDS: cyprinid – Enteromius – geometric morphometrics – gill traits – interspecific 
comparison – intraspecific comparison – rapid evolution – range expansion.

INTRODUCTION

The only constant in biological systems is change: 
whether because the underlying environment is 
changing, such as due to climate change, or because the 
organisms present in an environment are changing, 
as with invasive species. Crucially, populations rarely 
have the chance to fully adapt to new environments 
before the environment changes again (Brady et 
al., 2019). Although historical accounts of evolution 
conceptualized it as a glacially slow process, more 
recent work has focused on both the potential and 
actual rapidity of evolution (Carroll et al., 2007; 
Sanderson et al., 2022). This ‘contemporary evolution’ 
is thought to be fuelled by the large reserve of genetic 
variation that many (but not all) populations have 
at their disposal (Hendry et al., 2018; Bonnet et al., 

2022). Further, rapid phenotypic change can originate 
from phenotypic plasticity, although this plasticity 
can be limited in its capacity to result in change, 
with the long-term trend in a system generally being 
a mosaic of ‘fast’ and ‘slow’ plastic and evolutionary 
dynamics (Gilchrist et al., 2001; Gilchrist & Huey, 
2004). However, a variety of constraints, for instance 
insufficient time in the case of invasive or range-
expanding species; a rapidly changing environment; 
or Red Queen (sensu Lively et al., 1990) dynamics, 
means that the phenotypic result will almost always 
be short of optimal trait values, even when occurring 
at a rapid pace (Brady et al., 2019). The resulting 
imperfectly adapted populations can be used to further 
the understanding of the pace and mechanisms of 
adaption to changing environments.

A common case of this change is with species that 
are introduced into new ranges or that rapidly shift 
their existing ranges due to natural or anthropogenic 
forces. In such cases, they might have to drastically *Corresponding author. E-mail: david.aga.hunt@gmail.com
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alter their traits to thrive or even survive under the 
new biotic or abiotic conditions (Szűcs et al., 2017; 
Lustenhouwer et al., 2018). Furthermore, even if the 
general environment is analogous to other portions of 
their range, specific circumstances will almost certainly 
differ; responses will need to account for these novel 
conditions. For instance, species in their historical 
range might show diverse local adaptation to a matrix 
of different habitats (e.g. local predators and prey and/
or abiotic extremes); yet the individuals encountering 
the novel conditions will almost necessarily be derived 
from only a subset of the potential source populations 
(Lewis et al., 2016). Therefore, as the new populations 
establish and grow, they must often respond essentially 
de novo to local conditions, even if those conditions are 
closely analogous to their home range. In addition, the 
unique conditions of a range expansion will often come 
with their own set of trade-offs. For instance, selection 
under range expansion often favours fast dispersal 
and rapid reproduction (Burton et al., 2010; Phillips 
et al., 2010), forces that might not be as strong or even 
present at all in the historical ranges. In short, even 
when expanding into apparently similar habitats, 
substantial phenotypic change, including divergence 
between populations in the similar habitats, can occur 
and should even be expected. However, the speed at 
which this change can occur is still unclear, or even 
how linear such change will be; initially rapid change 
can be followed by a period of further slow adaptation.

In novel environments, the force of selection can be 
quite strong (Endler, 1986; Siepielski et al., 2011, 2013; 
Hendry, 2017), which in combination with phenotypic 
plasticity presumably drives rapid phenotypic change 
(Sanderson et al., 2022). However, the precise speed 
with which phenotypic traits converge on their 
corresponding optima in a given set of conditions is 
still uncertain. Indeed, rates of phenotypic change can 
be constrained by the availability of standing genetic 
variation, capacity for plasticity, population size and 
gene flow (Lenormand, 2002). Furthermore, the paths 
of traits through fitness landscapes can be circuitous 
(Arnold et al., 2001), and even non-circuitous and 
unconstrained change can take a substantial period of 
time to reach a final optimum (Clegg et al., 2008; Hunt et 
al., 2008). The problem here lies in predicting direction 
and rates of change, but it is rare that the ‘target’ of 
adaption is apparent, since the new optimum for a 
trait can be difficult to identify or infer. Thus, it is often 
difficult to conclusively answer fundamental questions 
about adaptation in new environments except in 
retrospect: are populations following circuitous or 
direct trajectories? Are they 10% of the way to their 
‘target’, or 90%? Yet despite the difficulty, or perhaps 
even because of it, these questions are fundamentally 
important for answering pertinent and timely topics 
regarding evolution and conservation, such as the 

invasiveness and impact of organisms spreading and 
adapting to new environments.

With those (substantial) caveats, one way to 
estimate the new optimum for a population colonizing 
a new environment is through comparisons to similar 
populations of conspecifics or closely related species 
in similar circumstances. Put another way, assuming 
that parallel or convergent evolution (sensu Bolnick et 
al., 2018) is strong for similar gene pools in similar 
environments, the ‘target’ can be approximated by 
looking at similar populations in similar environments 
(Gilchrist et al., 2004; Hunt et al., 2008; Marques et 
al., 2016). Of course, the underlying circumstances and 
capacity for adaptation of even putatively identical 
populations will almost certainly differ, even if just due 
to the role of chance, sometimes leading to noteworthy 
non-parallel evolution (Stuart et al., 2014; Oke et al., 
2017), or even ‘mosaics’ of parallel and non-parallel 
adaptations within not just populations but even within 
the genome of individual organisms (Manousaki et al., 
2013). Although we must keep these complications 
in mind, the phenotypes of long adapted populations 
in particular environments can be considered to 
at least represent a reasonable approximation for 
locally optimal ‘target’ phenotypes for populations 
recently colonizing an analogous environment (Brady 
et al., 2019). In other words, although it is unlikely 
long-adapted (i.e. long-established) populations are 
‘perfectly’ adapted (Mustonen & Lässig, 2009), they 
can serve as a ‘reference point’ to approximate the 
magnitude of evolutionary change required to arrive 
at a new optimum. We will apply this approach to a 
serendipitous natural ‘experiment’ revealed by our 
long-term monitoring of fish communities in Uganda, 
East Africa.

Study SyStem

Our work centres on the strong evolutionary pressure 
that variation in dissolved oxygen (DO) places on 
fishes. The availability of DO is a key evolutionary 
pressure in fishes because (1) all fish require sufficient 
DO for survival, and (2) DO can be extremely limiting. 
Even under ideal saturated conditions, water holds 
compared to air approximately 30 times less available 
oxygen per unit volume and diffuses four orders of 
magnitude slower (Nikinmaa, 2001). In addition, 
oxygen concentration is much more variable in aquatic 
environments than in terrestrial systems with even 
normally well-oxygenated sites occasionally suffering 
from DO depletion (Chapman, 2015). Hypoxia (defined 
as DO < 2 mg O2 L-1) (Vaquer-Sunyer & Duarte, 
2008) can form in spatial or temporal locations with 
reduced inflow, low light and/or high biochemical 
oxygen demand, such as in heavily vegetated swamps, 
the profundal waters of lakes during stratification 
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periods or during seasonal drought. Gradients in 
environmental DO thus impose extremely strong 
selective pressures, often leading to divergence in 
phenotypic traits of fishes related to oxygen update 
and/or delivery (reviewed in Chapman, 2007, 2015).

In East and Central Africa, hypoxia is very 
widespread in wetlands dominated by the emergent 
sedge papyrus (Cyperus papyrus) (Chapman & 
Liem, 1995). The papyrus stems often average 3–4 
m in height, and the terminal umbels form a canopy 
that creates cool, dark conditions and limits mixing, 
precipitating very low DO conditions. Fish that live in 
both hypoxic swamps and well-oxygenated tributary 
streams show strong adaptive divergence between the 
high and low DO populations in key traits related to 
DO uptake. For instance, in the cyprinid Enteromius 
neumayeri, populations from hypoxic swamps 
have larger gill filaments (Chapman et al., 1999) 
and larger gills and heads (Schaack & Chapman, 
2003; Langerhans et al., 2007), as well as constant 
changes in certain biochemical traits such as lactate 
dehydrogenase (LDH) levels and inducible changes in 
other biochemical traits such as phosphofructokinase 
(PFK) levels (Martínez et al., 2011). All of these traits 
are known in the literature to be correlated with the 
ability to survive under hypoxic conditions (Chapman, 
2015). However, these adaptations to low DO are 
not without cost. For example, E. neumayeri with 
large gills have reduced feeding performance when 
compared to smaller-gilled conspecifics (Schaack & 
Chapman, 2003).

In this paper, we seek to understand how a range-
expanding species (Enteromius apleurogramma—
see Material and Methods for details) is shifting its 
phenotype toward a new optimum necessitated by 
the low DO conditions in its new range. This new 
optimum can be approximated by two reference 
points: the phenotypes of a sympatric congener 
(Enteromius neumayeri) historically present in the 
new range across the DO gradients between hypoxic 
swamps and associated normoxic streams, as well as 
the phenotypes of parapatric E. apleurogramma in 
its historical range where it occupies analogous DO 
gradients across swamps and associated streams. We 
do not think them fully isolated, i.e. allopatric, since the 
range is presumptively continuous and only partially 
isolated by distance alone, even if this classification is 
only roughly useful at best (Butlin et al., 2008). This 
new co-habitation provides an opportunity to examine 
how rapidly a colonizing species might be approaching 
its phenotypic optimum in a novel location. Given 
the geography of the system, the putative source for 
the invading E. apleurogramma is a downstream 
normoxic (river) population and so we expect that 
local adaptation to the hypoxic conditions will need to 
proceed anew.

This opportunity leads to four distinct questions. 
First (Q1), previous work in E. neumayeri (Langerhans 
et al., 2007) has established that the variation in 
specific gill structures tightly linked to oxygen uptake, 
such as gill filament length and hemibranch area, is 
well correlated with variation in environmental DO; 
this work can be replicated in E. apleurogramma 
in both its historical range as well as its expanding 
range, and then compared to E. neumayeri populations 
sympatric to the range expanding E. apleurogramma 
populations to see if patterns are similar across species 
and range shifts. Second (Q2), the same previous work 
in E. neumayeri also showed the link between those 
relatively directly functional traits and more coarse 
morphological traits evaluated using the much more 
rapid method of geometric morphometrics. We ask if a 
similar pattern hold true in E. apleurogramma. Third 
(Q3), do those coarser traits show expected patterns of 
divergence across DO gradients. Finally (Q4), we can 
ask how well an interspecific (but sympatric) reference 
point predicts trait divergence when compared to an 
intraspecific (but parapatric) reference point.

MATERIAL AND METHODS

deScription of Study SpecieS

Enteromius neumayeri (Fischer, 1884) and Enteromius 
apleurogramma (Boulenger, 1911) are members of 
the family Cyprinidae (subfamily Barbinae) native 
to freshwater streams in tropical East Africa. Until 
recently, both species were classified within the 
genus Barbus, but have since been reclassified (Yang 
et al., 2015; Skelton, 2016; Hayes & Armbruster, 
2017). Both are widely distributed within East Africa 
(Greenwood, 1962; Skelton et al., 1991), and both 
species are found within stream and swamp habitats 
within their respective ranges, where they are 
known to be tolerant of hypoxic conditions (Olowo & 
Chapman, 1996; Chapman et al., 1999; Rosenberger & 
Chapman, 2000; Langerhans et al., 2007). Enteromius 
apleurogramma reach approximately 6 cm standard 
length; E. neumayeri reach a larger maximum size 
of 10 cm standard length. Detailed biometrics for 
fish in the present study can be found in Supporting 
Information, Tables S3–S4. Enteromius spp. generally 
feed upon small insect larvae, aquatic plants and 
detritus (Corbet, 1961; Chapman, 2003).

The most prominent species identification criteria 
are the overall darker coloration of E. apleurogramma 
and the lines or elongated dots of darker pigmentation 
along the lateral line of E. neumayeri (Fig. 1). 
Additional identification criteria include: one fewer 
pair of barbels in E. apleurogramma and intensely 
red and black coloured fins in E. apleurogramma 
(Greenwood, 1966).
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deScription of Study Site

All specimens were collected in or near Kibale National 
Park, Uganda. The park is located in western Uganda 
(Fig. 2) and is mostly at 1400+ m above sea level in 
the foothills of the Rwenzori Mountains that form part 
of the border between Uganda and the Democratic 
Republic of the Congo. The park is mostly covered 
by moist mature evergreen forests, portions of which 
were logged approximately five decades ago. Smaller 
portions of the park are comprised of wetlands, open 
grasslands, former pine and cypress plantations, and 
intermediate zones between the above (Duclos et al., 
2013). The park is drained by two watersheds, the 
Mpanga and the Dura rivers, both of which ultimately 
drain to Lake George south of the park. There are 
two wet and two dry seasons, with May to August 
and December to February generally being drier than 
other portions of the year.

Our main study sites were the Rwembaita Swamp 
system (00.58875 °N, 030.37222 °E), a papyrus swamp 
(~4.6 km in length and ~50–200 m wide) within the 
park boundaries, as well as the Bwera Swamp system 
(00.36510 °N, 030.58256 °E), another large papyrus 
swamp (~23 km long and ~50–1500 m wide) located 
outside the park boundaries to the south. Both are 
dominated by Cyperus papyrus (papyrus) reaching 
4+ m in height. In these swamps, the low water flow 

and mixing as well as shade from C. papyrus combined 
with high organic matter input and attendant decay 
result in low DO (~1 mg/L or less). Both swamps 
have associated streams and rivers, which have much 
greater (~6 mg/L) average DO levels due to flow-
induced oxygenation.

While records for the Bwera Swamp system are 
sporadic at best, in the Rwembaita Swamp system 
(Fig. 2) DO levels have been recorded monthly or 
bi-monthly since the early 1990s. The Rwembaita 
Swamp is fed by four major streams and drains into 
the Njuguta River, a tributary of the Mpanga River 
system (Fig. 2). Chapman et al. (2022) reported DO 
at a site in the middle of the swamp averaging 0.99 
mg/L over a 26-year period (1993 to 2019), whereas the 
inflowing tributary Mikana Stream has averaged 5.8 
mg/L near its confluence with the swamp.

Across this system, the small cyprinid fish 
Enteromius neumayeri shows strong patterns of 
divergence between low-DO swamp habitats and 
high-DO tributaries. These well-adapted populations 
generally exchange few migrants between hypoxic and 
normoxic populations that are separated by only short 
distances (Baltazar, 2015). This results in genetic 
structure to the system, with low gene flow between 
areas of differing DO regimes (Chapman et al., 1999; 
Harniman et al., 2013). This isolation allows for highly 

Figure 1. Top: Enteromius apleurogramma (Boulenger, 1911) and bottom: Enteromius neumayeri (Fischer, 1884). 
Background grids are 17 mm on each side.
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local adaptation, as migration between DO regimes 
would otherwise homogenize adaptive genetic change.

Historically, E. neumayeri was the only cyprinid 
species present in the Rwembaita Swamp system 
(Chapman et al., 1995). However, E. apleurogramma 
was first observed in the Rwembaita Swamp system 
in 2015 and has since spread throughout the entire 
swamp and tributary streams (L. Chapman, unpub. 
data). It is one of three native species known to have 
expanded their range northward in the Mpanga 
River system, the others being the cyprinodontid 
Platypanchax modestus (appeared in 2012) and the 
cichlid Pseudocrenilabrus multicolor (appeared in 
2022). The non-native Poecilia reticulata has also 
been introduced to the system (first observed in 
2012). We should note that between 1994 and 2016, 
there has been an increase in water temperature in 
the Rwembaita Swamp of 1.41 °C, an increase that 

aligns well with local air temperature increases of 
1.45 °C over the same period (L. Chapman, unpub. 
data). Unfortunately, long-term temperature data for 
the lower elevation sites are not available. However, 
the historical E. apleurogramma populations are 
almost exactly 200 m lower in elevation; at a standard 
atmospheric lapse rate of 6.50 °C/ km (International 
Civil Aviation Organization, 1993), this would predict 
an average difference in temperature between the 
sites of approximately 1.3 °C, although forest cover 
differences inside and outside the park are likely to 
also affect temperature, accentuating this difference. 
Thus, climate warming has likely facilitated or driven 
range shifts, though there may be other contributing 
factors. Since fish are often at the upper limit of their 
thermal niche (McDonnell & Chapman, 2015), even 
this small change in water temperature could pose a 
significant challenge for them.

Figure 2. Map of study system. Hypoxic swamp sites are identified in orange, normoxic stream sites are identified in 
green. Letter codes on the map are arbitrary site names. Sites are referenced in text by their location and environmental 
characteristics.
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collection techniqueS

All collections and post-collection procedures were 
carried out in accordance with our approved animal 
care protocol (McGill University animal care protocol # 
MCGL-5029) and relevant legislation in both Canada 
and Uganda.

Fish were collected using barrel minnow traps with 
a mesh size of 6.35 mm square and throat openings of 
25.4 mm (Gees Feets model G-40). Traps were baited 
with bread (home-made Ugandan style chapati). 
Traps were placed by hand in established monitoring 
sites with expert judgment used to maximize catch 
of the target species. Trapping was continued until a 
sample size of 40 individuals for each site and species 
combination was obtained, or no more fish could be 
caught at that site.

Gill analySiS (q1 and q2)

For E. apleurogramma, the left side of each fish was 
photographed using a dissecting microscope with an 
attached camera (Lumenera Scientific Infinity). Gills 
from the same side of the fish were dissected out of the 
branchial basket and the gill arches (hemibranches) 
separated. Each side of the four arches was 
photographed using the same camera and microscope 
as above. The photos were examined using ImageJ 
v.1.50i to quantify various metrics measured to the 
nearest 0.001 mm or 0.01 mm2. From pre-dissection 
photos, opercular area and subopercular area were 
measured on the left side as single value for each fish. 
From post-dissection photos, gill hemibranch area, 
total filament length and total filament number were 
obtained as two values for each of the four gill arches 

for each fish (one from each of the two hemibranchs on 
an arch) before being summed. Total filament length 
was not measured by each individual filament; rather 
every fifth filament was measured, and the average 
between measured filaments used for the four in 
between. Data for E. neumayeri were derived from 
fish collected in 2003 (collection protocol described in 
Langerhans et al., 2007); gill metrics were measured 
following the identical protocol used here for E. 
apleurogramma. See Fig. 3 in Langerhans et al. (2007) 
for an illustration of the gill metrics.

All statistical transformations and analyses were 
done using R v.4.0.5 (R Core Team, 2018). All gill metrics 
were common logarithm (i.e. log 10) transformed and 
standardized to the mean body mass of the samples in 
the analysis according to the formula below (Reist, 1986; 
see Hendry & Taylor, 2004) where β is the slope of the 
decimal logarithm transformed trait value by decimal 
logarithm transformed mass, incorporating population 
(and thus DO environment) origin as a non-interacting 
co-variate, i.e. the β used for standardization is a 
common within-group slope, generated from a linear 
model with varying intercepts by population.

Traitvalueadj = Traitvalueraw ×
Å

massmean

massindividual

ãβ

The analysis was first run using only E. apleurogramma 
samples for gill filament length, hemibranch area, 
filament number and opercular area. The analysis 
was then run again for both E. apleurogramma and 
E. neumayeri data, but only for gill filament length. 
Since the samples are standardized to a mean mass 
of all samples in a given analysis, the same samples 
may have slightly different values in the two analyses. 

Figure 3. Landmarks for geometric morphometrics of E. neumayeri and E. apleurogramma. In addition to the general body 
shape landmarks (points 1–13), the operculum is characterized in detail (points 14–19). Landmarks 2 and 5 are sliding 
landmarks; they are generated by first establishing a straight line along the length of the fish (in blue), and then setting 
two more lines orthogonal to that line which intersect point 14 (for point 2) and point 10 (for point 5).

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023



302 D.A.G.A. HUNT ET AL.

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

Mean group values were calculated using the package 
emmeans v.1.8.4-1 (Lenth, 2022), and Tukey-adjusted 
P-values were calculated using the package multcomp 
v.1.4-20 (Hothorn et al., 2008). For further detail, R 
code is presented in D4.

Mass adjusted total gill filament lengths were compared 
using a Pearson correlation coefficient to opercular area 
values to see how well the two metrics measured the 
same trait (i.e. gill size). This was done using the cor.test() 
function in base R (R Core Team, 2018).

Geometric morphometricS (q3 and q4)

All fish were euthanized with clove oil before being 
photographed with their left side visible on a 17 
mm square grid with a ruler visible for additional 
reference. Attempts were made to fully splay the fins 
prior to photography. All photography was done using 
a Nikon Coolpix S9100 from a distance of 90 mm to 
the background in natural light. Examples can be seen 
in Figure 1. Landmarks were digitized using tpsDig2 
v.2.31 following the guide given in Figure 3 and saved 
as individual .tps files before being later combined into 
a single file for import into R.

All statistical analyses were done using R v.4.0.5 (R 
Core Team, 2018). Geometric morphometric analyses 
were done using the packages geomorph v.4.0.0 
(Adams et al., 2021), shapes v.1.2.6 (Dryden, 2021) and 
Morpho v.2.8 (Schlager, 2017). All visualization was 
done using ggplot2 v. 3.3.1 (Wickham, 2016) or base R 
(R Core Team, 2018).

Detailed R code is available as D3 via Zenodo, but 
in short, the methodology of Zelditch et al. (2012) was 
followed. First, landmark files were imported into R 
and then a Procrustes superimposition was performed 
where all samples are aligned and standardized to a 
common size, retaining shape information as well as 
providing a separate metric of size (centroid size). We 
used the resulting shape data in a Principal Component 
Analysis (PCA) [using the gm.prcomp function from 
the package geomorph v.4.0.0 (Adams et al., 2021)], 
which isolates independent (i.e. orthogonal) axes of 
variation through the data (which has dimensions 
equal to the number of landmarks multiplied by the 
number of original spatial dimensions, i.e. 38 in this 
case: 19 × 2). The shape data post-PCA can also be 
used in a Linear Discriminant Analysis (LDA) [using 
the lda() function from the package MASS v.7.3-58 
(Venables & Ripley, 2002)]. An LDA uses a training 
dataset and an applied dataset, where the data in the 
training set is used to establish a linear function to 
discriminate between two (or more) a priori groups 
(in this case, hypoxic and normoxic populations). The 
formula is then applied to a new dataset, and one or 
more LD scores is generated for each sample in the 
dataset.

The above procedure was performed on two 
combinations of the data: the E. apleurogramma data 
alone from both its expanding and historical ranges; as 
well as the E. apleurogramma data from its expanding 
range combined with the E. neumayeri data from its 
historical range. The dataset without E. neumayeri 
was used to analyse trends in E. apleurogramma body 
and operculum shape across the four sites (and thus 
the range expansion) as a bare PCA. It was also used 
in an LDA using the historical E. apleurogramma 
populations as a training dataset and the expanding 
populations as an applied dataset. The combination 
of both species was used to perform an LDA with the 
historical E. neumayeri populations as the training 
dataset and the expanding E. apleurogramma 
populations as an applied dataset.

RESULTS

Gill analySiS (q1 and q2)

Mean total filament length and mean total hemibranch 
area in E. apleurogramma showed similar patterns 
(Fig. 4). In historical populations the fish from hypoxic 
swamps were characterized by a greater total gill 
filament length and larger gill hemibranch areas 
than fish from normoxic tributary streams (P < 0.05, 
exact values in Supporting Information, Table S1). 
The fish from the range-expanding populations were 
intermediate to the two historical populations, but 
divergent from each other in the same direction as 
the historical populations (i.e. larger gills in hypoxic 
populations). In contrast, total filament number 
showed no clear pattern; the historical populations 
were not different from each other (P > 0.05, exact 
values in Supporting Information Table S1), and the 
range-expanding populations were indistinguishable 
from the normoxic historical populations (P > 0.05, 
exact values in Supporting Information, Table S1). 
However, the historical hypoxic population was 
somewhat greater in total filament number than the 
range-expanding populations (P < 0.05, exact values 
in Supporting Information, Table S1). Opercular area 
showed a weaker pattern: the historical populations 
were well diverged (P < 0.0001), with hypoxic 
populations having larger opercula, but the range-
expanding populations were indistinguishable from 
the historical hypoxic population and each other 
(P > 0.05, exact values in Supporting Information, 
Table S1). Opercular area and total gill filament 
length were positively correlated (Pearson's r = 0.6863, 
n = 36, P < 0.0001).

When both species were analysed together for total 
gill filament length (Fig. 5), the pattern in total gill 
filament length was broadly recapitulated. However, 
the difference between the hypoxic and normoxic 
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populations of range-expanding E. apleurogramma 
became statistically non-significant (P = 0.0655) under 
the new standardization. Total gill filament length did 
not differ between the hypoxic E. neumayeri population 
and the historical hypoxic E. apleurogramma 
population (P = 0.7668). However, total gill filament 
length was greater in E. neumayeri from the normoxic 
site than E. apleurogramma from the normoxic site in 
its historical range (P = 0.0124). The range-expanding 
normoxic E. apleurogramma were intermediate to 
these two groups, with no differences from either 
(P > 0.05, exact values in Supporting Information, 
Table S2).

Geometric morphometricS

Principal Component 1 (PC1) (32.4% of total variation) 
of the analysis of E. apleurogramma data showed a 
trend mostly comprised of changes in opercular area 
(Fig. 6, inset). Fish from hypoxic populations had larger 
opercula than their paired normoxic populations (i.e. 
within expanding or historical ranges), but both of the 

historical range populations actually had even larger 
opercula (based on PC1 scores) than either of the 
range-expanding populations (Fig. 6).

The LDA trained on the historical E. neumayeri 
populations (i.e. a sympatric but interspecific 
comparison, Fig. 7B) showed similar results to the LDA 
trained on historical E. apleurogramma populations 
(i.e. a parapatric but intraspecific comparison, Fig. 
7A). In the case of the E. neumayeri trained LDA, the 
population mean for the normoxic range expanding 
E. apleurogramma was the same as the mean for the 
normoxic training population, with the hypoxic E. 
apleurogramma population somewhat intermediate 
to the normoxic and hypoxic E. neumayeri populations 
but more similar to the normoxic population. In short, 
the normoxic populations lined up, and the range-
expanding hypoxic population was ‘on the way’ to 
the hypoxic training population. However, when 
trained on historical E. apleurogramma populations, 
this trend was flipped in the range-expanding E. 
apleurogramma populations. In this case, the hypoxic 
range-expanding population had the same mean as 

Figure 4. Detailed gill metrics of E. apleurogramma with normoxic and hypoxic populations from expanding and historical 
ranges. Panels show (A) total gill filament length (mm) per gill arch, (B) gill filament number per gill arch, (C) opercular 
area (mm2), and (D) gill hemibranch area (mm2) per gill arch. All values are standardized by mass of fish as per Reist (1986) 
and Hendry & Taylor (2004). Triangular points with bars are means ± SE. Within a panel, means sharing a common letter 
are not significantly different at P < 0.05. Precise P-values are presented in Supporting Information, Table S1.

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023

http://academic.oup.com/biolinnean/article-lookup/doi/10.1093/biolinnean/blad059#supplementary-data
http://academic.oup.com/biolinnean/article-lookup/doi/10.1093/biolinnean/blad059#supplementary-data
http://academic.oup.com/biolinnean/article-lookup/doi/10.1093/biolinnean/blad059#supplementary-data


304 D.A.G.A. HUNT ET AL.

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

the normoxic historical population, with the normoxic 
range-expanding population intermediate, but more 
similar to the normoxic historical population than the 
hypoxic one. In short, the range-expanding hypoxic and 
normoxic populations ‘flipped position’ when compared 
to the previous analysis.

DISCUSSION

In summary, our analysis confirmed four points. 
First (Q1), performance associated traits of gills were 
divergent across environmental DO gradients in the 
directions predicted from previous work (Chapman 
& Liem, 1995, 1999; Langerhans et al., 2007) and 
functional considerations; E. apleurogramma from 
historical populations were well divergent, with 
larger gills in the hypoxic population (Fig. 4). Second 
(Q2), more detailed gill traits were correlated with a 
grosser morphological trait, namely opercular area. 
Third (Q3), opercular area as measured by geometric 
morphometrics was strongly divergent in historical E. 
apleurogramma populations in the direction expected 
(larger opercula in hypoxic fish), but the historical 
populations had even larger opercula (Fig. 6). Fourth 

(Q4), using an interspecific sympatric training dataset 
for an LDA produced results close to that produced 
using an intraspecific parapatric training dataset (Fig. 
7).

Gill diverGence (q1 and q2)

Larger gill size in hypoxic populations relative to 
normoxic populations mirrored previous work both 
in E. neumayeri (Chapman & Liem, 1995, 1999; 
Schaack et al., 2003; Langerhans et al., 2007) as 
well as in diverse other taxa (Saroglia et al., 2002; 
Crispo & Chapman, 2010) where gill filament length 
was well correlated with DO gradients, but weaker 
or no association was found for filament number. 
Although the actual surface area of the gill requires 
integrating measures of filament length and number 
with lamellar area; total gill filament length has been 
found to correlate with gill surface area within and 
between species (Hughes, 1966; Chapman & Hulen, 
2001; Chapman et al., 2008; Fernandes, 2007). What is 
novel about our new analysis is the inclusion of range-
expanding populations presumably not fully adapted 
to their new environmental conditions. The traits of 
these new populations were intermediate to historical 

Figure 5. Comparison of total gill filament length (mm) per gill arch in E. neumayeri and E. apleurogramma from 
normoxic and hypoxic populations from historical and range expanding (E. apleurogramma only) populations. All values are 
standardized by mass of fish as per Reist (1986) and Hendry & Taylor (2004). Triangular points with bars are means ± SE. 
Within a panel, means sharing a common letter are not significantly different at P < 0.05. Precise P-values are presented 
in Supporting Information, Table S2.
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parapatric populations of both E. apleurogramma 
as well as sympatric populations of E. neumayeri, 
but with divergence in the direction expected. Our 
comparison of gill size between E. apleurogramma 
and E. neumayeri may reflect both site and time 
effects—gill data for E. neumayeri were collected from 
the same sites as data for E. apleurogramma, but 
much earlier, in 2003. However, comparisons of gill 
size of E. neumayeri between low- and high-DO sites 
measured at various time points (Chapman & Liem, 
1995 1999; Langerhans et al., 2007) have revealed 
similar patterns of divergence between the Rwembaita 
Swamp and inflowing well-oxygenated streams. Based 
on the geography of the system (Fig. 2), it is presumed 
that the source population of E. apleurogramma 
for the range expansion is from a stream, and thus 
largely normoxic adapted. The intermediate nature 
of the range-expanding populations is consistent with 
the idea that generalist fish will be more successful 
in a warming world and associated range expansions 
(Kingsbury et al., 2020; Stefani et al., 2020), especially 
as the wavefront populations (Colautti et al., 2017).

Opercular area showed a very similar trend as 
gill size and was well correlated with more directly 

performance related traits such as gill filament length. 
Direct measurement of opercular area or measurement 
of a geometric morphometrics principal component 
largely comprised of opercular markers gave broadly 
the same result: a clear differentiation between 
hypoxic and normoxic populations in an intuitively 
sensible direction (larger opercula in hypoxic fish 
due to larger underlying gills). However, in recently 
range-expanding (and thus re-adapting) populations, 
the direct measurements of opercular area described 
the range-expanding fish as intermediate to the well-
established populations, regardless of oxygen condition. 
This validates the much more rapid (and potentially 
non-lethal) method of geometric morphometrics as 
a larger scale supplement or even substitute for the 
direct measurements of gill traits.

Body Shape (q3 and q4)

PC1 of the geometric morphometric analysis (utilizing 
only E. apleurogramma populations) shows the range-
expanding fish as ‘even more normoxic’ than well-
established normoxic populations. However, PCAs are 
non-constrained analyses, and DO is not the only thing 

Figure 6. Principal Component 1 of a geometric morphometric analysis of E. apleurogramma data, with normoxic and 
hypoxic populations from expanding and historical ranges. Inset is a visualization of PC1; this PC mainly corresponds to 
opercular area. Minimum PC score corresponds to red circles, and maximum PC score to tip of arrow. Triangles and bars are 
mean values +/- standard error. All pairwise differences are significant (EA Expanding Normoxic vs. Hypoxic: P = 0.0102, 
all others: P < 0.0001).
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that differs between swamp and stream sites; other 
environmental factors such as flow vary as well, which 
is known to have effects on body shape (Langerhans et 
al., 2007).

The more focused and pertinent analysis of the 
geometric morphometric data is to use an LDA, 
with the well-established populations serving as 
‘reference points’ and training data for the LDA. No 
matter if we used parapatric conspecifics or sympatric 
heterospecifics as the training data, the broad 
pattern was the same: the range-expanding fish were 
largely comparable to the long-established normoxic 
populations, but with a large variation in trait values 
within populations. Interestingly, training on the 
sympatric heterospecifics produced more intuitively 
expected results, with the range-expanding normoxic 
population the same as the well-established normoxic 
population, and the range-expanding hypoxic 

population ‘on the way’ to the reference point of the 
well-established hypoxic population. In contrast, an 
LDA trained on the parapatric conspecifics described 
the hypoxic range-expanding population as similar 
to the well-established normoxic one, with the 
range-expanding normoxic population somewhat 
intermediate (although still closer to the normoxic 
reference).

phaSeS of adaptation

Divergence between historical and expanding 
populations was generally in the direction predicted 
based on environmental DO; however, this system 
is not without its issues in analysing the effects of 
hypoxia specifically. The geography of the system 
(see Fig. 2, map) means range expanding fish will 
have had to move through rounds of normoxic and 

Figure 7. LDA classification of recently range-expanding E. apleurogramma between normoxic (stream) and hypoxic 
(swamp) populations, trained on data from long-adapted historical populations of (A) conspecifics from an analogous 
gradient from the historical range, or (B) contemporaneous congener heterospecifics (E. neumayeri) from the same gradient. 
Triangular points are means ± SE. Within a panel, means not sharing a letter in common are significantly different at 
P < 0.001.
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hypoxic environments in order to reach sites classified 
as normoxic (i.e. appreciably flowing streams). Since 
this study considered the forefront of the wave, it is 
possible, even probable, that our study has captured 
the initial colonization by generalist phenotypes. 
Anthropogenic disturbance is known to result in the 
homogenization of fish community assemblages (Scott 
& Helfman, 2001), including the specific phenomenon 
of range expansion by generalist fish native to 
the same watershed, but not normally present in 
the upper reaches of the system. Literature posits 
that these shifts will result in fundamentally and 
permanently changed aquatic community structures, 
with environmental temperature and DO often being 
primary determinants of these shifts (Ficke et al., 
2007). Generalist species and phenotypes often have 
an advantage here, as they can better cope with 
these rapidly changing environments; a 2017 meta-
analysis found that habitat breadth was one of the 
most important traits in explaining range shifts under 
climate change (MacLean & Beissinger, 2017). Other 
studies have found that generalist freshwater fish are 
most likely to shift their ranges under climate warming 
(Stefani et al., 2020). Thus, our results of the range-
expanding populations showing much more variable 
trait values than in the well-established populations 
is not unreasonable.

As E. apleurogramma move into the new habitat, 
we follow general expectations (Price et al., 2003; 
Gilchrist et al., 2004; Crispo, 2007; Lande, 2009; 
Mazzarella et al., 2015; Oke et al., 2016) and assume 
there will be three phases of adaptation to divergent 
DO habitats within the Rwembaita Swamp system: 
(1) plasticity, (2) rapid selection from standing genetic 
variation if present, and (3) a longer period of slow 
evolution working from very low-frequency variants, 
new mutants, introduced alleles, linkage breaking or 
compensation for initial trade-offs. Understanding 
these phases requires a brief diversion to consider 
generation times.

Although the specific lifespan of these species is 
unknown, nor their time to maturity, a single specimen 
of E. neumayeri collected during this study in 2017 
showed elastomeric tags from previous work by C. 
Baltazar and L. Chapman in 2012, meaning they can 
potentially live up to 5 years. Breeding in E. neumayeri 
is synchronized with wet seasons (Chapman & Frank, 
2000), and thus a 6 month generation time is supposed, 
with a similar 6 month time to maturity (Kambikambi 
et al., 2021). Since the first range-expanding fish was 
observed in the Rwembaita Swamp in 2015, and the 
fish in this study were sampled in 2017 and 2018, it is 
likely that the population still has at least some of the 
original colonizers, with their original source population 
derived trait values. The presence of original colonizers 
is likely at least a partial explanation for the large 

variety in morphology seen in the LDA analysis, where 
even though the means were divergent, individual 
samples showed a huge range of values, including 
some consistent with the ‘wrong’ reference population. 
It is likely that resampling of the system (something 
which was prevented by the COVID-19 pandemic) at 
a later date would start to show less of this spread, as 
plasticity and rapid selection from standing variation 
begin to assert themselves and eliminate this spread 
of phenotypes.

Given the timeline, it is almost certain that the traits 
observed in this study fall into the first two phases 
described above. Regarding the first phase, some of the 
response to environmental change will be due to the 
phenotypic plasticity. Organisms may respond to novel 
environments partially through mechanisms such as 
the so-called ‘Baldwin effect’ (Crispo, 2007); here the 
initial response is due to phenotypic plasticity, and 
over time this phenotypic change is ‘taken over’ by 
genetic change, allowing the trait to become inherited, 
through a mechanism termed genetic accommodation. 
As an example, changes in body size in Drosophila can 
occur rapidly in new thermal environments, and is 
known to be based on both plastic and standing genetic 
variation (Gilchrist et al., 2001, 2004). This plasticity 
will often result in populations in similar environments 
being more similar than their underlying genetic 
architecture would generally indicate, although 
plasticity can also actually result in less similarity 
(Oke et al., 2016). Other research has found that, 
perhaps counterintuitively, adaptive plasticity actually 
constrains evolution, since such plastic change can 
obviate selection and thus adaptation, whereas non-
adaptive plasticity potentiates it (Ghalambor et al., 
2015).

The plastic nature of fish gills in a number of 
species is well established, such as African cichlids 
(Rutjes, 2006; Chapman et al., 2008; Crispo, 2010), 
the cyprinid Notropis anogenus (Potts et al., 2021), 
as well as the sympatric comparison in this study 
to E. apleurogramma, E. neumayeri (Chapman, 
unpublished data). Thus, it is likely that plasticity 
has played a role in divergence of gill traits in the 
range expanding fish. However, our results do not 
contradict the hypotheses of rapid adaption: Stuart 
et al. (2014) described rapid adaptation after 20 
generations. Leaver & Reimchen (2012) described 
a system where eight generations in fish resulted 
in differentiation one-third the magnitude of 
differentiation between long-established populations. 
In our study, we might only have six generations 
(assuming a 6-month generation time over 3 years). 
Furthermore, overlapping generations can buffer 
genetic change, even against cyclical or extended 
selection (Zhdanova & Frisman, 2021). In short, some 
of the fish we caught could still be the original adults 
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to enter the swamp, meaning no phenotypic change 
due to developmental plasticity or selection due to 
environment could have occurred. This buffering 
effect is not necessarily maladaptive, as it can 
contribute to retention of genetic diversity even in 
the face of bottleneck events (Lippé et al., 2006). The 
fact that some traits such as gill filament length and 
hemibranch area have shown statistically significant 
divergence even under such limited timescales argues 
in favour of rapid adaptation and/or high plasticity in 
these traits, but our study cannot separate these two 
processes. What is clear in our study is that plasticity 
alone cannot provide complete differentiation. If it 
could, then the traits in even the range-expanding 
populations should already be much more, or even 
‘fully’, divergent. Since they are not, it is clear that 
further divergence must be the province of phases 
(2) and (3) described above. Further resampling of 
the system would not just reduce the influence of the 
original colonizers, but also capture these phases.

Finally, our data argues in favour of a high degree 
of inter- and intraspecific parallelism across DO 
gradients. Whether using parapatric conspecifics 
or sympatric heterospecifics as a ‘reference point’, 
the broad pattern remained very similar. This is 
perhaps not unexpected, given the strong evolutionary 
pressure DO can put on fishes (Chapman, 2015), but 
still provides an important example for the literature 
as to the strength of such a pattern, even over short 
time frames.

ACKNOWLEDGEMENTS

This research was funded by the Natural Sciences and 
Engineering Research Council of Canada (NSERC, 
Government of Canada, Grant #RGPIN-2020-04315) 
and Le Fonds de recherche—Nature et technologies 
(FRQNT, Government of Quebec, Grant #PR-298361).

We would like to thank the field assistants 
associated with the Kibale Fish Project, without whom 
this fieldwork would have been impossible. We would 
also like to thank Dr Omeja Patrick for his extensive 
assistance with fieldwork logistics. Finally, we would 
like to thank Igor Mitrofanov for his assistance with 
the painstaking dissection of gills and counting of gill 
filaments.

AUTHOR CONTRIBUTIONS

All authors conceived the ideas and broad experimental 
design. D.A.G.A.H. and L.J.C. conducted the fieldwork 
and collected the data. D.A.G.A.H. analysed the data. 
D.A.G.A.H. wrote and edited the manuscript. All 
authors contributed critically to the drafts and gave 
final approval for publication.

CONFLICT OF INTEREST

The authors declare that no conflicts of interest exist.

DATA AVAILABILITY

The data and code underlying this article are 
available in the Dryad Digital Repository and 
Zenodo, respectively, at https://doi.org/10.5061/
dryad.02v6wwq7c and https://doi.org/10.5281/
zenodo.7786517 (Hunt et al. 2023). Datasets and code 
are referenced in the manuscript as follows:

D1. tps format data file for geometric morphometric 
analyses.

D2. csv format—data file for detailed gill analysis.
D3. R format—R script for geometric morphometric 

analyses.
D4 . R format—R script for detailed gill analysis.

REFERENCES

Adams DC, Collyer ML, Kaliontzopoulou A, Balken EK. 
2021. Geomorph: software for geometric morphometric 
analyses.

Arnold SJ, Pfrender ME, Jones AG. 2001. The adaptive 
landscape as a conceptual bridge between micro- and 
macroevolution. In: Hendry AP, Kinnison MT, eds. 
Microevolution rate, pattern, process. Dordrecht: Springer 
Netherlands, 9–32.

Baltazar C. 2015. Fitness consequences of divergent oxygen 
environments in a widespread African cyprinid. McGill 
University; 2015.

Bolnick DI, Barrett RDH, Oke KB, Rennison DJ, Stuart 
YE. 2018. (Non)Parallel Evolution. Annual Review of 
Ecology, Evolution, and Systematics 49: 303–330.

Bonnet T, Morrissey MB, de Villemereuil P, Alberts SC, 
Arcese P, Bailey LD, Boutin S, Brekke P, Brent LJN, 
Camenisch G, Charmantier A, Clutton-Brock TH, 
Cockburn A, Coltman DW, Courtiol A, Davidian E, 
Evans SR, Ewen JG, Festa-Bianchet M, de Franceschi 
C, Gustafsson L, Höner OP, Houslay TM, Keller LF, 
Manser M, McAdam AG, McLean E, Nietlisbach P, 
Osmond HL, Pemberton JM, Postma E, Reid JM, 
Rutschmann A, Santure AW, Sheldon BC, Slate J, 
Teplitsky C, Visser ME, Wachter B, Kruuk LEB. 2022. 
Genetic variance in fitness indicates rapid contemporary 
adaptive evolution in wild animals. Science 376: 1012–1016. 
https://doi.org/10.1126/science.abk0853

Brady SP, Bolnick DI, Angert AL, Gonzalez A, Barrett 
RDH, Crispo E, Derry AM, Eckert CG, Fraser DJ, 
Fussmann GF, Guichard F, Lamy T, McAdam AG, 
Newman AEM, Paccard A, Rolshausen G, Simons AM, 
Hendry AP. 2019. Causes of maladaptation. Evolutionary 
Applications 12: 1229–1242. https://doi.org/10.1111/
eva.12844

Burton OJ, Phillips BL, Travis JMJ. 2010. Trade-
offs and the evolution of life-histories during range 

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023

https://doi.org/10.5061/dryad.02v6wwq7c
https://doi.org/10.5061/dryad.02v6wwq7c
https://doi.org/10.5281/zenodo.7786517
https://doi.org/10.5281/zenodo.7786517
https://doi.org/10.1126/science.abk0853
https://doi.org/10.1111/eva.12844
https://doi.org/10.1111/eva.12844


ARE WE THERE YET? PHENOTYPIC OPTIMA IN FISH 309

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

expansion. Ecology Letters 13: 1210–1220. https://doi.
org/10.1111/j.1461-0248.2010.01505.x

Butlin RK, Galindo J, Grahame JW. 2008. Sympatric, 
parapatric or allopatric: the most important way to classify 
speciation? Philosophical Transactions of the Royal Society B: 
Biological Sciences 363: 2997–3007. https://doi.org/10.1098/
rstb.2008.0076

Carroll SP, Hendry AP, Reznick DN, Fox CW. 2007. 
Evolution on ecological time-scales. Functional Ecology 21: 
387–393. https://doi.org/10.1111/j.1365-2435.2007.01289.x

Chapman LJ. 2007. Morpho-physiological divergence across 
aquatic oxygen gradients in fishes. In: Fernandes MN, 
Rantin FT, Glass ML, Kapoor BG, eds. Fish respiration and 
the environment. Enfield: Science Publisher, Inc., 14–29.

Chapman LJ. 2015. Low-oxygen lifestyles. In: Riesch R, 
Tobler M, Plath M, eds. Extremophile fishes: ecology, 
evolution, and physiology of  Teleosts  in extreme 
environments. Cham: Springer International Publishing, 
9–33.

Chapman LJ, Albert J, Galis F. 2008. Developmental 
plasticity, genetic differentiation, and hypoxia-induced trade-
offs in an African cichlid fish. The Open Evolution Journal 2: 
75–88. https://doi.org/10.2174/1874404400802010075

Chapman LJ, Chapman CA, Brazeau DA, McLaughlin 
B, Jordan M. 1999. Papyrus swamps, hypoxia, and faunal 
diversification: variation among populations of Barbus 
neumayeri. Journal of Fish Biology 54: 310–327.

Chapman LJ, Frank CE. 2000. Breeding seasonality in 
the African cyprinid Barbus neumayeri. African Journal of 
Tropical Hydrobiology and Fisheries 9: 36–48.

Chapman LJ, Hulen KG. 2001. Implications of hypoxia for 
the brain size and gill morphometry of mormyrid fishes. 
Journal of Zoology 254: 461–472. https://doi.org/10.1017/
s0952836901000966

Chapman LJ, Liem KF. 1995. Papyrus swamps and the 
respiratory ecology of Barbus neumayeri. In: Luczkovich JJ, 
Motta PJ, Norton SF, Liem KF, eds. Ecomorphology of fishes. 
Dordrecht: Springer Netherlands, 183–197.

Chapman LJ, Nyboer EA, Fugère V. 2022. Fish response 
to environmental stressors in the Lake Victoria Basin 
Ecoregion. In: Cooke S, Fangue N, Farrell A, Brauner CJ, 
Eliason EA, eds. Fish physiology. London: Academic Press. 
p. 273-324

Clegg SM, Frentiu FD, Kikkawa J, Tavecchia G, Owens 
IPF. 2008. 4000 years of phenotypic change in an island 
bird: heterogeneity of selection over three microevolutionary 
timescales. Evolution  62 : 2393–2410. https: / /doi .
org/10.1111/j.1558-5646.2008.00437.x

Colautti RI, Alexander JM, Dlugosch KM, Keller SR, 
Sultan SE. 2017. Invasions and extinctions through 
the looking glass of evolutionary ecology. Philosophical 
Transactions of the Royal Society B: Biological Sciences 372: 
20160031. https://doi.org/10.1098/rstb.2016.0031

Corbet PS. 1961. The food of non-cichlid fishes in the 
Lake Victoria Basin, with remarks on their evolution 
and adaptation to lacustrine conditions. Proceedings of 
the Zoological Society of London 136: 1–101. https://doi.
org/10.1111/j.1469-7998.1961.tb06080.x

Crispo E. 2007. The Baldwin effect and genetic assimilation: 
revisiting two mechanisms of evolutionary change mediated 
by phenotypic plasticity. Evolution 61: 2469–2479. https://
doi.org/10.1111/j.1558-5646.2007.00203.x

Crispo E. 2010. Interplay among phenotypic plasticity, local 
adaptation, and gene flow. McGill University; 2010.

Crispo E, Chapman LJ. 2010. Geographic variation in 
phenotypic plasticity in response to dissolved oxygen in an 
African cichlid fish. Journal of Evolutionary Biology 23: 
2091–2103. https://doi.org/10.1111/j.1420-9101.2010.02069.x

Dryden IL. 2021. shapes: statistical shape analysis. https://
CRAN.R-project.org/package=shapes

Duclos V, Boudreau S, Chapman CA. 2013. Shrub cover 
influence on seedling growth and survival following logging 
of a tropical forest. Biotropica 45: 419–426. https://doi.
org/10.1111/btp.12039

Endler JA. 1986. Natural selection in the wild. Princeton, NJ: 
Princeton University Press.

Fernandes MN, Ratin FT, Glass ML, Kapoor BG. 2007. 
Fish respiration and the environment. Enfield, NH, USA: 
Science Publishers.

Ficke AD, Myrick CA, Hansen LJ. 2007. Potential impacts 
of global climate change on freshwater fisheries. Reviews 
in Fish Biology and Fisheries 17: 581–613. https://doi.
org/10.1007/s11160-007-9059-5

Ghalambor CK, Hoke KL, Ruell EW, Fischer EK, 
Reznick DN, Hughes KA. 2015. Non-adaptive plasticity 
potentiates rapid adaptive evolution of gene expression 
in nature. Nature 525: 372–375. https://doi.org/10.1038/
nature15256

Gilchrist GW, Huey RB. 2004. Plastic and genetic variation in 
wing loading as a function of temperature within and among 
parallel clines in Drosophila subobscura. Integrative and 
Comparative Biology 44: 461–470. https://doi.org/10.1093/
icb/44.6.461

Gilchrist GW, Huey RB, Serra L. 2001. Rapid evolution of 
wing size clines in Drosophila subobscura. In: Hendry AP, 
Kinnison MT, eds. Microevolution rate, pattern, process. 
Dordrecht: Springer Netherlands, 273–286.

Greenwood PH. 1962. A revision of certain Barbus (Pisces, 
Cyprinidae) from east, central and south Africa. Bulletin of 
the British Museum (Natural History) Zoology 8: 151–208. 
https://doi.org/10.5962/p.118628

Greenwood PH. 1966. The fishes of Uganda. Kampala: The 
Uganda Society.

Harniman R, Merritt TJS, Chapman LJ, Lesbarrères 
D, Martinez ML. 2013. Population differentiation of the 
African cyprinid Barbus neumayeri across dissolved oxygen 
regimes. Ecology and Evolution 3: 1495–1506. https://doi.
org/10.1002/ece3.561

Hayes MM, Armbruster JW. 2017. The taxonomy and 
relationships of the African small barbs (Cypriniformes: 
Cyprinidae). Copeia 105: 348–362. https://doi.org/10.1643/
ci-15-348

Hendry AP. 2017. Eco-evolutionary dynamics. Princeton, NJ: 
Princeton University Press.

Hendry AP, Schoen DJ, Wolak ME, Reid JM. 2018. 
The contemporary evolution of fitness. Annual Review of 

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023

https://doi.org/10.1111/j.1461-0248.2010.01505.x
https://doi.org/10.1111/j.1461-0248.2010.01505.x
https://doi.org/10.1098/rstb.2008.0076
https://doi.org/10.1098/rstb.2008.0076
https://doi.org/10.1111/j.1365-2435.2007.01289.x
https://doi.org/10.2174/1874404400802010075
https://doi.org/10.1017/s0952836901000966
https://doi.org/10.1017/s0952836901000966
https://doi.org/10.1111/j.1558-5646.2008.00437.x
https://doi.org/10.1111/j.1558-5646.2008.00437.x
https://doi.org/10.1098/rstb.2016.0031
https://doi.org/10.1111/j.1469-7998.1961.tb06080.x
https://doi.org/10.1111/j.1469-7998.1961.tb06080.x
https://doi.org/10.1111/j.1558-5646.2007.00203.x
https://doi.org/10.1111/j.1558-5646.2007.00203.x
https://doi.org/10.1111/j.1420-9101.2010.02069.x
https://CRAN.R-project.org/package=shapes
https://CRAN.R-project.org/package=shapes
https://doi.org/10.1111/btp.12039
https://doi.org/10.1111/btp.12039
https://doi.org/10.1007/s11160-007-9059-5
https://doi.org/10.1007/s11160-007-9059-5
https://doi.org/10.1038/nature15256
https://doi.org/10.1038/nature15256
https://doi.org/10.1093/icb/44.6.461
https://doi.org/10.1093/icb/44.6.461
https://doi.org/10.5962/p.118628
https://doi.org/10.1002/ece3.561
https://doi.org/10.1002/ece3.561
https://doi.org/10.1643/ci-15-348
https://doi.org/10.1643/ci-15-348


310 D.A.G.A. HUNT ET AL.

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

Ecology, Evolution, and Systematics 49: 457–476. https://doi.
org/10.1146/annurev-ecolsys-110617-062358

Hendry AP, Taylor EB. 2004. How much of the variation 
in adaptive divergence can be explained by gene flow? An 
evaluation using lake-stream stickleback pairs. Evolution 
58: 2319–2331. https://doi.org/10.1111/j.0014-3820.2004.
tb01606.x

Hothorn T, Bretz F, Westfall P. 2008. Simultaneous 
inference in general parametric models. Biometrical Journal 
50: 346–363. https://doi.org/10.1002/bimj.200810425

Hughes GM. 1966. The dimensions of fish gills in relation to 
their function. Journal of Experimental Biology 45: 177–195. 
https://doi.org/10.1242/jeb.45.1.177

Hunt G, Bell MA, Travis MP. 2008. Evolution toward a 
new adaptive optimum: phenotypic evolution in a fossil 
stickleback lineage. Evolution 62: 700–710. https://doi.
org/10.1111/j.1558-5646.2007.00310.x

Hunt D, Hendry A, Chapman L. 2023. Gill morphology data 
and geometric morphometric data of Enteromius spp. in 
relation to dissolved oxygen gradients. Zenodo. https://doi.
org/10.5281/zenodo.7786517

International Civil Aviation Organization. 1993. Manual 
of the ICAO Standard Atmosphere: extended to 80 kilometres 
(262 500 feet). Montreal, QC: International Civil Aviation 
Organization.

Kambikambi MJ, Kadye WT, Chakona A. 2021. Allopatric 
differentiation in the Enteromius anoplus complex in South 
Africa, with the revalidation of Enteromius cernuus and 
Enteromius oraniensis, and description of a new species, 
Enteromius mandelai (Teleostei: Cyprinidae). Journal of 
Fish Biology 99: 931–954. https://doi.org/10.1111/jfb.14780

Kingsbury KM, Gillanders BM, Booth DJ, Nagelkerken 
I. 2020. Trophic niche segregation allows range-extending 
coral reef fishes to co-exist with temperate species under 
climate change. Global Change Biology 26: 721–733. https://
doi.org/10.1111/gcb.14898

Lande R. 2009. Adaptation to an extraordinary environment 
by evolution of phenotypic plasticity and genetic assimilation. 
Journal of Evolutionary Biology 22: 1435–1446. https://doi.
org/10.1111/j.1420-9101.2009.01754.x

Langerhans RB, Chapman LJ, Dewitt TJ. 2007. Complex 
phenotype–environment associations revealed in an East 
African cyprinid. Journal of Evolutionary Biology 20: 1171–
1181. https://doi.org/10.1111/j.1420-9101.2007.01282.x

Leaver SD, Reimchen TE. 2012. Abrupt changes in defence 
and trophic morphology of the giant threespine stickleback 
(Gasterosteus sp.) following colonization of a vacant habitat. 
Biological Journal of the Linnean Society 107: 494–509. 
https://doi.org/10.1111/j.1095-8312.2012.01969.x

Lenormand T. 2002. Gene flow and the limits to natural 
selection. Trends in Ecology & Evolution 17: 183–189.

Lenth RV. 2022. emmeans: estimated marginal means, 
aka least-squares means. https://CRAN.R-project.org/
package=emmeans

Lewis MA, Petrovskii SV, Potts JR. 2016. Stochasticity and 
invasion dynamics. In: Lewis MA, Petrovskii SV, Potts JR, 
eds. The mathematics behind biological invasions. Cham: 
Springer International Publishing, 211–232.

Lippé C , Dumont P , Bernatchez L.  2006 . High 
genetic diversity and no inbreeding in the endangered 
copper redhorse, Moxostoma hubbsi (Catostomidae, 
Pisces) : the  posit ive  s ides  o f  a  long generat ion 
time. Molecular Ecology 15: 1769–1780. https://doi.
org/10.1111/j.1365-294X.2006.02902.x

Lustenhouwer N, Wilschut RA, Williams JL, van der 
Putten WH, Levine JM. 2018. Rapid evolution of phenology 
during range expansion with recent climate change. Global 
Change Biology 24: e534–e544. https://doi.org/10.1111/
gcb.13947

Lively CM, Craddock C, Vrijenhoek RC. 1990. Red Queen 
hypothesis supported by parasitism in sexual and clonal fish. 
Nature. 344: 864–866. https://doi.org/10.1038/344864a0

MacLean SA, Beissinger SR. 2017. Species’ traits as 
predictors of range shifts under contemporary climate 
change: a review and meta-analysis. Global Change Biology 
23: 4094–4105. https://doi.org/10.1111/gcb.13736

Manousaki T, Hull PM, Kusche H, Machado-Schiaffino 
G, Franchini P, Harrod C, Elmer KR, Meyer A. 2013. 
Parsing parallel evolution: ecological divergence and 
differential gene expression in the adaptive radiations of 
thick-lipped Midas cichlid fishes from Nicaragua. Molecular 
Ecology 22: 650–669. https://doi.org/10.1111/mec.12034

Marques DA, Lucek K, Meier JI, Mwaiko S, Wagner 
CE, Excoffier L, Seehausen O. 2016. Genomics of rapid 
incipient speciation in sympatric threespine stickleback. 
PLoS Genetics 12: e1005887–34. https://doi.org/10.1371/
journal.pgen.1005887

Martínez ML, Raynard EL, Rees BB, Chapman LJ. 
2011. Oxygen limitation and tissue metabolic potential of 
the African fish Barbus neumayeri: roles of native habitat 
and acclimatization. BMC Ecology 11: 2. https://doi.
org/10.1186/1472-6785-11-2

Mazzarella AB, Voje KL, Hansson TH, Taugbøl A, Fischer 
B. 2015. Strong and parallel salinity-induced phenotypic 
plasticity in one generation of threespine stickleback. 
Journal of Evolutionary Biology 28: 667–677. https://doi.
org/10.1111/jeb.12597

McDonnell LH, Chapman LJ. 2015. At the edge of the 
thermal window: effects of elevated temperature on the 
resting metabolism, hypoxia tolerance and upper critical 
thermal limit of a widespread African cichlid. Conservation 
Physiology 3: cov050. https://doi.org/10.1093/conphys/cov050

Mustonen V, Lässig M. 2009. From fitness landscapes 
to seascapes: non-equilibrium dynamics of selection and 
adaptation. Trends in Genetics 25: 111–119. https://doi.
org/10.1016/j.tig.2009.01.002

Nikinmaa M. 2001. Haemoglobin function in vertebrates: 
evolutionary changes in cellular regulation in hypoxia. 
Respiration Physiology 128: 317–329. https://doi.org/10.1016/
s0034-5687(01)00309-7

Oke KB, Bukhari M, Kaeuffer R, Rolshausen G, Räsänen 
K, Bolnick DI, Peichel CL, Hendry AP. 2016. Does 
plasticity enhance or dampen phenotypic parallelism? A 
test with three lake–stream stickleback pairs. Journal of 
Evolutionary Biology 29: 126–143. https://doi.org/10.1111/
jeb.12767

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023

https://doi.org/10.1146/annurev-ecolsys-110617-062358
https://doi.org/10.1146/annurev-ecolsys-110617-062358
https://doi.org/10.1111/j.0014-3820.2004.tb01606.x
https://doi.org/10.1111/j.0014-3820.2004.tb01606.x
https://doi.org/10.1002/bimj.200810425
https://doi.org/10.1242/jeb.45.1.177
https://doi.org/10.1111/j.1558-5646.2007.00310.x
https://doi.org/10.1111/j.1558-5646.2007.00310.x
https://doi.org/10.5281/zenodo.7786517
https://doi.org/10.5281/zenodo.7786517
https://doi.org/10.1111/jfb.14780
https://doi.org/10.1111/gcb.14898
https://doi.org/10.1111/gcb.14898
https://doi.org/10.1111/j.1420-9101.2009.01754.x
https://doi.org/10.1111/j.1420-9101.2009.01754.x
https://doi.org/10.1111/j.1420-9101.2007.01282.x
https://doi.org/10.1111/j.1095-8312.2012.01969.x
https://CRAN.R-project.org/package=emmeans
https://CRAN.R-project.org/package=emmeans
https://doi.org/10.1111/j.1365-294X.2006.02902.x
https://doi.org/10.1111/j.1365-294X.2006.02902.x
https://doi.org/10.1111/gcb.13947
https://doi.org/10.1111/gcb.13947
https://doi.org/10.1038/344864a0
https://doi.org/10.1111/gcb.13736
https://doi.org/10.1111/mec.12034
https://doi.org/10.1371/journal.pgen.1005887
https://doi.org/10.1371/journal.pgen.1005887
https://doi.org/10.1186/1472-6785-11-2
https://doi.org/10.1186/1472-6785-11-2
https://doi.org/10.1111/jeb.12597
https://doi.org/10.1111/jeb.12597
https://doi.org/10.1093/conphys/cov050
https://doi.org/10.1016/j.tig.2009.01.002
https://doi.org/10.1016/j.tig.2009.01.002
https://doi.org/10.1016/s0034-5687(01)00309-7
https://doi.org/10.1016/s0034-5687(01)00309-7
https://doi.org/10.1111/jeb.12767
https://doi.org/10.1111/jeb.12767


ARE WE THERE YET? PHENOTYPIC OPTIMA IN FISH 311

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

Oke KB, Rolshausen G, LeBlond C, Hendry AP. 2017. 
How parallel is parallel evolution? A comparative analysis 
in fishes. The American Naturalist 190: 1–16. https://doi.
org/10.1086/691989

Olowo JP, Chapman LJ. 1996. Papyrus swamps and 
variation in the respiratory behaviour of the African fish 
Barbus neumayeri. African Journal of Ecology 34: 211–222. 
https://doi.org/10.1111/j.1365-2028.1996.010-89010.x

Phillips BL, Brown GP, Shine R. 2010. Life-history 
evolution in range-shifting populations. Ecology 91: 1617–
1627. https://doi.org/10.1890/09-0910.1

Potts LB, Mandrak NE, Chapman LJ. 2021. Coping with 
climate change: phenotypic plasticity in an imperilled 
freshwater fish in response to elevated water temperature. 
Aquatic Conservation: Marine and Freshwater Ecosystems 
31: 2726–2736. https://doi.org/10.1002/aqc.3620

Price TD, Qvarnström A, Irwin DE. 2003. The role 
of phenotypic plasticity in driving genetic evolution. 
Proceedings of the Royal Society of London. Series B: 
Biological Sciences 270: 1433–1440. https://doi.org/10.1098/
rspb.2003.2372

R Core Team. 2018. R: a language and environment for 
statistical computing. Vienna: R Foundation for Statistical 
Computing.

Reist JD. 1986. An empirical evaluation of coefficients used 
in residual and allometric adjustment of size covariation. 
Canadian Journal of Zoology 64: 1363–1368. https://doi.
org/10.1139/z86-203

Rosenberger AE, Chapman LJ. 2000. Respiratory characters 
of three species of haplochromine cichlids: implications for 
use of wetland refugia. Journal of Fish Biology 57: 483–501. 
https://doi.org/10.1111/j.1095-8649.2000.tb02187.x

Rutjes HA. Phenotypic responses to lifelong hypoxia in 
cichlids. Leiden University, 2006.

Sanderson S, Beausoleil MO, O’Dea RE, Wood ZT, Correa 
C, Frankel V, Gorné LD, Haines GE, Kinnison MT, Oke 
KB, Pelletier F, Pérez-Jvostov F, Reyes-Corral WD, 
Ritchot Y, Sorbara F, Gotanda KM, Hendry AP. 2022. 
The pace of modern life, revisited. Molecular Ecology 31: 
1028–1043. https://doi.org/10.1111/mec.16299

Saroglia M, Terova G, De Stradis A, Caputo A. 2002. 
Morphometric adaptations of sea bass gills to different 
dissolved oxygen partial pressures. Journal of Fish Biology 
60: 1423–1430.

Schaack S, Chapman LJ. 2003. Interdemic variation in the 
African cyprinid Barbus neumayeri: correlations among 
hypoxia, morphology, and feeding performance. Canadian 
Journal of Zoology 81: 430–440. https://doi.org/10.1139/
z03-009

Schlager S. 2017. Morpho and Rvcg - shape analysis in 
R. In: Zheng G, Li S, Szekely G, eds. Statistical shape and 
deformation analysis. London: Academic Press.

Scott  MC , Helfman GS.  2001 . Native invasions, 
homogenization, and the mismeasure of integrity 

of fish assemblages. Fisheries 26: 6–15. https://doi.
org/10.1577/1548-8446(2001)026<0006:nihatm>2.0.co;2

Siepielski AM, DiBattista JD, Evans JA, Carlson SM. 
2011. Differences in the temporal dynamics of phenotypic 
selection among fitness components in the wild. Proceedings 
of the Royal Society B: Biological Sciences 278: 1572–1580.

Siepielski AM, Gotanda KM, Morrissey MB, Diamond SE, 
DiBattista JD, Carlson SM. 2013. The spatial patterns of 
directional phenotypic selection. Ecology Letters 16: 1382–
1392. https://doi.org/10.1111/ele.12174

Skelton PH. 2016. Name changes and additions to the 
southern African freshwater fish fauna. African Journal of 
Aquatic Science 41: 345–351. https://doi.org/10.2989/160859
14.2016.1186004

Skelton PH, Tweddle D, Jackson PBN. 1991. Cyprinids 
of Africa. In: Winfield IJ, Nelson JS, eds. Cyprinid fishes: 
systematics, biology and exploitation. Dordrecht: Springer 
Netherlands, 211–239.

Stefani F, Schiavon A, Tirozzi P, Gomarasca S, Marziali 
L. 2020. Functional response of fish communities in 
a multistressed freshwater world. Science of the Total 
Environment 740: 139902. https://doi.org/10.1016/j.
scitotenv.2020.139902

Stuart YE, Campbell TS, Hohenlohe PA, Reynolds RG, 
Revell LJ, Losos JB. 2014. Rapid evolution of a native 
species following invasion by a congener. Science 346: 463–
466. https://doi.org/10.1126/science.1257008

Szűcs M, Vahsen ML, Melbourne BA, Hoover C, Weiss-
Lehman C, Hufbauer RA. 2017. Rapid adaptive evolution 
in novel environments acts as an architect of population 
range expansion. Proceedings of the National Academy 
of Sciences 114: 13501–13506. https://doi.org/10.1073/
pnas.1712934114

Vaquer-Sunyer R, Duarte CM. 2008. Thresholds of hypoxia 
for marine biodiversity. Proceedings of the National Academy 
of Sciences 105: 15452–15457. https://doi.org/10.1073/
pnas.0803833105

Venables WN, Ripley BD. 2002. Modern applied statistics 
with S. New York: Springer.

Wickham H. 2016. ggplot2: elegant graphics for data analysis. 
New York: Springer-Verlag.

Yang L, Sado T, Hirt MV, Pasco-Viel E, Arunachalam M, 
Li J, Wang X, Freyhof J, Saitoh K, Simons AM, Miya 
M, He S, Mayden RL. 2015. Molecular phylogenetics 
and evolution phylogeny and polyploidy: resolving the 
classification of cyprinine fishes (Teleostei: Cypriniformes). 
Molecular Phylogenetics and Evolution 85: 97–116.

Zelditch ML, Swiderski DL, Sheets HD. 2012. Geometric 
morphometrics for biologists. London: Academic Press.

Zhdanova OL, Frisman EY. 2021. Genetic polymorphism 
under cyclical selection in long-lived species: The complex 
effect of age structure and maternal selection. Journal of 
Theoretical Biology 512: 110564. https://doi.org/10.1016/j.
jtbi.2020.110564

D
ow

nloaded from
 https://academ

ic.oup.com
/biolinnean/article/140/2/296/7237868 by M

cG
ill U

niversity Libraries user on 08 O
ctober 2023

https://doi.org/10.1086/691989
https://doi.org/10.1086/691989
https://doi.org/10.1111/j.1365-2028.1996.010-89010.x
https://doi.org/10.1890/09-0910.1
https://doi.org/10.1002/aqc.3620
https://doi.org/10.1098/rspb.2003.2372
https://doi.org/10.1098/rspb.2003.2372
https://doi.org/10.1139/z86-203
https://doi.org/10.1139/z86-203
https://doi.org/10.1111/j.1095-8649.2000.tb02187.x
https://doi.org/10.1111/mec.16299
https://doi.org/10.1139/z03-009
https://doi.org/10.1139/z03-009
https://doi.org/10.1577/1548-8446(2001)026<0006:nihatm>2.0.co;2
https://doi.org/10.1577/1548-8446(2001)026<0006:nihatm>2.0.co;2
https://doi.org/10.1111/ele.12174
https://doi.org/10.2989/16085914.2016.1186004
https://doi.org/10.2989/16085914.2016.1186004
https://doi.org/10.1016/j.scitotenv.2020.139902
https://doi.org/10.1016/j.scitotenv.2020.139902
https://doi.org/10.1126/science.1257008
https://doi.org/10.1073/pnas.1712934114
https://doi.org/10.1073/pnas.1712934114
https://doi.org/10.1073/pnas.0803833105
https://doi.org/10.1073/pnas.0803833105
https://doi.org/10.1016/j.jtbi.2020.110564
https://doi.org/10.1016/j.jtbi.2020.110564


312 D.A.G.A. HUNT ET AL.

© 2023 The Linnean Society of London, Biological Journal of the Linnean Society, 2023, 140, 296–312

SUPPORTING INFORMATION

Additional supporting information may be found in the online version of this article on the publisher's website.

Table S1. Pairwise P-values for Figure 4. Tukey-adjusted P-values were calculated using the package multcomp 
(Hothorn et al., 2008), detailed code is in D4.
Table S2. Pairwise P-values for Figure 5. Total gill filament length (mm) per gill arch in both E. apleurogramma 
and E. neumayeri. Tukey-adjusted P-values were calculated using the package multcomp (Hothorn et al., 2008), 
detailed code is in D4.
Table S3. Biometric values for fish utilized for geometric morphometric analysis in this study.
Table S4. Biometric values for fish utilized for gill analysis in this study.
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