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Locusts are well known for exhibiting an extreme form of density-dependent phenotypic plasticity
known as locust phase polyphenism. At low density, locust nymphs are cryptically colored and shy,
but at high density they transform into conspicuously colored and gregarious individuals. Most of what
we know about locust phase polyphenism come from the study of the desert locust Schistocerca gregaria
(Forskål), which is a devastating pest species affecting many countries in North Africa and the Middle
East. The desert locust belongs to the grasshopper genus Schistocerca Stål, which includes mostly non-
swarming, sedentary species. Recent phylogenetic studies suggest that the desert locust is the earliest
branching lineage within Schistocerca, which raises a possibility that the presence of density-dependent
phenotypic plasticity may be a plesiomorphic trait for the whole genus. In order to test this idea, we have
quantified the effect of rearing density in terms of the resulting behavior, color, and morphology in two
non-swarming Schistocerca species native to Florida. When reared in both isolated and crowded condi-
tions, the two non-swarming species, Schistocerca americana (Drury) and Schistocerca serialis cubense
(Saussure) clearly exhibited plastic reaction norms in all traits measured, which were reminiscent of
the desert locust. Specifically, we found that both species were more active and more attracted to each
other when reared in a crowded condition than in isolation. They were mainly bright green in color when
isolated, but developed strong black patterns and conspicuous background colors when crowded. We
found a strong effect of rearing density in terms of size. There were also more mechanoreceptor hairs
on the outer face of the hind femora in the crowded nymphs in both species. Although both species
responded similarly, there were some clear species-specific differences in terms of color and behavior.
Furthermore, we compare and contrast our findings with those on the desert locust and other relevant
studies. We attribute the presence of density-dependent phenotypic plasticity in the non-swarming
Schistocerca species to phylogenetic conservatism, but there may be a possible role of local adaptation
in further shaping the ultimate expressions of plasticity.

� 2013 Elsevier Ltd. All rights reserved.
1. Introduction

Density-dependent phenotypic plasticity is a defining feature of
locusts (Pener and Simpson, 2009; Sword and Simpson, 2008). Lo-
custs are grasshoppers that can form dense migrating swarms
through a phenomenon known as locust phase polyphenism, in
which cryptically colored, shy individuals (solitarious phase) can
transform into conspicuously colored, gregarious individuals
(gregarious phase) in response to increases in population density
(Pener, 1983; Uvarov, 1966). In addition to color and behavioral
changes, locusts exhibit morphological, reproductive, developmen-
tal, physiological, biochemical, molecular, and ecological changes
in response to change in density (Applebaum et al., 1997;
Hassanali et al., 2005; Kang et al., 2004; Pener, 1991; Pener and
Simpson, 2009; Roessingh and Simpson, 1994; Simpson et al.,
1999, 2002; Simpson and Miller, 2007; Sword and Simpson,
2008; Tanaka, 2001, 2006; Verlinden et al., 2009). One of the most
well studied examples is the desert locust, Schistocerca gregaria
(Forskål), which is the biblical plague locust recorded in ancient lit-
eratures that still affects many lives in Africa and the Middle East
(Pener and Simpson, 2009). The desert locust has been studied in
depth since Uvarov (1928) showed the existence of locust phase,
but over the last two decades, tremendous advances have been
made in understanding proximate mechanisms of locust phase
polyphenism and swarm formation (Pener and Simpson, 2009).
We now know that behavioral gregarization of solitarious locusts
can be induced by a combination of sight and smell of gregarious
locusts (Despland, 2001; Hägele and Simpson, 2000; Roessingh
et al., 1998) or by a physical stimulation of mechanosensory recep-
tors located on the outer surface of hind femora (Simpson et al.,
2001). These two sensory pathways transmit signals to the thoracic
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central nervous system (Rogers et al., 2003, 2004), releasing sero-
tonin [5-hydroxytryptamine (5-HT)], a conserved neuromodulator,
which is shown to be responsible for the initial behavioral shift
from the solitarious to gregarious phase (Anstey et al., 2009). A
large number of phase-specific genes are expressed as a conse-
quence (Badisco et al., 2011a,b), and at least one gene product cyc-
lic Adenine Mono-Phosphate group (cAMP)-dependent protein
kinase A (PKA), has been shown to play a critical role in initial
behavioral gregarization (Ott et al., 2012). When scaled up to a
population level, behavioral gregarization is a result of an interac-
tion between local population increase and habitat structure
(Bouaïchi et al., 1996; Collet et al., 1998; Despland, 2003; Despland
et al., 2000). Once locusts are in the gregarious phase, they exhibit
collective movement by aligning with other members of the group
(Buhl et al., 2006) in the form of nymphal marching bands or adult
swarms (Ellis, 1963; Kennedy, 1939; Uvarov, 1966). The resulting
mass movement is partly driven by the risk of cannibalism (Bazazi
et al., 2008).

The desert locust belongs to the genus Schistocerca Stål (Acrid-
idae: Cyrtacanthacridinae), which contains about 50 species,
widely distributed throughout the New World (Dirsh, 1974; Har-
vey, 1981; Song, 2004a). Within the genus, only four species are
known to be swarming locusts (Harvey, 1981; Pener and Simpson,
2009; Song, 2011), and the majority of the species within Schistoc-
erca are actually non-swarming, sedentary grasshoppers (Song,
2004b, 2005; Song and Wenzel, 2008). Recent phylogenetic studies
based on molecular data suggest that S. gregaria is the earliest
branching lineage within the genus (Lovejoy et al., 2006; Song
et al., 2013), which points to a possibility that the presence of den-
sity-dependent phenotypic plasticity may be an ancestral trait for
the genus. However, little is known about the extent of density-
dependent phenotypic plasticity in non-swarming species in the
genus Schistocerca. Therefore it is of great interest to investigate
whether non-swarming species in the genus are capable of
expressing density-dependent phenotypic plasticity by experimen-
tally varying rearing density during nymphal development. In this
study, we examine two non-swarming Schistocerca species,
Schistocerca americana (Drury) and Schistocerca serialis cubense
(Saussure), both of which natively occur in Florida and are mor-
phologically similar to the desert locust, but not known to swarm
in nature (Harvey, 1981). Specifically, we address the following
questions: (i) Do non-swarming Schistocerca species express den-
sity-dependent phenotypic plasticity in behavior, color, and mor-
phology? (ii) How similar or different are the density-dependent
plastic responses between the non-swarming species and the des-
ert locust? and (iii) Are there species-specific differences in the
plastic responses between the non-swarming species? The main
motivation behind this study is to explicitly quantify density-
dependent reaction norms in the non-swarming Schistocerca spe-
cies with the same rigor as done in the desert locust in order to
establish a comparative framework for studying the evolution of
density-dependent phenotypic plasticity in Schistocerca.
2. Materials and methods

2.1. Animals

We collected S. americana as nymphs from Brooksville, Pasco
County, Florida, in September 2010 and reared them for three gen-
erations before the study. This particular population was found in
relatively high density in disturbed hay fields. We also collected S.
serialis cubense from Islamorada in the Florida Keys in January
2011. We found several populations of this species patchily distrib-
uted in the Florida Keys in low density. This species is known from
the Caribbean and Hispaniola (Harvey, 1981) and our study repre-
sents the first report of its distribution in the US. We collected S.
serialis cubense as adults and reared them for one generation before
the study. For the remainder of this paper we refer S. americana as
americana and S. serialis cubense as cubense for the sake of concise-
ness. Initially we conducted the experiment on americana with
successful results and then repeated the experiment on cubense.

2.2. Experimental set-up

We reared americana and cubense from hatchling to last (6th)
nymphal instar in two density conditions (isolated and crowded)
in order to quantify potential expressions of density-dependent
phenotypic plasticity. For the isolated treatment, we placed indi-
vidual hatchlings in separate inverted plastic cups (11.9 cm diam-
eter bottom to 8.64 cm, height 14.2 cm), which were covered with
white paper to keep them physically and visually isolated from
each other. We used 30 individuals from different egg pods
hatched within the same week. For the crowded treatment, we
reared approximately 200 nymphs in a small cage (73,899 cm3)
to stimulate a high-density condition.

The isolated and the crowded treatments were placed in two
separate Percival environmental chambers. The grasshoppers in
both treatments were reared at 16 h of light at 30 �C and 8 h of
darkness at 25 �C and fed daily Romaine lettuce and wheat bran.

2.3. Quantification of phenotypic plasticity

When the nymphs of americana and cubense were reared in dif-
ferent density treatments and molted to the last nymphal instar,
we quantified the effect of rearing density in terms of behavior,
color, and morphology.

To quantify behavioral reaction norms, we used the behavioral
assay arena designed by Roessingh et al. (1993), which was origi-
nally developed to study the behavior of the desert locust, S. gre-
garia. We constructed the arena according to the exact
specifications (57 � 31 � 11 cm) described in Roessingh et al.
(1993). Briefly, the arena had a stimulus chamber at each end,
one simulating a low-density condition (no grasshoppers) and
the other simulating a high-density condition (50 last nymphal in-
star reared in a crowded condition). A test subject (a grasshopper
reared in either density condition) was introduced through a small
hole in the center of the arena, and its behavior in response to the
stimulus chambers was recorded using a video camera located di-
rectly above the arena for 5 min. We used the software EthoVision
(Noldus) to video-track the behavior of the test subject.

The arena was split into crowded, neutral, and isolated zones
according to their proximity to the appropriate stimulus chambers
and the duration of time recorded that the test subject spent in
each zone. We also recorded angular velocity (deg/s), distance
moved (cm), duration spent in each zone(s), mean meander (deg/
cm), duration(s) and frequency immobile, mobile, and highly mo-
bile, turn angle (deg), mean velocity (cm/s), and transition between
zones. The frequency of mobility was calculated as the percentage
of pixels covering the subject changing over time. In that a subject
was considered immobile, if less than 20% of the pixels had chan-
ged between timestamps and highly mobile if higher than 80% of
the pixels had changed between timestamps. Between 20% and
80%, the subject was considered mobile, which usually indicated
walking.

After we quantified behavior, we immediately placed the grass-
hoppers in a �80 �C freezer to preserve coloration and prevent
decomposition. To quantify color reaction norms, we removed
individuals from the freezer one at a time and thawed in order to
capture a high-resolution digital image of each specimen using
the BK+ Imaging System (Visionary Digital). To ensure consistency
across all the images captured, we used identical lighting and
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camera settings throughout the entire process of digital imaging.
We photographed three images of each specimen: a dorsal view
of the pronotum, a whole-body lateral view focused on the prono-
tum and wingpads, and a lateral view of the hind femur. From the
captured images, we specifically measured two attributes of color
changes that were expressed in response to rearing density: back-
ground color and black patterns. The background color refers to the
baseline color of a specific body part. For several locust species, the
baseline color of an isolated nymph is generally green and that of a
crowded nymph is generally yellow, orange, or red (Song, 2005;
Song and Wenzel, 2008). The black pattern represents a physiolog-
ical response to dark-color inducing peptide or His7-corazonine
(Tanaka, 2006). For instance, an isolated nymph generally lacks
any distinguishable black patterns, but a crowded nymph develops
distinct black patches in the head, thorax, abdomen, and legs
(Tanaka, 2001, 2006; Tanaka and Yagi, 1997; Tawfik et al., 1999).
These two attributes are shown to be expressed independently
from each other although they can change simultaneously in re-
sponse to change in rearing density (Song, 2005; Song and Wenzel,
2008). To measure background color, we arbitrarily defined a
square area (6.7 � 6.27 mm) above the first sulcus of the dorsal
surface of the pronotum and another square area on the dorsal car-
inula of the hind femur. These squares were cropped and saved as
individual image files in Adobe Photoshop CS5, and then the RGB
component values of these squares were measured in ImageJ64
(Rasband, 1997–2012). To measure the amount of black patterns,
we analyzed both dorsal and lateral views of the entire pronotum,
a lateral view of the wing pad, and a lateral view of the hind femur.
To do this, we converted each image from a stack to red, green, and
blue channels. The red channel was used for measuring black pat-
terns. We selected the area in the images depicting the structures
of interest using the polygon selection tool in ImageJ64 and ad-
justed the threshold to convert the images into binary images to
capture only the black patterns. The amount of pixels of the result-
ing threshold images in a given area of the structures was analyzed
as a percent value. To measure the amount of black pattern within
an area we subtracted the color pixel value from one, which gave
the percent area of the selection that was covered with black
pattern.

The high-resolution digital images were also used to quantify
morphology. We used a ruler tool in Adobe Photoshop CS5 to cal-
culate the length of the pronotum as well as the length of the hind
femur. In addition to measuring the body size, we also counted the
number of hairs located on the outer surface of the hind femur. At
least in the desert locust, the locusts can detect local population
density through these mechanoreceptors (Rogers et al., 2003;
Simpson et al., 2001), and it has been shown that the number of
hairs differ in the nymphs reared in two density conditions (Rogers
et al., 2003). We counted the number of hairs by examining the
hind femur under a stereomicroscope.

2.4. Statistics

The raw data for behavior and pronotum/femur length were
log-transformed to obtain a normal distribution, and Gibbs test
for outliers was used to identify and remove outliers skewing the
data in any variable. Color data were standardized because of the
difference in scales between color pixel values and black pattern
percentage of a given area. To study the effect of species, rearing
density, and sex on the overall behavior, color, and morphology,
we used a parametric MANOVA based on Anderson (2001) and
Sword (2003). All variables were standardized for MANOVA be-
cause of the differences in scales among the response variables.
We then used ANOVA to test the effect of rearing density in each
of the variables (behavior, color, and morphology) we measured
in order to test how each contributed to the overall difference.
All statistical analyses were performed using SPSSStatistics ver.
21 (IBM).
3. Results

3.1. Behavior

We found that in both americana and cubense the nymphs
reared in a crowded condition tended to be more active and more
attracted to the crowded stimulus than those reared in isolation.
Behavior data were lost for 10 isolated cubense individuals due to
experimental error, but we still recovered a strong enough signal
to show the difference in behavior between treatments. When all
the behavioral variables were analyzed simultaneously, we found
a strong effect of density, indicating that rearing density had a ma-
jor impact on resulting behaviors regardless of species (Table 1).
However, we did not find any significant effect of species, suggest-
ing that the density-dependent behavioral reaction norms were
similarly expressed in both species. We also did not find any effect
of an interaction between species and density. For americana, there
were statistically significant differences between isolated and
crowded treatments in terms of distance moved, heading, velocity,
and time spent near the crowded stimulus (Table 2 and Fig. 1). For
cubense, there were also similar differences between the treat-
ments, specifically in terms of distance moved, heading, mobility,
velocity, and time spent near the crowded stimulus (Table 2 and
Fig. 1). Although both species responded similarly to rearing den-
sity, there were some noticeable differences between the two that
we were able to observe. The isolated nymphs of cubense moved
much less in the arena than the isolated americana. The crowded
cubense moved around with a higher velocity than the crowded
americana. In terms of the amount of time spent in the arena, both
isolated and crowded cubense spent most of their time in the neu-
tral zone near the entrance centered in the arena.
3.2. Color

It was visually apparent that both species responded differen-
tially in terms of color and black patterns to change in rearing den-
sity (Fig. 2). Qualitatively, the isolated nymphs of both species
were generally bright green with little or no black patterns. In
americana, the crowded nymphs developed deep orange-red back-
ground color in the head, thorax, and legs with strong black pat-
terns on the dorsal and lateral parts of the pronotum and
abdominal tergites. Veins in the wing pads also developed distinct
black patterns and the dorsal half of the hind femora developed
two black patches. In cubense, the crowded nymphs developed a
yellowish-tan background color throughout the body with some
black patterns on the pronotum, wing pads, abdomen, and the hind
femora. However, the amount of black pattern was less pro-
nounced in cubense than in americana. There were significant ef-
fects of an interaction between species and density both for the
background color and black patterns when analyzed simulta-
neously (Table 1), suggesting that each species responded differ-
ently to the change in rearing density. Statistically, we found that
there were significant differences between the treatments in both
species in terms of background color, when it was quantified using
the RGB component values ranging from 0 to 255 for each color
channel (Table 3). The background color in both the pronotum
and the hind femora changed significantly in response to change
in density (Fig. 3). Similarly, there was a significant difference be-
tween the treatments in both species in terms of the amount of
black patterns (Table 4). The crowded nymphs developed a much
higher percentage of black patterns in dorsal and lateral parts of
the pronotum, wing pads, and the hind femora (Fig. 3).



Table 1
Parametric MANOVA table showing the effects of species, rearing density, and sex (in case of morphology) on the overall behavioral, color, and morphology of americana and
cubense. (⁄P 6 0.05; ⁄⁄P 6 0.005; ⁄⁄⁄P 6 0.0005).

Variable Source df SS MS F-ratio P-value

Behavior Species 1 0.427 0.427 2.742 0.101
(N = 110)a Density 1 2.379 2.379 15.260 0.000⁄⁄⁄

Species � density 1 0.246 0.246 1.578 0.212
Residual 106 16.522 0.156

Color
Background Species 1 0.501 0.501 1.572 0.212
Color Density 1 26.740 26.740 83.903 0.000⁄⁄⁄

(N = 121)b Species � density 1 10.118 10.118 31.746 0.000⁄⁄⁄

Residual 117 37.289 0.319
Black Species 1 2.326 2.326 47.064 0.000⁄⁄⁄

Patterns Density 1 74.073 74.073 1499.083 0.000⁄⁄⁄

(N = 121)b Species � density 1 3.048 3.048 61.687 0.000⁄⁄⁄

Residual 117 5.781 0.049

Morphology
Body Size Species 1 3.002 3.002 5.888 0.017⁄

(N = 122)c Density 1 7.319 7.319 14.355 0.000⁄⁄⁄

Sex 1 42.236 42.236 82.837 0.000⁄⁄⁄

Species � density 1 1.011 1.011 1.983 0.162
Species � sex 1 4.338 4.338 8.508 0.004⁄⁄

Density � sex 1 2.529 2.529 4.960 0.028⁄

Species � density � sex 1 2.041 2.041 4.004 0.48
Residual 113 57.616 0.510

Haird Species 1 41.163 41.163 58.622 0.000⁄⁄⁄

(N = 122)c Density 1 15.046 15.046 21.428 0.000⁄⁄⁄

Sex 1 0.384 0.384 0.546 0.462
Species � density 1 3.065 3.065 4.366 0.040⁄

Species � sex 1 0.007 0.007 0.009 0.924
Density � sex 1 0.130 0.130 0.186 0.668
Species � density � sex 1 0.273 0.273 0.389 0.535
Residual 82 57.578 0.702

a americana (30 isolated, 30 crowded); cubense (20 isolated, 30 crowded).
b americana (30 isolated, 30 crowded); cubense (31 isolated, 30 crowded).
c americana (19 isolated #, 11 isolated $, 16 crowded #, 14 crowded $); cubense (15 isolated #, 16 isolated $, 11 crowded #, 19 crowded $).
d The number of hairs was compared using ANOVA.

Table 2
ANOVA table showing the differences between isolated and crowded treatments in
response to the eight behavioral parameters used for both species. The 10 data points
in behavior for isolated cubense were lost and not included in the analysis. (⁄P 6 0.05;
⁄⁄P 6 0.005; ⁄⁄⁄P 6 0.0005).

americana (N = 60) SS MS F (1, 58) P-value

Log angular velocity (deg/s) 0.062 0.062 0.296 0.589
Log distance moved (cm) 0.649 0.0649 9.371 0.003⁄⁄

Log heading (degrees) 4.581 4.581 21.665 0.000⁄⁄⁄

Log mobile (s) 0.017 0.017 0.054 0.817
Log velocity (cm/s) 0.408 0.408 8.492 0.005⁄⁄

Log isolated zone (s) 0.208 0.208 2.640 0.110
Log neutral zone (s) 0.072 0.072 0.372 0.545
Log crowded zone (s) 1.006 1.006 15.426 0.000⁄⁄⁄

cubense (N = 50) SS MS F (1, 48) P-value

Log angular velocity (deg/s) 0.100 0.100 0.314 0.578
Log distance moved (cm) 0.577 0.577 14.035 0.000⁄⁄⁄

Log heading (deg) 2.232 2.232 11.810 0.001⁄⁄

Log mobile (s) 3.145 3.145 6.009 0.018⁄

Log velocity (cm/s) 0.628 0.628 13.935 0.001⁄⁄

Log isolated zone (s) 0.120 0.120 0.104 0.749
Log neutral zone (s) 0.037 0.037 0.078 0.782
Log crowded zone (s) 5.849 5.849 5.534 0.023⁄
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3.3. Morphology

Overall, we found significant effects of species, density, sex, the
interaction between species and sex, and the interaction between
density and sex on the resulting size when two size variables were
analyzed simultaneously (Table 1). We found that the rearing den-
sity had variable effects on the resulting size depending on the spe-
cies and the sex (Fig. 4 and Table 5). In americana, the density had
little impact on the size of males, but had a statistically significant
effect on the size of females in which the crowded female nymphs
had a smaller pronotum and shorter hind femora than the isolated
ones. In cubense, however, there was no statistically significant ef-
fect of rearing density on the two measured variables regardless of
sex, although in general isolated nymphs appeared to be larger
than the crowded nymphs. We also found that there were more
mechanoreceptor hairs on the outer face of the hind femora in
the isolated nymphs in both sexes of americana and the females
of cubense (Fig. 4 and Table 5). In americana, the number of hairs
in the crowded nymphs was more than twice as many as in the iso-
lated nymphs. In cubense, there was a less pronounced difference
between the two treatments compared to americana. To test
whether the number of hairs was simply correlated with the femur
size, we normalized the data by dividing by the femur length. We
found that crowding had a statistically significant influence in the
development of mechanoreceptor hairs in americana and the fe-
male cubense and this pattern was not affected by the variation
in size (Fig. 4).
4. Discussion

4.1. Behavioral plasticity in non-swarming Schistocerca

In this study, we clearly demonstrate that two non-swarming
Schistocerca species express density-dependent phenotypic plastic-
ity in behavior, color, and morphology. In terms of behavior, both
americana and cubense were more active and more attracted to
each other when reared in a crowded condition than in isolation.
The observed behavioral patterns were reminiscent of how the
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Fig. 1. Behavioral reaction norms of americana and cubense to rearing density
conditions as quantified by eight behavioral parameters. Black bars represent the
crowded condition and white bars represent the isolated condition for both species.
Error bars show ±2 standard error. Stars represent statistical significance.

Fig. 2. Lateral views of last nymphal instar of americana (top) and cubense (bottom),
reared in isolation (left) and in a crowded condition (right). This figure qualitatively
shows the extreme density-dependent plastic reaction norm in nymphal coloration.

Table 3
ANOVA table showing the differences in color measured for areas of the body using
RGB values between isolated and crowded density treatments for both species.
(⁄P 6 0.05; ⁄⁄P 6 0.005; ⁄⁄⁄P 6 0.0005).

americana (N = 60) SS MS F (1, 58) P-value

Log red pronotum 1.008 1.008 228.106 0.000⁄⁄⁄

Log red hind femur 0.233 0.233 130.943 0.000⁄⁄⁄

Log green pronotum 1.827 1.827 221.090 0.000⁄⁄⁄

Log green hind femur 0.722 0.722 196.962 0.000⁄⁄⁄

Log blue pronotum 0.960 0.960 71.379 0.000⁄⁄⁄

Log blue hind femur 0.669 0.699 96.804 0.000⁄⁄⁄

Log dorsal background color 1.259 1.259 205.119 0.000⁄⁄⁄

Log leg background color 0.472 0.472 107.753 0.000⁄⁄⁄

cubense (N = 61) SS MS F (1,59) P-value

Log red pronotum 0.002 0.002 2.873 0.095
Log red hind femur 0.038 0.038 33.250 0.000⁄⁄⁄

Log green pronotum 0.013 0.013 12.282 0.001⁄⁄

Log green hind femur 0.211 0.211 69.670 0.000⁄⁄⁄

Log blue pronotum 1.078 1.078 11.998 0.001⁄⁄

Log blue hind femur 1.529 1.529 7.111 0.010⁄

Log dorsal background color 0.004 0.004 2.440 0.124
Log leg background color 0.029 0.029 11.557 0.001⁄⁄
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Fig. 3. Color reaction norms of americana and cubense to rearing density conditions
as measured in background coloration and black patterns. The y-axis shows degree
of coloration as measured by standardized pixel values. The white bars represent
the degree of background coloration as measured in green in which positive values
indicate brighter green and negative values indicate dark color. The grey and black
bars represent the degree of black patterns on the dorsal side of the pronotum and
the degree of black patterns on the wing pads, respectively. For both, positive values
indicate more black patterns and negative values indicate less. Error bars show ±2
standard error. Stars represent statistical significance.

Table 4
ANOVA table showing the differences in the amount of black patterns in different
body parts between isolated and crowded density treatments for both species.
(⁄P 6 0.05; ⁄⁄P 6 0.005; ⁄⁄⁄P 6 0.0005).

americana (N = 60) SS MS F (1, 58) P-value

Dorsal pronotum 2.243 2.243 670.369 0.000⁄⁄⁄

Lateral pronotum 2.695 2.695 1021.143 0.000⁄⁄⁄

Wing pad 3.345 3.345 397.058 0.000⁄⁄⁄

Hind femur 0.647 0.647 265.895 0.000⁄⁄⁄

cubense (N = 61) SS MS F (1, 59) P-value

Dorsal pronotum 1.572 1.572 580.465 0.000⁄⁄⁄

Lateral pronotum 1.295 1.295 439.539 0.000⁄⁄⁄

Wing pad 0.661 0.661 129.187 0.000⁄⁄⁄

Hind femur 0.598 0.598 429.031 0.000⁄⁄⁄
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desert locust would behave in response to change in density
(Simpson et al., 1999). Roessingh et al. (1993) experimentally dem-
onstrated that the nymphs of the desert locust repelled each other
when reared in isolation, but were attracted to each other when
crowded. The presence of density-dependent behavioral plasticity
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Fig. 4. Morphological reaction norms of americana and cubense to rearing density conditions as quantified by pronotum length, femur length, the number of femur hairs, and
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Table 5
ANOVA table showing the differences in morphology in different body parts between
isolated and crowded density treatments for both species. (⁄P 6 0.05; ⁄⁄P 6 0.005;
⁄⁄⁄P 6 0.0005).

Morphology Source df SS MS F-ratio P-value

americanaa

Pronotum length Density 1 0.045 0.045 10.745 0.002⁄⁄

(N = 60) Sex 1 0.067 0.067 16.121 0.000⁄⁄⁄

Sex � density 1 0.021 0.021 5.013 0.029⁄

Residual 56 0.233 0.004
Femur length Density 1 0.240 0.240 12.526 0.001⁄⁄

(N = 59) Sex 1 0.216 0.216 11.249 0.001⁄⁄

Sex � density 1 0.078 0.078 4.053 0.049⁄

Residual 55 1.054 0.019
Log femur hairs Density 1 0.637 0.637 127.768 0.000⁄⁄⁄

(N = 51) Sex 1 0.015 0.015 2.962 0.092
Sex � density 1 0.004 0.004 0.778 0.382
Residual 47 0.234 0.005

cubenseb

Pronotum length Density 1 0.001 0.001 0.591 0.445
(N = 62) Sex 1 0.180 0.180 71.300 0.000⁄⁄⁄

Sex � density 1 0.001 0.001 0.208 0.650
Residual 58 0.146 0.003

Femur length Density 1 0.025 0.025 3.793 0.056
(N = 62) Sex 1 0.723 0.723 108.181 0.000⁄⁄⁄

Sex � density 1 0.001 0.001 0.078 0.781
Residual 58 0.388 0.007

Log femur hairs Density 1 0.031 0.031 6.178 0.016⁄

(N = 62) Sex 1 0.003 0.003 0.540 0.465
Sex � density 1 0.000 0.000 0.098 0.755
Residual 58 0.295 0.005

a americana (19 isolated #, 11 isolated $, 16 crowded #, 14 isolated $).
b cubense (15 isolated #, 16 isolated $, 11 crowded #, 19 crowded $).
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had not been shown in other Schistocerca species until Sword
(2003) used a similar method to measure behavioral plasticity in
americana. He showed that the behavior of americana was only
slightly affected by high rearing density, but the magnitude of
the behavioral change was reduced compared to that of the desert
locust. He used individuals collected from Texas and North
Carolina for his experiments and found that there were popula-
tion-level differences in behavior at least in the first instar, which
became indistinguishable in the final instar. Of the several behav-
ioral parameters that he measured, only climb time (proportion of
time spent climbing the stimulus chamber walls during the assay)
increased significantly in response to high density. Our findings,
however, differ considerably from what Sword (2003) reported in
that we found more substantial behavioral differences between
two density treatments in americana. This difference may be due
to population-level differences in genetic variation in behavior
for differentially responding to density. Sword (2003) speculated
that the density conditions experienced by the parental generation
could have contributed to the expression of behavioral plasticity in
the offspring. It has been well documented in the desert locust that
crowding in parents have a major influence in promoting gregari-
ous behavior in the offspring (Islam et al., 1994a,b; Simpson and
Miller, 2007), and it is reasonable to suspect that there may be
parental effects in the expression of behavioral plasticity in
americana as well. The grasshoppers that Sword (2003) used were
collected from low-density, non-outbreak populations in North
Carolina and Texas. The grasshoppers used in our study, on the
other hand, were collected from unusually dense populations in
Pasco County, Florida. If the effects of parental density can be
transmitted to the offspring in americana similar to what has been
reported in the desert locust, it would be possible to suspect that
the differences in density at the source populations might have
contributed to the differences between Sword’s (2003) study and
ours.

We demonstrate the presence of density-dependent behavioral
plasticity in cubense for the first time. Although both americana and
cubense strongly responded to high rearing density, we noted that
there were some species-specific differences not obviously cap-
tured by the behavioral assay. For cubense, the test individual
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would remain stationary for a very long time when initially intro-
duced to the arena and noticed that in general cubense was not as
active as americana. In other words, the two species differ in
behavior in magnitude, just as the behavior of the desert locust
and americana differ in magnitude (Sword, 2003). It has been re-
ported that the population of americana can build up to an out-
break proportion (Kuitert and Connin, 1952), but it is not clear
whether the population of cubense can become dense in nature.
Not much is known about the biology of cubense, but when we col-
lected the individuals in the field, the local population density was
not particularly high.

4.2. Color plasticity in non-swarming Schistocerca species

Within Schistocerca, a wide range of variation is known to exist
across species in terms of their expression of density-dependent
color plasticity (Song and Wenzel, 2008). At one extreme are the
desert locust, the Central American locust (Schistocerca piceifrons
(Walker)) and the South American locust (Schistocerca cancellatau
(Serville)), all of which exhibit classic color polyphenism associ-
ated with locust phase polyphenism (Barrientos-Lozano, 2002;
Bruch, 1939; Harvey, 1983; Hunter-Jones, 1967; Jago et al., 1982;
Pener and Simpson, 2009; Waloff and Pedgley, 1986). At the other
extreme are sedentary grasshopper species that do not appear to
respond to change in density. For example, Schistocerca pallens
(Thunberg) which is closely related to the South American locust,
is reported to be unaffected by crowding in terms of nymphal col-
oration (Antoniou and Robinson, 1974). Not much is known about
density-dependent color plasticity in other sedentary Schistocerca
species, but for those that have been studied, their responses to
density changes lie somewhere between the two extremes. For in-
stance, the nymphs of Schistocerca obscura (Fabricius) and Schistoc-
erca flavofasciata (De Geer) develop black patterns when crowded
(Duck, 1944; Kevan, 1943), while the nymphs of Schistocerca vaga
(Scudder) turn brown (Rowell and Cannis, 1971). A North Ameri-
can species, Schistocerca lineata Scudder, exhibits extreme popula-
tion-level variation in the expression of color polyphenism. Sword
(2002) showed that two populations of S. lineata, one feeding on
palatable Rubus and another feeding on toxic Ptelea, change nym-
phal coloration in response to density, but differ in terms of degree
of color change. Specifically, the nymphs that are associated with
Ptelea develop striking black and yellow patterns when crowded,
which represents a spectacular example of density-dependent
aposematism (Sword, 1999).

In this study, we add two more species of Schistocerca that show
density-dependent color plasticity. In both americana and cubense,
we find drastic differences in background color and black patterns
between the two rearing densities (Figs. 2 and 3). When isolated,
the nymphs of both species stayed green or yellow with little or
no black patterns, but they developed large areas of black patterns
in the pronotum, wing pads, and hind femora when crowded.
While both species clearly responded to high density, there were
some noticeable species-specific differences in which the back-
ground color of americana was much more red than that of cubense
(Fig. 2). This indicates that the two color patterns that are often
associated with crowding (background color and black patterns)
may evolve independently from each other, as suggested by Song
and Wenzel (2008).

While we clearly demonstrate the existence of density-depen-
dent color plasticity in americana, there was an earlier study that
found a contradictory result, which we feel is important to discuss
here. Tanaka (2004) examined the effect of environmental factors
on nymphal coloration in americana and reported that low temper-
ature (30 �C) was the most influential in inducing black patterns. In
the present study, the temperature regime we used was 30 �C dur-
ing the day (16 h) and 25 �C at night (8 h). As such our study is
somewhat comparable to Tanaka’s (2004) study, but we did not
find much of black patterns developing in the isolated grasshop-
pers. What we did observe was that there was a large amount of
variation in terms of black patterns and background coloration in
the isolated nymphs. None of the isolated nymphs developed the
full amount of black patterns that was typically observed in
the crowded nymphs. However, the amount of black patterns in
the isolated nymphs ranged from nearly none to a few speckles,
to some noticeable patterns, on the abdomen and hind femora.
Moreover, we did observe a large amount of variation in back-
ground color. While many nymphs were green, there were some
that were yellow, tan, or even bright pink. Our isolated nymphs
were initially from the egg pods laid by female reared in a crowded
condition. If phase-related traits can be transmitted across genera-
tions in americana, as in the desert locust (Simpson and Miller,
2007), it is conceivable that some of these characteristics might
have been transmitted to the offspring. In that sense, the presence
of some black patterns in the isolated nymphs was not surprising,
but rather expected. Although we did not compare among other
temperature regimes, we did not observe any pattern that would
suggest that low temperature was the main cause of inducing black
patterns. In Tanaka’s (2004) study the effect of density was tested
by rearing the nymphs at different densities, including 1, 2, 5, and
30 individuals per cage. He did not find significant differences
amongst different densities and concluded that crowding had only
a moderate effect on inducing black patterns. Our study is different
from Tanaka’s (2004) study in that the crowded nymphs were
reared in a much higher density (more than 200 individuals in a
cage). We think that the different density treatments that Tanaka
(2004) used were not sufficient enough to induce density-depen-
dent color plasticity and our data strongly indicate that crowding
in fact has a major role in inducing color change.

4.3. Morphological plasticity in non-swarming Schistocerca

In this study, we measured two linear variables (pronotum
length and femur length) to test the effect of rearing densities in
resulting size of the grasshoppers and found that there were spe-
cies-specific and sex-specific responses. In the desert locust, solit-
arious individuals are larger than gregarious ones in females, but
slightly smaller than gregarious ones in males (Uvarov, 1966). In
the present study, we found that isolated female americana were
larger than the crowded females, but did not find the same pattern
in males. In cubense, there was no statistically significant effect of
rearing density on the resulting size. However, when both vari-
ables were collectively analyzed, we did observe a strong effect
of rearing density on size regardless of the species (Table 2). The
effect of crowding and isolation on morphology is known to take
several generations in the desert locust (Pener and Simpson,
2009). However, our findings, which were based on the effect of
rearing density within the lifespan of the test subjects, suggest that
even a short-term isolation could have a clear effect on the result-
ing size. Our findings represent the first demonstration that
non-swarming Schistocerca species do exhibit density-dependent
phenotypic plasticity in size.

In the desert locust, tactile stimulus alone can elicit a very
strong shift in nymphal behavior from solitarious to gregarious
phase (Roessingh et al., 1998) and Simpson et al. (2001) identified
the mechanoreceptors on hind femora as the main site for tactile
stimulation. Subsequently, Rogers et al. (2003) found that isolated
nymphs of the desert locust had about 30% more mechanoreceptor
hairs on the hind femora than the crowded nymphs, but also noted
that they had similar or fewer hairs on other hind leg segments and
other legs. In our study, we found an opposite pattern in which the
crowded nymphs of both species had more mechanoreceptor hairs
than the isolated ones (Fig. 4), about 50% for americana and 10% for
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cubense. The difference was more pronounced in americana, which
exhibited more dramatic changes in behavior, color, and size.
These findings on morphology represent another novel discovery
of density-dependent phenotypic plasticity in the sedentary
Schistocerca species. It is curious why an opposite pattern is found
in these non-swarming species. It is also unclear whether the
mechanoreceptor hairs on the hind femora of americana and
cubense are the main sites for sensing local population density as
in the desert locust because the functional morphology has not
yet been studied. We plan to pursue this line of research in the
future.

4.4. Evolutionary implications

In this study, we report that two non-swarming Schistocerca
species exhibit density-dependent phenotypic plasticity in behav-
ior, color, and morphology, reminiscent of the desert locust. In the
desert locust, several phase-related traits have been shown to be
adaptive (Despland et al., 2000; Despland and Simpson, 2005a,b;
Simpson and Sword, 2009; Sword, 2002; Sword et al., 2000). For
example, density-dependent color change has been shown to be
an effective anti-predatory strategy in the early stage of swarm for-
mation (Sword and Simpson, 2000; Sword et al., 2000), especially
when it is coupled with preferential feeding on toxic plants (Sword,
1999, 2002). Life-history traits that change in response to changes
in density, including maturation period, longevity, and reproduc-
tive potential, are also shown to be adaptations against rapidly
changing environments (Simpson and Sword, 2009). However,
the two species in our study do not form swarms in nature. For
americana, which can occasionally develop into ahigh population
density to cause minor outbreaks (Kuitert and Connin, 1952), it is
conceivable that some of the density-dependent reaction norms
may be adaptive, but this idea has not been tested explicitly. Not
much is known about the ecology of cubense, but our field observa-
tions suggest that they occur at low to medium density with little
opportunities for population build-up, which suggests that the
above adaptive explanations may not necessarily apply to this spe-
cies. Whereas the desert locusts are found in places where the
availability of resources fluctuates (Despland, 2003; Despland
et al., 2004), americana and cubense in Florida find no shortage of
vegetation or resources, and do not necessarily live in rapidly
changing environments. Phenotypic plasticity is usually consid-
ered an adaptation to heterogeneous environmental conditions
(Schlichting and Pigliucci, 1998), but it is difficult to imagine
how density-dependent phenotypic plasticity might have evolved
de novo in these two species given the environment that they are
found. Can there be another explanation for why these species ex-
hibit density-dependent phenotypic plasticity?

Perhaps, the answer lies in their evolutionary relationships with
the desert locust. According to recent molecular phylogenetic stud-
ies (Lovejoy et al., 2006; Song et al., 2013), the desert locust is the
earliest branching lineage within Schistocerca, which would
indicate that the expression of density-dependent phenotypic
plasticity is a plesiomorphic trait for the genus. As such, the two
non-swarming Schistocerca species may be expressing density-
dependent reaction norms because they are phylogenetically con-
served (Song, 2005; Song and Wenzel, 2008). To be more explicit, it
may be that these non-swarming species already have the genetic
capacity to respond to different density conditions due to their
shared ancestry (Lovejoy et al., 2006; Sword, 2003), but normally
do not live in an environment in which the full manifestation of
phenotypic plasticity is rare. However, when experimentally
crowded, the ‘hidden’ density-dependent phenotypic plasticity
can be revealed. While the presence of density-dependent pheno-
typic plasticity in non-swarming species can be explained by
phylogenetic conservatism, it is curious that the expression of
phenotypic plasticity in these species is actually somewhat differ-
ent from that in the desert locust and also from each other. Espe-
cially, those traits that have a physiological basis such as color,
size, and the number of hairs on the hind femora show distinctly
different patterns compared to the desert locust. For example, it
is not clear why crowded cubense nymphs develop black patterns,
but without bright coloration in the background color, as in amer-
icana or in the desert locust. Song and Wenzel (2008) showed that
individual reaction norms of locust phase polyphenism evolved
separately from each other in several species of locusts, which sug-
gests that these individual reaction norms, whether it is behavior,
color, morphology, or any life history traits, have different evolu-
tionary trajectories that can be shaped by either selection or drift
(Song and Wenzel, 2008; Sword et al., 2000). It is also possible that
these ancestral reaction norms may become adaptive in a com-
pletely different context, as shown in the case of S. lineata, which
exhibits density-dependent aposematism (Sword, 1999). Thus,
what we observe in americana and cubense may be the result of dif-
ferent evolutionary processes shaping the individual components
of ancestral density-dependent phenotypic plasticity.
Acknowledgements

We would like to thank John Capinera (University of Florida) for
providing information on outbreak populations of S. americana.
William Chapco (University of Regina) informed us about the pos-
sible presence of Schistocerca species in the Florida Keys. Sandor
Kelly and Tyler Raszick helped with field collecting and colony
care. Matt Tye provided excellent statistical advice. We thank
two anonymous reviewers for valuable comments, which im-
proved the clarity of this study. This study was supported by UCF
Start-up fund, UCF In-House Grant, and NSF CAREER Grant (IOS-
1253493) to Hojun Song, and UCF YES-RAMP Program to Steven
Gotham.
References

Anderson, M.J., 2001. A new method for non-parametric multivariate analysis of
variance. Austral Ecology 26, 32–46.

Anstey, M.L., Rogers, S.M., Ott, S.R., Burrows, M., Simpson, S.J., 2009. Serotonin
mediates behavioral gregarization underlying swarm formation in desert
locusts. Science 323, 627–630.

Antoniou, A., Robinson, C.J., 1974. Laboratory studies on the effect of crowding on
phase and the life history of Schistocerca pallens (Thunberg) (Orthoptera:
Acrididae: Cyrtacanthacridinae). Journal of Natural History 8, 701–715.

Applebaum, S.W., Avisar, E., Heifetz, Y., 1997. Juvenile hormone and locust phase.
Archives of Insect Biochemistry and Physiology 35, 375–391.

Badisco, L., Huybrechts, J., Simonet, G., Verlinden, H., Marchal, E., Huybrechts, R.,
Schoofs, L., De Loof, A., Vanden Broek, J., 2011a. Transcriptome analysis of the
desert locust central nervous system: Production and annotation of a
Schistocerca gregaria EST database. PLoS ONE 6, e17274.

Badisco, L., Ott, S.R., Rogers, S.M., Matheson, T., Knapen, D., Vergauwen, L.,
Verlinden, H., Marchal, E., Sheehy, M.R.J., Burrows, M., Vanden Broek, J.,
2011b. Microarray-based transcriptomic analysis of differences between long-
term gregarious and solitarious desert locusts. PLoS ONE 6, e28110.

Barrientos-Lozano, L., 2002. Ecología, manejo y control de la langosta voladora
(Schistocerca piceifrons piceifrons, Walker), Memoría Curso I. Internacional, p.
232.

Bazazi, S., Buhl, J., Hale, J.J., Anstey, M.L., Sword, G.A., Simpson, S.J., Couzin, I.D., 2008.
Collective motion and cannibalism in locust migratory bands. Current Biology
18, 735–739.

Bouaïchi, A., Simpson, S.J., Roessingh, P., 1996. The influence of environmental
microstructure on the behavioural phase state and distribution of the desert
locust Schistocerca gregaria. Physiological Entomology 21, 247–256.

Bruch, C., 1939. Investigaciones sobre la langosta, experimentos en cautividad.
Mems. Comn. cent. Invest. Langosta 1936, 143–190.

Buhl, J., Sumpter, D.J.T., Couzin, I.D., Hale, J.J., Despland, E., Miller, E.R., Simpson, S.J.,
2006. From disorder to order in marching locusts. Science 312, 1402–1406.

Collet, M., Despland, E., Simpson, S.J., Krakauer, D.C., 1998. Spatial scales of desert
locust gregarization. Proceedings of the National Academy of Sciences of the
United States of America 95, 13052–13055.

Despland, E., 2001. Role of olfactory and visual cues in the attraction/repulsion to
conspecifics by gregarious and solitarious desert locusts. Journal of Insect
Behavior 14, 35–46.

http://refhub.elsevier.com/S0022-1910(13)00188-1/h0005
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0005
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0010
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0010
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0010
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0015
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0015
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0015
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0020
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0020
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0025
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0025
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0025
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0025
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0030
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0030
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0030
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0030
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0035
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0035
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0035
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0040
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0040
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0040
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0045
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0045
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0050
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0050
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0055
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0055
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0055
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0060
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0060
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0060


S. Gotham, H. Song / Journal of Insect Physiology 59 (2013) 1151–1159 1159
Despland, E., 2003. Fractal index captures the role of vegetation clumping in locust
swarming. Functional Ecology 17, 315–322.

Despland, E., Collet, M., Simpson, S.J., 2000. Small-scale process in desert locust
swarm formation: how vegetation patterns influence gregarization. Oikos 88,
652–662.

Despland, E., Rosenberg, J., Simpson, S.J., 2004. Landscape structure and locust
swarming: a satellite’s eye view. Ecography 27, 381–391.

Despland, E., Simpson, S.J., 2005a. Food choices of solitarious and gregarious locusts
reflect cryptic and aposematic antipredator strategies. Animal Behaviour 69,
471–479.

Despland, E., Simpson, S.J., 2005b. Surviving the change to warning colouration:
density-dependent polyphenism suggests a route for the evolution of
aposematism. Chemoecology 15, 69–75.

Dirsh, V.M., 1974. Genus Schistocerca (Acridomorpha, Insecta). Dr. W. Junk B.V.
Publishers, The Hague.

Duck, L.G., 1944. The bionomics of Schistocerca obscura (Fabr). Journal of the Kansas
Entomological Society 17, 105–119.

Ellis, P.E., 1963. An experimental study of feeding, basking, marching and pottering
in locust nymphs. Behaviour 20, 282–310.

Hägele, B.F., Simpson, S.J., 2000. The influence of mechanical, visual and contact
chemical stimulation on the behavioural phase state of solitarious desert
locusts (Schistocerca gregaria). Journal of Insect Physiology 46, 1295–1301.

Harvey, A.W., 1981. A reclassification of the Schistocerca americana complex
(Orthoptera: Acrididae). Acrida 10, 61–77.

Harvey, A.W., 1983. Schistocerca piceifrons (Walker) (Orthoptera: Acrididae), the
swarming locust of tropical America: a review. Bulletin of Entomological
Research 73, 171–184.

Hassanali, A., Njagi, P.G.N., Bashir, M.O., 2005. Chemical ecology of locusts and
related acridids. Annual Review of Entomology 50, 223–245.

Hunter-Jones, P., 1967. Life history of the Central American Locust, Schistocerca sp.
(Orthoptera: Acrididae), in the laboratory. Annals of the Entomological Society
of America 60, 468–477.

Islam, M.S., Roessingh, P., Simpson, S.J., McCaffery, A.R., 1994a. Effects of population
density experienced by parents during mating and oviposition on the phase of
hatchling desert locusts, Schistocerca gregaria. Proceedings of the Royal Society
of London B 257, 93–98.

Islam, M.S., Roessingh, P., Simpson, S.J., McCaffery, A.R., 1994b. Parental effects on
the behaviour and colouration of nymphs of the desert locust Schistocerca
gregaria. Journal of Insect Physiology 40, 173–181.

Jago, N.D., Antonious, A., Grunshaw, J.P., 1982. Further laboratory evidence for the
separate species status of the South American locust (Schistocerca cancellata
Serville) and the Central American locust (Schistocerca piceifrons piceifrons
Walker) (Acrididae, Cyrtacanthacridinae). Journal of Natural History 16, 763–
768.

Kang, L., Chen, X., Zhou, Y., Liu, B., Zheng, W., Li, R., Wang, J., Yu, J., 2004. The analysis
of large-scale gene expression correlated to the phase changes of the migratory
locust. Proceedings of the National Academy of Science of the United States of
America 101, 17611–17615.

Kennedy, J.S., 1939. The behaviour of the desert locust (Schistocerca gregaria
(Forsk.)) (Orthoptera) in an outbreak centre. Transactions of the Royal
Entomological Society of London 89, 385–542.

Kevan, D.K.M., 1943. An account of Schistocerca flavofasciata (De Geer 1773) in
Trinidad (Orthoptera: Acrididae). Bulletin of Entomological Research 34, 291–
310.

Kuitert, L.C., Connin, R.V., 1952. Biology of the American grasshopper in the
southeastern United States. The Florida Entomologist 35, 22–33.

Lovejoy, N.R., Mullen, S.P., Sword, G.A., Chapman, R.F., Harrison, R.G., 2006.
Ancient trans-Atlantic flight explains locust biogeography: molecular
phylogenetics of Schistocerca. Proceedings of the Royal Society of London B
273, 767–774.

Ott, S.R., Verlinden, H., Rogers, S.M., Brighton, C.H., Quah, P.S., Vleugels, R.K.,
Verdonck, R., Broeck, J.V., 2012. Critical role for protein kinase A in the
acquisition of gregarious behavior in the desert locust. Proceedings of the
National Academy of Sciences of the United States of America 109, E381–
E387.

Pener, M.P., 1983. Endocrine aspects of phase polymorphism in locusts. In: Downer,
R.G.H., Laufer, H. (Eds.), Invertebrate Endocrinology, Endocrinology of Insects,
vol. 1. Alan R. Liss Inc., New York, pp. 379–394.

Pener, M.P., 1991. Locust phase polymorphism and its endocrine relations.
Advances in Insect Physiology 23, 1–79.

Pener, M.P., Simpson, S.J., 2009. Locust phase polyphenism: an update. Advances in
Insect Physiology 36, 1–286.

Rasband, W.S., 1997–2012. ImageJ, US National Institutes of Health, Bethesda,
Maryland, USA, Available from: <http://imagej.nih.gov/ij/>.

Roessingh, P., Bouaïchi, A., Simpson, S.J., 1998. Effects of sensory stimuli on the
behavioural phase state of the desert locust, Schistocerca gregaria. Journal of
Insect Physiology 44, 883–893.

Roessingh, P., Simpson, S.J., 1994. The time-course of behavioural phase change in
nymphs of the desert locust, Schistocerca gregaria. Physiological Entomology 19,
191–197.

Roessingh, P., Simpson, S.J., James, S., 1993. Analysis of phase-related changes in
behaviour of desert locust nymphs. Proceedings of the Royal Society of London
B 252, 43–49.
Rogers, S.M., Matheson, T., Despland, E., Dodgson, T., Burrows, M., Simpson, S.J.,
2003. Mechanosensory-induced behavioural gregarization in the desert locust
Schistocerca gregaria. The Journal of Experimental Biology 206, 3991–4002.

Rogers, S.M., Matheson, T., Sasaki, K., Kendrick, K., Simpson, S.J., Burrows, M., 2004.
Substantial changes in central nervous system neurotransmitters and
neuromodulators accompany phase change in the locust. The Journal of
Experimental Biology 207, 3603–3617.

Rowell, C.H.F., Cannis, T.L., 1971. Environmental factors affecting the green/brown
polymorphism in the cyrtacanthacridine grasshopper Schistocerca vaga
(Scudder). Acrida 1, 69–77.

Schlichting, C.D., Pigliucci, M., 1998. Phenotypic Evolution: A Reaction Norm
Perspective. Sinauer Associates, Inc., Sunderland, MA.

Simpson, S.J., Despland, E., Hägele, B.F., Dodgson, T., 2001. Gregarious behavior in
desert locusts is evoked by touching their back legs. Proceedings of the National
Academy of Sciences of the United States of America 98, 3895–3897.

Simpson, S.J., McCaffery, A.R., Hägele, B.F., 1999. A behavioural analysis of phase
change in the desert locust. Biological Reviews of the Cambridge Philosophical
Society 74, 461–480.

Simpson, S.J., Miller, G.A., 2007. Maternal effects on phase characteristics in the
desert locust, Schistocerca gregaria: a review of current understanding. Journal
of Insect Physiology 53, 869–876.

Simpson, S.J., Raubenheimer, D., Behmer, S.T., Whitworth, A., Wright, G.A., 2002. A
comparison of nutritional regulation in solitarious- and gregarious phase
nymphs of the desert locust Schistocerca gregaria. The Journal of Experimental
Biology 205, 121–129.

Simpson, S.J., Sword, G.A., 2009. Phase polyphenism in locusts: mechanisms,
population consequences, adaptive significance and evolution. In: Whitman,
D.W., Ananthakrishnan, T.N. (Eds.), Phenotypic Plasticity of Insects Mechanisms
and Consequences. Science Publishers, Enfield (NH).

Song, H., 2004a. On the origin of the desert locust Schistocerca gregaria (Forskål)
(Orthoptera: Acrididae: Cyrtacanthacridinae). Proceedings of the Royal Society
of London B 271, 1641–1648.

Song, H., 2004b. Revision of the Alutacea Group of genus Schistocerca (Orthoptera:
Acrididae: Cyrtacanthacridinae). Annals of the Entomological Society of
America 97, 420–436.

Song, H., 2005. Phylogenetic perspectives on the evolution of locust phase
polyphenism. Journal of Orthoptera Research 14, 235–245.

Song, H., 2011. Density-dependent phase polyphenism in nonmodel locusts: A
minireview. Psyche 2011, Article ID 741769.

Song, H., Moulton, M.J., Hiatt, K.D., Whiting, M.F., 2013. Uncovering historical
signature of mitochondrial DNA hidden in the nuclear genome: the biogeography
of Schistocerca revisited. Cladistics. http://dx.doi.org/10.1111/cla.12013.

Song, H., Wenzel, J.W., 2008. Phylogeny of bird-grasshopper subfamily
Cyrtacanthacridinae (Orthoptera: Acrididae) and the evolution of locust phase
polyphenism. Cladistics 24, 515–542.

Sword, G.A., 1999. Density-dependent warning coloration. Nature 397, 217.
Sword, G.A., 2002. A role of phenotypic plasticity in the evolution of aposematism.

Proceedings of the Royal Society of London B 269, 1639–1644.
Sword, G.A., 2003. To be or not to be a locust? A comparative analysis of behavioral

phase change in nymphs of Schistocerca americana and S. gregaria. Journal of
Insect Physiology 49, 709–717.

Sword, G.A., Simpson, S.J., 2000. Is there an intraspecific role for density-dependent
colour change in the desert locust? Animal Behaviour 59, 861–870.

Sword, G.A., Simpson, S.J., 2008. Locusts. Current Biology 18, 364–366.
Sword, G.A., Simpson, S.J., El Hadi, O.M., Wilps, H., 2000. Density-dependent

aposematism in the desert locust. Proceedings of the Royal Society of London B
267, 63–68.

Tanaka, S., 2001. Endocrine mechanisms controlling body-color polymorphism in
locusts. Archives of Insect Biochemistry and Physiology 47, 139–149.

Tanaka, S., 2004. Environmental control of body-color polyphenism in the American
Grasshopper, Schistocerca americana. Annals of the Entomological Society of
America 97, 293–301.

Tanaka, S., 2006. Corazonin and locust phase polyphenism. Applied Entomology and
Zoology 41, 179–193.

Tanaka, S., Yagi, S., 1997. Evidence for the involvement of a neuropeptide in the
control of body color in the desert locust, Schistocerca gregaria. Japanese Journal
of Entomology 65, 447–457.

Tawfik, A.I., Tanaka, S., De Loof, A., Schoops, L., Baggerman, G., Waelkens, E., Derua,
R., Milner, Y., Yerushalmi, Y., Pener, M.P., 1999. Identification of the
gregarization-associated dark-pigmentotropin in locusts through an albino
mutant. Proceedings of the National Academy of Science of the United States of
America 96, 7083–7087.

Uvarov, B.P., 1928. Locusts and Grasshoppers. William Clowes and Sons, Limited,
London.

Uvarov, B.P., 1966. Grasshoppers and Locusts, vol. 1. Cambridge University Press,
Cambridge, U.K.

Verlinden, H., Badisco, L., Marchal, E., Van Wielendaele, P., Vanden Broek, J., 2009.
Endocrinology of reproduction and phase transition in locusts. General and
Comparative Endocrinology 162, 79–92.

Waloff, Z., Pedgley, D.E., 1986. Comparative biogeography and biology of the South
American locust, Schistocerca cancellata (Serville), and the South African desert
locust, S. gregaria flaviventris (Burmeister) (Orthoptera: Acrididae): a review.
Bulletin of Entomological Research 76, 1–20.

http://refhub.elsevier.com/S0022-1910(13)00188-1/h0065
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0065
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0070
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0070
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0070
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0075
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0075
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0080
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0080
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0080
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0085
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0085
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0085
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0090
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0090
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0095
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0095
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0100
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0100
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0105
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0105
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0105
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0110
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0110
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0115
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0115
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0115
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0120
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0120
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0125
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0125
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0125
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0130
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0130
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0130
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0130
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0135
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0135
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0135
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0140
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0140
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0140
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0140
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0140
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0145
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0145
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0145
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0145
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0150
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0150
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0150
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0155
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0155
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0155
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0160
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0160
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0165
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0165
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0165
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0165
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0170
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0170
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0170
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0170
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0170
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0175
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0175
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0175
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0180
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0180
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0185
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0185
http://imagej.nih.gov/ij/
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0190
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0190
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0190
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0195
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0195
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0195
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0200
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0200
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0200
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0205
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0205
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0205
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0210
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0210
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0210
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0210
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0215
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0215
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0215
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0220
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0220
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0225
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0225
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0225
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0230
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0230
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0230
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0235
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0235
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0235
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0240
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0240
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0240
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0240
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0245
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0245
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0245
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0245
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0250
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0250
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0250
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0255
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0255
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0255
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0260
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0260
http://dx.doi.org/10.1111/cla.12013
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0270
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0270
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0270
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0275
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0280
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0280
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0285
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0285
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0285
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0290
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0290
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0295
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0300
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0300
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0300
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0305
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0305
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0310
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0310
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0310
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0315
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0315
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0320
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0320
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0320
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0325
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0325
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0325
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0325
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0325
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0330
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0330
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0335
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0335
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0340
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0340
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0340
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0345
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0345
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0345
http://refhub.elsevier.com/S0022-1910(13)00188-1/h0345

	Non-swarming grasshoppers exhibit density-dependent phenotypic  plasticity reminiscent of swarming locusts
	1 Introduction
	2 Materials and methods
	2.1 Animals
	2.2 Experimental set-up
	2.3 Quantification of phenotypic plasticity
	2.4 Statistics

	3 Results
	3.1 Behavior
	3.2 Color
	3.3 Morphology

	4 Discussion
	4.1 Behavioral plasticity in non-swarming Schistocerca
	4.2 Color plasticity in non-swarming Schistocerca species
	4.3 Morphological plasticity in non-swarming Schistocerca
	4.4 Evolutionary implications

	Acknowledgements
	References


