
RESEARCH ARTICLE Open Access
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Abstract

Background: Much evolutionary theory predicts that diversity arises via both adaptive radiation (diversification
driven by selection against niche-overlap within communities) and divergence of geographically isolated
populations. We focus on tropical fruit flies (Blepharoneura, Tephritidae) that reveal unexpected patterns of niche-
overlap within local communities. Throughout the Neotropics, multiple sympatric non-interbreeding populations
often share the same highly specialized patterns of host use (e.g., flies are specialists on flowers of a single gender
of a single species of host plants). Lineage through time (LTT) plots can help distinguish patterns of diversification
consistent with ecologically limited adaptive radiation from those predicted by ecologically neutral theories. Here,
we use a time-calibrated phylogeny of Blepharoneura to test the hypothesis that patterns of Blepharoneura
diversification are consistent with an “ecologically neutral” model of diversification that predicts that diversification
is primarily a function of time and space.

Results: The Blepharoneura phylogeny showed more cladogenic divergence associated with geography than with
shifts in host-use. Shifts in host-use were associated with ~ 20% of recent splits (< 3 Ma), but > 60% of older splits
(> 3 Ma). In the overall tree, gamma statistic and maximum likelihood model fitting showed no evidence of
diversification rate changes though there was a weak signature of slowing diversification rate in one of the
component clades.

Conclusions: Overall patterns of Blepharoneura diversity are inconsistent with a traditional explanation of adaptive
radiation involving decreases in diversification rates associated with niche-overlap. Sister lineages usually use the
same host-species and host-parts, and multiple non-interbreeding sympatric populations regularly co-occur on the
same hosts. We suggest that most lineage origins (phylogenetic splits) occur in allopatry, usually without shifts in
host-use, and that subsequent dispersal results in assembly of communities composed of multiple sympatric
non-interbreeding populations of flies that share the same hosts.

Keywords: Speciation, Lineage through time (LTT) plots, Neutral theory, Diversification, Host-use, Tropics,
Herbivorous insects, Parasitoids

Background
How do ecology and geography interact to result in the
origin of new animal diversity? From Darwin’s insight
that both selection on ecological characters and geo-
graphic isolation generate species diversity [1], to Mayr’s
[2] insistence that initiation of speciation occurs primarily
in the context of geographic isolation, perspectives have
shifted as to which factor deserves greater emphasis. Yet,
current researchers (e.g. [3, 4]) acknowledge that the roles
of ecology and geographic isolation are complementary
and obligatorily intertwined. Geography, after all, affects

ecology: abiotic factors (soil type, elevation, climate, etc.)
vary over geographic space, and distant sites may differ (or
not) in their environments. Geographic isolation may
therefore result in the accumulation of reproductive isola-
tion due to a combination of factors: stochastic change
(e.g., drift), selection in different ecological environments,
and sexual selection that can result in divergent patterns
of courtship. As individuals from geographically isolated
populations move through time and space, secondary
contact between previously isolated, divergent populations
can allow for ecological interaction between incipient
lineages and/or reinforcement of reproductive barriers [5]
both of which could result in further evolution of eco-
logically relevant characters [6].
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Exceptions to this synthetic view may often be found
among the expansive literature on the evolution of herb-
ivorous insects, a group of animals representing at least
a quarter of macroscopic species [7]. For several reasons,
research on herbivorous insects has tended to emphasize
the importance of ecology in driving speciation. First,
herbivory is a key innovation that has consistently
resulted in increased diversification across insect taxa
[8, 9]. Second, phylogenies of herbivorous insect lineages
often show a pattern indicative of adaptive radiation: di-
versification correlates with entry into successive, often
nested adaptive zones defined by plant chemistry and tax-
onomy [10–12]. Third, studies of herbivorous insects in
the incipient stages of speciation suggest a frequent role
for ecological differentiation in driving the evolution of re-
productive isolation (reviewed in [13–15]). These points
have resulted in an emphasis on the importance of
ecology, specifically in the form of host shifts, for initiating
divergence and driving species diversification [7, 13–15].
Host shifts are thought to promote diversification when
courtship and mating are restricted to the host (thus
restricting gene flow between host-specific populations)
[16] and when host-specific predators select for shifts
to “enemy-free space” [17, 18]. Though few would
suggest that geographic isolation has played no role
in herbivorous insect diversification, its importance in
the literature on plant-insect evolution may have been
under represented [19, 20].

Our interest in the causes of herbivorous insect
speciation stems from our ongoing, intensive study of a
tropical herbivore radiation: a diverse group of cryptic
species in the genus Blepharoneura (Tephritidae). These
true fruit flies, found across tropical America, all feed on
plants in the Cucurbitaceae (the squash and melon
family), and almost all are specialists on specific plant
parts (e.g., male versus female flowers, seeds, or stems)
of single species of cucurbits. An especially diverse
group of Blepharoneura specializes on highly sexually
dimorphic plants in the subtribe Guraniinae (Gurania
and its close relative, Psiguria). Previous phylogenetic
study [21] revealed ancient colonization of major cucur-
bit clades (tribes and subtribes), followed by diversifica-
tion of specialists, often without shifts in host-use.

Local Blepharoneura communities reveal a surprising
pattern of niche-overlap. At any given site, many repro-
ductively isolated Blepharoneura lineages often use the
same specific part of the same species of host-plant. For
example, at a single site in Ecuador, we reared six
species of Blepharoneura from Gurania spinulosa: three
feed on male flowers, two on female flowers, and one
feeds on both flower sexes [22]. From a single individual
plant (a male Gurania spinulosa), we reared four species
of Blepharoneura, three of which were observed courting
(and were captured in copula) on the same individual

plant. We discovered an even more diverse community
along a 1 km transect in Peru: we reared fifteen species of
Blepharoneura from flowers of just two host plant species:
G. acuminata and G. spinulosa [23], and more recent
work suggests this may have been an underestimate
of total diversity [24]. Such high levels of niche over-
lap [22–24] are not predicted by classic models of
adaptive radiation [25, 26].

In Blepharoneura communities, direct competition for
host resources is unlikely: we consistently find that fewer
than a third of flowers are occupied by larvae [23].
Furthermore, the current phylogeny shows [21] that
many divergence events are not accompanied by host
shifts. Those patterns, and the observation that multiple
sympatric species occupy the same feeding-niche appar-
ently without competing, led us to suggest that diversifi-
cation of Blepharoneura appeared to be ecologically
neutral [21]. Yet, selective pressures associated with
host-use are not only associated with competition for
food resources. Parasitoids can impose strong selection
on patterns of host-use by herbivores [17, 18, 27, 28]:
many parasitoids find and attack their hosts only on one
species of plant; herbivores on alternate hosts escape
death. Blepharoneura are attacked by host-specific para-
sitoid wasps in the opiine subgenus Bellopius (Braconi-
dae): each species of Bellopius attacks flies in a single
host-plant species and sex-flower, and can kill only one
species of Blepharoneura [23]. These lethal wasps show
greater fidelity to host plant species than even their host
flies do, and thus could exert significant selection for
shifts to alternate host plants (e.g. [29, 30]).

Lineage-through-time (LTT) plots have been used
to identify patterns consistent with adaptive radiation
[31–33]. For instance, a classic signature of adaptive
radiation is an initial increase in diversification rate,
followed by a decrease in diversification rate towards
the present (negative gamma values) [25, 26, 32, 34].
This expectation is based on the widely held assump-
tion that speciation and extinction rates are strongly
dependent on the number of available, unoccupied
niches [26]. Alternatively, ecologically neutral diversi-
fication can result in two types of LTT plots. LTT
plots with slower initial diversification followed by a
rapid accumulation of recent lineages (positive gamma
values) are expected when new lineages have a high
probability of extinction, as may occur, for example,
in lineages that diverge rapidly in response to intense
sexual selection (often in allopatry) without ecological
divergence [32]. Simulations of metacommunity dy-
namics [32] suggest that divergence in such lineages
can result in multiple cryptic sympatric species having
extreme niche overlap (as in Blepharoneura). Positive
gamma values are also predicted by Hubbell’s neutral
theory [35] as a result of the demographic assumption
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of low initial population size of incipient lineages. LTT
plots with a constant diversification rate (gamma ≈ zero)
suggest that diversification is a function of time and space,
without ecological limits on clade size, and without signifi-
cant extinction.

To test the hypothesis that ecologically neutral
divergence over time and space explain diversification of
Blepharoneura, we generate a time-calibrated phylogeny
that will reveal: 1) patterns in phylogenetic splits associ-
ated with changes in host use and/or geographic distri-
bution over time; 2) changes in diversification rate over
time. We explore what these patterns can tell us about
the processes that have generated and shaped Blepharo-
neura diversity.

Methods
Data collection and initial tree inference
We used methods described by Condon et al. [21–23] to
collect and rear specimens from multiple localities
across the Neotropical region (Fig. 1). Our analyses
include collections previously reported by Condon et al.
[21–23], and specimens from our more recent collec-
tions from Costa Rica, Panama, Peru, Bolivia, Brazil,
Suriname, and French Guiana (Fig. 1; see also [24]).All

specimens were collected, exported, and imported in
adherence to national and international regulations,
under permits issued by the relevant national agencies
(see Additional file 1). Following methods described in
Condon et al. [21, 23] we used PCR amplification and
sequencing of the mitochondrial cytochrome oxidase 1
(mtCOI) gene (504 bases near the 3′ end) from adult
and pupal flies using one of two sets of primers: a set of
generalized primers used for adult flies (C1-J-2183/TL2-
N-3014; [36], see [21]) or a set of fly-specific primers
used for pre- or post-emergence puparia that avoids
amplification of fragments from hymenopteran parasit-
oids (BpupCO1F/BpupCO1R; [23]). As in previous stud-
ies, polymerase chain reaction (PCR) amplifications were
carried out with a Tetrad 2 thermocycler (Bio-Rad,
Hercules, CA, USA) with the following “touchdown”
program: initial denaturation for 2 min at 92 °C, 12
touchdown cycles from 58 °C to 46 °C (10 s at 92 °C,
10 s at 58–46 °C, 1.5 min at 72 °C), 27 cycles of 10 s at
92 °C, 10 s at 45 °C, 1.5 min at 72 °C, and a final exten-
sion for 7 min at 72 °C. PCR products were cleaned for
sequencing using ExoSAP-IT (Affymetrix, Santa Clara,
CA, USA) or gel purification using the QIAquick PCR
purification kit (Qiagen, Valencia, CA, USA).

Fig. 1 Geographic zones of the Neotropical region as defined in this study, based mostly on Morrone [47], with major sample sites indicated. The
“Inambari” zone, as shown, is based on a combination of sources [21, 48]. The two sites in the Western Ecuador and Chocó regions are grouped
for our analyses
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The full set of previously published and new mtCOI
sequences was collected (3761 total sequences), trimmed
and aligned in Geneious v 8.1.8 (Biomatters Ltd.), then
imported into R using the APE package [37]. Simple
pairwise distances using the number of differences (N)
were computed using the dist.dna function in APE, then
used to compute a neighbor joining tree in APE.

Construction & analysis of exemplar data set
Our goal in this study is to understand patterns of
Blepharoneura diversification across multiple time scales
and geographic dimensions. Our previous work [21–23]
used 4% mtCOI divergence as a conservative but arbi-
trary cut-off to define “species.” Analyses of allozymes
[38] and microsatellites [24] of sympatric populations
show that members of groups (“species”) differing by 4%
mtCO1 do not interbreed. Furthermore, microsatellite
data [24] clearly reveal non-interbreeding ecologically
distinct sympatric populations that differ by less than
4%. Because we are interested in the process of diversifi-
cation (divergence), which may not always result in spe-
ciation (which is difficult to document when divergent
populations are allopatric), we chose here to focus on
divergent monophyletic “haplotype lineages” differing
from one another by at least three mutations (0.5%
divergence). This low threshold was chosen to include as
much information as possible about the most recent
shifts in host use and distribution. Our analyses included
an exemplar from each of these lineages. We argue that
because many of these haplotype lineages correspond to
observed variation in host plant or regional distribution
they represent potentially independent evolutionary units.

Nevertheless, to correct for the possibility that some
divergent haplotype lineages belong to actually- or
potentially-interbreeding populations, analyses were re-
peated using a truncated phylogeny, derived by removing
lineages arising later than 1 million years ago (mega-
annum, Ma), then shortening terminal branch lengths by
1 Ma. With few exceptions, analyses of intra-lineage popu-
lation structure [24] and their strong geographic structure
corroborate the assumption that mtCOI haplotype groups
at the 1 Ma level of divergence (about 2%) are representa-
tive of real, independently evolving biological units. Both
ecological and behavioral data also support the assump-
tion that haplotype lineages at the 2% level of divergence
reflect evolutionarily relevant units. For example, micro-
satellite data [24] show that “species 21” reared from
different host species represent two distinct, non-inter-
breeding sympatric populations. Courtship displays
differ dramatically between Venezuelan and Ecuador-
ian (Napo) populations of “species 4” differing by
< 2% mtCOI [22, 39].

We used the full neighbor joining tree and distance
matrix to identify exemplars for a final data set. To do

this, we first identified discrete monophyletic lineages on
the full tree, circumscribed such that at least three muta-
tions (0.5% divergence) separated exemplars from each
lineage. For some clades with complex structure, haplo-
type networks were constructed using Network v4.6
(Fluxus Engineering) to clarify lineage assignment. In a
very limited number of cases the network and neighbor
joining structures were such that haplotypes differing by
more than three mutations could not be divided into re-
ciprocally monophyletic groups. If this lineage paraphyly
involved a single haplotype inferred as ancestral to mul-
tiple, divergent haplotypes, and represented by three or
fewer specimens, the ancestral haplotype was excluded
from further consideration. In two cases where more ex-
tensive paraphyly was indicated, descendant lineages
plus ancestral haplotypes were combined to form one
monophyletic lineage. We then chose exemplars from
each of 115 identified haplotype lineages to construct
the final data set (Additional file 2: Table S1), including
the exemplar sequences of each of 49 “species” defined
by > 4% COI divergence and shown in Condon et al.
([21]: Fig. 2; including 6 lineages with only COI data
shown in figs. S3-S8 of this reference). The resulting
COI alignment was then merged with the multigene align-
ment of Condon et al. [21], which included COI and
the nuclear markers CAD and EF1-α for 43 exemplars.
The analysis was rooted with two outgroups from the Ble-
pharoneura femoralis group, taken from the Condon et al.
[21] data set.

The final merged data set was subjected to Bayesian
inference using BEAST v1.8.3 [40]. The BEAST analysis
was unpartitioned with a single Markov chain Monte
Carlo (MCMC) chain, and used the general time-
reversible (GTR) model with four rate categories, an un-
correlated lognormal relaxed clock [41], and a coalescent
tree prior. To calibrate the BEAST tree, eight separate
Central American clades were identified (two of which in-
cluded one species from western Ecuador, assumed to be
the result of secondary dispersal). A normal constraint
with a mean of 3.5 Ma and standard deviation of 1 Ma
was imposed on the stem group of each of these eight
clades, consistent with the assumption that each repre-
sents dispersal subsequent to the complete formation of
the Panamanian Isthmus about 3.5 Ma ([42, 43], but see
[44]). The analysis was run for ten million generations
sampled every 1000 generations, with the first 1 million
generations discarded as burnin. Analysis of the run log in
Tracer v.1.6 [45] confirmed that stationarity was reached
within the burnin period. We computed a majority rule
consensus of all sampled post-burnin trees using PAUP*
4.0b10 [46] to represent and summarize results of the
BEAST analysis. This consensus tree was then evaluated
against the BEAST tree sample for posterior probability
branch support and median branch lengths using
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TreeAnnotator v1.8.4 (part of the BEAST package). After
pruning outgroup taxa, the resulting phylogeny and
branch lengths were then used in following analyses of
character evolution and diversification. To compare in-
ferred node ages and test the effect of these constraints, a
separate BEAST analysis was run with the ingroup age
only constrained to match the mean inferred from
the first analysis (mean = 13.0 Ma, stdev = 0.1 Ma).
Three additional BEAST analyses were also run using

a Yule prior on branch lengths, a birth-death prior on
branch lengths, and with the data set partitioned by gene,
in order to test the sensitivity of the analysis to these
assumptions.

Character mapping
In order to investigate temporal patterns of host shift and
dispersal and their relationship to cladogenesis, we recon-
structed ancestral states for host species, host tissue used,

Fig. 2 Time calibrated BEAST phylogeny of Blepharoneura based on 504 bases of mitochondrial COI from exemplars showing at least 0.5% raw
mtCOI divergence, combined with the three gene data set of Condon et al. [21]. The topology shown is a majority rule consensus of post-burnin
BEAST trees, with median branch lengths from the BEAST analysis, using a coalescent prior on branch lengths and an unpartitioned dataset.
Calibration was imposed as normal priors (mean = 3.5 Ma, sd = 1 Ma) applied to stem groups of eight Central American lineages (indicated by
diamonds). Posterior probability branch supports are indicated by branch shade and thickness. “Species” designations at right represent clusters of less
than 4% raw mtCOI divergence; spp. 1–49 correspond to those in Condon et al. [21]. Clades are labelled A-D to facilitate discussion in the text
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and geographic region. In doing so, we compared multiple
methods of character coding and reconstruction to obtain
a robust picture of host shifts and dispersal on the
Blepharoneura history. Host plant information (host spe-
cies and tissue used) and biogeographic region were noted
in an R data frame for each of 3761 specimens identified
by mtCOI data, including previously published samples.
Geographic regions were designated largely following
Morrone [47], with the exception that sites in Bolivia
and southern Peru were grouped into a single region
(“Inambari”; see e.g. [48]), following Condon et al.
[21]. Furthermore, the two sites in Western Ecuador, con-
sidered to be in distinct biogeographic regions (Chocó and
Western Ecuador), were grouped for our analysis.

Characters were first mapped on the BEAST phylogeny,
with outgroups pruned, using the parsimony criterion in
Mesquite (v3.03). In the course of our extensive sampling
across potential hosts and geographic regions, significant
variation was encountered, resulting in some ambiguity in
character coding for both host and region, especially when
low levels of alternative host use were noted. For example,
90% of specimens belonging to a lineage may be found
feeding on a single host species (or a single flower sex),
with just a few individuals feeding on alternative hosts. In
most of these cases, it is difficult to know if this variation
represents real genetic polymorphism, plasticity in host
use, or occasional “mistakes” in oviposition. Our fine-scale
sampling of exemplars, with inclusion of multiple
haplotype lineages for many 4% “species” minimized this
problem, as many lineages at this scale were > 95% specific
to host and to region. To evaluate the sensitivity of our re-
sults to analysis details, we coded within-lineage character
variation in host and region in two different ways. This
first coding (“polymorphic”) included all states observed
for at least 5% of specimens, resulting in a higher propor-
tion of lineages coded as polymorphic. The second coding
(“predominant”) included the most frequent state for each
lineage, as well as any other states with frequencies within
0.2 of the frequency of the most frequent state. The two
coding schemes together represent extremes in the range
of possible interpretations of within-lineage variation, and
are thus representative of the range of possible evolution-
ary histories resulting from these interpretations. Host tis-
sue used was coded in an identical fashion, although a
greater level of within-lineage variation resulted in more
ambiguity in reconstruction for this character.

The second approach we used was stochastic character
mapping [49], as implemented in the phytools R package
[50]. We input matrices representing the proportion of
samples assigned to each lineage that were collected
from each region, host and tissue, along with a sample
of 250 trees randomly chosen from the BEAST tree sam-
ple. These are used to estimate a rate matrix represent-
ing the likelihood of evolutionary transitions between

each of the possible pairs of character states for each
individual tree. A Bayesian MCMC process is then used
to sample simulated tip states and character histories
that are consistent with the given data. As a stochastic
method, this method makes it possible to account for
uncertainty in phylogeny reconstruction (by using
multiple BEAST trees), within-lineage variation in tip
character states (by using raw frequencies of states as a
Bayesian prior), and ambiguity in character state recon-
struction (by sampling multiple reconstructions).

We used both parsimony reconstruction and stochastic
character mapping results to assess the hypothesis that
the proportion of lineage splitting events associated with
both host shifts and dispersal events have declined over
time. To do this, we tallied splits in the region, host, and
tissue character maps as occurring before or after a speci-
fied breakpoint (3 Ma) and as involving a shift in character
state or not. Following Winkler and Mitter [11], a shift
was inferred at a given node if nodes or tips representing
the two descendant lineages were inferred to have differ-
ent character states from each other (or non-overlapping
sets of states for polymorphic tips). The breakpoint we
used (3 Ma) was chosen because it approximates what ap-
pears to be an abrupt discontinuity in the proportion of
splitting events accompanied by host shifts. Because Ble-
pharoneura lineages (and their parasitoids) differ not only
in host species used, but also host tissue, a biologically sig-
nificant shift could involve a change in either of these
characters. Accordingly, we counted a shift in either host
or tissue as constituting a host shift when tallying results.
When parsimony reconstruction of specific ancestral
states was ambiguous, we used PAUP* 4.0b10 [46] to as-
sign ancestral states using both accelerated transformation
(ACCTRAN) and delayed transformation (DELTRAN;
[51]). Results from these two methods were tallied separ-
ately to represent the temporal extremes of the possible
timing of character transformations. Additionally, we
investigated whether patterns varied across the phylogeny
by analyzing splits separately for clades A, B and C.

Simmap results were tallied for each of the 2500 simu-
lated reconstructions and summarized using a custom R
script. This process was more straightforward, as individ-
ual simulations contained no polymorphic or ambiguous
character states. As the simmap method is likelihood-
based, it accounts for the possibility of multiple, unseen
character transitions along branches, and these become
almost inevitably inferred in the longest branches. In order
to make the simmap results more directly comparable to
parsimony mapping, which does not account for branch
length, a shift was denoted for a particular splitting event
if the two descendent branches exhibited different charac-
ter states immediately prior to subsequent splitting events,
regardless of the number of transitions along internal
branches.
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Tallies from both the parsimony reconstruction and
simmap simulations were summarized graphically,
focusing on the difference between the proportions of
splits associated with character shifts in older versus
younger splits. Tallies were performed both with all
splits included, and also with only splits older than 1 Ma
included. In order to demonstrate that observed differ-
ences do not reflect methodological bias, we conducted
a permutation test in R by randomly shuffling the order
of rows in a simplified character state matrix with
polymorphism eliminated by representing only the most
frequent state. We reconstructed parsimony ancestral
states using the mpr function of the APE package [37]
for the actual character state matrix, then for each of
1000 permuted matrices and compared observed versus
permuted differences in split proportions between older
and younger splits using an R script.

As an alternative approach to testing for temporal
variation in the rate of character change (e.g. host shifts),
we used the fitDiscrete function in the GEIGER R pack-
age [52] to fit an equal rates likelihood model to the
simplified host plant character matrix and phylogeny,
then compared the resulting Aikake Information Criter-
ion (AIC) score to those obtained using branch lengths
transformed following the early burst model [53] and
Pagel’s delta test [54].

Diversification analyses
We constructed a lineage-through-time plot for the
BEAST phylogeny using the ltt.plot function in the APE
R package [37], and did the same for the three major
clades identified. We then calculated the gamma statistic
[31] for the overall BEAST phylogeny and the three
clades, using the gammaStat function in APE. Because
gamma values are known to be extremely sensitive to
lineage sampling [55], especially of near recent lineages
[56], we recalculated gamma statistics using the trun-
cated phylogeny. As an alternative test of slowing diver-
sification, we used the fitdAICrc function in the R
package laser [57] to fit two constant-rate models (pure
birth Yule model and birth-death model) and two
density-dependent models representing slowing diversifi-
cation (DDX: exponential density dependent and DDL:
logistic density dependent) to the distribution of branch-
ing times [58]. This procedure was also repeated using
the truncated phylogeny. For cases where slowing diver-
sification was inferred (negative gamma value or lower
AIC scores for density dependent models), the signifi-
cance of these values and their sensitivity to incomplete
taxon sampling was assessed by simulating phylogenies
under a Yule (pure birth) model, pruning random tips,
then comparing the distribution of the statistic (gamma
value or ΔAIC) for simulated trees against values for the
actual phylogeny. For each of these simulations, 10,000

trees were simulated using the rphylo function of the
APE package [37] with the number of tips set to match
the original phylogeny (or truncated phylogeny, or ap-
propriate subclade) after randomly pruning a set per-
centage of tips (initially 0%; then 10%, 20%, etc.). This
percentage was increased until a non-significant result at
α = 0.05 was obtained.

Results
Analysis of available mtCOI sequences identified 115
lineages of Blepharoneura differing by at least 3 substitu-
tions (0.5% divergence; Additional file 2: Table S1). At
the level of 4% divergence, we found 59 total lineages,
which we designated species 1–59, with species 1–49
corresponding to designations in Condon et al. [21]. The
BEAST phylogeny (Fig. 2) recovered the four main
clades discovered in Condon et al. [21], labelled A-D on
Fig. 2.

Comparison of the node age posteriors for Central/
South American splits using Tracer [45] in the fully
constrained BEAST analysis and the analysis with only
the ingroup age constrained showed nearly identical ages
(differing by only 0.1 Ma on average) for corresponding
nodes, indicating that it is unlikely that one or two erro-
neous constraints (e.g. dispersal later or earlier than
closure of the Panamanian Isthmus) on node ages could
have biased posteriors for node ages. Likewise, use of co-
alescent, Yule, or birth-death priors on branch lengths
did not have a noticeable effect on split frequencies or
inferred node ages; the same was true of partitioned vs.
non-partitioned analyses (Additional file 3: Figure S1).

Visual inspection of results for parsimony reconstruc-
tion of ancestral states (Fig. 3) shows that splits associ-
ated with distributions in biogeographic regions are
more common than splits associated with shifts in host
species use, and this is borne out by respective tree
lengths (53 steps for host vs. 84 for biogeographic re-
gions, using the polymorphic coding). Using the parsi-
mony reconstructions to tally host shifts versus regional
dispersal by split age (Fig. 4a), we found a much lower
proportion of recent splits associated with host shifts
(20%) than of splits prior to 3 Ma (64%). Proportions of
shifts between geographic regions were nearly identical
in old and young splits (~ 48%). These trends are not
much affected by excluding splits younger than 1 Ma
(31% of recent splits associated with host shifts; Fig. 4a;
Additional file 2: Table S2). Proportions of splits
associated with host or geographic shifts varied slightly
under different coding schemes and reconstructions
(Additional file 2: Table S2), but all show a similar differ-
ence between old versus young splits for host shifts, and
also a similar lack of differentiation for geography. This
general pattern held true for each clade individually,
though proportions differed somewhat (Additional file 2:
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Table S2). Likewise, stochastic character mapping (Fig. 4b)
showed proportions similar to parsimony for host,
but in contrast inferred a slightly higher proportion
of geographic shifts for older splits compared to
younger ones. Results of the permutation analysis
(Additional file 3: Figure S2) confirmed that the ob-
served difference in proportion of old versus young
splits accompanied by host shifts falls well outside
the simulated distribution (p = 0). In contrast to these
observed differences in proportion of splits with host
shifts, model fitting in GEIGER found that early burst
[53] and Pagel’s delta [54] models did not show a bet-
ter fit to observed host use character states than a
simple, constant rate model (ΔAIC = + 1.69 for early
burst model, + 1.66 for delta model).

The LTT plot for the overall phylogeny (Fig. 5) shows
a relatively steady rate of diversification, and this is
corroborated by a non-significant positive gamma value
(γ = 1.45; values over 1.96 are significant at the level of
alpha = 0.05 for a two-tailed test; see [31]). Patterns re-
vealed by individual clades differ from the overall pattern
(Fig. 5). Clades A and C show positive but non-
significant gamma values (γ =1.21 for A; γ =1.18 for C),
but Clade B shows an overall decrease in diversification
rate over time, as shown by a significantly negative
gamma (γ = − 2.09). Simulations show that the negative
gamma of Clade B remains significant even if 20% of
taxa are assumed to be missing from the phylogeny;
however, significant differences among the individuals
clades disappear in the truncated phylogeny. In the

Fig. 3 Ancestral character state parsimony reconstruction of host species (left) and geographic region (right) on the BEAST phylogeny. Character
states summarize records of all specimens identified by mtCOI sequence, with all states represented by > 5% of total specimens shown on the
tips. Inferred ancestral states for host tissue are shown by colored dots on branches, with shifts to feeding on seeds (tan) or specialization on
female flowers (pink) shown by colored arrows (several lineages feeding on both flower sexes, with > 5% of specimens on male flowers, are not
marked). The dashed lines at 3 Ma divide each tree into older and younger splits, corresponding to the analysis shown in Fig. 4
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a b

Fig. 4 Proportion of lineage splitting events characterized by reconstructed host shifts (i.e. shifts in either host species or host tissue used) and by
reconstructed dispersal events within different time periods. Host shift and region are not exclusive: a split may be associated with both host shift
and allopatry, one of these, or neither. a Proportions based on parsimony reconstruction on the majority rule BEAST tree (Figs. 2 and 3), with
states represented by > 5% of total specimens considered. Tips are recorded as different if they do not overlap in character state; DELTRAN
optimization was used to resolve reconstruction ambiguity at internal nodes. Dashed lines indicate proportions of splits > 1 Ma (truncated tree).
The number of splits in each category is listed above each bar. b Boxplots summarizing distribution of proportions found in 2500 stochastic
character mappings simulated on 250 randomly chosen untruncated BEAST trees (see Additional file 3: Figure S3 for results based on truncated
tree). Observed frequencies of each character state among identified specimens were input as Bayesian priors for each simulation

Fig. 5 Lineage-through-time plots for the overall phylogeny (black, above), and three component clades. Clade A includes sp. 1–16, clade B
includes sp. 17–30, and clade C includes sp. 31–39, with some newly designated lineages included in each of these. The dashed line at 1 Ma
indicates point of truncation (for truncated trees). Clade B shows a significant slowdown in diversification rate (γ = 2.09, p = 0.037), as measured by
the γ statistic of Pybus and Harvey [31]
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truncated phylogeny, which only includes lineages that
split ≥ 1 Ma, we find no significant variation from γ = 0,
indicating a relatively constant rate of diversification
(Table 1).

Fitting maximum likelihood models of diversification
in LASER gave results similar to gamma statistics
(Table 2). In analysis of the full tree (115 terminals dif-
fering by > 0.5% mtCOI), Aikake Information Criteria
values were lowest (i.e., showed best fit) for constant-
rate models. When the analysis included all lineages
(Clades A-D), a birth-death model showed the best fit;
when clades were analyzed separately, a pure birth
model was the best fit for clades A and C (Table 2).
Clade B showed a significantly better fit to a density
dependent model (DDL), indicating a possible slowdown
in diversification. Simulations, however, showed that the
fit to DDL loses significance if greater than 10% of line-
ages are assumed to be missing (Table 2). When using
the phylogeny truncated at 1 Ma, simulations showed no
significant difference from constant rate models (Yule,
pure birth model) in one-tailed tests of the DDL/DDX
models.

Discussion
Models of adaptive radiation suggest that the rate of
diversification, as well as rates of host-shifts, will
increase as lineages invade new ecological niches, and
will slow down as niches are filled [1, 25, 26]. Much
work on herbivorous insects suggests that shifts to new
host-plant niches drive diversification [7–15]. Our re-
sults, however, show that the proportion of splits associ-
ated with host-shifts is lower among recent lineages of

Blepharoneura (Fig. 4), many of which occupy the
same niches, but diversification rates do not slow
down (Fig. 5; Tables 1 and 2). Instead, as lineages
continue to diversify, patterns of host-use are gener-
ally conserved, and recent diversification (0-3mya) is
primarily associated with geographic isolation (Fig. 4).

We have evidence (here and elsewhere [24]) that initial
genetic divergence in Blepharoneura often reflects geo-
graphic dispersal and isolation. Ancestral state recon-
struction of geographic region on the phylogeny (Fig. 3)
shows that about half of all lineage-splitting events, both
recent and ancient, involve dispersal to different biore-
gions. Microsatellite variation in widespread species also
indicates a prominent role for geographic isolation [24].
For example, analyses of microsatellites indicate that
many lineages show strong signatures of isolation across
the Amazon Basin, such that populations in Venezuela,
Suriname, and French Guiana are genetically distinct
from populations in Bolivia and Peru. Geographic
isolation at finer scales is also likely. For example, some
lineages show microsatellite variation among sites sepa-
rated by less than 100 km [24]. Most sympatric genetic-
ally distinct populations that use different hosts are not
one another’s closest relatives; instead, sister lineages are
found in other geographic regions, indicating that diver-
gence initiates in allopatry and host shifts occur later.
Dispersals across the Panamanian Isthmus represent a
special case: because there is little species-level overlap

Table 1 Gamma statistics and associated p values (two-tailed)
for Blepharoneura and various subclades

Clade Lineages γ p Max % missing
(2-tailed)

All clades all 1.45 0.147 ns

Clade A all 1.21 0.225 ns

Clade B all −2.09 0.037 20%

Clade C all 1.18 0.237 ns

All clades > 1 Ma −0.348 0.36 ns

Clade A > 1 Ma −1.25 0.11 ns

Clade B > 1 Ma −0.88 0.19 ns

Clade C > 1 Ma −0.45 0.33 ns

Top four rows, “all” lineages = lineages differing by ≥ 3 observed mutations in
mtCOI. Bottom four rows: results of analyses of tree truncated at 1 Ma. A
significantly negative gamma indicates slowing of diversification near the
present, and is most strongly affected by the most recent splits. P values
shown assume complete taxon representation, calculated directly from the
gamma statistics as shown by Pybus and Harvey [31]. The maximum percent
missing column shows the highest percentage of missing taxa (in 10%
increments) for simulations in which adjusted critical values for γ were higher
than the γ value shown. ns indicates that the gamma value was not significant
compared to the simulated null distribution even assuming complete
taxon sampling

Table 2 Aikake Information Criterion (AIC) values from fitting
models of diversification rate using the fitdAICrc function of
LASER [57, 58]

Clade Lineages Best fitting model Max % missing
(1-tailed)

All clades all birth-death n/a

Clade A all pure birth n/a

Clade B all DDL 10%

Clade C all pure birth n/a

All clades > 1 Ma pure birth n/a

Clade A > 1 Ma DDX ns

Clade B > 1 Ma DDX ns

Clade C > 1 Ma pure birth n/a

Top four rows, “all” lineages = lineages differing by ≥ 3 observed mutations in
mtCOI. Bottom four rows: results of analyses of tree truncated at 1 Ma.
Constant rate models with (birth-death) and without (pure birth) extinction
were compared to logarithmic (DDL) and exponential (DDX) density
dependent models in which diversification rate declines as a function of the
number of lineages. The “best fitting model” column identifies models with
the lowest AIC value. The ΔAIC column indicates the difference in AIC values
between the best fitting density dependent model and the best fitting
constant rate model, such that positive values indicate a better fit to density
dependent models. The maximum percent missing column shows the highest
percentage of missing taxa (in 10% increments) for simulations in which
critical values for ΔAIC values were lower than the observed ΔAIC value
shown. NS indicates that the ΔAIC value was not significant even assuming
complete taxon sampling. N/A indicates “not applicable” because the test was
a one-tailed test
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in the cucurbit assemblages in Central vs. South America,
populations dispersing to Central America necessarily
underwent simultaneous host shifts to plants available in
the new area.

Microsatellite data [24] also suggest that splits associ-
ated with host plant shifts in allopatry may increase the
likelihood of lineage persistence upon secondary contact.
This is suggested by the observation that no two lineages
below the 4% mtCOI sequence divergence level with dis-
tinct microsatellite allele frequencies were detected coex-
isting on the same host species and tissue at a single site;
mtCOI lineages that coexist on single hosts are not sister
taxa. We suggest that most lineages diverge in allopatry,
and that upon secondary contact, divergent lineages on
identical hosts experience one of three outcomes:

First, genetically distinct lineages using the same hosts
may merge because isolating barriers may be insufficiently
strong to maintain reproductive isolation. Second,
reinforcement – selection against hybridization between
divergent, reproductively isolated lineages – may favor
host shifts upon secondary contact if a host shift reduces
encounters between flies of different lineages. Third, upon
secondary contact, lineages may become extinct. Extinc-
tion could simply be due to stochastic factors - especially
if new lineages have small population sizes - or extinction
could occur if individuals from previously allopatric popu-
lations are more susceptible to parasitoids in a newly
invaded community. Parasitoid mediated extinction may
be less likely following a host shift, because Bellopius para-
sitoids show high specificity to plant host [23].

The strong signal of allopatry in our data has direct
implications for sampling in this and similar studies. We
found that much of the genetic variation in Blepharo-
neura, as in many organisms, corresponds to genetically
divergent geographic isolates whose future fate is un-
known. Although these could be considered intermedi-
ate stages in the protracted process of speciation, many
of them will presumably go extinct or merge upon
contact with other populations. It is thus premature to
classify most of these geographic isolates as biological
species [59], yet they represent relevant units in the on-
going diversification of Blepharoneura. For this reason
we deliberately chose a low threshold of divergence
(0.5% mtCOI divergence) for identifying samples to in-
clude in our analyses. We then repeated analyses with a
phylogeny truncated at 1 Ma to test the sensitivity of
our results to thresholds for sampling recent lineages.
Our inference of constant diversification rate did not
change between these sets of analyses, showing that in-
clusion of lineages at a low divergence threshold did not
bias our results. In contrast, thanks to comments from
reviewers, we discovered that the use of typical cutoff
values (~ 2%; [60]) for lineage delimitation results in a
specious inference of slowing diversification, for both

the gamma statistic and maximum likelihood model
comparisons. The same may be true when considering
only taxonomically described morphospecies without in-
cluding genetically divergent, cryptic species.

Our results show a strong decrease in the proportion
of divergence events associated with host-shifts in the
near-present (< 3 Ma; Fig. 4), using both the full and
truncated phylogeny. A similar result was noted by
Nyman et al. [20], who found that about 50% of phylo-
genetic splits in their sample of nematine sawflies were
associated with differences in host taxon, feeding mode,
or tissue used. By applying a logistic regression model to
the host shift data, Nyman et al. [20] showed that the
most recent splits had a much lower probability (about
20%) of exhibiting niche differences. Although early
bursts of trait evolution are consistent with theories of
adaptive radiation, such signatures are rare in actual
phylogenies [53] and should be accompanied by slowing
diversification, which we did not observe. We suggest in-
stead that ecologically mediated persistence of lineages
(e.g., via host shifts to enemy-free space) could explain
why we see a greater proportion of splits associated with
host shifts among deep splits than among recent splits
(Fig. 4). If extinction is less likely after shifts to novel
hosts, and most splits do not involve host-shifts, then
the excess of lineage splitting events without host shifts
in the very recent may largely represent transient line-
ages that are fated for extinction.

The two major clades of Blepharoneura (A and B)
differ somewhat in their observed rates of host-shift.
Parasitoids of Blepharoneura, which are even more
highly specific to the flies’ host-plants than the flies are,
and flies’ defenses against those parasitoids [23] may
help explain this pattern. We advance the preliminary
hypothesis that clade-specific differences in flies’ abilities
to defend themselves against parasitoids would affect the
strength of selection for host-shifts to enemy-free space
[17, 18]: selection for host-shifts would be stronger in
flies with weak defenses (Clade B). Clade A, which
shows a lower frequency of host shifts, includes several
lineages (e.g., sp. 1,2,3) with extremely low rates of para-
sitism, while Clade B, which shows a higher frequency of
host shifts (Fig. 3), includes several lineages (e.g., sp. 21,
28) with exceptionally high rates of parasitism [23],
which would select for host-shifts. Failure to shift hosts
might result in local extinctions, which might explain
why Clade B is the only clade that shows some evidence
of a slow-down in recent diversification (Fig. 5, Tables 1
and 2). Investigation of this question will require inte-
gration of phylogenetic data with data on the functional
genomics of Blepharoneura and their parasitoids, as well
as experimental evidence, but would greatly expand our
understanding of how biodiversity arises in complex,
multitrophic tropical communities.
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Promising future research directions include the use of
population genomic data to obtain a more detailed
picture of the context and course of speciation, docu-
menting the evolution of courtship behavior and its ef-
fect on current patterns of reproductive isolation, and
determining the role of parasitoids in mediating host
shifts and coexistence or extinction of Blepharoneura
lineages. If patterns of diversification of Blepharoneura
are typical for other groups of tropical insects, pure birth
models of diversification, without ecological limitation,
may largely explain the extraordinary diversity of insects
in the tropics.

Conclusion
A common view of adaptive radiation suggests that spe-
cies diversity is bounded by an ecologically determined
upper limit of species (evolutionary “carrying capacity”;
[26, 61]) that causes speciation to slow as available
niches are filled. Patterns of diversification in Blepharo-
neura flies, however, are not consistent with ecologically
limited models of adaptive radiation. Instead, we find
support for constant-rate models of diversification, sug-
gesting that Blepharoneura diversity may be “dynamic
and unbounded” [62]. Our study further shows that
patterns of host-use are highly conserved, and that most
lineages diverge in allopatry, without host-shifts. Time
and space may largely explain the diversity of this
Neotropical genus, and may explain the high levels of in-
sect diversity in the tropics.

Additional files

Additional file 1: Spreadsheet with list of permits obtained for research,
collection, export and import of specimens used in this study, and
respective granting agencies. (XLSX 16 kb)

Additional file 2: Table S1. Blepharoneura lineages identified in the
analysis, along with Genbank accession numbers and summaries of
host use and distribution based on available mtCOI barcodes.
Table S2. Proportions of lineage splitting events associated with host
shifts (either host species or host tissue) and geographic region by
split age. (DOCX 33 kb)

Additional file 3: Figure S1. Comparison of inferred node ages for
BEAST analyses incorporating different prior settings and assumptions.
Figure S2. Results of the permutation test showing significance of the
difference in the proportion of old versus young splits that are associated
with inferred shifts in host or geographic region. Figure S3. Summary of
stochastic character mapping results for truncated tree. (PDF 205 kb)

Abbreviations
ACCTRAN: accelerated transformation; AIC: Aikake information criterion;
DDL: density dependent-logistic; DDX: density dependent-exponential;
DELTRAN: delayed transformation; GTR: general time-reversible; LTT: Lineage
through time; Ma: mega-annum (million years before present);
MCMC: Markov Chain Monte Carlo; mtCOI: mitochondrial cytochrome
oxidase 1; PCR: polymerase chain reaction

Acknowledgments
We thank many students and colleagues for their contributions over the past
40 years to the collections that made this work possible. We are especially
grateful to colleagues in field stations, herbaria, museums, national parks,
and governmental agencies in Bolivia, Brazil, Costa Rica, Ecuador, French
Guiana, Mexico, Panama, Peru, Suriname, Trinidad and Tobago, and
Venezuela who facilitated field work and provided assistance with permits.
We also thank three anonymous reviewers for their valuable suggestions.

Funding
Funding was provided by a Smithsonian Postdoctoral Fellowship (MAC) and
grants from National Science Foundation to MAC (NSF DEB-1542451, NSF
DEB-0949361, NSF DEB-0330845, NSF HRD-9103322) and AAF (NSF DEB-
1145355, NSF DEB-1542269). Funding agencies had no role in designing the
study, in collection, analysis, and interpretation of data, nor in writing the
manuscript.

Availability of data and materials
Sequences newly generated for this project are deposited in GenBank under
accession numbers KY312817-KY312845. R scripts and datasets used for this
study are available in the Dryad respository, http://dx.doi.org/10.5061/
dryad.4m281.

Authors’ contributions
IW and MAC conceived of the study. IW carried out analyses. IW, MAC, and
AAF wrote the paper. SJS, MLL, AAF, and KJO generated sequences. MAC
collected specimens with help from APR, KJO, MLL, GAGC, LMHS. All authors
have read and approved the final version of the manuscript.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests. Mention of trade
names or commercial products in this publication is solely for the purpose of
providing specific information and does not imply recommendation or
endorsement by the USDA; USDA is an equal opportunity provider and
employer.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Department of Biology, Cornell College, Mount Vernon, Iowa 52314, USA.
2Systematic Entomology Laboratory, U.S. Department of Agriculture,
Beltsville, MD 20705, USA. 3Department of Biology, University of Iowa, Iowa
City, Iowa 52242, USA. 4Programa de Pós-Graduação em Biologia Vegetal,
Universidade Federal de Pernambuco, Av. Prof°. Moraes Rego s/n, Cidade
Universitária, Recife, Pernambuco 50670-901, Brazil. 5Departamento de
Entomología Museo de Historia Natural, Universidad Nacional Mayor de San
Marcos, Av. Arenales 1256, Apartado 14-0434, 14 Lima, Peru.

Received: 16 December 2016 Accepted: 2 March 2018

References
1. Darwin C. On the origin of species by means of natural selection, or,

the preservation of favoured races in the struggle for life. London: J.
Murray; 1859.

2. Mayr E. Animal species and evolution. Cambridge: Harvard University Press;
1963.

3. Aguilée R, Claessen D, Lambert A. Adaptive radiation driven by the interplay
of eco-evolutionary and landscape dynamics. Evolution. 2012;67:1291–306.

4. Servedio MR. Geography, assortative mating, and the effects of sexual
selection on speciation with gene flow. Evol Appl. 2016;9:91–102.

5. Servedio MR, Noor MAF. The role of reinforcement in speciation: theory and
data. Annu Rev Ecol Evol Syst. 2003;34:339–64.

Winkler et al. BMC Evolutionary Biology  (2018) 18:30 Page 12 of 13

https://doi.org/10.1186/s12862-018-1146-9
https://doi.org/10.1186/s12862-018-1146-9
https://doi.org/10.1186/s12862-018-1146-9
http://dx.doi.org/10.5061/dryad.4m281
http://dx.doi.org/10.5061/dryad.4m281


6. Rundle HD, Nosil P. Ecological speciation. Ecol Lett. 2005;8:336–52.
7. Strong DR, Lawton JH, Southwood R. Insects on plants: community patterns

and mechanisms. Cambridge: Harvard University Press; 1984.
8. Mitter C, Farrell BD, Wiegmann BM. The phylogenetic study of adaptive

zones: has phytophagy promoted insect diversification? Am Nat.
1988;132:107–28.

9. Wiens JJ, Lapoint RT, Whiteman NK. Herbivory increases diversification
across insect clades. Nat Commun. 2015;6:1–7.

10. Ehrlich PR, Raven PH. Butterflies and plants: a study in coevolution.
Evolution. 1964;18:586–608.

11. Winkler IS, Mitter C. The phylogenetic dimension of insect-plant interactions:
a review of recent evidence. In: Tilmon KJ, editor. The evolutionary biology
of herbivorous insects: specialization, speciation, and radiation. Berkeley:
University of California Press; 2008. p. 240–63.

12. Farrell BD. “Inordinate fondness” explained: why are there so many beetles?
Science. 1998;281:555–9.

13. Drès M, Mallet J. Host races in plant-feeding insects and their importance in
sympatric speciation. Philos trans R Soc London. Biol. 2002;357:471–92.

14. Matsubayashi KW, Ohshima I, Nosil P. Ecological speciation in
phytophagous insects. Entomol Exp Appl. 2010;134:1–27.

15. Forbes AA, Devine SN, Hippee AC, Tvedte ES, Ward AKJ, Widmayer HA,
Wilson CJ. Revisiting the particular role of host shifts in initiating insect
speciation. Evolution. 2017;71:1126–37.

16. Bush GL. Sympatric speciation in phytophagous parasitic insects. In: Price
PW, editor. Evolutionary strategies of parasitic insects and mites. New York:
Plenum; 1974. p. 187–206.

17. Bernays EA, Graham M. On the evolution of host specificity in
phytophagous arthropods. Ecology. 1988;69:886–92.

18. Jeffries MJ, Lawton JH. Enemy free space and the structure of ecological
communities. Biol J Linn Soc. 1984;23:269–86.

19. Thompson JN. Coevolution, cryptic speciation, and the persistence of
interactions. In: Tilmon KJ, editor. The evolutionary biology of herbivorous
insects: specialization, speciation, and radiation. Berkeley: University of
California Press; 2008. p. 216–24.

20. Nyman T, Vikberg V, Smith DR, Boevé J-L. How common is ecological
speciation in plant-feeding insects? A “higher” Nematinae perspective.
BMC Evol Biol. 2010;10:266.

21. Condon MA, Scheffer SJ, Lewis ML, Swensen SM. Hidden neotropical
diversity: greater than the sum of its parts. Science. 2008;320:928–31.

22. Condon MA, Adam DC, Bann D, Flaherty K, Gammons J, Johnson J, et al.
Uncovering tropical diversity: six sympatric cryptic species of Blepharoneura
(Diptera: Tephritidae) in flowers of Gurania spinulosa (Cucurbitaceae) in
eastern Ecuador. Biol J Linn Soc. 2008;93:779–97.

23. Condon MA, Scheffer SJ, Lewis ML, Wharton R, Adam DC, Forbes AA. Lethal
interactions between parasites and prey increase niche diversity in a
tropical community. Science. 2014;343:1240–4.

24. Ottens K, Winkler IS, Lewis ML, Scheffer SJ, Gomes-Costa GA, Condon MA,
Forbes AA. Genetic differentiation associated with host plants and
geography among six widespread lineages of south American
Blepharoneura fruit flies (Tephritidae). J Evol Biol. 2017;30:696–710.

25. Schluter D. The ecology of adaptive radiation. Oxford: Oxford University
Press; 2000.

26. Rabosky DL. Diversity-dependence, ecological speciation, and the role of
competition in macroevolution. Annu Rev Ecol Evol Syst. 2013;44:481–502.

27. Price PW, Bouton CE, Gross P, McPheron BA, Thompson JN, Weis AE.
Interactions among three trophic levels: influence of plants on interactions
between insect herbivores and natural enemies. Annu Rev Ecol Syst.
1980;11:41–65.

28. Holt RD, Lawton JH. Apparent competition and enemy-free space in insect
host-parasitoid communities. Am Nat. 1993;142:623–45.

29. Feder JL. The effects of parasitoids on sympatric host races of Rhagoletis
pomonella (Diptera: Tephritidae). Ecology. 1995;76:801–13.

30. Murphy SM. Enemy-free space maintains swallowtail butterfly host shift.
Proc Natl Acad Sci U S A. 2004;101:18048–52.

31. Pybus O, Harvey P. Testing macro-evolutionary models using incomplete
molecular phylogenies. Proc R Soc Lond [Biol]. 2000;267:2267–72.

32. McPeek MA. The ecological dynamics of clade diversification and
community assembly. Am Nat. 2008;172:E270–84.

33. Pincheira-Donoso D, Harvey LP, Ruta M. What defines an adaptive radiation?
Macroevolutionary diversification dynamics of an exceptionally species-rich
continental lizard radiation. BMC Evol Biol. 2015;15:153.

34. Gavrilets S, Vose A. Dynamic patterns of adaptive radiation. Proc Natl Acad
Sci U S A. 2005;102:18040–5.

35. Hubbell SP. The unified neutral theory of biodiversity and biogeography.
Princeton Univ. Press: Princeton; 2001.

36. Simon C, Frati F, Beckenbach A, Crespi B, Liu H, Flook P. Evolution,
weighting, and phylogenetic utility of mitochondrial gene sequences and a
compilation of conserved polymerase chain reaction primers. Ann Entomol
Soc Amer. 1994;87:651–701.

37. Paradis E, Claude J, Strimmer K. APE: analyses of phylogenetics and
evolution in R language. Bioinformatics. 2004;20:289–90.

38. Condon MA, Steck GJ. Evolution of host use in fruit flies of the genus
Blepharoneura (Diptera: Tephritidae): cryptic species on sexually dimorphic
host plants. Biol J Linn Soc. 1997;60:443–66.

39. Condon MA, Norrbom AL. Behavior of Blepharoneura. In: Aluja M, Norrbom
AL, editors. Fruit flies (Diptera: Tephritidae): phylogeny and evolution of
behavior. Boca Raton, FL: CRC Press; 1999. p. 157–74.

40. Drummond AJ, Suchard MA, Xie D, Rambaut A. Bayesian phylogenetics with
BEAUti and the BEAST 1.7. Mol Biol Evol. 2012;29:1969–73.

41. Drummond AJ, Ho SYW, Phillips MJ, Rambaut A. Relaxed phylogenetics and
dating with confidence. PLoS Biol. 2006;4:e88.

42. Coates AG. How old is the isthmus of Panama? Bull Mar Sci. 2013;89:801–13.
43. Jackson JBC, O’Dea A. Timing of the oceanographic and biological isolation

of the Caribbean Sea from the tropical eastern Pacific Ocean. Bull Mar Sci.
2013;89:779–800.

44. Bacon CD, Silvestro D, Jaramillo C, Smith BT, Chakrabarty P, Antonelli A.
Biological evidence supports an early and complex emergence of the
isthmus of Panama. Proc Natl Acad Sci U S A. 2015;112:6110–5.

45. Rambaut A, Suchard MA, Xie D, Drummond AJ. Tracer v1.6. 2014. beast.
community.

46. Swofford DL. PAUP* phylogenetic analysis using parsimony (* and other
methods). Sunderland: Sinauer Associates; 2001.

47. Morrone JJ. Biogeographic areas and transition zones of Latin America and
the Caribbean islands based on panbiogeographic and cladistic analyses of
the entomofauna. Annu Rev Entomol. 2006;51:467–94.

48. Hall JPW, Harvey DJ. The phylogeography of Amazonia revisited: new
evidence from riodinid butterflies. Evolution. 2002;56:1489–97.

49. Bollback JP. Stochastic character mapping of discrete traits on phylogenies.
BMC Bioinformatics. 2006;7:88.

50. Revell LJ. Phytools: an R package for phylogenetic comparative biology (and
other things). Methods Ecol Evol. 2012;3:217–23.

51. Swofford DL, Maddison WP. Reconstructing ancestral character states under
Wagner parsimony. Math Biosci. 1987;87:199–229.

52. Harmon LJ, Weir JT, Brock CD, Glor RE, Challenger W. GEIGER: investigating
evolutionary radiations. Bioinformatics. 2008;24:129–31.

53. Harmon LJ, Losos JB, Davies TJ, Gillespie RG, Gittleman JL, Jennings WB,
et al. Early bursts of body size and shape evolution are rare in comparative
data. Evolution. 2010;64:2385–96.

54. Pagel M. Inferring the historical patterns of biological evolution. Nature.
1999;401:877–84.

55. Cusimano N, Renner SS. Slowdowns in diversification rates from real
phylogenies may not be real. Syst Biol. 2010;59:458–64.

56. Fordyce JA. Interpreting the γ statistic in phylogenetic diversification rate
studies: a rate decrease does not necessarily indicate an early burst.
PLoS One. 2010;5:e11781.

57. Rabosky DL. LASER: a maximum likelihood toolkit for detecting temporal
shifts in diversification rates from molecular phylogenies. Evol Bioinformatics
Online. 2006;2:247–50.

58. Rabosky DL. Likelihood methods for inferring temporal shifts in
diversification rates. Evolution. 2006;60:1152–64.

59. Cracraft J. Species concepts and speciation analysis. Curr Ornithol. 1983;1:159–87.
60. Hebert PDN, Ratnasingham S, de Waard JR. Barcoding animal life:

cytochrome c oxidase subunit 1 divergences among closely related species.
Proc R Soc Lond [Biol]. 2003;270:96–9.

61. Rabosky DL, Hurlbert AH. Species richness at continental scales is
dominated by ecological limits. Am Nat. 2015;185:572–83.

62. Harmon LJ, Harrison S. Species diversity is dynamic and unbounded at local
and continental scales. Am Nat. 2015;185:584–93.

Winkler et al. BMC Evolutionary Biology  (2018) 18:30 Page 13 of 13

http://beast.community
http://beast.community

