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1  | INTRODUC TION

Biological invasions constitute major ecological and environmental 
changes that can affect human health, food security, and natural bio-
diversity (Bradshaw et al., 2016; Pejchar & Mooney, 2009; Renault 

et al., 2018). Higher production rates of invasive animal, plant, and 
aquatic species have been well- documented (Keller et al., 2007, 
2011; Wan & Yang, 2016). Indeed, invasive species are often success-
ful in new ecosystems because of release from enemies, parasitism, 
and resource limits, allowing them to survive, grow, or reproduce at 
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Abstract
Invasive species are a major driver of ecological and environmental changes that af-
fect human health, food security, and natural biodiversity. The success and impact 
of biological invasions depend on adaptations to novel abiotic and biotic selective 
pressures. However, the molecular mechanisms underlying adaptations in invasive 
parasitic species are inadequately understood. Small hive beetles, Aethina tumida, 
are parasites of bee nests. Originally endemic to sub- Saharan Africa, they are now 
found nearly globally. Here, we investigated the molecular bases of the adaptations 
to novel environments underlying their invasion routes. Genomes of historic and re-
cent adults A. tumida from both the endemic and introduced ranges were compared. 
Analysis of gene– environment association identified 3049 candidate loci located in 
874 genes. Functional annotation showed a significant bias toward genes linked to 
growth and reproduction. One of the genes from the apoptosis pathway encodes 
an “ecdysone- related protein,” which is a crucial regulator in controlling body size in 
response to environmental cues for holometabolous insects during cell death and 
renewal. Genes whose proteins regulate organ size, ovary activation, and oviposi-
tion were also detected. Functions of these enriched pathways parallel behavioral 
differences between introduced and native A. tumida populations, which may reflect 
patterns of local adaptation. The results considerably improve our understanding of 
the underlying mechanisms and ecological factors driving adaptations of invasive 
species. Deep functional investigation of these identified loci will help clarify the 
mechanisms of local adaptation in A. tumida.
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higher rates than in their native ranges (Lockwood et al., 2013; Wan 
& Yang, 2016). Adaptive evolution of traits that increase survival and 
reproduction in response to novel selection regimes (abiotic and bi-
otic factors) facilitates the initial establishment and spread of inva-
sive species (Colautti & Lau, 2015), which can influence variation in 
phenotypes and genotypes of local populations (Colinet et al., 2015; 
Dillon & Lozier, 2019).

Invasive populations are certain to experience differences in 
climate, availability of resources, and biotic interactions, as well as 
disturbance regimes, compared with native populations (Colautti & 
Lau, 2015; Lee & Gelembiuk, 2008). Prominent examples of rapid 
evolutionary responses to ambient environments by invasive spe-
cies include the evolution of Drosophila body size across continents 
with latitudinal climate variation (Huey et al., 2000), the evolutionary 
changes due to temperature gradient in mosquitoes, Aedes japonicus 
japonicus, after spread into the United States (Egizi et al., 2015), and 
the phenotypic adaptation of common rabbits, Oryctolagus cunicu-
lus, along different climatic regions following invasion into Australia 
(Williams & Moore, 1989). In special cases of parasitic invasive spe-
cies, hosts can be also an important factor promoting or mediating 
the evolution of parasites. Host– parasite coevolution is a strong se-
lective force, which can lead to changes in both genotypes and phe-
notypes of invasive species. For instance, in the invasive honeybee 
ectoparasitic mites, Varroa destructor, genotypes of parasites infect-
ing mite- resistant honeybee colonies were shown to significantly 
differ from susceptible hosts (Beaurepaire et al., 2019). Unlike V. de-
structor that parasitizes colonies throughout its life, we know little 
of how invasive species whose life histories involve both fluctuating 
external environments and close interaction with hosts evolve. Also, 
what selection factors are more important, biotic or abiotic factors, 
during adaptive evolution? A better understanding of ecological and 
evolutionary processes that underlie successful invasions is import-
ant for managing and controlling introduced species, for example, 
helping to predict the conditions under which invasiveness can be 
enhanced or suppressed (Olazcuaga et al., 2020).

Invasive small hive beetles (SHBs), Aethina tumida, provide an 
appropriate example to understand this question. SHBs are a world-
wide emergent invasive parasite posing considerable threats to 
global apiculture and wild bees (Neumann et al., 2016). Endemic to 
sub- Saharan Africa, SHBs were first detected in 1996 in the United 
States (Hood, 2000) and have now invaded each habitable continent 
of the globe (Al Toufailia et al., 2017; Calderón & Ramírez, 2019; Liu 
et al., 2021; Neumann et al., 2016). SHBs oviposit in nests. Emerging 
larvae feed on diverse food including honey, pollen, bee brood, dead 
bees, and conspecific SHBs as well as induced trophallactic feeding 
from host bees (Gonthier et al., 2019; Neumann et al., 2016). They 
then exit colonies to pupate in the soil nearby before emerging as 
adults to invade host colonies (Neumann et al., 2016).

External environments have direct impacts on the adaptation of 
SHBs. During pupation in the soil (i.e., >75% of their developmental 
time; de Guzman & Frake, 2007), temperature and humidity consti-
tute severe selective pressures by directly influencing the develop-
ment, survival, and reproduction of SHBs. Extremely low (≤15°C) 

or high (≥45°C) temperatures prevent oviposition and egg hatch of 
SHBs (Annand, 2011), and relative humidity below 34% prevents 
egg survival (Annand, 2011; Cornelissen et al., 2019; Cuthbertson 
et al., 2013; Ellis, 2003; de Guzman & Frake, 2007; Rosenkranz et al., 
2010; Torto et al., 2010). This may explain the observed seasonal 
variation in SHB numbers in the native range (rainy vs. dry season) 
and the generally limited impact of this parasite in semi- arid and arid 
environments (Cuthbertson et al., 2013; Ellis, 2003). In contrast, 
in their invasive range such as North America, SHBs have estab-
lished populations in regions of cold climates: Maryland, Michigan, 
and Minnesota in the United States as well as Ontario in Canada 
(Evans et al., 2003; Neumann et al., 2016). Although pupation suc-
cess is rather unlikely in the winter, SHBs can overwinter inside the 
warm winter clusters of bees in temperate regions prior to rebuild-
ing local populations in the spring (Schäfer et al., 2011). The impact 
of temperature on growth rates and development has been widely 
documented in arthropods, whereby higher temperatures decrease 
developmental times more than they increase growth rates, re-
sulting in smaller body sizes in adults (Gardner et al., 2011; Klok & 
Harrison, 2013; Van der Have & De Jong, 1996; Walters & Hassall, 
2006). In SHBs, cooler soil conditions appear to increase pupation 
time (de Guzman & Frake, 2007; Stedman, 2006), and beetles from 
the northern United States do trend slightly larger than their south-
ern counterparts (unpublished data).

In addition to environmental parameters, biotic factors may also 
lead to adaptive changes in SHBs. As parasites and scavengers of 
bee nests, SHBs are usually considered a minor pest of colonies of 
African honeybee subspecies (Lundie, 1940). In the invasive ranges, 
however, they can cause considerable damage to European honey-
bees (Spiewok et al., 2007), where they can initiate damaging bouts 
of mass reproduction (Cervancia et al., 2016; Idrissou et al., 2019; Liu 
et al., 2021; Neumann et al., 2016, 2018). As explained above, the in-
ordinate success of invasive species might result from the release of 
their co- evolved natural enemies (Liu & Stiling, 2006), for example, 
the ant Pheidole megacephala that was identified as a key predator of 
SHB larvae in Kenya (Neumann et al., 2016; Torto et al., 2010). Also, 
unlike European- derived honeybee subspecies, African subspecies 
are more efficient in containing SHB infestation; that is, they are 
more aggressive, able to trap beetles, and abscond infested colo-
nies only when resources are depleted (Neumann et al., 2016, 2018). 
The pronounced differences in reproductive capacity between in-
troduced and native populations have likely been driven by the shift 
to a more permissive host. Besides the above- mentioned impact of 
abiotic factors, increased food availability from novel hosts may lead 
to an increase in beetle size (Ellis, 2003).

Here, we present evidence for genetic mechanisms that underlie 
global invasion and local adaptation in SHBs. We hypothesize that 
genes associated with reproduction and body size might be affected 
due to selection following invasion and adaptation to new environ-
ments. To test this, we sequenced individuals from seven represen-
tative groups across the native and invasive regions, including two 
previously suggested ancestor populations to the introduced US 
populations (Evans et al., 2000; Idrissou et al., 2019). The selection 
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signatures and candidate genes associated with local adaptation in 
response to novel environments were identified by comparing the 
genomes of the introduced US population with its African ancestor 
populations using analysis of gene– environment association.

2  | MATERIAL S AND METHODS

2.1 | Sampling and DNA extraction

Since previous studies suggested that Tanzania and/or South Africa 
were the most likely source populations of beetles introduced into 
the United States (Evans et al., 2000; Idrissou, Huang, et al., 2019), 
we sampled beetles between 2015 and 2018 from infested sta-
tionary Apis mellifera colonies in the native range of the parasite in 
sub- Saharan Africa (Neumann et al., 2013) and the invasive range in 
the United States. The collected samples covered the southern and 
northern limits and the middle of the native range, including South 
Africa, Burkina Faso, Liberia, and Tanzania, respectively, as well as 
Louisiana and Maryland in the United States (N = 8– 12; Figure 1). 
Historic samples collected in 1999 from an incipient population in 
South Carolina, United States, were also included (N = 7). To ensure 
taxonomic status, samples were first confirmed as SHB using mor-
phometrics (Neumann et al., 2013). Then, their COI gene sequences 
were aligned with those of already identified SHB (GenBank acces-
sion MK025192.1) (Idrissou, Huang, et al., 2019). High- quality DNAs 
of 64 recent samples were extracted using the NucleoSpin® Tissue 
Kit and fragmented DNA of four historical samples (low quality) 

using a phenol– chloroform extraction protocol (Barnett & Larson, 
2012) following the manufacturer's instruction. TruSeq® DNA PCR- 
Free libraries for each population (2 × 150 bp paired- end reads) were 
prepared for whole- genome sequencing with the Illumina NovaSeq 
S4 and NovaSeq 6000 (only for Tanzania samples) sequencers fol-
lowing standard procedures.

2.2 | Quality control and read mapping

We estimated the quality of the raw sequencing data of SHB sam-
ples using FastQC v0.11.5 (https://www.bioin forma tics.babra ham.
ac.uk/proje cts/fastq c/). Low- quality bases and adaptors, as well as 
short reads, were removed and trimmed with fastp v0.12.5 (settings: 
- q 15 - l 20; Chen et al., 2018). The same processes were applied to 
the five publicly available sequence sets from the Asian longhorned 
beetle, Anoplophora glabripennis (accession number: PRJNA167479; 
McKenna et al., 2016), that were used as an out- group. The ob-
tained clean reads were mapped to the SHB reference genome using 
Burrows- Wheeler Aligner (bwa mem) v0.7.13 with default param-
eters and “M” flag to mark the shorter alignments as secondary (Li 
& Durbin, 2009).

2.3 | Variant calling and genotyping

Single nucleotide polymorphisms (SNPs) were called following the 
recommended variant calling steps of the Genome Analysis Toolkit 

F I G U R E  1   Global distribution and sampling of the adult small hive beetles, Aethina tumida. Orange areas indicate records of A. tumida 
in the native range in sub- Saharan Africa. Black dots indicate the sampling locations in the United States (Maryland, South Carolina, and 
Louisiana) and sub- Saharan Africa (Liberia, Burkina Faso, Tanzania, and South Africa). The incremental numbers in the circles denote the 
chronological detection of A. tumida invasions globally up to December 2020 (Idrissou, Huang, et al., 2019; León, 2021; Liu et al., 2021)

info:refseq/MK025192.1
https://www.bioinformatics.babraham.ac.uk/projects/fastqc/
https://www.bioinformatics.babraham.ac.uk/projects/fastqc/
info:refseq/PRJNA167479
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HaplotypeCaller v3.8 (McKenna et al., 2010). Due to no known SNP 
data for SHB, a moderate hard- filtering of the SNPs was performed 
(Auwera et al., 2013).

2.4 | Analyses of population relationships

Principal component analyses (PCA) based on all bi- allelic SNPs 
among the 68 SHB individuals were performed using the software 
PLINK v1.9 (Purcell et al., 2007) to identify population structure 
across the geographical location. The first three significant com-
ponents were plotted. Linkage disequilibrium (LD) was estimated 
to reflect recombination history for each SHB population with pro-
gram PopLDdecay (Zhang et al., 2019) by correlation coefficients 
(r2) between SNP pairs (missing call rate <0.1) using software PLINK 
(Purcell et al., 2007). A neighbor- joining (NJ, p- distance, pairwise de-
letion) tree was constructed using MEGA v7.0 (Kumar et al., 2016) 
with the sequences consisting of the whole set of SNPs to present 
the genetic relationships within and among populations. Historical 
samples were excluded because of too many gaps. Bootstrap analy-
ses with 1000 iterations were used to assess the branch reliability. 
Population structure was further analyzed in the program Admixture 
v1.3.0 (Alexander et al., 2009) with the assumed number of ancestral 
populations (K) from 2 to 7. Both analyses were conducted by using 
all non- admixed samples of each group. Cross- validation errors were 
used to estimate a reasonable value of K for model fitness. Based on 
the results of PCA, NJ, and structure analyses, we separated individ-
uals that had apparent stratification within the same population into 
subpopulations for the subsequent analyses. SNPs with a missing 
call rate <0.9 were applied to compute the pairwise kinship coeffi-
cients as well as the population fixation statistic (FST) (20 kb windows 
sliding in 10 kb steps) using VCFtools v0.1.15 (Danecek et al., 2011).

2.5 | Gene– environment association (GEA)

We performed a GEA study using the SHB whole- genome sequenc-
ing data and bioclimatic variables to detect genomic signatures of 
adaptation to climate in SHBs between the native source popula-
tion and introduced one. The genomic data consisted of 11,383,788 
genetic variants (SNPs) genotyped for 30 individuals from an intro-
duced US (Maryland) population and its source (ancestor) popula-
tions in the native range— South Africa and Tanzania, according to 
the relationships of these populations. In this way, we can avoid 
cofounded mutations because of evolutionary history. SNPs with 
minor allele frequency <.05, missing data, and r2 > .4 (Figure S1) were 
filtered out to generate a matrix, which contained 157,556 informa-
tive SNPs (Danecek et al., 2011, 2021; Frichot & François, 2015). 
The publicly available data of bioclimatic variables (~1 km2) were 
downloaded from the WorldClim database (Fick & Hijmans, 2017) 
using geographical coordinates of 3– 4 sites (Table S1) around each 
geographical location of sampling. Considering the environmental 
variables most likely causing strong selection, we summarized the 

minimal mean temperature and the minimum mean precipitation of 
the driest month using PCA, and the first component was used as a 
new variable for each population (Frichot et al., 2013).

The program LFMM (latent factor mixed models) was used to 
find the correlation with environmental gradient after the number 
of latent factors K (individual admixture coefficients or ancestral 
populations) was estimated using snmf() function in LEA (Caye et al., 
2019; Frichot & François, 2015). Following the manual of LFMM, six 
runs with settings (- n 30 - L 157556 - D 1 - K 2 - p 2 - i 500000 - b 
100000) were performed to re- adjust the p- values to increase the 
power of the LFMM test statistic (Caye et al., 2019). The candidate 
loci were adjusted for a false discovery rate (FDR) of 10%.

2.6 | Functional annotation

To assess the potential functionality of genes harboring these can-
didate loci, SNPs across populations of South Africa, Tanzania, and 
the United States (Maryland) were annotated by a homology- based 
method with the GFF gene models of A. tumida (Evans et al., 2018) 
via SnpEff (snpEff_v4_5covid19_core) eliminating any upstream 
and downstream effects by using "- ud 0" (Cingolani et al., 2012). 
The accession numbers of the identified protein- coding genes in 
SHBs were used to retrieve corresponding protein sequences that 
were aligned to the model beetle species Tribolium castaneum pro-
tein sequences (Tcas 5.3; Poelchau et al., 2015) using BLASTP in 
BLAST+2.10.1 (Camacho et al., 2009). To gain insight into potential 
biological functions that are likely to be involved in adaptive evolu-
tion toward diverse climates, the mapped T. castaneum protein se-
quences of these genes were submitted to Panther 15.0 (Thomas 
et al., 2003) for gene ontology (GO). The protein sequences of the 
identified SHB genes were submitted to the webserver of Kobas 
3.0 (Xie et al., 2011) for Kyoto Encyclopedia of Genes and Genomes 
(KEGG) pathway enrichment analysis, with the T. castaneum genes 
as a reference gene set. A cutoff of 0.05 for FDR (Benjamini and 
Hochberg) was used to determine the significant level of enriched 
pathways (Thomas et al., 2003).

2.7 | Data analysis and visualization

The phylogenetic tree was visualized in FigTree v1.4.4 (https://
github.com/ramba ut/figtr ee/relea ses/download). In R (R Core Team, 
2013), the PCA and Manhattan graphs were plotted using “plot ()” 
and “qqman” (Turner, 2014), respectively.

3  | RESULTS

3.1 | Data processing

The 64 recent samples generated an average number of 70.6 million 
paired- end reads of 150 bp read length, and on average, 22.98 million 

https://github.com/rambaut/figtree/releases/download
https://github.com/rambaut/figtree/releases/download
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such reads were obtained for the four historical specimens (Table 
S2). Analyzing these 68 samples together with five Anoplophora 
glabripennis individuals yielded a set of 11,465,251 SNPs after a 
moderate hard- filtering step (about 70% variants remaining).

3.2 | Population structure

The PCA analysis showed that SHB samples formed three major clus-
ters, among which the Burkinabe population had two apparent strati-
fications: one similar to the Liberian population and one independent 
cluster. The remaining SHB samples from South Africa, Tanzania, and 
the United States clustered together (Figure 2a,b). These relations 
were further reflected by the neighbor- joining (NJ) tree (Figure 2c). 
These results were also consistent with the assignment by the soft-
ware Admixture (Figure 2d). Changing the number of presumed an-
cestral populations (K) disclosed genetically distinct clusters that 
mirrored both geographic proximity and gene flow. When K = 4 
(determined as the best fit model), a similar structure was found 
between the Liberian and Burkinabe populations, as well as for the 
South African, Tanzanian, and American populations (Figure 2d). 

These results supported that South Africa and Tanzania populations 
were genetically close, and South Africa and Tanzania populations 
were reconfirmed as the ancestor populations of the US one.

FST values (Figure S2) between populations showed little ge-
netic differentiation between the United States (South Carolina) and 
South Africa/Tanzania (0.0149 and 0.0089, respectively) and moder-
ate genetic differentiation between the US populations of Maryland 
and Louisiana and that of South African and Tanzanian populations 
(0.1476– 0.1772).

3.3 | Identification of outlier loci

The individual admixture coefficients among South Africa, Tanzania, 
and the United States (Maryland) were estimated as K = 2 (Figure 
S3a– b), and a list of 3049 candidate loci out of 157,556 variants 
(1.94%) associated with environmental gradients was obtained with 
an expected FDR level of 10% (Figure 3a). The majority of these loci 
were placed in intergenic and intron regions (Figure 3b), which in-
volved 874 genes including nine pseudogenes and 10 genes of pre-
dicted non- protein- coding transcripts.

F I G U R E  2   Population structure. (a– b) Two- way PCA plots of the first two components (a: PC1 and PC3; b: PC1 and PC2) of the seven 
small hive beetles, A. tumida, populations. Each A. tumida population is represented in a color. (c), Neighbor- joining phylogenetic tree of 
A. tumida populations derived from 1000 bootstrap replicates using program MEGA. Historical samples were excluded due to too many 
gaps. The tree was rooted with A. glabripennis. The scale bar indicates the evolutionary distances estimated by the p- distance model. (d), 
Admixture of the A. tumida populations. The sample types were on the top (recent or historical samples), and geographic locations are at the 
bottom. The partition of each colored segment indicates the percentage of each sample's genome from K = 4 to 5 ancestral populations, in 
which K = 4 is the best fit model based on the cross- validation error estimate using program Admixture
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3.4 | Function classification and 
pathway enrichment

The mapped protein sequences of 737 unique homologs in T. cas-
taneum were predominantly involved in molecular function such 
as “binding,” “catalytic activity,” and “molecular function regulator” 
(Figure S4a), as well as biological processes including “cellular pro-
cess,” “biological regulation,” and “metabolic process” (Figure S4b). 
The enrichment of pathways further suggested their interactions 
among these genes. Six pathways were significantly enriched (cor-
rected p- values < .05) with four displayed in Figure 4a– b and another 
two “Hippo signaling pathway” and “Neuroactive ligand- receptor in-
teraction” in Table S3. Two top enriched pathways, “Notch signal-
ing pathway” and “Wnt signaling pathway,” are shown to interplay. 
Forty- nine genes associated with these pathways were summarized 
in Table S4, in which some were involved in multiple pathways.

4  | DISCUSSION

In this study, we characterized the relationships of seven representa-
tive SHB populations across native and introduced ranges and the 
genomic response to local adaptation. We verified the ancestor 
populations of the SHBs introduced into the United States. Our as-
sociation analysis between loci and environmental gradients using 
LFMM led to insights into the evolutionary history and genetic 

basis of local adaptation between the introduced population and 
its ancestor populations. Analysis of gene– environment association 
identified 3049 genome sites located in 874 genes. Functional an-
notation showed that several top enriched pathways reflected by 
49 genes were closely related to growth and reproduction, which 
seemed to parallel the behavioral differences between introduced 
and native SHB populations and may reflect their local adaptations. 
These results supported our hypothesis that genes associated with 
reproduction and body size have been involved in the adaptive evo-
lution of invasive SHBs.

By comparing the samples of introduced populations with their 
ancestor populations, we found little differentiation across the ge-
nome and a majority of variants (63%) that were non- coding tran-
script variants located in intergenic and intron regions. However, 
these outlier variants by GEA analysis indicated that allele frequen-
cies differed strikingly between the introduced and their ancestral 
populations. The designed comparison in combination with the 
LFMM method that considered confounding factors and genotype– 
environmental analyses allowed us to identify reliable polygenetic 
signatures of recent adaptation, because the random drifts and the 
cofounding factors influence the correlation with environment gra-
dient and this method had more power than the FST outlier tests 
(Caye et al., 2019; Welles & Dlugosch, 2019). As for the environ-
mental variables used in this study, maximum temperatures were not 
included because they were similar across populations and would 
result in an identical first principal component which was not helpful 

F I G U R E  3   Outlier SNPs (false 
discovery rate = 10%) and the 
distributions of variants in genomic 
regions. (a) Distribution of outlier SNPs 
on the first 32 contigs. The SNPs for 
each contig are distinguished by black 
and red dots, whereas the outlier dots, 
−log10(adjusted p- value) > 2.713, are 
highlighted in green. The names of contigs 
on the x- axis are abbreviated to four 
digits, for example, the first one referring 
“NW_017852934.1”. (b) The distribution 
of variants in genomic regions excluding 
upstream and downstream effects of each 
SNP
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to screen selection signatures of environmental adaptation across 
genomes. We were aware that most variants would be located out-
side coding genes as discovered by the extensive genome- wide as-
sociation studies, and most often one tended to focus on those on 
protein- coding exons (Giral et al., 2018; Maurano et al., 2012).

An increasing number of studies have shown that phenotypic 
variability could be influenced by genetic variations outside of cod-
ing genes acting as regulatory elements such as enhancers and/or 
involving in transcriptional regulation (Giral et al., 2018; Perenthaler 
et al., 2019). Such variants associated with diseases and specific 
traits have been reported in humans and insects (Giral et al., 2018; 
Kocher et al., 2018; Zhao et al., 2017). Indeed, many differentiated 
SNPs found in the introns or untranslated regions faced a selective 
sweep in the introduced population in contrast to a great deal of 
standing genetic variation in native populations (Perenthaler et al., 
2019). Recent genomic studies provide increasing evidence for the 
role of standing genetic variation as the predominant source in fast 
local adaptation of invasive species, as opposed to new mutations 

(Lai et al., 2019; Prentis et al., 2008), because beneficial alleles are 
often immediately available from standing variation and usually start 
at higher frequencies than the newly emerged ones, as well as en-
able beneficial alleles to spread and fix within the population rap-
idly when environmental changes occur (Barrett & Schluter, 2008; 
Hermisson & Pennings, 2017). Similarly, our analyses showed that 
multiple loci are likely linked to the local adaptation or differentia-
tion of SHBs between native and introduced populations, which had 
a handful of intronic SNPs with extreme allele frequency difference 
~20 years post- invasion in the United States (Hood, 2000).

The functions of genes identified to be associated with local 
adaptation in this study seemed to reflect the current obvious dif-
ferences of SHBs found in the United States and native range, for 
example, in body size and fertility. Two of the enriched pathways, 
the Apoptosis and the Hippo signaling pathways, appeared to play a 
key role in adaptive growth. In insects, genes that encode ecdysone- 
related proteins such as “ecdysone- induced protein 74EF- like” and 
“ecdysone receptor- like” that participate in apoptosis are crucial 

F I G U R E  4   Enriched KEGG terms based on Kobas database. (a) Circular network of the enriched gene terms. Each node represents an 
enriched term, and the node color represents different clusters (C1– C7 and other); the node size represents six levels of enriched p- value, 
node size from small to large: [0.05,1], [0.01,0.05), [0.001,0.01), [0.0001,0.001), [1e−10,0.0001), [0,1e−10); the edge represents correlations 
larger than 0.05. (b) Enriched functions of candidate genes. Each bubble represents an enriched function, and the size of the bubble 
represents six levels of enriched p- value as explained above. The colors of the nodes are the same as the colors in the circular network, 
which represent different clusters (C1– C7 and others). For each cluster, if there are more than five terms, the top five with the highest enrich 
ratio are displayed
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regulators in controlling body size in response to environmental cues 
especially for holometabolous insects during cell death and renewal 
(Nijhout et al., 2014). Parts of this mechanism involve the interplay 
between two hormones, the juvenile hormone (JH) and the molt-
ing hormone ecdysone (Riddiford, 2012; Riddiford et al., 2003). A 
study in the insect, Manduca sexta, showed that thermal effects on 
developmental duration were due to changes in the length of time 
from critical weight to molting, indicating that the removal of JH or 
the secretion of ecdysone might be strongly temperature- sensitive 
(Davidowitz et al., 2004). Within insect species, generally, adults of 
populations from higher altitudes or latitudes are generally larger 
than those from lower altitudes or latitudes (Arnett & Gotelli, 1999; 
Hernández- L et al., 2010; James et al., 1997). Despite lacking sys-
tematic studies that compare the biometrics of adult SHBs between 
the introduced and ancestor populations, the body size of current 
adult SHBs of introduced populations in northern regions of the 
United States tends to be larger than for adults of its invasion in 
southern regions, analogous to ancestors in South Africa or Tanzania, 
that is, when we compared the northern US wild adult SHBs from 
Maryland (male body length: 5.7 ± 0.3 mm, female body length: 
6.3 ± 0.4 mm, unpublished data) with historical data of mean val-
ues of two southern states: South Carolina and Georgia (male body 
length: 5.5 ± 0.01 mm, female body length: 5.7 ± 0.02 mm; Ellis et al., 
2002). However, besides temperature, nutrition can alter growth 
rates as well (Nijhout et al., 2014; Robertson, 1963). Thus, systematic 
morphometric comparisons of samples adapted in different latitudes 
and reared in the same environment will be indispensable to provide 
evidence for this regard. A gene coding the “transcriptional coact-
ivator YAP1- A” is one of the key and major effectors of the Hippo 
pathway, as suggested by its name the major and best- characterized 
function is its transcription coactivator activity (Ma et al., 2019). This 
pathway is an evolutionarily conserved signaling cascade regulating 
numerous biological processes, including cell growth, organ size con-
trol, and regeneration (Dong et al., 2007; Ma et al., 2019). The dele-
tion of YAP in mice suppressed the overgrowth phenotypes (Zhou 
et al., 2011). Notably, some gene members of this pathway were 
highly enriched for cold- adapted honeybees, A. mellifera sinisxinyuan 
n.ssp (Chen et al., 2016). This pathway has also been suggested to be 
involved in thermal tolerance by upregulation (Cheng et al., 2020). 
Taken together, the control of growth and related physiological re-
sponses can be important aspects for SHBs during adaptation to 
novel habitats.

Another interesting characteristic is that the roles of other en-
riched pathways paralleled the behavioral differences between 
introduced and native populations. SHB mass production of thou-
sands of larvae is often observed in European- derived honeybee 
colonies in the introduced areas, while being very rare in colonies 
of African honeybee subspecies, A. m. scutellata and A. m. capensis 
(Idrissou, Huang, et al., 2019; Neumann et al., 2018). This remark-
able difference apparently reflects the high degree of ovary activa-
tion, reproduction capacity, and evolutionary divergence, perhaps 
in response to novel habitats with not only different climates but 

enemy release as well as host shifts with less constraint (Neumann 
et al., 2016). Wnt and Notch are ancient and conserved cell signaling 
pathways across animals, which interplay and regulate gene expres-
sion in developments including posterior growth, axis patterning in 
embryogenesis, control of the sexually dimorphic development of 
reproductive organs, oogenesis, and reproduction (Chesebro et al., 
2013; Duncan et al., 2016; Guruharsha et al., 2012; Hayward et al., 
2005; Martin & Kimelman, 2009; Murat et al., 2010). One specific 
gene coding the “WNT1- inducible- signaling pathway protein 1” had 
the largest number of outlier SNPs (Table S4), which may indicate the 
strong selection on the Wnt signaling pathway. Intriguingly, recent 
studies have shown that the Notch cell signaling has a functional 
role in repressing the development of honeybee- worker ovaries and 
the chemical inhibitor of Notch signaling increased the proportion 
of bees with active ovaries (Duncan et al., 2016). Also, the analyses 
of differentially expressed RNAs in different phases of the queens 
revealed a few significantly enriched pathways including Notch and 
Wnt that are closely related to oviposition (Chen et al., 2017). The 
two studies demonstrated that the queen pheromone is essentially 
the causal factor associated with the Notch receptor degradation 
and loss of Notch signaling in honeybees. The use or impact of host- 
related chemicals such as honeybee alarm pheromones by SHBs has 
been reported (Torto et al., 2007). It is worth investigating whether 
the mass reproduction of SHBs in abandoned colonies or colonies of 
defense fails is resulted from lacking or weak queen pheromone that 
inhabits SHBs’ ovary activation and development.

Although these pathways discussed above do not seem to di-
rectly correlate with adaptation to different climate regimes, the 
genes might be evolutionarily convergent due to selection reflecting 
diverse ecological factors. Selection also affects the frequency of 
linked variants because of hitchhiking, which generates genomic di-
vergence between populations experiencing different environments 
(Garner et al., 2018; Montero- Mendieta et al., 2019; Sabeti et al., 
2007). Nevertheless, our results support our hypothesis that genes 
associated with reproduction and body size are involved in the adap-
tive evolution of SHBs.

5  | CONCLUSION

We here explored genetic bases for the adaptation of invasive spe-
cies to novel environments. The identified genes may directly con-
tribute to the invasion success of a destructive bee parasite (Idrissou, 
Huang, et al., 2019; Neumann et al., 2016). Overall, this enhanced 
genomic knowledge has improved our understanding of the underly-
ing mechanisms and ecological factors driving adaptation of invasive 
species. In addition, this data set will perhaps constitute a start for 
future evolutionary genomics of invasive species, enabling to tackle 
further key factors explaining their successful adaptation to novel 
environments, ranging from enemy release (Liu & Stiling, 2006; 
Torchin et al., 2003) to host shifts (Singh et al., 2020; Woolhouse 
et al., 2005).



15788  |     LIU et aL.

ACKNOWLEDG EMENTS
We very much thank Franck Ouessou Idrissou and Dawn Lopez 
for their contribution to the collection of small hive beetles. We 
are grateful for the kind help of Vidhya Jagannathan for her in-
struction on the mining of sequence data. Computational analyses 
were supported by the UBELIX (http://www.id.unibe.ch/hpc) the 
HPC cluster, Interfaculty Bioinformatics Unit (https://www.bioin 
forma tics.unibe.ch/) at the University of Bern, and the Vital- IT 
software stack (https://www.vital - it.ch) of the Swiss Institute of 
Bioinformatics.

CONFLIC T OF INTERE S T
The authors declare no conflict of interest.

AUTHOR CONTRIBUTION
Yuanzhen Liu: Conceptualization (lead); Data curation (lead); Formal 
analysis (lead); Investigation (lead); Methodology (lead); Resources 
(supporting); Software (lead); Validation (lead); Visualization (lead); 
Writing- original draft (lead); Writing- review & editing (equal). Jan 
Henkel: Formal analysis (supporting); Writing- review & editing 
(supporting). Alexis Beaurepaire: Writing- review & editing (equal). 
Jay Daniel Evans: Methodology (equal); Resources (supporting); 
Supervision (equal); Writing- review & editing (supporting). Peter 
Neumann: Conceptualization (equal); Funding acquisition (lead); 
Investigation (supporting); Project administration (lead); Resources 
(lead); Supervision (supporting); Writing- review & editing (sup-
porting). Qiang Huang: Conceptualization (equal); Funding acquisi-
tion (lead); Investigation (supporting); Methodology (supporting); 
Supervision (equal); Writing- review & editing (equal).

DATA AVAIL ABILIT Y S TATEMENT
Sequences associated with this study have been deposited at the 
NCBI Sequence Read Archive: https://trace.ncbi.nlm.nih.gov/Trace 
s/sra/?study =SRP30 5033 under project No. PRJNA698343.

ORCID
Yuanzhen Liu  https://orcid.org/0000-0003-0212-0674 
Alexis Beaurepaire  https://orcid.org/0000-0002-9832-5609 
Jay D. Evans  https://orcid.org/0000-0002-0036-4651 
Peter Neumann  https://orcid.org/0000-0001-5163-5215 
Qiang Huang  https://orcid.org/0000-0001-5528-5099 

R E FE R E N C E S
Al Toufailia, H., Alves, D. A., Bená, D. D. C., Bento, J. M. S., Iwanicki, N. S. 

A., Cline, A. R., Ellis, J. D., & Ratnieks, F. L. W. (2017). First record of 
small hive beetle, Aethina tumida Murray, South America. Journal of 
Apicultural Research, 56(1), 76– 80. https://doi.org/10.1080/00218 
839.2017.1284476

Alexander, D. H., Novembre, J., & Lange, K. (2009). Fast model- based 
estimation of ancestry in unrelated individuals. Genome Research, 
19(9), 1655– 1664. https://doi.org/10.1101/gr.094052.109

Annand, N. (2011). Investigations on small hive beetle biology to develop 
better control options. MSc thesis, University of Western Sydney, 
Australia.

Arnett, A. E., & Gotelli, N. J. (1999). Geographic variation in life- history 
traits of the ant lion, Myrmeleon immaculatus: Evolutionary implica-
tions of Bergmann's rule. Evolution, 53(4), 1180– 1188.

Barnett, R., & Larson, G. (2012). A phenol- chloroform protocol for ex-
tracting DNA from ancient samples. Methods in Molecular Medicine, 
840, 13– 19. https://doi.org/10.1007/978- 1- 61779 - 516- 9_2

Barrett, R. D., & Schluter, D. (2008). Adaptation from standing genetic 
variation. Trends in Ecology and Evolution, 23(1), 38– 44. https://doi.
org/10.1016/j.tree.2007.09.008

Beaurepaire, A. L., Moro, A., Mondet, F., Le Conte, Y., Neumann, P., & 
Locke, B. (2019). Population genetics of ectoparasitic mites sug-
gest arms race with honeybee hosts. Scientific Reports, 9(1), 11355. 
https://doi.org/10.1038/s4159 8- 019- 47801 - 5

Bradshaw, C. J. A., Leroy, B., Bellard, C., Roiz, D., Albert, C., Fournier, 
A., Barbet- Massin, M., Salles, J.- M., Simard, F., & Courchamp, F. 
(2016). Massive yet grossly underestimated global costs of invasive 
insects. Nature Communications, 7(1), 1– 8. https://doi.org/10.1038/
ncomm s12986

Calderón, R. A., & Ramírez, M. (2019). New record of the small hive 
beetle, Aethina tumida, in Africanized honey bee colonies in Costa 
Rica. Bee World, 96(3), 87– 89. https://doi.org/10.1080/00057 
72x.2019.1579294

Camacho, C., Coulouris, G., Avagyan, V., Ma, N., Papadopoulos, 
J., Bealer, K., & Madden, T. L. (2009). BLAST+: Architecture 
and applications. BMC Bioinformatics, 10(1), 421. https://doi.
org/10.1186/1471- 2105- 10- 421

Caye, K., Jumentier, B., Lepeule, J., & Francois, O. (2019). LFMM 2: 
Fast and accurate inference of gene- environment associations in 
genome- wide studies. Molecular Biology and Evolution, 36(4), 852– 
860. https://doi.org/10.1093/molbe v/msz008

Cervancia, C. R., de Guzman, L. I., Polintan, E. A., Dupo, A. L. B., & Locsin, 
A. A. (2016). Current status of small hive beetle infestation in the 
Philippines. Journal of Apicultural Research, 55(1), 74– 77. https://doi.
org/10.1080/00218 839.2016.1194053

Chen, C., Liu, Z., Pan, Q., Chen, X., Wang, H., Guo, H., Liu, S., Lu, H., Tian, 
S., Li, R., & Shi, W. (2016). Genomic analyses reveal demographic 
history and temperate adaptation of the newly discovered honey 
bee subspecies Apis mellifera sinisxinyuan n. ssp. Molecular Biology 
and Evolution, 33(5), 1337– 1348. https://doi.org/10.1093/molbe v/
msw017

Chen, S., Zhou, Y., Chen, Y., & Gu, J. (2018). fastp: An ultra- fast all- in- one 
FASTQ preprocessor. Bioinformatics, 34(17), i884– i890. https://doi.
org/10.1093/bioin forma tics/bty560

Chen, X., Ma, C. E., Chen, C., Lu, Q., Shi, W., Liu, Z., Wang, H., & Guo, H. 
(2017). Integration of lncRNA- miRNA- mRNA reveals novel insights 
into oviposition regulation in honey bees. PeerJ, 5, e3881. https://
doi.org/10.7717/peerj.3881

Cheng, J., Su, Q. I., Xia, J., Yang, Z., Shi, C., Wang, S., Wu, Q., Li, C., & Zhang, 
Y. (2020). Comparative transcriptome analysis of differentially 
expressed genes in Bradysia odoriphaga Yang et Zhang (Diptera: 
Sciaridae) at different acute stress temperatures. Genomics, 112(5), 
3739– 3750. https://doi.org/10.1016/j.ygeno.2020.04.019

Chesebro, J. E., Pueyo, J. I., & Couso, J. P. (2013). Interplay between a 
Wnt- dependent organiser and the Notch segmentation clock regu-
lates posterior development in Periplaneta americana. Biology Open, 
2(2), 227– 237. https://doi.org/10.1242/bio.20123699

Cingolani, P., Platts, A., Wang, L. L., Coon, M., Nguyen, T., Wang, L., 
Land, S. J., Lu, X., & Ruden, D. M. (2012). A program for annotating 
and predicting the effects of single nucleotide polymorphisms, 
SnpEff: SNPs in the genome of Drosophila melanogaster strain 
w1118; iso- 2; iso- 3. Fly, 6(2), 80– 92. https://doi.org/10.4161/
fly.19695

Colautti, R. I., & Lau, J. A. (2015). Contemporary evolution during in-
vasion: Evidence for differentiation, natural selection, and local 

http://www.id.unibe.ch/hpc
https://www.bioinformatics.unibe.ch/
https://www.bioinformatics.unibe.ch/
https://www.vital-it.ch
https://trace.ncbi.nlm.nih.gov/Traces/sra/?study=SRP305033
https://trace.ncbi.nlm.nih.gov/Traces/sra/?study=SRP305033
info:x-wiley/peptideatlas/PRJNA698343
https://orcid.org/0000-0003-0212-0674
https://orcid.org/0000-0003-0212-0674
https://orcid.org/0000-0002-9832-5609
https://orcid.org/0000-0002-9832-5609
https://orcid.org/0000-0002-0036-4651
https://orcid.org/0000-0002-0036-4651
https://orcid.org/0000-0001-5163-5215
https://orcid.org/0000-0001-5163-5215
https://orcid.org/0000-0001-5528-5099
https://orcid.org/0000-0001-5528-5099
https://doi.org/10.1080/00218839.2017.1284476
https://doi.org/10.1080/00218839.2017.1284476
https://doi.org/10.1101/gr.094052.109
https://doi.org/10.1007/978-1-61779-516-9_2
https://doi.org/10.1016/j.tree.2007.09.008
https://doi.org/10.1016/j.tree.2007.09.008
https://doi.org/10.1038/s41598-019-47801-5
https://doi.org/10.1038/ncomms12986
https://doi.org/10.1038/ncomms12986
https://doi.org/10.1080/0005772x.2019.1579294
https://doi.org/10.1080/0005772x.2019.1579294
https://doi.org/10.1186/1471-2105-10-421
https://doi.org/10.1186/1471-2105-10-421
https://doi.org/10.1093/molbev/msz008
https://doi.org/10.1080/00218839.2016.1194053
https://doi.org/10.1080/00218839.2016.1194053
https://doi.org/10.1093/molbev/msw017
https://doi.org/10.1093/molbev/msw017
https://doi.org/10.1093/bioinformatics/bty560
https://doi.org/10.1093/bioinformatics/bty560
https://doi.org/10.7717/peerj.3881
https://doi.org/10.7717/peerj.3881
https://doi.org/10.1016/j.ygeno.2020.04.019
https://doi.org/10.1242/bio.20123699
https://doi.org/10.4161/fly.19695
https://doi.org/10.4161/fly.19695


     |  15789LIU et aL.

adaptation. Molecular Ecology, 24(9), 1999– 2017. https://doi.
org/10.1111/mec.13162

Colinet, H., Sinclair, B. J., Vernon, P., & Renault, D. (2015). Insects in fluc-
tuating thermal environments. Annual Review Entomology, 60, 123– 
140. https://doi.org/10.1146/annur ev- ento- 01081 4- 021017

Cornelissen, B., Neumann, P., & Schweiger, O. (2019). Global warming 
promotes biological invasion of a honey bee pest. Global Change 
Biology, 25(11), 3642– 3655. https://doi.org/10.1111/gcb.14791

Cuthbertson, A. G. S., Wakefield, M. E., Powell, M. E., Marris, G., 
Anderson, H., Budge, G. E., Mathers, J. J., Blackburn, L. F., & Brown, 
M. A. (2013). The small hive beetle Aethina tumida: A review of its 
biology and control measures. Current Zoology, 59(5), 644– 653. 
https://doi.org/10.1093/czool o/59.5.644

Danecek, P., Auton, A., Abecasis, G., Albers, C. A., Banks, E., DePristo, M. 
A., Handsaker, R. E., Lunter, G., Marth, G. T., Sherry, S. T., McVean, 
G., & Durbin, R. (2011). The variant call format and VCFtools. 
Bioinformatics, 27(15), 2156– 2158. https://doi.org/10.1093/bioin 
forma tics/btr330

Danecek, P., Bonfield, J. K., Liddle, J., Marshall, J., Ohan, V., Pollard, M. 
O., Whitwham, A., Keane, T., McCarthy, S. A., Davies, R. M., & Li, H. 
(2021). Twelve years of SAMtools and BCFtools. Gigascience, 10(2), 
giab008. https://doi.org/10.1093/gigas cienc e/giab008

Davidowitz, G., D’Amico, L. J., & Nijhout, H. F. (2004). The effects of 
environmental variation on a mechanism that controls insect body 
size. Evolutionary Ecology Research, 6(1), 49– 62.

de Guzman, L. I., & Frake, A. M. (2007). Temperature affects Aethina tu-
mida (Coleoptera: Nitidulidae) development. Journal of Apicultural 
Research, 46(2), 88– 93.

Dillon, M. E., & Lozier, J. D. (2019). Adaptation to the abiotic environment 
in insects: The influence of variability on ecophysiology and evo-
lutionary genomics. Current Opinion in Insect Science, 36, 131– 139. 
https://doi.org/10.1016/j.cois.2019.09.003

Dong, J., Feldmann, G., Huang, J., Wu, S., Zhang, N., Comerford, 
S. A., Gayyed, M., Anders, R. A., Maitra, A., & Pan, D. (2007). 
Elucidation of a universal size- control mechanism in Drosophila 
and mammals. Cell, 130(6), 1120– 1133. https://doi.org/10.1016/j.
cell.2007.07.019

Duncan, E. J., Hyink, O., & Dearden, P. K. (2016). Notch signalling medi-
ates reproductive constraint in the adult worker honeybee. Nature 
Communications, 7, 12427. https://doi.org/10.1038/ncomm s12427

Egizi, A., Fefferman, N. H., & Fonseca, D. M. (2015). Evidence that im-
plicit assumptions of ‘no evolution’ of disease vectors in changing 
environments can be violated on a rapid timescale. Philosophical 
Transactions of the Royal Society B: Biological Sciences, 370(1665), 
20140136. https://doi.org/10.1098/rstb.2014.0136

Ellis, J. D. (2003). The ecology and control of small hive beetles (Aethina 
tumida Murray). Insectes Sociaux, 50, 286– 291.

Ellis, J. D., Delaplane, K. S., & Hood, W. M. (2002). Small hive beetle 
(Aethina tumida Murray) weight, gross biometry, and sex proportion 
at three locations in the southeastern United States. American Bee 
Journal, 142(7), 520– 522.

Evans, J. D., McKenna, D., Scully, E., Cook, S. C., Dainat, B., Egekwu, N., 
Grubbs, N., Lopez, D., Lorenzen, M. D., Reyna, S. M., Rinkevich, F. 
D., Neumann, P., & Huang, Q. (2018). Genome of the small hive bee-
tle (Aethina tumida, Coleoptera: Nitidulidae), a worldwide parasite 
of social bee colonies, provides insights into detoxification and her-
bivory. Gigascience, 7(12), giy138.

Evans, J. D., Pettis, J. S., Hood, W. M., & Shimanuki, H. (2003). Tracking 
an invasive honey bee pest: Mitochondrial DNA variation in North 
American small hive beetles. Apidologie, 34(2), 103– 109. https://doi.
org/10.1051/apido :2003004

Evans, J. D., Pettis, J. S., & Shimanuki, H. (2000). Mitochondrial DNA 
relationships in an emergent pest of honey bees: Aethina tumida 
(Coleoptera: Nitidulidae) from the United States and Africa. Annals 
of the Entomological Society of America, 93(3), 415– 420.

Fick, S. E., & Hijmans, R. J. (2017). WorldClim 2: New 1- km spatial reso-
lution climate surfaces for global land areas. International Journal of 
Climatology, 37(12), 4302– 4315. https://doi.org/10.1002/joc.5086

Frichot, E., & François, O. (2015). LEA: An R package for landscape and 
ecological association studies. Methods in Ecology and Evolution, 
6(8), 925– 929. https://doi.org/10.1111/2041- 210X.12382

Frichot, E., Schoville, S. D., Bouchard, G., & François, O. (2013). Testing 
for associations between loci and environmental gradients using 
latent factor mixed models. Molecular Biology and Evolution, 30(7), 
1687– 1699. https://doi.org/10.1093/molbe v/mst063

Gardner, J. L., Peters, A., Kearney, M. R., Joseph, L., & Heinsohn, R. (2011). 
Declining body size: A third universal response to warming? Trends 
in Ecology & Evolution, 26(6), 285– 291. https://doi.org/10.1016/j.
tree.2011.03.005

Garner, A. G., Goulet, B. E., Farnitano, M. C., Molina- Henao, Y. F., & 
Hopkins, R. (2018). Genomic signatures of reinforcement. Genes, 
9(4), 191. https://doi.org/10.3390/genes 9040191

Giral, H., Landmesser, U., & Kratzer, A. (2018). Into the wild: GWAS ex-
ploration of non- coding RNAs. Frontiers in Cardiovascular Medicine, 
5, 181. https://doi.org/10.3389/fcvm.2018.00181

Gonthier, J., Papach, A., Straub, L., Campbell, J. W., Williams, G. R., & 
Neumann, P. (2019). Bees and flowers: How to feed an invasive 
beetle species. Ecology and Evolution, 9(11), 6422– 6432. https://
doi.org/10.1002/ece3.5217

Guruharsha, K. G., Kankel, M. W., & Artavanis- Tsakonas, S. (2012). The 
Notch signalling system: Recent insights into the complexity of 
a conserved pathway. Nature Reviews Genetics, 13(9), 654– 666. 
https://doi.org/10.1038/nrg3272

Hayward, P., Brennan, K., Sanders, P., Balayo, T., DasGupta, R., Perrimon, 
N., & Arias, A. M. (2005). Notch modulates Wnt signalling by asso-
ciating with Armadillo/β- catenin and regulating its transcriptional 
activity. Development, 132(8), 1819– 1830. https://doi.org/10.1242/
dev.01724

Hermisson, J., & Pennings, P. S. (2017). Soft sweeps and beyond: 
Understanding the patterns and probabilities of selection foot-
prints under rapid adaptation. Methods in Ecology and Evolution, 
8(6), 700– 716. https://doi.org/10.1111/2041- 210X.12808

Hernández- L, N., Barragán, Á. R., Dupas, S., Silvain, J.- F., & Dangles, O. 
(2010). Wing shape variations in an invasive moth are related to 
sexual dimorphism and altitude. Bulletin of Entomological Research, 
100(5), 529– 541. https://doi.org/10.1017/S0007 48530 999054X

Hood, W. M. (2000). Overview of the small hive beetle, Aethina tumida, 
North America. Bee World, 81(3), 129– 137.

Huey, R. B., Gilchrist, G. W., Carlson, M. L., Berrigan, D., & Serra, L. 
(2000). Rapid evolution of a geographic cline in size in an intro-
duced fly. Science, 287(5451), 308– 309.

Idrissou, F., Huang, Q., Yanez, O., & Neumann, P. (2019). International 
beeswax trade facilitates small hive beetle invasions. Scientific 
Reports, 9(1), 10665. https://doi.org/10.1038/s4159 8- 019- 47107 - 6

Idrissou, F., Straub, L., & Neumann, P. (2019). Keeping a low profile: Small 
hive beetle reproduction in African honeybee colonies. Agricultural 
and Forest Entomology, 21(1), 136– 138. https://doi.org/10.1111/
afe.12306

James, A. C., Azevedo, R. B. R., & Partridge, L. (1997). Genetic and en-
vironmental responses to temperature of Drosophila melanogaster 
from a latitudinal cline. Genetics, 146(3), 881– 890.

Keller, R. P., Drake, J. M., & Lodge, D. M. (2007). Fecundity as a 
basis for risk assessment of nonindigenous freshwater mol-
luscs. Conservation Biology, 21(1), 191– 200. https://doi.
org/10.1111/j.1523- 1739.2006.00563.x

Keller, R. P., Geist, J., Jeschke, J. M., & Kühn, I. (2011). Invasive species in 
Europe: Ecology, status, and policy. Environmental Sciences Europe, 
23(1), 1– 17. https://doi.org/10.1186/2190- 4715- 23- 23

Klok, C. J., & Harrison, J. F. (2013). The temperature size rule in arthro-
pods: Independent of macro- environmental variables but size 

https://doi.org/10.1111/mec.13162
https://doi.org/10.1111/mec.13162
https://doi.org/10.1146/annurev-ento-010814-021017
https://doi.org/10.1111/gcb.14791
https://doi.org/10.1093/czoolo/59.5.644
https://doi.org/10.1093/bioinformatics/btr330
https://doi.org/10.1093/bioinformatics/btr330
https://doi.org/10.1093/gigascience/giab008
https://doi.org/10.1016/j.cois.2019.09.003
https://doi.org/10.1016/j.cell.2007.07.019
https://doi.org/10.1016/j.cell.2007.07.019
https://doi.org/10.1038/ncomms12427
https://doi.org/10.1098/rstb.2014.0136
https://doi.org/10.1051/apido:2003004
https://doi.org/10.1051/apido:2003004
https://doi.org/10.1002/joc.5086
https://doi.org/10.1111/2041-210X.12382
https://doi.org/10.1093/molbev/mst063
https://doi.org/10.1016/j.tree.2011.03.005
https://doi.org/10.1016/j.tree.2011.03.005
https://doi.org/10.3390/genes9040191
https://doi.org/10.3389/fcvm.2018.00181
https://doi.org/10.1002/ece3.5217
https://doi.org/10.1002/ece3.5217
https://doi.org/10.1038/nrg3272
https://doi.org/10.1242/dev.01724
https://doi.org/10.1242/dev.01724
https://doi.org/10.1111/2041-210X.12808
https://doi.org/10.1017/S000748530999054X
https://doi.org/10.1038/s41598-019-47107-6
https://doi.org/10.1111/afe.12306
https://doi.org/10.1111/afe.12306
https://doi.org/10.1111/j.1523-1739.2006.00563.x
https://doi.org/10.1111/j.1523-1739.2006.00563.x
https://doi.org/10.1186/2190-4715-23-23


15790  |     LIU et aL.

dependent. Integrative and Comparative Biology, 53(4), 557– 570. 
https://doi.org/10.1093/icb/ict075

Kocher, S. D., Mallarino, R., Rubin, B. E. R., Yu, D. W., Hoekstra, H. E., 
& Pierce, N. E. (2018). The genetic basis of a social polymorphism 
in halictid bees. Nature Communications, 9(1), 4338. https://doi.
org/10.1038/s4146 7- 018- 06824 - 8

Kumar, S., Stecher, G., & Tamura, K. (2016). MEGA7: Molecular evolu-
tionary genetics analysis version 7.0 for bigger datasets. Molecular 
Biology and Evolution, 33(7), 1870– 1874. https://doi.org/10.1093/
molbe v/msw054

Lai, Y.- T., Yeung, C. K. L., Omland, K. E., Pang, E.- L., Hao, Y. U., Liao, B.- 
Y., Cao, H.- F., Zhang, B.- W., Yeh, C.- F., Hung, C.- M., Hung, H.- Y., 
Yang, M.- Y., Liang, W., Hsu, Y.- C., Yao, C.- T., Dong, L. U., Lin, K., & Li, 
S.- H. (2019). Standing genetic variation as the predominant source 
for adaptation of a songbird. Proceedings of the National Academy of 
Sciences of the United States of America, 116(6), 2152– 2157. https://
doi.org/10.1073/pnas.18135 97116

Lee, C. E., & Gelembiuk, G. W. (2008). Evolutionary origins of invasive 
populations. Evolutionary Applications, 1(3), 427– 448. https://doi.
org/10.1111/j.1752- 4571.2008.00039.x

León, D. B. (2021). Small hive beetle infestation (Aethina tumida), 
Colombia. OIE report. https://www.oie.int/wahis_2/publi c/wahid.
php/Revie wrepo rt/Revie w?page_refer =MapFu llEve ntRep ort&re-
por tid=34680 (Accessed on 28 January 2021).

Li, H., & Durbin, R. (2009). Fast and accurate short read alignment with 
Burrows– Wheeler transform. Bioinformatics, 25(14), 1754– 1760. 
https://doi.org/10.1093/bioin forma tics/btp324

Liu, H., & Stiling, P. (2006). Testing the enemy release hypothesis: A 
review and meta- analysis. Biological Invasions, 8(7), 1535– 1545. 
https://doi.org/10.1007/s1053 0- 005- 5845- y

Liu, Y., Han, W., Gao, J., Su, S., Beaurepaire, A., Yañez, O., & Neumann, 
P. (2021). Out of Africa: Novel source of small hive beetles in-
festing Eastern and Western honey bee colonies in China. 
Journal of Apicultural Research, 60(1), 108– 110. https://doi.
org/10.1080/00218 839.2020.1816686

Lockwood, J. L., Hoopes, M. F., & Marchetti, M. P. (2013). Invasion ecol-
ogy. John Wiley & Sons.

Lundie, A. E. (1940). The small hive beetle Aethina tumida, Science Bulletin 
220. Department of Agriculture and Forestry, Government Printer, 
Pretoria, South Africa.

Ma, S., Meng, Z., Chen, R., & Guan, K. L. (2019). The hippo pathway: 
Biology and pathophysiology. Annual Review of Biochemistry, 
88, 577– 604. https://doi.org/10.1146/annur ev- bioch em- 01311 
8- 111829

Martin, B. L., & Kimelman, D. (2009). Wnt signaling and the evolu-
tion of embryonic posterior development. Current Biology, 19(5), 
R215– R219. https://doi.org/10.1016/j.cub.2009.01.052

Maurano, M. T., Humbert, R., Rynes, E., Thurman, R. E., Haugen, E., 
Wang, H., Reynolds, A. P., Sandstrom, R., Qu, H., Brody, J., Shafer, 
A., Neri, F., Lee, K., Kutyavin, T., Stehling- Sun, S., Johnson, A. K., 
Canfield, T. K., Giste, E., Diegel, M., … Stamatoyannopoulos, J. A. 
(2012). Systematic localization of common disease- associated vari-
ation in regulatory DNA. Science, 337(6099), 1190– 1195.

McKenna, A., Hanna, M., Banks, E., Sivachenko, A., Cibulskis, K., 
Kernytsky, A., Garimella, K., Altshuler, D., Gabriel, S., Daly, M., & 
DePristo, M. A. (2010). The genome analysis toolkit: A MapReduce 
framework for analyzing next- generation DNA sequencing data. 
Genome Research, 20(9), 1297– 1303. https://doi.org/10.1101/
gr.107524.110

McKenna, D. D., Scully, E. D., Pauchet, Y., Hoover, K., Kirsch, R., Geib, S. 
M., Mitchell, R. F., Waterhouse, R. M., Ahn, S.- J., Arsala, D., Benoit, 
J. B., Blackmon, H., Bledsoe, T., Bowsher, J. H., Busch, A., Calla, B., 
Chao, H., Childers, A. K., Childers, C., … Richards, S. (2016). Genome 
of the Asian longhorned beetle (Anoplophora glabripennis), a globally 
significant invasive species, reveals key functional and evolutionary 

innovations at the beetle– plant interface. Genome Biology, 17(1), 
227. https://doi.org/10.1186/s1305 9- 016- 1088- 8

Montero- Mendieta, S., Tan, K., Christmas, M. J., Olsson, A., Vila, C., 
Wallberg, A., & Webster, M. T. (2019). The genomic basis of ad-
aptation to high- altitude habitats in the eastern honey bee (Apis 
cerana). Molecular Ecology, 28(4), 746– 760. https://doi.org/10.1111/
mec.14986

Murat, S., Hopfen, C., & McGregor, A. P. (2010). The function and evolu-
tion of Wnt genes in arthropods. Arthropod Structure & Development, 
39(6), 446– 452. https://doi.org/10.1016/j.asd.2010.05.007

Neumann, P., Evans, J. D., Pettis, J. S., Pirk, C. W. W., Schäfer, M. O., 
Tanner, G., & Ellis, J. D. (2013). Standard methods for small hive 
beetle research. Journal of Apicultural Research, 52(4), 1– 32. https://
doi.org/10.3896/IBRA.1.52.4.19

Neumann, P., Pettis, J. S., & Schäfer, M. O. (2016). Quo vadis Aethina tu-
mida? Biology and control of small hive beetles. Apidologie, 47(3), 
427– 466. https://doi.org/10.1007/s1359 2- 016- 0426- x

Neumann, P., Spiewok, S., Pettis, J., Radloff, S. E., Spooner- Hart, R., & 
Hepburn, R. (2018). Differences in absconding between African and 
European honeybee subspecies facilitate invasion success of small 
hive beetles. Apidologie, 49(5), 527– 537. https://doi.org/10.1007/
s1359 2- 018- 0580- 4

Nijhout, H. F., Riddiford, L. M., Mirth, C., Shingleton, A. W., Suzuki, Y., 
& Callier, V. (2014). The developmental control of size in insects. 
Wiley Interdisciplinary Reviews: Developmental Biology, 3(1), 113– 
134. https://doi.org/10.1002/wdev.124

Olazcuaga, L., Loiseau, A., Parrinello, H., Paris, M., Fraimout, A., Guedot, 
C., Diepenbrock, L. M., Kenis, M., Zhang, J., Chen, X., Borowiec, N., 
Facon, B., Vogt, H., Price, D. K., Vogel, H., Prud’homme, B., Estoup, 
A., & Gautier, M. (2020). A whole- genome scan for association with 
invasion success in the fruit fly Drosophila suzukii using contrasts 
of allele frequencies corrected for population structure. Molecular 
Biology and Evolution, 37(8), 2369– 2385. https://doi.org/10.1093/
molbe v/msaa098

Pejchar, L., & Mooney, H. A. (2009). Invasive species, ecosystem services 
and human well- being. Trends in Ecology & Evolution, 24(9), 497– 504. 
https://doi.org/10.1016/j.tree.2009.03.016

Perenthaler, E., Yousefi, S., Niggl, E., & Barakat, T. S. (2019). Beyond the 
exome: The non- coding genome and enhancers in neurodevel-
opmental disorders and malformations of cortical development. 
Frontiers in Cellular Neuroscience, 13, 352. https://doi.org/10.3389/
fncel.2019.00352

Poelchau, M., Childers, C., Moore, G., Tsavatapalli, V., Evans, J., Lee, C.- Y., 
Lin, H., Lin, J.- W., & Hackett, K. (2015). The i5k Workspace@ NAL— 
Enabling genomic data access, visualization and curation of arthro-
pod genomes. Nucleic Acids Research, 43(D1), D714– D719. https://
doi.org/10.1093/nar/gku983

Prentis, P. J., Wilson, J. R., Dormontt, E. E., Richardson, D. M., & Lowe, 
A. J. (2008). Adaptive evolution in invasive species. Trends in 
Plant Science, 13(6), 288– 294. https://doi.org/10.1016/j.tplan 
ts.2008.03.004

Purcell, S., Neale, B., Todd- Brown, K., Thomas, L., Ferreira, M. A. R., 
Bender, D., Maller, J., Sklar, P., de Bakker, P. I. W., Daly, M. J., & 
Sham, P. C. (2007). PLINK: A tool set for whole- genome associa-
tion and population- based linkage analyses. The American Journal of 
Human Genetics, 81(3), 559– 575. https://doi.org/10.1086/519795

R Core Team. (2013). R: A language and environment for statistical comput-
ing. R Foundation for Statistical Computing. https://www.R- proje 
ct.org/.

Renault, D., Laparie, M., McCauley, S. J., & Bonte, D. (2018). Environmental 
adaptations, ecological filtering, and dispersal central to insect 
invasions. Annual Review Entomology, 63, 345– 368. https://doi.
org/10.1146/annur ev- ento- 02011 7- 043315

Riddiford, L. M. (2012). How does juvenile hormone control insect 
metamorphosis and reproduction? General and Comparative 

https://doi.org/10.1093/icb/ict075
https://doi.org/10.1038/s41467-018-06824-8
https://doi.org/10.1038/s41467-018-06824-8
https://doi.org/10.1093/molbev/msw054
https://doi.org/10.1093/molbev/msw054
https://doi.org/10.1073/pnas.1813597116
https://doi.org/10.1073/pnas.1813597116
https://doi.org/10.1111/j.1752-4571.2008.00039.x
https://doi.org/10.1111/j.1752-4571.2008.00039.x
https://www.oie.int/wahis_2/public/wahid.php/Reviewreport/Review?page_refer=MapFullEventReport&reportid=34680
https://www.oie.int/wahis_2/public/wahid.php/Reviewreport/Review?page_refer=MapFullEventReport&reportid=34680
https://www.oie.int/wahis_2/public/wahid.php/Reviewreport/Review?page_refer=MapFullEventReport&reportid=34680
https://doi.org/10.1093/bioinformatics/btp324
https://doi.org/10.1007/s10530-005-5845-y
https://doi.org/10.1080/00218839.2020.1816686
https://doi.org/10.1080/00218839.2020.1816686
https://doi.org/10.1146/annurev-biochem-013118-111829
https://doi.org/10.1146/annurev-biochem-013118-111829
https://doi.org/10.1016/j.cub.2009.01.052
https://doi.org/10.1101/gr.107524.110
https://doi.org/10.1101/gr.107524.110
https://doi.org/10.1186/s13059-016-1088-8
https://doi.org/10.1111/mec.14986
https://doi.org/10.1111/mec.14986
https://doi.org/10.1016/j.asd.2010.05.007
https://doi.org/10.3896/IBRA.1.52.4.19
https://doi.org/10.3896/IBRA.1.52.4.19
https://doi.org/10.1007/s13592-016-0426-x
https://doi.org/10.1007/s13592-018-0580-4
https://doi.org/10.1007/s13592-018-0580-4
https://doi.org/10.1002/wdev.124
https://doi.org/10.1093/molbev/msaa098
https://doi.org/10.1093/molbev/msaa098
https://doi.org/10.1016/j.tree.2009.03.016
https://doi.org/10.3389/fncel.2019.00352
https://doi.org/10.3389/fncel.2019.00352
https://doi.org/10.1093/nar/gku983
https://doi.org/10.1093/nar/gku983
https://doi.org/10.1016/j.tplants.2008.03.004
https://doi.org/10.1016/j.tplants.2008.03.004
https://doi.org/10.1086/519795
https://www.R-project.org/
https://www.R-project.org/
https://doi.org/10.1146/annurev-ento-020117-043315
https://doi.org/10.1146/annurev-ento-020117-043315


     |  15791LIU et aL.

Endocrinology, 179(3), 477– 484. https://doi.org/10.1016/j.
ygcen.2012.06.001

Riddiford, L. M., Hiruma, K., Zhou, X., & Nelson, C. A. (2003). Insights into 
the molecular basis of the hormonal control of molting and meta-
morphosis from Manduca sexta and Drosophila melanogaster. Insect 
Biochemistry and Molecular Biology, 33(12), 1327– 1338. https://doi.
org/10.1016/j.ibmb.2003.06.001

Robertson, F. W. (1963). The ecological genetics of growth in Drosophila 
6. The genetic correlation between the duration of the larval pe-
riod and body size in relation to larval diet. Genetics Research, 4(1), 
74– 92.

Rosenkranz, P., Aumeier, P., & Ziegelmann, B. (2010). Biology and control 
of Varroa destructor. Journal of Invertebrate Pathology, 103(Suppl. 1), 
S96– S119. https://doi.org/10.1016/j.jip.2009.07.016

Sabeti, P. C., Varilly, P., Fry, B., Lohmueller, J., Hostetter, E., Cotsapas, 
C., Xie, X., Byrne, E. H., McCarroll, S. A., Gaudet, R., Schaffner, S. 
F., Lander, E. S., & The International HapMap Consortium. (2007). 
Genome- wide detection and characterization of positive selection 
in human populations. Nature, 449(7164), 913– 918.

Schäfer, M. O., Ritter, W., Pettis, J. S., & Neumann, P. (2011). Concurrent 
parasitism alters thermoregulation in honey bee (Hymenoptera: 
Apidae) winter clusters. Annals of the Entomological Society of 
America, 104(3), 476– 482. https://doi.org/10.1603/an10142

Singh, A., Shaikh, A., Singh, R., & Singh, A. K. (2020). COVID- 19: 
From bench to bed side. Diabetes & Metabolic Syndrome: Clinical 
Research & Reviews, 14(4), 277– 281. https://doi.org/10.1016/j.
dsx.2020.04.011

Spiewok, S., Pettis, J. S., Duncan, M., Spooner- Hart, R., Westervelt, D., & 
Neumann, P. (2007). Small hive beetle, Aethina tumida, populations 
I: Infestation levels of honeybee colonies, apiaries and regions. 
Apidologie, 38(6), 595– 605.

Stedman, M. (2006). Small hive beetle (SHB): Aethina tumida Murray 
(Coleoptera: Nitidulidae). Government of South Australia. Primary 
Industries and Resources for South Australia. Factsheet, 3, 06- 13.

Thomas, P. D., Campbell, M. J., Kejariwal, A., Mi, H., Karlak, B., Daverman, 
R., & Narechania, A. (2003). PANTHER: A library of protein fami-
lies and subfamilies indexed by function. Genome Research, 13(9), 
2129– 2141. https://doi.org/10.1101/gr.772403

Torchin, M. E., Lafferty, K. D., Dobson, A. P., McKenzie, V. J., & Kuris, A. 
M. (2003). Introduced species and their missing parasites. Nature, 
421(6923), 628– 630.

Torto, B., Boucias, D. G., Arbogast, R. T., Tumlinson, J. H., & Teal, P. E. A. 
(2007). Multitrophic interaction facilitates parasite– host relation-
ship between an invasive beetle and the honey bee. Proceedings 
of the National Academy of Sciences of the United States of America, 
104(20), 8374– 8378. https://doi.org/10.1073/pnas.07028 13104

Torto, B., Fombong, A. T., Arbogast, R. T., & Teal, P. E. A. (2010). 
Monitoring Aethina tumida (Coleoptera: Nitidulidae) with baited 
bottom board traps: Occurrence and seasonal abundance in honey 
bee colonies in Kenya. Environmental Entomology, 39(6), 1731– 1736. 
https://doi.org/10.1603/EN10013

Turner, S. D. (2014). qqman: An R package for visualizing GWAS results 
using QQ and manhattan plots. Biorxiv, 005165.

Van der Auwera, G. A., Carneiro, M. O., Hartl, C., Poplin, R., Del Angel, 
G., Levy- Moonshine, A., Jordan, T., Shakir, K., Roazen, D., Thibault, 
J., Banks, E., Garimella, K. V., Altshuler, D., Gabriel, S., & DePristo, 
M. A. (2013). From FastQ data to high- confidence variant calls: The 
genome analysis toolkit best practices pipeline. Current Protocols in 
Bioinformatics, 43(1), 11.

Van der Have, T. M., & De Jong, G. (1996). Adult size in ectotherms: 
Temperature effects on growth and differentiation. Journal of 
Theoretical Biology, 183(3), 329– 340. https://doi.org/10.1006/
jtbi.1996.0224

Walters, R. J., & Hassall, M. (2006). The temperature- size rule in ecto-
therms: May a general explanation exist after all? The American 
Naturalist, 167(4), 510– 523. https://doi.org/10.1086/501029

Wan, F.- H., & Yang, N.- W. (2016). Invasion and management of agricul-
tural alien insects in China. Annual Review of Entomology, 61, 77– 98. 
https://doi.org/10.1146/annur ev- ento- 01071 5- 023916

Welles, S. R., & Dlugosch, K. M. (2019). Population genomics of colo-
nization and invasion. In O. P. Rajora (Ed.), Population genomics: 
Concepts, approaches and applications (pp. 655– 683). Springer 
Nature Switzerland AG. https://doi.org/10.1007/13836_2018_22

Williams, C. K., & Moore, R. J. (1989). Phenotypic adaptation and natural 
selection in the wild rabbit, Oryctolagus cuniculus, in Australia. The 
Journal of Animal Ecology, 58, 495– 507. https://doi.org/10.2307/4844

Woolhouse, M. E. J., Haydon, D. T., & Antia, R. (2005). Emerging patho-
gens: The epidemiology and evolution of species jumps. Trends in 
Ecology & Evolution, 20(5), 238– 244. https://doi.org/10.1016/j.
tree.2005.02.009

Xie, C., Mao, X., Huang, J., Ding, Y., Wu, J., Dong, S., Kong, L., Gao, G., 
Li, C.- Y., & Wei, L. (2011). KOBAS 2.0: A web server for annotation 
and identification of enriched pathways and diseases. Nucleic Acids 
Research, 39(Suppl_2), W316– W322.

Zhang, C., Dong, S.- S., Xu, J.- Y., He, W.- M., & Yang, T.- L. (2019). 
PopLDdecay: A fast and effective tool for linkage disequilibrium 
decay analysis based on variant call format files. Bioinformatics, 
35(10), 1786– 1788. https://doi.org/10.1093/bioin forma tics/bty875

Zhao, W., Rasheed, A., Tikkanen, E., Lee, J.- J., Butterworth, A. S., 
Howson, J. M. M., Assimes, T. L., Chowdhury, R., Orho- Melander, 
M., Damrauer, S., Small, A., Asma, S., Imamura, M., Yamauch, T., 
Chambers, J. C., Chen, P., Sapkota, B. R., Shah, N., Jabeen, S., … 
Saleheen, D. (2017). Identification of new susceptibility loci for 
type 2 diabetes and shared etiological pathways with coronary 
heart disease. Nature Genetics, 49(10), 1450– 1457. https://doi.
org/10.1038/ng.3943

Zhou, D., Zhang, Y., Wu, H., Barry, E., Yin, Y., Lawrence, E., Dawson, D., 
Willis, J. E., Markowitz, S. D., Camargo, F. D., & Avruch, J. (2011). 
Mst1 and Mst2 protein kinases restrain intestinal stem cell prolif-
eration and colonic tumorigenesis by inhibition of Yes- associated 
protein (Yap) overabundance. Proceedings of the National Academy 
of Sciences of the United States of America, 108(49), E1312– E1320. 
https://doi.org/10.1073/pnas.11104 28108

SUPPORTING INFORMATION
Additional supporting information may be found in the online  version 
of the article at the publisher’s website.

How to cite this article: Liu, Y., Henkel, J., Beaurepaire, A., 
Evans, J. D., Neumann, P., & Huang, Q. (2021). Comparative 
genomics suggests local adaptations in the invasive small hive 
beetle. Ecology and Evolution, 11, 15780– 15791. https://doi.
org/10.1002/ece3.8242

https://doi.org/10.1016/j.ygcen.2012.06.001
https://doi.org/10.1016/j.ygcen.2012.06.001
https://doi.org/10.1016/j.ibmb.2003.06.001
https://doi.org/10.1016/j.ibmb.2003.06.001
https://doi.org/10.1016/j.jip.2009.07.016
https://doi.org/10.1603/an10142
https://doi.org/10.1016/j.dsx.2020.04.011
https://doi.org/10.1016/j.dsx.2020.04.011
https://doi.org/10.1101/gr.772403
https://doi.org/10.1073/pnas.0702813104
https://doi.org/10.1603/EN10013
https://doi.org/10.1006/jtbi.1996.0224
https://doi.org/10.1006/jtbi.1996.0224
https://doi.org/10.1086/501029
https://doi.org/10.1146/annurev-ento-010715-023916
https://doi.org/10.1007/13836_2018_22
https://doi.org/10.2307/4844
https://doi.org/10.1016/j.tree.2005.02.009
https://doi.org/10.1016/j.tree.2005.02.009
https://doi.org/10.1093/bioinformatics/bty875
https://doi.org/10.1038/ng.3943
https://doi.org/10.1038/ng.3943
https://doi.org/10.1073/pnas.1110428108
https://doi.org/10.1002/ece3.8242
https://doi.org/10.1002/ece3.8242

