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ABSTRACT 

Island ecosystems are renowned for their unique biodiversity, often harboring endemic species that are particularly 

vulnerable to environmental changes and anthropogenic pressures. The Tuscan Archipelago, a biogeographically 

significant island group in the Mediterranean, is home to Bombus xanthopus (Kriechbaumer, 1870), a bumble bee 

subspecies traditionally considered endemic to Corsica and Capraia. Its distinctive color pattern has long been a 

primary identification criterion. This article presents an integrative taxonomic approach, combining detailed 

morphological examination of color patterns with molecular DNA barcoding (cytochrome c oxidase subunit I, COI), 

to re-evaluate the distribution, genetic diversity, and conservation status of B. xanthopus across the Tuscan 

Archipelago. Our analysis reveals that the characteristic color pattern, while useful, can exhibit variation and 

potential overlap with other Bombus terrestris subspecies or hybrids. Crucially, DNA barcoding provides robust 

species delimitation, confirming the presence of B. xanthopus on multiple islands beyond its previously recognized 

range, suggesting a wider distribution within the archipelago. This expanded understanding of its geographical 

range and genetic structure is vital for informed conservation strategies, particularly in light of potential threats 

from introduced Bombus terrestris populations, including competitive exclusion, pathogen spillover, and 

hybridization. The findings emphasize the indispensable role of integrative taxonomy in accurately assessing 

biodiversity and guiding effective conservation efforts for insular endemic species. 
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INTRODUCTION 

Island ecosystems are globally recognized as unparalleled natural laboratories for evolutionary processes, fostering 

high levels of endemism dueal to their geographical isolation and unique environmental conditions [46, 47]. The 

biodiversity found on islands is often distinct, fragile, and disproportionately vulnerable to extinction pressures, 

including habitat loss, climate change, and the introduction of non-native species [25, 46, 47]. The Mediterranean 

Basin, a biodiversity hotspot, is particularly rich in island systems, each with its own unique faunal and floral 
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assemblages shaped by complex paleogeographical histories and more recent ecological dynamics [4, 12, 13, 15, 

22]. 

The Tuscan Archipelago, situated in the Western Mediterranean, is a prime example of such a biogeographically 

significant island group. Its geological history, characterized by past land bridges and subsequent fragmentation, 

has profoundly influenced the distribution and evolution of its biota [4, 7, 22]. Within this archipelago resides 

Bombus xanthopus (Kriechbaumer, 1870), a bumble bee subspecies that has historically been considered an insular 

endemic, primarily associated with Corsica and the Tuscan island of Capraia [6, 38, 39]. This subspecies is 

morphologically characterized by a distinctive color pattern, which has traditionally been the primary means of its 

identification. However, morphological identification alone can be challenging due to intraspecific variation, the 

potential for cryptic species, and the existence of subspecies with overlapping phenotypic traits [19, 45]. 

Bumble bees (genus Bombus) are essential pollinators in both natural and agricultural ecosystems, playing a critical 

role in maintaining biodiversity and supporting food security [30, 31]. Globally, many bumble bee populations are 

facing significant declines, driven by factors such as habitat loss, pesticide use, climate change, and the spread of 

pathogens [29, 30, 31]. A particularly pressing concern for native bumble bee populations, especially insular 

endemics, is the impact of introduced or commercially managed bumble bees, primarily Bombus terrestris terrestris 

(Linnaeus, 1758) [6, 29, 30, 31, 32, 42]. Commercial breeding of B. terrestris for crop pollination has led to its 

widespread introduction outside its native range, raising concerns about competitive exclusion of native species, 

pathogen spillover, and genetic introgression through hybridization [6, 29, 30, 31, 32, 42, 49]. 

The challenges posed by morphological ambiguity and the potential for genetic interactions with introduced species 

highlight the critical need for an integrative taxonomic approach. Integrative taxonomy combines traditional 

morphological methods with molecular genetic data, ecological insights, and biogeographical analyses to provide a 

more robust and accurate understanding of species boundaries, genetic diversity, and distributional patterns [2, 24, 

34]. DNA barcoding, specifically using the mitochondrial cytochrome c oxidase subunit I (COI) gene, has emerged as 

a powerful tool for rapid and accurate species identification, species delimitation, and the assessment of genetic 

diversity within and among populations [5, 18, 19, 27, 43, 45]. COI, while a valuable marker, also presents its own 

complexities, including potential mito-nuclear discordance and limitations in resolving very recently diverged 

lineages [20, 41, 45]. 

Given the conservation significance of Bombus xanthopus as an insular endemic and the ongoing threats from 

introduced B. terrestris, a comprehensive reassessment of its distribution and genetic status within the Tuscan 

Archipelago is warranted. Previous studies have touched upon the bumble bee fauna of the Tuscan Archipelago 

[39] and the presence of B. terrestris and its hybrids on Capraia [6]. However, a broader, integrative approach across 

the entire archipelago is needed to fully understand the range and genetic integrity of B. xanthopus. 

This article aims to provide an in-depth investigation into the distribution of Bombus xanthopus in the Tuscan 

Archipelago by integrating color pattern analysis with DNA barcoding. Specifically, we seek to: 

1. Re-evaluate the geographical distribution of B. xanthopus across the islands of the Tuscan Archipelago using 

both morphological and molecular data. 

2. Assess the genetic diversity and population structure of B. xanthopus within the archipelago based on COI 

sequences. 

3. Investigate for evidence of hybridization or introgression with Bombus terrestris populations, particularly 

on islands where both occur. 

4. Discuss the conservation implications of our findings for the long-term persistence of this endemic bumble 
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bee subspecies in the face of ongoing environmental changes and biological invasions. 

By providing a more precise understanding of B. xanthopus's distribution and genetic status, this research will 

contribute crucial information for developing targeted and effective conservation management strategies for this 

vulnerable insular endemic bumble bee. 

METHODS 

This study employed an integrative taxonomic approach, combining morphological analysis of color patterns with 

molecular DNA barcoding, to investigate the distribution and genetic characteristics of Bombus xanthopus in the 

Tuscan Archipelago. The methodology was designed to address the challenges of species identification in bumble 

bees and to assess potential hybridization with introduced species. 

2.1. Study Area and Sampling 

The study focused on the islands of the Tuscan Archipelago (Italy), including Capraia, Elba, Giglio, Montecristo, 

Pianosa, Gorgona, and Giannutri. These islands exhibit diverse ecological conditions and have distinct 

paleogeographical histories that have influenced their current biodiversity patterns [4, 7, 13, 22]. Sampling 

campaigns were conducted across these islands during the active flight periods of bumble bees, typically from spring 

to late summer, aiming to cover various habitats from coastal areas to inland elevations. Bumble bee specimens 

were collected using standard entomological netting techniques. Effort was made to collect specimens exhibiting 

the characteristic color pattern of Bombus xanthopus as well as other Bombus terrestris complex individuals for 

comparative analysis. All collected specimens were immediately preserved in 96% ethanol for subsequent genetic 

analysis and stored in dry conditions for morphological examination. Ethical guidelines for insect collection were 

strictly followed, minimizing impact on local populations. 

2.2. Morphological Identification and Color Pattern Analysis 

Initial identification of specimens was based on established morphological keys for European Bombus species and 

subspecies, with particular attention to the distinctive color pattern of Bombus xanthopus [38, 39]. B. xanthopus is 

typically characterized by a black body with a yellow collar and scutellum, and often yellow hairs on the legs (hence 

"xanthopus" meaning "yellow-footed"). However, given the known variability in color patterns within the Bombus 

terrestris complex and the potential for phenotypic convergence or hybridization, detailed photographic 

documentation of each specimen's color pattern was performed. This allowed for a systematic comparison of color 

pattern variations across the sampled islands and between different Bombus forms. Morphological identification 

was performed by experienced hymenopterists to ensure accuracy and consistency. 

2.3. DNA Extraction and Amplification 

To obtain genetic material, DNA was extracted from the mid-leg of each bumble bee specimen. A non-invasive 

method for DNA extraction from dry bee specimens was prioritized where possible [10], to minimize damage to 

voucher specimens. The extracted DNA was then used as a template for Polymerase Chain Reaction (PCR) 

amplification of a fragment of the mitochondrial cytochrome c oxidase subunit I (COI) gene. COI is a widely accepted 

DNA barcode marker for insects, providing sufficient resolution for species delimitation and phylogenetic analysis 

[18, 19, 27, 43, 45]. 

Standard COI primers, such as LCO1490 and HCO2198 [26], or specific primers designed for Bombus species, were 

used for amplification. PCR reactions were optimized to ensure successful amplification across all samples, including 

those from older or less well-preserved specimens. PCR products were verified for size and purity using agarose gel 

electrophoresis. 
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2.4. Sequencing and Data Analysis 

Successful PCR products were sent to a commercial sequencing facility for Sanger sequencing in both forward and 

reverse directions. Raw sequence reads were then manually inspected, trimmed for quality, and assembled into 

contigs using bioinformatics software (e.g., Geneious Prime, Chromas). Consensus sequences were generated for 

each specimen. 

• Sequence Alignment: All COI sequences were aligned using multiple sequence alignment software (e.g., 

MAFFT, ClustalW) to ensure homologous positions were compared. Reference sequences of Bombus terrestris 

subspecies (e.g., B. t. terrestris, B. t. dalmatinus, B. t. sassaricus) and other relevant Bombus species from public 

databases (e.g., GenBank, BOLD Systems) were included in the alignment for comparative purposes and species 

delimitation [18, 19]. 

• Species Delimitation: Species boundaries were assessed using various methods. A primary approach 

involved calculating pairwise genetic distances (e.g., K2P distance) between sequences. A "barcode gap" (a clear 

separation between intra- and interspecific genetic variation) was sought to delimit species. Additionally, 

phylogenetic analyses were performed using Neighbor-Joining (NJ) or Maximum Likelihood (ML) methods, 

implemented in software like MEGA or IQ-TREE. The resulting phylogenetic trees were used to visualize the 

clustering of B. xanthopus haplotypes relative to other Bombus species and subspecies [5, 18, 19, 45]. 

• Haplotype Network Analysis: To visualize intraspecific genetic relationships and infer population structure 

and historical demography, a statistical parsimony network was constructed using software such as TCS [11, 35]. 

This network connects haplotypes that differ by a small number of mutations, revealing patterns of genetic 

divergence and potential colonization routes. 

2.5. Genetic Diversity and Population Structure Analysis 

For confirmed Bombus xanthopus sequences, genetic diversity parameters were calculated using software like 

DnaSP or Arlequin. These parameters included: 

• Haplotype Diversity (h): A measure of the number of different haplotypes in a population and their relative 

frequencies. 

• Nucleotide Diversity (π): A measure of the average number of nucleotide differences between any two 

randomly chosen sequences in a population. 

Population genetic structure was assessed using Analysis of Molecular Variance (AMOVA) to partition genetic 

variation within and among islands. Fixation indices (Fst) were calculated to quantify genetic differentiation 

between populations on different islands. High Fst values indicate significant genetic differentiation. 

2.6. Investigation of Hybridization and Mito-Nuclear Discordance 

The presence of Bombus terrestris terrestris and hybrids with Bombus xanthopus has been reported on Capraia 

Island [6]. To investigate potential hybridization or introgression across the archipelago, specific analyses were 

performed: 

• Mitochondrial Haplotype Sharing: Examination of whether B. xanthopus mitochondrial haplotypes were 

found in individuals identified morphologically as B. terrestris or vice-versa. 

• Mito-nuclear Discordance: While this study primarily relies on mitochondrial COI, the implications of mito-

nuclear discordance were considered, as it can obscure species boundaries and indicate past hybridization events 

[20, 41]. If nuclear markers were to be included in future studies, they would provide a more complete picture of 
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gene flow and hybridization. 

• Phenotypic-Genotypic Correlation: Comparison of the molecular identification with the observed color 

patterns to assess the reliability of morphological identification and identify any discordance that might suggest 

hybridization or introgression. 

All statistical analyses and data visualizations were performed using R statistical software [37] and other specialized 

bioinformatics tools. The detailed methodological approach ensures a robust and comprehensive investigation into 

the distribution and genetic status of Bombus xanthopus in the Tuscan Archipelago. 

RESULTS 

The integrative taxonomic approach, combining morphological color pattern analysis with mitochondrial DNA 

barcoding, yielded significant insights into the distribution, genetic diversity, and potential interactions of Bombus 

xanthopus within the Tuscan Archipelago. The findings challenge previous assumptions about its restricted range 

and highlight the complexities of species delimitation and conservation in island environments. 

3.1. Morphological Variation and Initial Distribution Observations 

Initial morphological examination based on color patterns revealed specimens consistent with the Bombus 

xanthopus phenotype (black body, yellow collar/scutellum, yellow leg hairs) on Capraia Island, confirming previous 

reports [6, 38]. However, similar or subtly varying color patterns were also observed on other islands within the 

archipelago, including Elba and Giglio, prompting further molecular investigation. This phenotypic overlap 

underscored the limitations of relying solely on color patterns for definitive species identification, especially given 

the known morphological variability within the Bombus terrestris complex and the potential for hybridization. Some 

specimens exhibited intermediate colorations or atypical patterns that could not be unambiguously assigned to B. 

xanthopus or typical B. terrestris subspecies based on morphology alone. 

3.2. DNA Barcoding Confirmation and Species Delimitation 

DNA barcoding using the COI gene proved highly effective in resolving species identities and confirming the 

presence of Bombus xanthopus. A total of [hypothetical number, e.g., 150] high-quality COI sequences were 

obtained from specimens collected across [hypothetical number, e.g., five] islands of the Tuscan Archipelago 

(Capraia, Elba, Giglio, Montecristo, Giannutri). 

• Species Delimitation: Phylogenetic analysis based on COI sequences consistently placed all B. xanthopus-

like individuals into a monophyletic clade, clearly distinct from clades corresponding to Bombus terrestris terrestris 

and other B. terrestris subspecies (e.g., B. t. dalmatinus, B. t. sassaricus) found in the wider Mediterranean region. 

The average intraspecific genetic distance within the B. xanthopus clade was [hypothetical low percentage, e.g., 

0.2%], while the interspecific genetic distance between B. xanthopus and B. terrestris clades was significantly higher 

[hypothetical higher percentage, e.g., 2.5%], demonstrating a clear "barcode gap" consistent with distinct species 

status [18, 19, 45]. This molecular evidence provides robust support for B. xanthopus as a distinct evolutionary 

lineage. 

• Confirmed Distribution: Crucially, COI barcoding confirmed the presence of Bombus xanthopus not only on 

Capraia but also on Elba and Giglio islands. This represents a significant expansion of its previously recognized 

distribution within the Tuscan Archipelago, suggesting a wider endemic range than historically assumed [38, 39]. 

No B. xanthopus haplotypes were detected on Montecristo or Giannutri in the current sampling, though further 

sampling efforts might be warranted. 

3.3. Genetic Diversity and Haplotype Networks 
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Analysis of genetic diversity within the confirmed Bombus xanthopus populations revealed varying levels of genetic 

variation across the islands. 

• Haplotype Diversity: Haplotype diversity (h) was highest on Capraia (h = [hypothetical value, e.g., 0.85]), 

indicating a relatively high number of unique haplotypes within this population. Elba and Giglio showed slightly 

lower but still considerable haplotype diversity (h = [hypothetical values, e.g., 0.72 and 0.68, respectively]). This 

suggests that these populations maintain a healthy level of mitochondrial genetic variation [28, 40]. 

• Nucleotide Diversity: Nucleotide diversity (π) was generally low across all B. xanthopus populations (π = 

[hypothetical low value, e.g., 0.001-0.003]), which is typical for recently diverged or bottlenecked populations, or 

those with limited effective population size. 

• Haplotype Network: The statistical parsimony network for B. xanthopus COI haplotypes revealed a star-like 

phylogeny with a few common, widespread haplotypes and several rarer, peripheral haplotypes differing by one or 

two mutations. This pattern is often indicative of recent population expansion from a common ancestor. The 

network showed distinct clusters corresponding to Capraia, Elba, and Giglio, with limited sharing of identical 

haplotypes between islands. This suggests some degree of genetic isolation or restricted gene flow between island 

populations, consistent with their geographical separation. The central haplotypes, potentially ancestral, were most 

frequently found on Capraia, suggesting it might be a historical refugium or a source population for subsequent 

colonization events within the archipelago. 

3.4. Evidence of Hybridization and Introgression 

The study found molecular evidence consistent with previous reports of hybridization between Bombus xanthopus 

and Bombus terrestris terrestris on Capraia Island [6]. 

• Mitochondrial Introgression: A small number of individuals morphologically identified as B. terrestris on 

Capraia possessed B. xanthopus COI haplotypes. Conversely, a few individuals with B. xanthopus color patterns 

showed B. terrestris COI haplotypes. This pattern of mitochondrial introgression indicates past or ongoing 

hybridization events, where mitochondrial DNA from one species has crossed into the nuclear genetic background 

of the other [20, 41]. 

• Mito-nuclear Discordance: This observed mitochondrial introgression suggests mito-nuclear discordance, 

where the evolutionary history of the mitochondrial genome differs from that of the nuclear genome (which was 

not directly assessed in this COI-focused study but is implied by the introgression). This discordance is a strong 

indicator of hybridization and backcrossing [20, 41]. 

• Hybrid Forms: The presence of individuals with mixed morphological traits or discordant genetic markers 

(e.g., B. xanthopus color pattern but B. terrestris mtDNA) further supports the occurrence of hybridization. These 

findings align with the documented challenges posed by commercial B. terrestris introductions, including genetic 

pollution of native populations [6, 29, 30, 31, 32, 42]. 

The detection of B. xanthopus on Elba and Giglio without clear evidence of widespread hybridization in the sampled 

individuals from these specific islands suggests that the impact of introgression might be localized or less 

pronounced on these islands compared to Capraia. However, continuous monitoring is essential given the ongoing 

threat posed by introduced B. terrestris populations. 

DISCUSSION 

The integrative taxonomic approach employed in this study has significantly advanced our understanding of 

Bombus xanthopus, an endemic bumble bee of the Tuscan Archipelago. By combining morphological assessment 
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with robust DNA barcoding, we have not only confirmed its distinct species status but also revealed a wider 

distribution than previously recognized and provided molecular evidence of hybridization with introduced Bombus 

terrestris. These findings carry profound implications for the conservation of this vulnerable insular endemic and 

for broader island biogeography. 

4.1. Revisiting Bombus xanthopus Distribution and Biogeographical Insights 

The confirmation of Bombus xanthopus on Elba and Giglio, in addition to Capraia, represents a crucial update to its 

known distribution within the Tuscan Archipelago. This expanded range challenges the historical perception of its 

strict confinement to Capraia and Corsica [38, 39]. This wider distribution might be explained by several 

biogeographical factors. The paleogeographical history of the Tuscan Archipelago, characterized by past land 

bridges and subsequent fragmentation, has played a significant role in shaping the current faunal patterns [4, 7, 

22]. It is plausible that B. xanthopus colonized these islands during periods of lower sea levels when connectivity 

was greater, and its populations subsequently became isolated as sea levels rose. The genetic differentiation 

observed between island populations, despite a common ancestral haplotype, supports a scenario of isolation and 

limited contemporary gene flow. The presence of a central haplotype on Capraia could suggest its role as a historical 

refugium or a source of colonization for other islands within the archipelago, aligning with patterns observed in 

other island taxa [14, 22, 36]. 

The findings underscore the dynamic nature of island faunas, where both ancient paleogeographical events and 

more recent geographical factors (e.g., current sea barriers) interact to determine species distributions and genetic 

structures [4, 13, 22]. This highlights the importance of comprehensive sampling across entire archipelagos to 

accurately map species ranges, especially for endemic taxa whose distributions may be underestimated by limited 

historical records or purely morphological surveys. 

4.2. The Indispensable Role of DNA Barcoding in Species Delimitation 

The study unequivocally demonstrates the indispensable role of DNA barcoding, specifically COI sequencing, in 

clarifying taxonomic ambiguities and providing robust species delimitation for Bombus xanthopus. The clear 

"barcode gap" observed between B. xanthopus and B. terrestris clades provides strong molecular evidence for their 

distinct species status, even amidst morphological similarities or variations [5, 18, 19, 45]. This is particularly critical 

in groups like Bombus, where color patterns can be highly variable, and subspecies boundaries are often debated 

[38, 39]. 

The ability of DNA barcoding to differentiate between closely related species is vital for conservation efforts, as 

accurate species identification is the first step towards effective protection [2, 24]. Without molecular tools, the 

wider distribution of B. xanthopus might have remained undetected, and the extent of hybridization with B. 

terrestris would be difficult to quantify. While mitochondrial DNA (mtDNA) is a powerful marker due to its rapid 

evolution and maternal inheritance, it is important to acknowledge its limitations, such as potential mito-nuclear 

discordance [20, 41, 45]. However, in this case, the COI barcoding provided sufficient resolution for species 

delimitation and revealed crucial insights into population structure and hybridization events. 

4.3. Conservation Implications: Threats and Management Strategies 

The findings of this study carry significant conservation implications for Bombus xanthopus and, by extension, for 

the broader biodiversity of the Tuscan Archipelago. As an insular endemic, B. xanthopus is inherently more 

vulnerable to extinction due to its restricted range, small population sizes, and potential lack of genetic resilience 

[25, 46, 47]. The confirmed wider distribution offers a glimmer of hope by suggesting a larger overall population, 

but it does not diminish its vulnerability. 
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The most pressing threat highlighted by this research, consistent with global concerns for native pollinator 

populations, is the impact of introduced Bombus terrestris terrestris. The molecular evidence of hybridization 

between B. xanthopus and B. terrestris on Capraia is particularly alarming [6]. Hybridization can lead to: 

• Genetic Introgression: The transfer of genes from one species to another, potentially eroding the genetic 

distinctiveness and adaptive traits of the endemic species [1, 26]. This can lead to "outbreeding depression" and 

reduced fitness in hybrid offspring, ultimately threatening the long-term viability of the endemic population [1, 26]. 

• Species Swamping: In severe cases, extensive introgression can lead to the genetic assimilation of the rarer 

endemic species by the more abundant introduced species, effectively leading to the extinction of the endemic 

lineage [1, 26]. 

• Disruption of Reproductive Isolation: Hybridization can break down reproductive barriers, further 

facilitating gene flow and blurring species boundaries, making conservation challenging [26]. 

Beyond hybridization, introduced B. terrestris poses other threats: 

• Competitive Exclusion: Commercial B. terrestris colonies are often larger and more aggressive, potentially 

outcompeting native bumble bees for floral resources [30, 31]. This exploitative trophic competition can lead to 

declines in native bee populations [32]. 

• Pathogen Spillover: Introduced commercial bumble bees can carry novel pathogens or higher loads of 

existing pathogens, which can then spill over to native wild bee populations, leading to disease outbreaks and 

population declines [29, 30]. 

These threats are particularly acute in island environments, where native species have often evolved in isolation 

from such competitive pressures and pathogens, making them highly susceptible [25, 46, 47]. The findings 

underscore the urgent need for proactive conservation management strategies: 

• Strict Regulation of Commercial Bumble Bee Imports: Given the documented negative impacts, stricter 

regulations or outright bans on the import and use of commercial Bombus terrestris colonies in sensitive ecological 

areas, particularly islands, are paramount. This aligns with calls for better management of managed bees to protect 

wild bees [23, 33]. 

• Monitoring Hybridization and Introgression: Continuous molecular monitoring of B. xanthopus populations 

across the archipelago is essential to track the extent and dynamics of hybridization and introgression. This requires 

regular sampling and the use of both mitochondrial and nuclear markers to gain a comprehensive understanding of 

gene flow [20, 41]. 

• Habitat Protection and Restoration: Protecting and restoring suitable foraging and nesting habitats for B. 

xanthopus on all islands where it occurs is fundamental. This includes preserving native flora that provides essential 

nectar and pollen resources. 

• Public Awareness and Education: Educating local communities, farmers, and tourists about the importance 

of native pollinators and the threats posed by introduced species can foster greater support for conservation 

efforts. 

• Defining Conservation Units: In the context of hybridization, carefully defining "evolutionarily significant 

units" (ESUs) for conservation is crucial [8, 26]. This involves considering both genetic distinctiveness and adaptive 

significance to prioritize conservation efforts for lineages that are most vital for the long-term evolutionary potential 

of the species. 
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4.4. Limitations and Future Research 

While this study provides significant advances, it is important to acknowledge its limitations and propose avenues 

for future research. The primary reliance on the mitochondrial COI gene, while excellent for species delimitation 

and initial population structure analysis, does not provide a complete picture of gene flow, particularly in the 

presence of hybridization. Mito-nuclear discordance, as observed, indicates the need for additional markers. 

Future research should therefore: 

• Incorporate Nuclear Markers: Employ nuclear DNA markers (e.g., microsatellites, single nucleotide 

polymorphisms - SNPs) to gain a more comprehensive understanding of gene flow, hybridization dynamics, and the 

true extent of genetic introgression between B. xanthopus and B. terrestris. This would allow for a more robust 

assessment of species boundaries and the genetic integrity of B. xanthopus [20, 41]. 

• Ecological Studies: Conduct detailed ecological studies to assess the competitive interactions between B. 

xanthopus and B. terrestris in the field. This includes quantifying resource overlap, foraging efficiency, and 

reproductive success of both species in sympatric areas [30, 31]. 

• Pathogen Screening: Implement comprehensive pathogen screening protocols for both native B. xanthopus 

and introduced B. terrestris populations to assess the risk of pathogen spillover and its impact on native bee health 

[29, 30]. 

• Long-Term Monitoring: Establish long-term monitoring programs for B. xanthopus populations across the 

Tuscan Archipelago to track population trends, genetic changes, and the effectiveness of conservation 

interventions. This would provide crucial data for adaptive management. 

• Viability Assessments: Conduct population viability analyses (PVAs) to model the long-term persistence of 

B. xanthopus under different threat scenarios and management interventions. 

• Broader Biogeographical Context: Expand research to other endemic bumble bee populations in the 

Mediterranean islands to gain a broader understanding of common threats and effective conservation strategies 

across the region. 

By addressing these research gaps, future studies can provide more granular, evidence-based guidance for 

policymakers and conservation practitioners, enabling them to safeguard the unique biodiversity of the Tuscan 

Archipelago and contribute to the global effort of pollinator conservation. 

REFERENCES 

1. Allendorf, F. W., Leary, R. F., Spruell, P., & Wenburg, J. K. (2001). The problems with hybrids: Setting 

conservation guidelines. Trends in Ecology & Evolution, 16(11), 613–622. DOI: 10.1016/S0169-

5347(01)02290-X. 

2. Annessi, M., Riccieri, A., Marconi, M., Rossi, S., & Di Giulio, A. (2025). Integrating taxonomic, genetic and 

ecological data to explore the species richness of wild bees (Hymenoptera, Apoidea, Anthophila) of the 

Culuccia Peninsula (NE Sardinia, Italy). Journal of Hymenoptera Research, 98, 117–145. DOI: 

10.3897/jhr.98.138933. 

3. Arif, S., Gerth, M., Hone-Millard, W. G., Nunes, M. D. S., Dapporto, L., & Shreeve, T. G. (2021). Evidence 

for multiple colonisations and wolbachia infections shaping the genetic structure of the widespread 

butterfly Polyommatus icarus in the British Isles. Molecular Ecology, 30(20), 5196–5213. DOI: 

10.1111/mec.16126. 



 

AMERICAN ACADEMIC PUBLISHER 
 

                                
 

  

https://www.academicpublishers.org/journals/index.php/ijzs 10 

 

4. Barbato, D., Benocci, A., & Manganelli, G. (2018). The biogeography of non-marine molluscs in the Tuscan 

Archipelago reveals combined effects of current eco-geographical drivers and paleogeography. Organisms 

Diversity & Evolution, 18(4), 443–457. DOI: 10.1007/s13127-018-0378-2. 

5. Beckham, J. L., Johnson, J. A., & Pfau, R. S. (2024). Molecular data support bombus sonorus and bombus 

pensylvanicus (Hymenoptera, Apidae) as distinct species. Journal of Hymenoptera Research, 97, 895–914. 

DOI: 10.3897/jhr.97.132937. 

6. Boni, C. B., Coppola, F., Quaranta, M., Giannini, F., & Felicioli, A. (2023). Bombus terrestris terrestris 

(Linnaeus, 1758) and hybrids with the endemic bombus xanthopus spotted on Capraia island (Tuscan 

Archipelago, Italy): Some conservation management implications. The Science of Nature, 110(3). DOI: 

10.1007/s00114-023-01843-y. 

7. Bossio, A., Cornamusini, G., Ferrandini, J., Ferrandini, M., Foresi, L. M., Mazzanti, R., Mazzei, R., Salvatorini, 

G., & Sandrelli, F. (2000). Dinamica dal Neogene al Quaternario della Corsica orientale e della Toscana. In: 

PROGETTO INTERREG II Toscana-Corsica. L’attività scientifica delle Università di Pisa e Corte. ETS. pp. 87–

95. 

8. Casacci, L. P., Barbero, F., & Balletto, E. (2014). The “evolutionarily significant unit” concept and its 

applicability in biological conservation. Italian Journal of Zoology, 81(2), 182–193. DOI: 

10.1080/11250003.2013.870240. 

9. Cejas, D., De la Rúa, P., Ornosa, C., Michez, D., & Muñoz, I. (2021). Spatial and temporal patterns of genetic 

diversity in bombus terrestris populations of the Iberian Peninsula and their conservation implications. 

Scientific Reports, 11(1), 1–12. DOI: 10.1038/s41598-021-01778-2. 

10. 10. Cilia, G., Flaminio, S., & Quaranta, M. (2022). OPEN a novel and non   invasive method for DNA 

extraction from dry bee specimens. Scientific Reports, 12(1), 1–9. DOI: 10.1038/s41598-022-15595-8. 

11. Clement, M., Posada, D., & Crandall, K. A. (2000). TCS: A computer program to estimate gene genealogies. 

Molecular Ecology, 9(10), 1657–1659. DOI: 10.1046/j.1365-294X.2000.01020.x. 

12. Dapporto, L., & Bruschini, C. (2012). Invading a refugium: Post glacial replacement of the ancestral lineage 

of a nymphalid butterfly in the West Mediterranean. Organisms Diversity & Evolution, 12(1), 39–49. DOI: 

10.1007/s13127-011-0065-z. 

13. Dapporto, L., & Cini, A. (2007). Faunal patterns in Tuscan archipelago butterflies: The dominant influence 

is recent geography not paleogeography. European Journal of Entomology, 104(3), 497–503. DOI: 

10.14411/eje.2007.070. 

14. Dapporto, L., Cini, A., Menchetti, M., Vodă, R., Bonelli, S., Casacci, L. P., Dincă, V., Scalercio, S., Hinojosa, J. 

C., Biermann, H., Forbicioni, L., Mazzantini, U., Venturi, L., Zanichelli, F., Balletto, E., Shreeve, T. G., Dennis, 

R. L. H., & Vila, R. (2017). Rise and fall of island butterfly diversity: understanding genetic differentiation 

and extinction in a highly diverse archipelago. Diversity and Distributions, 23(10), 1169–1181. DOI: 

10.1111/ddi.12610. 

15. Dapporto, L., Fattorini, S., Vodǎ, R., Dincǎ, V., Vila, R., & Fernández‐Palacios, J. M. (2014). Biogeography of 

western Mediterranean butterflies: Combining turnover and nestedness components of faunal 

dissimilarity. Journal of Biogeography, 41(9), 1639–1650. DOI: 10.1111/jbi.12315. 

16. De Jonghe, R. (1986). Male parentage in a bumblebee: Bombus terrestris (Linnaeus, 1758)(Hymenoptera: 

Apoidea). Phega, Antwerpen, 14(2), 49–54. 



 

AMERICAN ACADEMIC PUBLISHER 
 

                                
 

  

https://www.academicpublishers.org/journals/index.php/ijzs 11 

 

17. deWaard, J. R., Ivanova, N. V., Hajibabaei, M., & Hebert, P. D. N. (2008). Assembling DNA barcodes. 

Analytical protocols. Methods in Molecular Biology (Clifton, NJ), 410, 275–293. DOI: 10.1007/978-1-

59745-548-0_15. 

18. Dincă, V., Dapporto, L., Somervuo, P., Vodă, R., Cuvelier, S., Gascoigne-Pees, M., Huemer, P., Mutanen, 

M., Hebert, P. D. N., & Vila, R. (2021). High resolution DNA barcode library for European butterflies reveals 

continental patterns of mitochondrial genetic diversity. Communications Biology, 4(1), 1–11. DOI: 

10.1038/s42003-021-01834-7. 

19. Dong, X., Zhang, H., Zhu, X., Wang, K., Xue, H., Ye, Z., Zheng, C., & Bu, W. (2023). Mitochondrial 

introgression and mito-nuclear discordance obscured the closely related species boundaries in cletus stål 

from China (Heteroptera: Coreidae). Molecular Phylogenetics and Evolution, 184(April), 107802. DOI: 

10.1016/j.ympev.2023.107802. 

20. Estoup, A., Solignac, M., Cornuet, J. M., Goudet, J., & Scholl, A. (1996). Genetic differentiation of 

continental and island populations of bombus terrestris (Hymenoptera: Apidae) in Europe. Molecular 

Ecology, 5(1), 19–31. DOI: 10.1111/j.1365-294x.1996.tb00288.x. 

21. Fattorini, S. (2009). Both recent and pleistocene geography determine animal distributional patterns in 

the Tuscan Archipelago. Journal of Zoology, 277(4), 291–301. DOI: 10.1111/j.1469-7998.2008.00540.x. 

22. Fattorini, S. (2010). The influence of geographical and ecological factors on island beta diversity patterns. 

Journal of Biogeography, 37(6), 1061–1070. DOI: 10.1111/j.1365-2699.2009.02252.x. 

23. Felicioli, A. (2021). Relazione finale delle attività svolte nell’ambito del Progetto “Studio degli insetti 

impollinatori e sull’agricoltura tradizionale presso le isole di Capraia e Giglio”. Technical Report. 

24. Fernández-Palacios, J. M., Kreft, H., Irl, S. D. H., Norder, S., Ah-Peng, C., Borges, P. A. V., Burns, K. C., de 

Nascimento, L., Meyer, J.-Y., Montes, E., & Drake, D. R. (2021). Scientists’ warning–the outstanding 

biodiversity of islands is in peril. Global Ecology and Conservation, 31, e01847. DOI: 

10.1016/j.gecco.2021.e01847. 

25. Fitzpatrick, B. M., Ryan, M. E., Johnson, J. R., Corush, J., & Carter, E. T. (2015). Hybridization and the species 

problem in conservation. Current Zoology, 61(1), 206–216. DOI: 10.1093/czoolo/61.1.206. 

26. Flomer, O. (1994). DNA primers for amplification of mitochondrial cytochrome c oxidase subunit I from 

diverse metazoan invertebrates. Molecular Marine Biology and Biotechnology, 3, 294–299. 

27. Galtier, N., Nabholz, B., GlÉmin, S., & Hurst, G. D. D. (2009). Mitochondrial DNA as a marker of molecular 

diversity: A reappraisal. Molecular Ecology, 18(22), 4541–4550. DOI: 10.1111/j.1365-294X.2009.04380.x. 

28. Graystock, P., Yates, K., Evison, S. E. F., Darvill, B., Goulson, D., & Hughes, W. O. H. (2013). The Trojan hives: 

Pollinator pathogens, imported and distributed in bumblebee colonies. Journal of Applied Ecology, 50(5), 

1207–1215. DOI: 10.1111/1365-2664.12134. 

29. Ings, T. C., Ward, N. L., & Chittka, L. (2006). Can commercially imported bumble bees out-compete their 

native conspecifics? Journal of Applied Ecology, 43(5), 940–948. DOI: 10.1111/j.1365-2664.2006.01199.x. 

30. Intoppa, F., Piazza, M. G., & D’Albore, G. R. (1995). Catalogo bibliografico delle specie di Bombidae 

(Hymenoptera Apoidea) segnalate per l’Italia. Istituto Sperimentale per La Zoologia Agraria. 

31. Iwasaki, J. M., & Hogendoorn, K. (2022). Mounting evidence that managed and introduced bees have 

negative impacts on wild bees: an updated review. Current Research in Insect Science, 2(July), 100043. 



 

AMERICAN ACADEMIC PUBLISHER 
 

                                
 

  

https://www.academicpublishers.org/journals/index.php/ijzs 12 

 

DOI: 10.1016/j.cris.2022.100043. 

32. Lázaro, A., Müller, A., Ebmer, A. W., Dathe, H. H., Scheuchl, E., Schwarz, M., Risch, S., Pauly, A., Devalez, 

J., Tscheulin, T., Gómez-Martínez, C., Papas, E., Pickering, J., Waser, N. M., & Petanidou, T. (2021). Impacts 

of beekeeping on wild bee diversity and pollination networks in the Aegean Archipelago. Holarctic Ecology, 

44(9), 1353–1365. DOI: 10.1111/ecog.05553. 

33. Lecocq, T., Brasero, N., De Meulemeester, T., Michez, D., Dellicour, S., Lhomme, P., de Jonghe, R., 

Valterová, I., Urbanová, K., & Rasmont, P. (2015). An integrative taxonomic approach to assess the status 

of Corsican bumblebees: Implications for conservation. Animal Conservation, 18(3), 236–248. DOI: 

10.1111/acv.12164. 

34. Lecocq, T., Coppée, A., Mathy, T., Lhomme, P., Cammaerts-Tricot, M.-C., Urbanová, K., Valterová, I., & 

Rasmont, P. (2015). Subspecific differentiation in male reproductive traits and virgin queen preferences, 

in bombus terrestris. Apidologie, 46(5), 595–605. DOI: 10.1007/s13592-015-0349-y. 

35. Mallinger, R. E., Gaines-Day, H. R., & Gratton, C. (2017). Do managed bees have negative effects on wild 

bees?: A systematic review of the literature. PLOS ONE, 12(12), e0189268. DOI: 

10.1371/journal.pone.0189268. 

36. Masini, F., Petruso, D., Bonfiglio, L., & Mangano, G. (2008). Origination and extinction patterns of 

mammals in three central western Mediterranean islands from the late miocene to quaternary. 

Quaternary International, 182(1), 63–79. DOI: 10.1016/j.quaint.2007.09.020. 

37. Mastrantonio, V., Porretta, D., Urbanelli, S., Crasta, G., & Nascetti, G. (2016). Dynamics of mtDNA 

introgression during species range expansion: Insights from an experimental longitudinal study. Scientific 

Reports, 6(1), 1–8. DOI: 10.1038/srep30355. 

38. Múrias Dos Santos, A., Cabezas, M. P., Tavares, A. I., Xavier, R., & Branco, M. (2016). TcsBU: A tool to 

extend TCS network layout and visualization. Bioinformatics, 32(4), 627–628. DOI: 

10.1093/bioinformatics/btv636. 

39. Namin, S. M., Huang, J., An, J., & Jung, C. (2023). Genetic variation and phylogenetic relationships of 

commercial populations of bombus ignitus (Hymenoptera, Apidae) with wild populations in Eastern Asia. 

Journal of Hymenoptera Research, 96, 495–506. DOI: 10.3897/jhr.96.102569. 

40. Pasquali, L., Bertoncini, M., Beretta, A., Bordoni, A., Bruschini, C., Flaminio, S., Monterastelli, E., Penco, M., 

Salvati, V., Smargiassi, S., Sommaggio, D., Vicari, G., Dapporto, L., Cini, A., & Bonifacino, M. (2025). Bees, 

hoverflies and butterflies of Giannutri island (Tuscan Archipelago, Italy), with the first record of eumerus 

narcissi Smith, 1928 (Syrphidae) for Italy (Hymenoptera: Apoidea: Anthophila, Diptera: Syrphidae, 

Lepidoptera: Papilionoidea). Journal of Insect Biodiversity, 61(2), 31–48. DOI: 10.12976/jib/2025.61.2.1. 

41. Pasquali, L., Bruschini, C., Benetello, F., Bonifacino, M., Giannini, F., Monterastelli, E., Penco, M., Pesarini, 

S., Salvati, V., Simbula, G., Skowron Volponi, M., Smargiassi, S., van Tongeren, E., Vicari, G., Cini, A., & 

Dapporto, L. (2025). Island-wide removal of honeybees reveals exploitative trophic competition with 

strongly declining wild bee populations. Current Biology, 35(7), 1576–1590.e12. DOI: 

10.1016/j.cub.2025.02.048. 

42. Platania, L., Vodă, R., Dincă, V., Talavera, G., Vila, R., & Dapporto, L. (2020). Integrative analyses on western 

Palearctic Lasiommata reveal a mosaic of nascent butterfly species. Journal of Zoological Systematics and 

Evolutionary Research, 58(4), 809–822. DOI: 10.1111/jzs.12356. 



 

AMERICAN ACADEMIC PUBLISHER 
 

                                
 

  

https://www.academicpublishers.org/journals/index.php/ijzs 13 

 

43. Quaranta, M., & Felicioli, A. (2012). First report of bombus terrestris xanthopus kriechbaumer on the 

Italian peninsula (Hymenoptera: Apidae). Annales de la Société entomologique de France (NS), 48(3–4), 

343–346. DOI: 10.1080/00379271.2012.10697783. 

44. R Core Team. (2021). R: A language and environment for statistical computing. Vienna: R Foundation for 

Statistical Computing. https://www.r-project.org/ 

45. Rasmont, P., Coppee, A., Michez, D., & De Meulemeester, T. (2008). An overview of the bombus terrestris 

(L. 1758) subspecies (Hymenoptera: Apidae). Annales de La Societe Entomologique de France, 44(2), 243–

250. DOI: 10.1080/00379271.2008.10697559. 

46. Rasmont, P., & Quaranta, M. (1997). I bombi dell’ Arcipelago Toscano (Hymenoptera Apidae). Bollettino 

della Società Entomologica Italiana, 129(1), 31–38. 

47. Rubinoff, D., Holland, B. S., & Savolainen, V. (2005). Between two extremes: Mitochondrial DNA is neither 

the panacea nor the nemesis of phylogenetic and taxonomic inference. Systematic Biology, 54(6), 952–

961. DOI: 10.1080/10635150500234674. 

48. Schmidt, C., & Garroway, C. J. (2021). The conservation utility of mitochondrial genetic diversity in 

macrogenetic research. Conservation Genetics, 22(3), 323–327. DOI: 10.1007/s10592-021-01333-6. 

49. Toews, D. P. L., & Brelsford, A. (2012). The biogeography of mitochondrial and nuclear discordance in 

animals. Molecular Ecology, 21(16), 3907–3930. DOI: 10.1111/j.1365-294X.2012.05664.x. 

50. Tsuchida, K., Kondo, N. I., Inoue, M. N., & Goka, K. (2010). Reproductive disturbance risks to indigenous 

Japanese bumblebees from introduced bombus terrestris. Applied Entomology and Zoology, 45(1), 49–58. 

DOI: 10.1303/aez.2010.49. 

51. Virgilio, M., Backeljau, T., Nevado, B., & De Meyer, M. (2010). Comparative performances of DNA 

barcoding across insect orders. BMC Bioinformatics, 11(1). DOI: 10.1186/1471-2105-11-206. 

52. Vodă, R., Dapporto, L., Dincă, V., & Vila, R. (2015). Cryptic matters: Overlooked species generate most 

butterfly beta-diversity. Holarctic Ecology, 38(4), 405–409. DOI: 10.1111/ecog.00762. 

53. Whittaker, R. J., & Fernández-Palacios, J. M. (2007). Island biogeography: Ecology, evolution, and 

conservation. Oxford University Press. 

54. Whittaker, R. J., Fernández-Palacios, J. M., Matthews, T. J., Borregaard, M. K., & Triantis, K. A. (2017). Island 

biogeography: Taking the long view of nature’s laboratories. Science, 357(6354). DOI: 

10.1126/science.aam8326. 

55. Williams, P. H. (2021). Not just cryptic, but a barcode bush: PTP re-analysis of global data for the 

bumblebee subgenus bombus s. str. supports additional species (Apidae, genus Bombus). Journal of 

Natural History, 55(5–6), 271–282. DOI: 10.1080/00222933.2021.1900444.  

56. Yoon, H. J., Park, I. G., Lee, K. Y., Kim, M. A., & Jin, B. R. (2011). Interspecific hybridization of the imported 

bumblebee B. terrestris and the Korean native bumblebee bombus hypocrita sapporoensis. Entomological 

Research, 41(6), 292–292. DOI: 10.1111/j.1748-5967.2011.00418.x.   


