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Elizabeth M. A. Kern*† and R. Brian Langerhans

Department of Biological Sciences and W. M. Keck Center for Behavioral Biology, North Carolina State University, Raleigh,
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Human activities cause many changes in wildlife populations, including phenotypic

shifts that represent adaptations to new conditions and influence population dynamics,

diversity, and persistence. Although many examples of phenotypic adjustment to

anthropogenic disturbance exist, we rarely know the extent to which these changes

result from genetic evolution or phenotypic plasticity. Furthermore, our understanding

of how whole-organism performance changes as a result of habitat alteration is

very limited. We tested how urbanization, an important type of global disturbance,

influences fish swimming performance in urban streams. Because urban streams

have higher water velocities during rain events than rural streams, we tested for

increased steady-swimming performance in fish from urbanized watersheds. Across ten

populations of wild-caught Creek Chub (Semotilus atromaculatus), we found that fish

from streams in more urbanized areas exhibited a longer propulsive wavelength and a

lower tailbeat frequency, expending lower levels of hydromechanical power during steady

swimming. In a laboratory experiment, we reared individuals collected as fry from four

populations with different urbanization histories, and found evidence for genetically based

differences in swimming kinematics. Laboratory-reared fish derived from urbanized

populations exhibited higher locomotor efficiency, matching predictions for adaptation

to urban environments. We exposed laboratory-reared Creek Chub from urban and rural

populations to artificially increased water velocity for 4 months and observed that only

some populations exhibited plasticity. Urban populations may have lost maladaptive,

velocity-induced plasticity in locomotor efficiency that is still present in rural populations.

Evolutionary change in freshwater species may represent a widespread yet unrecognized

consequence of anthropogenic activity.

Keywords: biomechanics, contemporary evolution, Creek Chub, land use, phenotypic plasticity, Semotilus

atromaculatus, urbanization, whole-organism performance

INTRODUCTION

Human impacts on the environment present one of the greatest challenges for conservation
worldwide (Young et al., 2005; Worm et al., 2009; Barbier, 2011). Urbanization in particular is a
pervasive, rapidly expanding type of impact that causes dramatic changes in natural ecosystems
(Marzluff, 2001; McKinney, 2008). These changes can lead to altered selection and phenotypic
divergence in traits such as life history, endocrine traits, birdsong, and seed dispersal, all of which
are known to evolve rapidly in urban settings (Partecke and Gwinner, 2007; Cheptou et al., 2008;
Luther and Baptista, 2010; Bonier, 2012; Miranda et al., 2013; Alberti et al., 2017). Understanding
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and predicting trait changes can provide a better understanding
of evolution and inform decisions for conservation and
sustainable urban development (Carroll et al., 2014; Smith et al.,
2014). However, there are substantial gaps in our knowledge:
we rarely know the extent to which phenotypic responses are
genetic or plastic, or how certain types of traits like whole-
organism performance respond to anthropogenic disturbance.
Also, although we know of some evolutionary responses
to urbanization in terrestrial species, we know practically
nothing about how stream species respond evolutionarily to
the environmental changes caused by urbanization (Kern and
Langerhans, 2018). This is surprising since much attention has
been devoted to urban stream degradation (the “urban stream
syndrome”) and other effects of human development on aquatic
ecosystems (Paul and Meyer, 2001; Wenger et al., 2009; Knouft
and Chu, 2015). It is becoming clear that our knowledge of
human-induced ecological impacts in streams has far outpaced
our needed understanding of evolutionary impacts.

Urbanization strongly affects freshwater streams because
their topographic position makes them especially vulnerable to
changes in land use (Walsh et al., 2005). One of the most
salient changes to urban streams is their rapid rise in discharge
following rain events. Impervious land cover like roads and
buildings decreases infiltration and hastens the transport of
water to streams such that urbanized streams experience faster
water velocities during rainfall and more frequent high-discharge
events (Poff et al., 2006; Jacobson, 2011). These greater peak flows
and more frequent floods have been well documented in urban
streams (Dunne, 1978; Shaw, 1994; McCuen, 1998).

This widespread urban hydrologic pattern provides the
opportunity to test fundamental evolutionary questions. Studies
of fish inhabiting undisturbed systems have uncovered adaptive
differences in swimming performance among sites with different
current velocities (Nelson et al., 2003; Langerhans, 2008), and
it seems reasonable to predict that fish persisting in urban
streams might similarly respond to human-altered hydrologic
regimes (Nelson et al., 2008). In particular, fish in urban
streams might exhibit greater “steady-swimming” performance
(i.e., more energetically efficient cruising at constant speeds) than
rural fish owing to the demands of human-caused hydrological
changes. We tested this hypothesis by measuring differences in
swimming performance among fish populations from streams
that vary in degree of urbanization.

Swimming ability is an example of whole-organism
performance (i.e., the performance of an ecologically relevant
task such as running, biting, or jumping), and represents a
key component of fitness (Arnold, 1983; Irschick et al., 2008;
Langerhans, 2009a). Documented cases of evolution in complex
phenotypes—like whole-organism performance—in response
to human activity are exceedingly rare (Merilä and Hendry,
2014; Donihue and Lambert, 2015), and phenotypic responses
to urbanization are often not tested for a genetic basis (Alberti
et al., 2017). However, testing for a genetic basis can be valuable
because the genetic vs. plastic basis of trait differentiation may
help determine species persistence. Many responses to human
impacts seem more plastic than genetic, which on the one hand
may constrain species’ ability to handle future conditions, since

plasticity has a theoretical limit (Hendry et al., 2008). On the
other hand, plasticity might allow species to persist long enough
to evolve additional adaptations to modified environments
(Pigliucci, 2001).

To test the effects of urbanization on steady-swimming
abilities of stream fish, we conducted swim-tunnel experiments
with a cyprinid minnow, Creek Chub (Semotilus atromaculatus),
from streams across a range of urbanization levels. Creek Chub
commonly inhabit rural and urban streams, and because of their
short generation time (1–2 years to sexual maturity) they could
have evolved measurable responses to urbanization over the past
20–120 years. We measured four kinematic swimming variables
(tailbeat frequency, tailbeat amplitude, rostral amplitude, and
propulsive wavelength) and an estimate of overall locomotor
efficiency to assess differences among fish from historically
urban, recently urbanized, and rural habitats. These kinematic
variables are associated with swimming efficiency and allow us to
test specific predictions about phenotypic divergence (McHenry
et al., 1995). Based on biomechanical principles, urban fish that
experience faster flowing water should benefit from stiffer bodies
(longer propulsive wavelengths), reduced tailbeat frequency, and
possibly reduced rostral and tailbeat amplitudes (McHenry et al.,
1995; Langerhans, 2009b).

To test whether differences observed in the wild reflect
plasticity, genetic differentiation, or both, we performed the same
swimming measurements on laboratory-reared individuals from
a subset of populations. Testing fish raised in a laboratory also
reduces the likelihood that unmeasured environmental factors
in urban streams (such as pollution) are responsible for any
observed differences in swimming performance.

MATERIALS AND METHODS

Wild-Caught Fish
For trials of wild-caught fish, we collected 64 adult Creek Chub
from ten streams in the Piedmont region of North Carolina, USA
(Table 1). This particular region has well-documented differences
in flow regime between urban and rural streams; previous work
has demonstrated that urban streams in our study area are
flashier than nearby rural streams (Brown et al., 2009). Using
maps and aerial images, we specifically selected study sites to
span variation in urbanization across this region. To avoid
confounding factors such as habitat size, we further selected
similarly sized streams (first and second order). To provide
a quantitative measurement of urbanization at each site, we
measured the percent of developed land cover within a one-
mile radius of each collection site using the 2011 National Land
Cover Database and QGIS 2.10. Developed land cover highly
correlates with impervious surface cover (Jennings et al., 2004).
Estimated developed land cover included all four subcategories in
the National Land Cover Database, which comprises constructed
materials (e.g., roads, parking lots, businesses, apartments,
homes) and open spaces associated with urban development
(e.g., lawns, golf courses, urban-associated vegetation). We also
examined maps of each watershed, to ensure for example that
major upstream development was absent above rural sites. Visual
inspection of satellite and aerial images across time (Figure S1),
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TABLE 1 | Collection site information for Creek Chub examined in this study.

Site name Urbanization status Developed land cover (%) Lat. N Long. W N

Poplar Creek Rural 24.8 35.7893 −78.4718 17

Hodges Creek Rural 22.5 35.8548 −78.4984 2

Little White Oak Creek Rural 8.3 35.6669 −78.9210 2

Rocky Branch Rural 3.3 35.6484 −79.1582 6 (13)

Beaver Creek Recently urbanized 79.0 35.7426 −78.8819 (29)

Richland Creek Recently urbanized 51.1 35.9960 −78.5109 3 (9)

Middle Creek Recently urbanized 40.1 35.7082 −78.8342 8

Lower Barton Creek Recently urbanized 33.2 35.9322 −78.6735 10

Mine Creek Historically urban 87.9 35.8767 −78.6457 5 (5)

House Creek Historically urban 85.8 35.8120 −78.6916 6

Bolin Creek Historically urban 75.2 35.9239 −79.0502 5

Number of individuals tested (N) is given for both wild-caught fish and laboratory-reared fish (the latter in parentheses).

combined with our quantitative measurements of land use,
placed each of our sites into one of three “urbanization status”
categories which were meant to capture each site’s history of
urban development (Figure 1). First, historically urban sites (n
= 3) had high levels of urbanization (defined as here as >

70% developed land cover) and showed very little change in
urban development across aerial photographs from the 1980s
and satellite images from the 2010s. Second, recently urbanized
sites (n = 3) had moderate to high levels of urbanization
(30–80% developed land cover) and showed a substantial
increase in developed land cover since the 1980s (Figure S1).
Finally, rural sites (n = 4) had a continuously low proportion
of developed land cover from the 1980s to the present (<
30% developed land cover). Since phenotypic change may lag
behind environmental change (especially for genetic evolution
rather than phenotypic plasticity), using these three categories—
historically urban, recently urbanized, and rural—could prove
more useful than a dichotomous urban/rural designation. The
three categories capture the bulk of variation in urbanization in
this geographic region, which includes an “old” New World city
(Raleigh, North Carolina, founded in 1792), rapidly accelerating
localized urban growth, and considerable rural area.

We collected Creek Chub during October 2013 to November
2014 using dip nets and a backpack electroshocker, and
transported them in coolers to animal care facilities at North
Carolina State University, where they were gradually introduced
over several hours to 21◦C water temperatures. We allowed each
fish to acclimate to laboratory housing for at least three days prior
to experimentation. This acclimation period may or may not
completely remove stress effects, but previous work indicates that
stress does not significantly impact fish swimming performance
(Gregory and Wood, 1999; Lankford et al., 2005). Fish were
housed in 76-liter aquaria (no flow-through) at 21◦C and fed dry
flakes daily ad libitum. For swimming trials, fish weremoved with
as brief air exposure as possible using a bucket and aquarium
net into a clear Plexiglas tunnel measuring 15 × 15 × 50 cm.
Once each fish recovered from the move (came to rest or began
exploring the tunnel), water velocity in the tunnel was increased
to 1.4 m/s. This velocity was designed to mimic challenging

conditions during stormwater runoff in an urbanized area, yet
still remain within the range of the steady-swimming gait (also
known as cruising) for this species. Tunnel water velocity was
more than twice the speed of average baseflow conditions (0.51
m/s) at our field sites.

Water flow inside the tunnel was powered by an electric
sump pump (Leader Provort 540a; Ladson, SC, USA). Water was
pumped into the tunnel through a honeycomb baffle of short
drinking straws, which helped approximate laminar flow. To
control for slight variations in water speed, we used a digital
water velocity meter (Global Water Flow Probe) to measure
the velocity at the specific location within the tunnel where
the fish swam during each trial (mean ± standard error, 1.43
m/s ± 0.01). We also recorded water temperature after each
trial for potential use as a covariate, in case small variations in
temperature (e.g., from the running pump motor) might affect
swimming performance (20.93◦C ± 0.14). In rare cases where
fish did not respond to the artificial current by swimming against
it, they were returned to aquaria and retested on a different day.
In our dataset these individuals (n= 3) represent<5% of the total
number of individuals.

Swimming trials were recorded with a high-speed digital video
camera (IDTN4-S1). Amirror propped underneath the tunnel at
45◦ allowed us to simultaneously capture ventral and lateral views
of the fish as it swam at constant speed, maintaining position in
the tunnel. From the video sequences (set to 400 fps with a few
exceptions at 200 fps) we used tpsDig (Rohlf, 2013) to collect
spatial coordinates of the fish’s snout, body, and tail positions
in order to measure four kinematic variables: tailbeat frequency,
tailbeat amplitude, rostral amplitude, and propulsive wavelength
(McHenry et al., 1995). Tailbeat frequency is measured in beats
per second, with one beat representing a full cycle from one side
of the body to the opposite side and back to the original location.
Tailbeat amplitude is half the distance between the maximum
left and right excursions of the most distal tip of the caudal fin
during one complete tailbeat. Similarly, rostral amplitude is half
the distance of the maximum left and right excursions of the tip
of the snout. We calculated propulsive wavelength by doubling
the propulsive half-wavelength, which is the distance between
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FIGURE 1 | Map of study area in North Carolina, USA.

TABLE 2 | Trait loadings and variance explained by the first two principal

components for the PCA of swimming kinematic data in wild-caught Creek Chub

(loadings ≥ |0.60| in bold text).

Kinematic variable PC 1 PC 2

Tailbeat frequency -0.74 −0.31

Rostral amplitude 0.22 0.90

Tailbeat amplitude 0.74 −0.36

Propulsive wavelength 0.83 −0.19

Variance explained: 45.54% 27.03%

upper and lower crests of the sinusoidal wave created between
the midbody and midtail region of a fish in motion (Webb et al.,
1984). We measured each variable three times in each video and
used the means for final analysis. Because kinematic variables
may be correlated with one another, we performed principal
components analysis (PCA) on the correlation matrix of the four
kinematic variables to reduce data dimensionality. We retained
PCs with eigenvalues ≥ 1 for analysis of kinematic variation,
resulting in retention of the first two PCs, explaining 72.6% of
the variance (Table 2).

To provide a summary of the magnitude of thrust production,
we estimated total hydromechanical power using Lighthill’s
elongated-body theory (Wu, 1971; Lighthill, 1975; Videler,
1993). We calculated power (P) as f 2H2B2(1–U/c), where f,
tailbeat frequency; H, tailbeat amplitude; B, caudal fin depth; U,
swimming speed, and c, wave speed (propulsive wavelength times
tailbeat frequency). This parameter can be thought of as the total
lateral force produced by the tail to overcome drag forces and

maintain constant-velocity swimming. Holding swimming speed
constant, a lower P indicates greater overall locomotor efficiency
(i.e., less power consumed to swim at a given speed, analogous to
miles per gallon).

We performed two sets of analyses to test for effects of
urbanization on steady-swimming performance in wild-caught
Creek Chub: one examining variation across categories of
urbanization, and one utilizing estimates of continuous variation
in degree of urbanization. First, we tested for kinematic and
power differences between the three habitat types using a general
linear mixed model (using restricted maximum likelihood)
for each of the three response variables (PC 1, PC 2, and
hydromechanical power) with body lengths per second as a
covariate, habitat as a fixed effect, and population as a random
effect. We included body lengths per second as a covariate
to control for both variation in body size (Table S1) and any
slight variation in water velocity—i.e., statistically adjust response
variables to allow comparison among groups at a constant
relative swimming speed. Body lengths per second is a standard
metric for measuring and comparing fish swimming speed
(Bainbridge, 1958). It was measured by recording fish swimming
at a known speed in the tunnel (i.e., swimming “in place” against
a constant current of known velocity) and dividing water velocity
by body length (standard length). Thus, swimming speed was
highly correlated with body length (r = −0.92, P < 0.0001), and
all results are qualitatively no different than if we use body size
as a covariate instead of swimming speed. We initially included
water temperature as a covariate but excluded it due to non-
significance. Second, we calculated population means (n = 10)
for all three response variables (least-squares means, controlling
for body lengths per second) and conducted Spearman rank
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correlations between swimming performance means and site-
specific estimates of urban development land cover. The latter
analyses took advantage of continuous variation in present-day
urbanization levels to test whether populations surrounded by
more urban land cover tend to exhibit greater steady-swimming
performance. The amount of urban land cover was quantified by
measuring the percentage of developed land cover in the 2.6 km
(1 mi) radius around each site, using QGIS and the 2011 National
Land Cover Database (Homer et al., 2015).

Because multiple comparisons (e.g., multiple tests on the same
set of fish) can increase Type I error rates, we used QValue
(Storey, 2003) to control the false discovery rate at 5% using the
bootstrap procedure for estimating the probability of a true null
hypothesis (Benjamini and Hochberg, 1995). The false discovery
rate (FDR) is the proportion of significant tests that are in fact
null. We accepted tests in this study as significant only when
both the p-value of the test and its q-value (determined by the
QValue program) were ≤ 0.05. Because all observed p-values
≤ 0.05 in the present study remained significant at the FDR
of 5%, we straightforwardly interpret p-values ≤ 0.05 as being
significant. Due tomodest sample sizes in several populations, we
avoid making strong conclusions regarding the absence of effects
based on non-significant findings. Moreover, all results reported
in this study are qualitatively unchanged using permutation tests
in place of our parametric F tests (using the permuco R package;
Kherad-Pajouh and Renaud, 2010, 2015).

Laboratory-Raised Fish
To test whether differences between populations persisted in
fish reared in a common laboratory environment (which would
suggest a genetic basis), we conducted swimming trials of
laboratory-raised Creek Chub from four populations. We used
dip nets and aquarium nets to catch late postlarval to very early
stage juvenile Creek Chub (1.5–3.0 cm standard length; Buynak
and Mohr, 1979) from four stream sites during the hatching and
emergence period (June–July 2014; Washburn, 1948; Table 1).
Sample sites were selected to cover the entire urbanization
gradient. Fish were transported in 19-liter buckets to facilities
at North Carolina State University and each population was
randomly separated into two treatment groups—high velocity
and low velocity (descriptions below). Fish were divided among
eight ten-liter tanks according to population and treatment (2–
15 Creek Chub per tank; Table S3). All tanks were part of
a single recirculating system (Aquatic Habitats; Apopka, FL),
which allowed populations and treatment groups to experience
identical water conditions. Fish were fed brine shrimp and dry
flakes twice daily and kept on a 12:12 h light-dark cycle. Water
conditions were maintained at 0.5 ppt salinity and 25◦C.

After 2 weeks of rearing all fish in common conditions to allow
acclimation to the laboratory-rearing environment, we initiated
water velocity treatments designed to roughly mimic flow
conditions of urban and rural stream. High-velocity treatment
groups received 60min of intensified current once per week for
16 weeks to simulate increased velocity in urban streams during
rainfall events. Current was generated by fully opening the two
tank nozzles for each tank (two separate nozzles provide water
to each tank within the recirculating system), which flushed

TABLE 3 | Trait loadings and variance explained by the first two principal

components for the PCA for swimming kinematic data in laboratory-raised Creek

Chub (loadings ≥ |0.60| in bold text).

Kinematic variable PC 1 PC 2

Tailbeat frequency -0.60 0.29

Rostral amplitude 0.62 -0.63

Tailbeat amplitude 0.79 0.20

Propulsive wavelength 0.67 0.66

Variance explained: 46.53% 22.99%

tanks at a constant rate of 4.2 L/min (compared to 0.7 L/min
at other times and throughout the low-velocity treatment). This
created elevated, non-uniform water velocity within the tanks
(∼0.9–5.5 cm/s) and forced fish to swim against a moderate
current to maintain position (∼1–3.5 body lengths per second).
Low-velocity treatment groups never received any water velocity
increases, and experienced non-uniform water velocity ∼0.1–0.9
cm/s within the tanks at all times throughout the experiment.

After 18 weeks of laboratory rearing (16 weeks of treatment
and 2 weeks of initial acclimation time), fish were recorded
swimming in a Plexiglas swim tunnel measuring 5 × 6 × 21 cm
against a current of 0.27 m/s. Water temperature was held
constant at 25◦C. Dimensions and velocity differ from that used
for the wild-caught fish above owing to the differences in body
size between adult wild-caught fish and juvenile laboratory-raised
fish (if we had tested juveniles at speeds of 1.4 m/s they would
not have been able to swim against the current). As before, we
used high-speed video and an angled mirror to capture a lateral
and ventral view of the fish swimming, and we used the same
methods as above to measure the same four kinematic variables
and hydromechanical power.

We again performed a PCA on the four kinematic variables
as described above, and retained the first two PCs for analysis,
explaining 70% of the variance (Table 3). We fit a general
linear model to examine kinematic and hydromechanical power
variation across treatments, populations, and the interaction
of treatment and population, with body lengths per second as
a covariate to control for possible effects of body size. Our
inclusion of body lengths per second in the model was in essence
equivalent to including body size because all fish were tested
at a common velocity, and thus this procedure appropriately
adjusts for size effects. We further tested for non-linear effects
of body size (squared term), but no non-linear effects were
observed (p > 0.91). Moreover, we confirmed that body size
broadly overlapped among populations within this smaller subset
of populations (Table S2), permitting the proper statistical test
and adjustment for body size. The treatment term tests for
water velocity–induced phenotypic plasticity. The population
term tests for environment-independent differences between
populations, which would imply genetically based variation in
swimming performance, though parental effects cannot be ruled
out. The interaction between treatment and population tests
whether velocity-induced plasticity differs between populations.
For each term we calculated η

2 (an estimate of effect size) to
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FIGURE 2 | Variation in (A) swimming kinematics PC 1 scores and (B) hydromechanical power across the three habitat types for ten populations of wild-caught Creek

Chub. Higher PC 1 scores reflect longer propulsive wavelengths (i.e., stiffer bodies), reduced tailbeat frequencies, and greater tailbeat amplitudes (Table 2), controlling

for relative swimming speed (body lengths per second). Least-squares means ± 1 SE depicted.

directly assess the relative importance of the terms (Langerhans
and DeWitt, 2004). We used Tukey’s honestly significant
difference test to interpret significant categorical model terms
(only groups with p ≤ 0.05 treated as significantly different).

Animal Use Statement
This study was approved by the Institutional Animal Care and
Use Committee at North Carolina State University.

RESULTS

Wild-Caught Fish
In our tests of swimming-performance differences among the
three categories of urbanization status, we found that only one of
the three response variables showed significant differences. PC 1
scores of steady-swimming kinematics differed between habitats
(F(2,59) = 6.24, p = 0.0035) and negatively co-varied with body
lengths per second (F(1,59) = 135.36, p < 0.0001). Fish from
historically urban populations exhibited significantly higher PC
1 scores than other populations, when statistically controlling
for body lengths per second (Figure 2A). Higher PC 1 scores in
historically urban fish indicated longer propulsive wavelengths
(i.e., stiffer bodies), reduced tailbeat frequencies, and greater
tailbeat amplitudes. For PC 2, the covariate was non-significant
(F(1,59) = 0.14, p = 0.7126) and habitat type was marginally
non-significant (F(2,59) = 2.79, p = 0.0694), suggesting a trend
where rural fish had lower PC 2 scores than recently urbanized
fish, with historically urban fish intermediate. Hydromechanical
power negatively scaled with body lengths per second (F(1,59)
= 14.22, p = 0.0004). Hydromechanical power did not differ
significantly with habitat types (F(2,59) = 1.80, p = 0.1746), even
though the trends did match a priori predictions, with rural
fish tending to require more hydromechanical power to swim
at a given swimming speed compared to historically urban fish,
and with recently urbanized fish intermediate between the two
(Figure 2B).

Spearman rank correlation tests revealed that Creek Chub
from sites with greater urban development land cover had
significantly higher swimming kinematic PC 1 scores (ρ =

FIGURE 3 | Spearman rank correlations showing that Creek Chub from

streams with greater urban development had (A) higher swimming kinematics

PC 1 scores and (B) lower hydromechanical power. Symbols follow Figure 2.

0.69, p = 0.0289) and lower hydromechanical power (ρ =

−0.67, p = 0.0330) (Figure 3); no relationship was observed
for swimming kinematic PC 2 (ρ = 0.35, p = 0.3282). Thus,
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during steady swimming, Creek Chub populations inmore urban
areas tended to exhibit longer propulsive wavelengths, reduced
tailbeat frequencies, greater tailbeat amplitudes, and employ
lower overall hydromechanical power to swim at a given speed.

Laboratory-Raised Fish
We uncovered evidence suggesting genetically based differences
between populations in swimming performance (all three
variables) and for population-specific variation in water velocity–
induced plasticity (two variables), but found no evidence of
shared patterns of velocity-induced plasticity across populations
(Table 4).

For the laboratory-raised Creek Chub, PC 1 scores were
negatively correlated with body lengths per second and were
significantly different between populations. For one population
(Beaver Creek), PC 1 scores varied between velocity treatments
(Figure 4A). A rural population, Rocky Branch, tended to
exhibit higher PC 1 scores than other populations regardless of
treatment. Plasticity was only evident for a recently urbanized
population (Beaver Creek), with significantly lower PC 1 scores
in the high-velocity treatment than in the low-velocity treatment
(Figure 4A).

PC 2 also exhibited a negative relationship with body lengths
per second and significantly differed among populations, but
showed no significant velocity-induced plasticity (Figure 4B).
Again, the rural site (Rocky Branch) exhibited the highest PC 2
scores.

Hydromechanical power was negatively associated with body
lengths per second, significantly differed among populations,
and showed velocity-induced plasticity within one population
(Figure 4C). Rocky Branch exhibited the highest overall power,
indicating that the rural population tended to use a greater
amount of hydromechanical power to swim at the same speed
as fish from urbanized areas. Rocky Branch was also the only
population that exhibited significant velocity-induced plasticity
in hydromechanical power: higher power was produced by fish
raised in the high-velocity treatment.

DISCUSSION

The ecological and evolutionary importance of whole-organism
performance is undisputed, yet we know little about how human
activities affect it (Irschick et al., 2008) or whether its response
to human impacts more likely reflects genetic evolution or
phenotypic plasticity (Hendry et al., 2008). Here we found that
the steady-swimming performance of Creek Chub (wild and
laboratory-raised) differs with stream urbanization, and that
although some aspects of performance in some populations
show velocity-induced plasticity, most of the differences between
populations appear to reflect genetic differentiation, although
controlled breeding experiments would be necessary to confirm
this.Wild-caught Creek Chub from rural streams expendedmore
hydromechanical power during steady swimming than urban
fish swimming at the same speed, and patterns in laboratory-
raised fish suggest a genetic basis to these differences as a rural
population still showed lower steady-swimming efficiency than
populations from urbanized streams. Our results demonstrate

one way in which humans can impact the evolution of phenotypic
traits and suggest that urbanization may be leaving a noticeable
mark on whole-organism performance evolution in some stream
species. The underlying biological causes of altered swimming
performance were not measured here, but presumably, evolved
differences in physiological andmorphological attributes provide
key sources: in fact, past work in Creek Chub has shown
that body shape changes subsequent to urbanization (Kern
and Langerhans, 2018), and the morphology and physiology of
various stream fish also differ between impacted and unimpacted
streams (Blevins et al., 2013; Gaulke et al., 2015; King et al., 2016;
Pease et al., 2018).

For wild-caught Creek Chub, the results partially agreed
with our predictions for how fish should adapt to higher peak
water velocities in urbanized watersheds. First, Creek Chub
from historically urban sites and from sites with greater overall
developed land cover had longer propulsive wavelengths than
fish from rural or recently urbanized sites. Longer propulsive
wavelengths indicate greater body stiffness in fish (Blight,
1977; Long et al., 1996) and should increase steady-swimming
efficiency (McHenry et al., 1995; Langerhans, 2009b); thus,
the changes we observed could be adaptive. Second, wild-
caught urban fish had lower tailbeat frequencies than rural
fish, which should also indicate increased efficiency since
tailbeat frequency often provides a useful surrogate for oxygen
consumption (Herskin and Steffensen, 1998; Steinhausen et al.,
2005). On the other hand, urban fish did not have significantly
lower tailbeat amplitudes as might have been expected (since
decreased amplitude is one way to reduce mechanical work).
Altogether, the kinematics results indicate that Creek Chub
swim differently in streams with different urbanization levels,
and that in urbanized environments their kinematics indicate
greater locomotor efficiency. Indeed, wild-caught Creek Chub
from streams in more urbanized areas actually did exhibit greater
swimming efficiency, as shown by their lower hydromechanical
power during steady swimming. This suggests that Creek Chub
populations from more urbanized areas incur lower metabolic
costs while swimming steadily at the same speed as their more
rural counterparts.

Do these differences in swimming performance arise via
evolutionary change or phenotypic plasticity? By raising multiple
populations in a common environment, we found evidence
for a genetic basis to variation in swimming kinematics. We
uncovered significant among-population variation in all three
variables tested, mainly reflecting differentiation between the
rural population and the three more urbanized populations.
These patterns are consistent with our findings in wild-caught
adults; fish derived from urbanized environments exhibited
greater hydromechanical efficiency than fish derived from
a rural environment, even after they had been raised in
common conditions. This suggests adaptive evolution, in which
fish responded to urbanization by evolving greater locomotor
efficiency, which is probably an advantage when coping with the
strong currents that frequently occur in urban streams after rain
events.

While our results support genetic differentiation, parental
effects on swimming performance cannot be ruled out because
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TABLE 4 | Results of general linear models examining steady-swimming kinematic variation in laboratory-raised Creek Chub.

Source d.f. PC 1 PC 2 Power

F p η
2 F p η

2 F p η
2

Body lengths per sec 1,47 5.1 0.0286 5.29 4.99 0.0304 5.25 8.73 0.0049 8.66

Population 3,47 5.11 0.0039 15.87 5.47 0.0026 17.26 4.53 0.0072 13.48

Treatment 1,47 0.66 0.4209 0.68 0.01 0.9408 0.01 2.71 0.1067 2.68

Population × Treatment 3,47 5.12 0.0038 15.93 1.75 0.1693 5.53 3.11 0.0352 9.25

Statistically significant effects are in bold.

practical constraints (i.e., time to maturity in this species)
precluded rearing multiple generations in the laboratory.
However, in fish species the existence of maternal effects is
commonly manifest in life-history traits such as offspring size
(Reznick et al., 1996; Heath et al., 1999; Green, 2008), while our
findings involve whole-organism performance independent of
body size; and even maternal effects can facilitate contemporary
evolution (Räsänen and Kruuk, 2007). Furthermore, prior work
has often found that fish locomotor performance has a genetic
basis (Nicoletto, 1995; Garenc et al., 1998; Ghalambor et al.,
2004; Langerhans, 2009a; Johnson et al., 2010). Another possible
alternative explanation is that natural selection or environmental
effects on steady-swimming performance could have already
occurred in the field prior to collection of laboratory-reared
fish. To address this, as much as possible we minimized the
amount of time for selection or environmental induction to
have occurred by collecting very small fish soon after hatching
within each population. We then raised all fish in the laboratory
for a total of 18 weeks, which includes an especially formative
period of development: their entire first summer. However, more
prolonged laboratory rearing might produce more plasticity
(Kelley et al., 2017).

Although laboratory-raised Creek Chub from urbanized
populations showed some hallmarks of greater locomotor
efficiency as predicted, such as lower tailbeat amplitudes
and lower hydromechanical power, other among-population
differences in laboratory-raised fish kinematics (as seen in
PC 1) did not conform to predicted patterns even though
kinematics in wild-caught fish did. It is unclear why kinematics
in wild-caught and laboratory-raised Creek Chub were not
more similar, but swimming efficiency in living animals is a
complex activity influenced bymany factors, including ontogeny,
muscle fiber composition, physiological adaptations, body and
fin morphology, and possibly genetic constraints on kinematics
(Ghalambor et al., 2004; Lailvaux et al., 2010; Walker, 2010;
Dalziel and Schulte, 2012), any one of which could be responsible
for wild and laboratory-raised differences. Alternatively, the
differences between wild and laboratory-raised fish could be
due to countergradient evolution, in which genetic differences
(along an environmental gradient) compensate for the impact
of the environment on phenotype, thus minimizing phenotypic
differences (Conover and Schultz, 1995).

The timescale of the evolutionary divergence we document
here is within the range of previously documented, human-
induced contemporary evolution (Hendry et al., 2008). Fish

can evolve substantial divergence in fewer than 13 generations
(Hendry et al., 2000), and given the 50-year or longer history
of urbanization at many of our urban sites, and the 1–2 year
generation time for Creek Chub, the divergence we observed is
not unprecedented despite the common perception of evolution
as a much slower process.

Our laboratory rearing experiment included a test for velocity-
induced plasticity, which is not uncommon in fish (e.g.,
Broughton and Goldspink, 1978). In response, some Creek Chub
populations showed plasticity in some performance variables.
However, the overall effect of treatment for all populations taken
together was not significant for any performance variable, and the
effect size of the population term was as large as or larger than the
effect of the interaction term in all cases. The modest sample sizes
in the laboratory-reared populations lead us to interpret these
non-significant results with caution; plasticity may be present
in some populations at a magnitude too small for detection in
this study. It is also conceivable that a stronger experimental
treatment (faster ormore frequent high-velocity exposure) would
have elicited plastic responses from more populations or in
more kinematic variables, though the high-velocity treatment
should have been adequate since it produced a more than 6-fold
increase in water velocity, caused elevated swimming activity,
and approximated the frequency and duration of summer storms
in the region for 4 months of postlarval rearing, which is a
substantial growing period for these fish.

The fact that some laboratory-reared populations did respond
in some kinematic variables to the velocity treatment could
reflect adaptive plasticity. For instance, in the recently urbanized
Beaver Creek population, fish in the high-velocity treatment
displayed lower tailbeat amplitudes, which should indicate
enhanced locomotor efficiency. However, other aspects of
observed plasticity appear to counter adaptive hypotheses. For
example, in the rural Rocky Branch population, fish in the high-
velocity treatment showed higher hydromechanical power, which
could indicate reduced locomotor efficiency under challenging
flood conditions (rarer in rural streams). In light of this
result, it is possible that urbanized populations have evolved
means of diminishing the negative consequences of increased
water velocities, thus maintaining similar locomotor efficiencies
regardless of flow regime—that is, urban populations could
have evolved changes in unmeasured traits (including adaptive
plasticity in those traits) which eliminated the maladaptive
velocity-induced plasticity historically present in locomotor
efficiency. Fish might also be responding to changes in urban
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FIGURE 4 | Variation in (A) swimming kinematics PC 1 scores, (B) swimming kinematics PC 2 scores, and (C) hydromechanical power for four Creek Chub

populations raised in the laboratory under two velocity treatments, controlling for relative swimming speed (body lengths per second). Triangles, low-velocity treatment;

squares, high-velocity treatment; open symbols, rural; hatched symbols, recently urbanized; solid symbols, historically urban. Least-squares means ± 1 SE depicted.

stream morphology (fewer riffles, less woody debris) that reduce
spatial variation in water velocity. In general, to better understand
how urbanization leads to changes in phenotypic plasticity, as
may often occur in the wild (Lande, 2009, 2015; Crispo et al.,
2010), future work will need to investigate velocity-induced
plasticity in multiple traits that affect steady-swimming abilities.

In conclusion, we found that Creek Chub exhibit greater
steady-swimming efficiency in urbanized streams, as predicted,

suggesting urbanization could be an unappreciated yet major
driver of evolution in aquatic organisms. Urbanization causes
many changes in addition to water velocity: it can alter thermal
regimes and structural composition of streams, introduce
pollutants, and greatly reduce species diversity (Mcdonald et al.,
2008; Brown et al., 2009), any of which could have also played
a role in the present study, but we now know that alterations
in flow regimes have major evolutionary consequences for fish
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(Langerhans, 2008; Haas et al., 2010; Franssen, 2011). This has at
least two conservation ramifications: first, it suggests that altered
flow regimes in urban streams are a strong driver of biological
changes, implying that slowing down stormwater discharge may
be an important part of mitigating the urban stream syndrome.
Second, it indicates that for some species, urban populations
may be genetically divergent from rural populations, which in
turn has implications for how these populations are managed.
However, whether adaptive responses to urban conditions could
protect some species from population decline or extirpation is
still unknown (Kark et al., 2007; Schiffers et al., 2012).
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Figure S1. Representative images of habitat 
categories.  Change in urbanization can largely 
be seen in road density. 
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Table S1. Size distributions (SL = standard length) of wild-caught Creek Chub. 
 
Habitat type Mean SL (cm) St. Dev. Range 

Historically urban 9.27 2.06 5.5 – 12.8 

Recently urbanized 7.64 1.18 5.6 – 9.8 

Rural 9.66 1.60 7.0 – 13.9 

 

 



Table S2. Size distributions (SL = standard length) of laboratory-raised Creek Chub. 
 
Population Habitat type Mean SL (cm) St. Dev. Range 

Mine Cr Historically urban 3.78 0.13 
 

3.6 – 3.9 

Beaver Cr Recently urbanized 4.26 0.57 
 

3.2 – 5.3 

Richland Cr Recently urbanized 4.25 0.26 
 

3.8 – 4.7 

Rocky Cr Rural 4.81 0.38 
 

4.1 – 5.5 

 



Table S3. Sample sizes of laboratory-raised Creek Chub. 
 
Population Habitat type Low velocity High velocity 

Mine Cr Historically urban 2 3 
 

Beaver Cr Recently urbanized 16 13 
 

Richland Cr Recently urbanized 4 5 
 

Rocky Cr Rural 7 6 
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