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Simple Summary: Non-biting midges are tiny flies that play a key role in freshwater
ecosystems, but their true diversity is not yet fully understood. Scientists estimate there
could be anywhere from 6000 to 15,000 species worldwide. To explore this, we studied
non-biting midge larvae in Lithuania by analyzing their DNA, a 658 bp fragment of the
cytochrome c oxidae subunit I (COI) gene, which is commonly used to identify species. We
collected 11, 296 individuals and successfully sequenced 109 of them from six different
streams and used several methods to estimate the number of species. The results ranged
from 28 to 58 species, depending on the method used. This study reveals that many species
of non-biting midges remain undescribed, and our understanding of their diversity is
far from complete. These findings are important because non-biting midges play a vital
role in freshwater food chains, and knowing more about them can help us better protect
these ecosystems.

Abstract: The diversity of non-biting midges (Chironomidae, Diptera) remains an unre-
solved topic, with estimates of species numbers ranging from 6000 to 15,000 according
to various authors. To assess Chironomidae diversity in Lithuania, we evaluate the effec-
tiveness of COI gene-based species delimitation methods for providing rapid diversity
estimates. Nevertheless, differences between tree-based and distance-based approaches
can result in varying group classifications, which may cause species numbers to be over-
estimated or underestimated. For our study, we analyzed a dataset of 109 specimens
sampled from six Lithuanian streams. By applying multiple methods, such as Assemble
Species by Automatic Partitioning (ASAP), Automatic Barcode Gap Discovery (ABGD), the
generalized mixed Yule-coalescent (GMYC) model, and the Bayesian implementation of the
Poisson Tree Processes (bPTP) model, we found that species estimates ranged from 28 to 58.
Among these methods, ASAP proved to be the most effective for our dataset, identifying
58 putative species. These results reinforce our assumption that the current understanding
of Chironomidae species diversity is incomplete.

Keywords: ASAP; ABGD; GMYC; bPTP; phylogeny; Lithuania

1. Introduction

Non-biting midges (Chironomidae) are among the most ecomorphologically diverse
and species-rich insect groups, with a global presence across almost all habitats: in-
land waters, marine, terrestrial environments, and every continent [1-3]. Due to their
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biology and unique adaptations, Chironomidae are equipped to thrive in extreme envi-
ronments, from glacial streams or hot springs, deep caves, high mountain ranges, and
freshwater bodies with minimal organic matter or heavily polluted water [4-7]. Many
foundational studies emphasize Chironomidae’s value as a bioindicator for assessing
the ecological health of aquatic systems [8]. Among aquatic macroinvertebrates, Chi-
ronomidae is often the most abundant in both individual numbers and species diver-
sity [9-11]. With over 6000 species inhabiting a broad array of habitats and ecological
niches, they exhibit extensive trophic adaptations and lifestyles [12]. Notable differences in
length—mass relationship models for the same Chironomidae species across various geo-
graphic regions—potentially attributable to environmental and trophic conditions, genetic
variation [13-16], or methodological disparities [17]—underscore the need for models that
are both taxon- and environment-specific.

Identifying Chironomidae larvae through morphological characteristics is complex
and highly time-intensive, requiring expert taxonomists with specialized skills [18-21].
However, the decline in taxonomic expertise and limited funding for large-scale manual
identification have made this approach increasingly challenging and time-consuming [22-24].
Additionally, long-term studies have reported misidentifications [25-29]. As a result,
molecular methods, particularly DNA barcoding, are gaining importance as identification
tools with studies showing an 80-90% alignment with traditional taxonomy, proving it to
be a valuable supplement [30-35]. However, for molecular methods to be reliable, their
results must closely match those of morphological identifications [36]. Challenges persist,
including gaps in DNA sequence databases and concerns about sequence accuracy. Recent
research suggests that while both morphological and molecular methods have limitations,
combining them can significantly reduce identification errors by offsetting each other’s
weaknesses [36-38].

The mitochondrial genome (mitogenome) is one of the most widely used methods
for studying Diptera phylogeny, evolution, and molecular species identification, including
in the family Chironomidae. However, comprehensive studies on the mitogenome of
Chironomidae remain limited, and it is still unclear whether the mitogenome can efficiently
resolve phylogenetic relationships at the subfamily level [39]. The COI gene is one of
the most widely used mitogenome markers for species identification and phylogenetic
analysis of Chironomidae and is applied to the same or closely related genera as in our
study [19,40,41].

To date, approximately 190 Chironomidae species have been recorded in Lithua-
nia [42-45]. However, most studies have focused on isolated identifications [44], and
comprehensive investigations into this family remain scarce. Only recently has there been
a focus on Chironomidae diversity in Lithuania [45]. This study aims to improve our un-
derstanding of the diversity, distribution, and evolutionary relationships of Chironomidae
species in this region.

2. Materials and Methods
2.1. Sampling and Identification

Our study was conducted across six streams—Dubinga, Kiauna, Luknelé, Plastaka,
Skerdyksna, and Se$uola—located within the Zeimena and Sesuola sub-basins in Lithuania
during 2021 and 2022, from May to September. Samples of larvae were collected from
24 locations, with four sites in each stream, ranging from sections from upstream to
downstream. Streams lengths ranged from 13.6 km to 18.1 km. Larvae of non-biting midges
were sampled biweekly using a D-shaped aquatic net with 1 mm mesh. Sampling was
performed in randomly selected 1 m? areas using the Kick Sampling method [46]. The
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collected samples were stored in 2 L zip-lock bags filled with 99% propylene glycol and
kept at 4 °C at the Life Sciences Centre, Vilnius University.

Specimens identified as Chironomidae were sorted and preserved in 97% ethanol.
Identification of Chironomidae larvae was conducted using morphological taxonomic
keys [47-49], with systematics and taxonomy aligned to [49].

2.2. DNA Extraction, PCR and Sequencing

For molecular analysis, 200 samples were randomly selected, ensuring that each mor-
pho group was represented by at least one individual, provided no additional specimens
were available for that morpho group. Of these, 109 samples were successfully sequenced.
Total genomic DNA was extracted from each larva using the DNeasy Blood and Tissue Kit
(Qiagen, Shenzhen, China) according to the manufacturer’s instructions. Partial sequences
of the 658 bp of mitochondrial cytochrome c oxidase subunit I (COI) gene were amplified
using the primers LCO-1490 and HCO-2198 [50]. PCR amplification was performed in a
thermal cycler (Eppendorf: Mastercycler nexus, Hamburg, Germany) with 30 pL reaction
volumes containing 3 uL of genomic DNA, 1.5 uL of each primer (0.5 pM), 15 pL of Dream-
Taq PCR Master Mix (Thermo Scientific, Waltham, MA, USA), and 9 pL of nuclease-free
water (Thermo Scientific). The thermal cycling protocol included an initial denaturation at
95 °C for 3 min, followed by 35 cycles of denaturation at 95 °C for 30 s, annealing at 49 °C
for 30 s, and extension at 72 °C for 60 s, with a final extension at 72 °C for 10 min.

PCR products were purified using the GeneJet PCR purification kit (Thermo Scien-
tific) and sequenced at Macrogen Europe BV (Amsterdam, The Netherlands). The same
primers used for amplification were also used for sequencing. DNA sequences for each
specimen were aligned with the BioEdit Sequence Alignment Editor [51] and compared
using BLASTN [52]. All sequences were submitted to GenBank (Accession numbers:
PQ458064-PQ458172).

2.3. Genetic Distances and Phylogenetic Analysis

Sequences were grouped according to both morphological and molecular identification
to assess within-species and between-species genetic distances, calculated as the proportion
of differences (p-distances) in MEGA-X [53]. For the initial data analysis, tests were carried
out with and without an outgroup (Culicoides arakawae, Gen bank Accession number:
MH135788.1). The results showed that the outgroup does not affect the topology of the
phylogenetic trees. Therefore, in the study’s final results, the trees used were without the
outgroup. For the phylogenetic analysis, the GTR + G + I substitution model was chosen
in MEGA-X [53]. An ultrametric tree was constructed by estimating a maximum clade
credibility tree using an uncorrelated lognormal relaxed clock with a mean 1.0 and standard
deviation of 0.33, birth—death tree prior, implemented in BEAST v1.10.4 [54].

Two Markov chain Monte Carlo (MCMC) chains were run for 100 million generations,
sampling every 1000 generations. The resulting posterior trees were combined using
LogCombiner v1.10.4 [54] after discarding a 10% burn-in. Convergence diagnostics were
assessed in Tracer v1.7.2 [54]. The combined posterior trees were summarized with common
ancestor node heights using TreeAnnotator 1.10.4 [54]. The final tree was visualized using
the baltic v.0.2.2 library in Python3 [55].

2.4. Species Delimitation Methods

For DNA sequence-based species delimitation, we used four methods: Assem-
ble Species by Automatic Partitioning (ASAP) [56], Automatic Barcode Gap Discovery
(ABGD) [57], the generalized mixed Yule-coalescent (GMYC) model [58], and the Bayesian
implementation of the Poisson Tree Processes (bPTP) model [59].
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ASAP [56] is a distance-based method that does not require prior biological insight
into intraspecific diversity. We analyzed partial COI sequences of Chironomidae samples
using the graphic web version of ASAP [60] with the K2P model to calculate distances (last
accessed: 21 August 2024).

ABGD [57] is also a distance-based method, relying on default minimum and maxi-
mum genetic distances or those defined by the user. We used the web version of ABGD
(https:/ /bioinfo.mnhn.fr/abi/public/abgd /abgdweb.html (accessed on 22 May 2023))
with the K2P model to calculate distance parameters set by default.

The GMYC model [58] is a tree-based method applied to an ultrametric maximum
clade credibility (MCC) tree constructed as described previously. The GMYC model was
implemented via the R v. 4.4.0. package SPLITS (https:/ /r-forge.r-project.org/projects/splits/
(accessed on 15 January 2009)), resulting in species-level groups.

The bPTP model [59] is another tree-based method that uses a tree in Newick for-
mat (as previously described). We analyzed the tree on the bPTP web server [61], with
all parameters set to default except for the number of generations, which was adjusted
to 300,000.

3. Results
3.1. Within-Species Genetic Divergences

A total of 11,296 individuals were collected from 24 sites across six streams. DNA
was extracted from 200 Chironomidae specimens, resulting in successful COI fragment
sequencing for 109 specimens. The 109 individuals used for molecular analysis were
divided into 56 morpho groups and, following the analysis of DNA sequences, were
classified into 56 species from 33 genera within four subfamilies, with 29 species represented
by a single individual. For the remaining 27 species, intraspecific (within-species) genetic
distances, expressed as base differences per site (p-distances), were calculated for samples
from the Zeimena and Se$uola sub-basins (Table 1). The mean pairwise divergence between
specimens of congeneric species was 0.81%, ranging from 0.00% to 9.94%, with 11.11% of
the 18 species pair comparisons showing genetic divergences greater than 2%.

Table 1. Within-species genetic divergences expressed as the base differences per site (p-distances)
calculated for the set of 27 species sampled in the Zeimena and Sventoji sub-basins.

Subfamilies Species No. of Individuals Ave (%) Min. (%)-Max. (%)
Clinotanypus nervosus 3 2.27 0.22-4.32
Apsectrotanypus trifascipennis 2 0.86 0.86-0.86
Ablabesmyia longistyla 6 7.43 0.00-9.94
Tanypodinae Conchapelopia melanops 6 0.09 0.00-0.22
Larsia atrocincta 2 0.00 0.00-0.00
Procladius culiciformis 3 0.00 0.00-0.00
Procladius denticulatus 3 0.00 0.00-0.00
) ) Monodiamesa bathyphila 2 0.22 0.22-0.22
Prodiamesinae Prodiamesa olivacea 3 1.30 1.30-1.30
Nanocladius dichromus 2 0.22 0.22-0.22
Orthocladiinae Orthocladius oblidens 3 0.11 0.00-0.22
Paraphaenocladius sp. 2 0.00 0.00-0.00
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Table 1. Cont.

Subfamilies Species No. of Individuals Ave (%) Min. (%)-Max. (%)
Chironomus cingulatus 4 0.00 0.00-0.00
Chironomus curabilis 2 0.43 0.43-0.43
Chironomus piger 2 0.22 0.22-0.22
Cryptochironomus albofasciatus 2 0.00 0.00-0.00
Demicryptochironomus vulneratus 2 0.00 0.00-0.00
Einfeldia pagana 2 0.22 0.22-0.22
Endochironomus tendens 2 1.73 1.73-1.73

Chironomidae Microtendipes chloris 5 0.05 0.00-0.22
Microtendipes pedellus 6 0.5 0.00-0.86
Parachironomus vitiosus 3 0.22 0.22-0.22
Paratendipes albimanus 4 0.86 0.22-1.30
Polypedilum scalaenum 2 0.22 0.22-0.22
Stenochironomus gibbus 2 0.00 0.00-0.00
Tribelos intextus 2 0.86 0.86-0.86
Tanytarsus multipunctatus 3 0.22 0.22-0.22

Average (Ave), Minimum (Min), Maximum (Max).

For the seven genera in which two or more species were found, interspecific (between-
species) genetic distances, expressed as base differences per site (p-distances), were cal-
culated for the samples from the Zeimena and Sesuole sub-basins (Table 2). Most of the
species showed clear genetic differentiation, with the exceptions of Chironomus cingulatus
Meigen, 1830-Chironomus piger Strenzke, 1959 and Procladius culiciformis (Linnaeus,
1767)-Procladius pectinatus (Kieffer, 1909), which were not distinctly distinguished.

Table 2. Within-genus genetic divergences expressed as the base differences per site (p-distances)
calculated for the set of 7 genera sampled in the Zeimena and Sventoji sub-basins.

Genera No. of Species Ave (%) Min. (%)-Max. (%)
Procladius 5 7.80 0.22-11.23
Cricotopus 3 12.31 10.58-13.39
Orthocladius 2 12.81 12.74-12.96
Chironomus 8 13.92 0.65-17.06
Cryptochironomus 3 10.80 3.67-15.12
Microtendipes 4 11.78 2.16-14.25
Polypedilum 4 14.45 11.45-17.06

Average (Ave), Minimum (Min), Maximum (Max).

3.2. Maximum Credibility Clade Tree

Among genera represented by multiple species, there is a tendency for species within
each genus to cluster together on the phylogenetic tree (Figure 1). Specifically, species
from the genera Orthocladius, Cricotopus, Procladius, and Chironomus each formed distinct
clusters. A similar clustering pattern was observed within the genera Microtendipes (with
the exception of samples identified as Microtendipes sp.) and Cryptochironomus (excluding
samples of Cryptochironomus rostratus Kieffer, 1921). However, Polypedilum species did
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not form cohesive groups, indicating a lack of clear phylogenetic clustering among its
representatives (Figure 1).
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Figure 1. Maximum Credibility Clade tree of the Chironomidae morpho and COI sequences (left) and
the results of species delimitation methods (right). Posterior probability values at nodes are shown
if <0.95. The two colours highlighting the species names on the tree are used to visually separate
consecutive morphos, and the numbers indicate the morpho groups. OTUs found using the different
delimitation methods are separated by a white horizontal border; dark blue filling indicates the OTU
agrees with the morpho and GenBank identification shown in the tree, whereas light blue filling
indicates the OTU does not agree.
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The analysis of interspecific mean genetic distances revealed two instances of excep-
tionally low p-distances (<1%), where two groups could be considered as one: Procladius
culiciformis with Procladius pectinatus (Distance: 0.22%), and Chironomus cingulatus with
Chironomus piger (Distance: 0.76%).

The ASAP analysis identified 10 partitions, ranking them based on the lowest ASAP
score. The optimal partition divided the dataset into 58 groups, achieving a score of 4.0 and
a p-value of < 0.05. The second-best partition identified 56 groups with a score of 5.0 and a
p-value < 0.05. A plot of the ASAP score against the threshold distance demonstrated that
partitions with clustering distance values of 0.02 (dc = 0.02) corresponded to 58 groups.

Among subfamilies, Chironominae exhibited the highest diversity, with 34 groups
in the best partition of 58 total groups. Tanypodinae followed with thirteen groups, Or-
thocladiinae with eight groups, and Prodiamesinae was the least diverse, represented by
three groups.

The ABGD analysis applied the Kimura (K80) model with a transition/transversion
ratio of 2.0, using parameters of Pmin = 0.001, Pmax = 0.10, 10 steps, and 20 bins for the
distance distribution. This approach classified the dataset into 55 groups, with a K80
MinSlope value of 1.00, a barcode gap distance of 0.045, and an initial partition set at a
prior maximal distance of p = 0.0599. Among these, the subfamily Chironominae exhibited
the highest diversity, comprising thirty-one groups, followed by Tanypodinae with eleven
groups, Orthocladiinae with eight groups, and Prodiamesinae as the least diverse, with
three groups.

The single-threshold GMYC model identified 29 maximum-likelihood (ML) entities
(confidence interval = 22-41), including 28 ML clusters (confidence interval: 21-34) and
one singleton. While differences in topology were observed between the Bayesian in-
ference tree and the maximum-likelihood tree, the GMYC analysis effectively grouped
entities into genera and/or closely related clades, providing valuable insights into
phylogenetic relationships.

The bPTP analysis identified 28 OTUs using the Bayesian approach, generating two
output trees: one based on maximume-likelihood (24 OTUs) and another Bayesian tree
(28 OTUs). Both trees exhibited topologies distinct from those of the MEGA X phylogenetic
tree and the ultrametric tree used in the GMYC analysis. Compared to the GMYC, the bPTP
method resulted in fewer splits among closely related OTUs and grouped sequences into
genera or similar clusters, yielding outcomes significantly different from the phylogenetic
trees well as the ASAP and ABGD results.

The number of OTUs identified by each method varied as follows. ASAP identified
58 OTUs (ASAP score: 4.0, p-value < 0.05), ABGD identified 55 OTUS (barcode gap dis-
tance = 0.045, initial partition p = 0.0599), GMYC identified 29 OTUs, and bPTP identified
28 OTUs (Figure 1; Supporting Information: [62]). A comparative analysis of these meth-
ods revealed that only eight OTUs, accounting for 14.29% of the phylogenetic tree, were
consistently classified across all methods.

The higher OTU count in ASAP analysis (58) reflected greater subdivisions within the
subfamily Chironominae, whereas the ABGD’s 55 OTUs showed fewer divisions within
the same subfamily. The GMYC and bPTP analyses identified 29 and 28 OTUs, respectively,
with identical delimitations in 24 cases. The ASAP and ABGD analyses exhibited similar
delimitations in 52 OTUs. Overall, ASAP produced the highest OTU count, while bPTP
reported the lowest.

4. Discussion

The objectives of this study were to explore interspecific variation and species delim-
itation within the family Chironomidae using the morphological identification and COI
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gene fragment, evaluate its diversity, and compare the effectiveness of molecular methods
for species discrimination. Within-species analysis highlighted two potential identification
discrepancies: Ablabesmyia longistyla and Clinotanypus nervosus (Meigen, 1818). Although
these species were correctly identified based on morphological traits and sequence com-
parisons with GenBank data, it is plausible that their morphological identification remains
ambiguous. This ambiguity likely arises from the presence of cryptic variation, overlap-
ping diagnostic traits, potential misidentifications in reference databases, or discrepancies
between morphological and molecular data. Species in the genus Ablabesmyia are known
notoriously challenging to differentiate at the species level, with A. longistyla, A. monilis
(Linnaeus, 1758), and A. phatta (Egger, 1864) often being easily confused. While morpholog-
ical evidence supports the identification of A. longistyla, it raises questions about whether
all species within the genus have been fully documented or described.

Despite most species exhibiting clear genetic differentiation, Chironomus cingulatus
Meigen, 1830, Chironomus piger Strenzke, 1959, Procladius culiciformis (Linnaeus, 1767), and
Procladius pectinatus (Kieffer, 1909) were not distinctly separated. This lack of differentiation
may result from recent divergence, incomplete lineage sorting, or hybridization events.
Additionally, mitochondrial introgression or the COI gene’s limited resolution for these
taxa could contribute to the observed overlap. Such cases underscore the need to integrate
multiple genetic markers and morphological traits for more robust species delimitation.

Conversely, GMYC and bPTP analyses indicated that A. longistyla individuals con-
stitute a single species, aligning with traditional morphological identification concepts.
Clinotanypus nervosus, distinguished by pronounced morphological features, is more read-
ily identifiable at the species level. The sequences for this species were consistent with
GenBank data, and GMYC and bPTP analyses also supported its classification as a single
species. The deviation of one sequence from the 2% threshold likely reflects sequencing
errors rather than genuine biological divergence.

Our findings demonstrate that distance-based algorithms are better suited for species
delimitation in this context compared to tree-based methods. Specifically, the ABGD and
ASAP analyses provided more reliable models for delineating species, whereas GMYC and
bPTP tended to aggregate genera and broader taxonomic levels rather than distinguishing
individual species. This outcome may be linked to the relatively small size of the study
population, a condition under which the success rate of certain methods is known to
improve [63,64]. Supporting our results, [65] also observed the strong performance of
ABGD in analyzing the Polypedilum COI barcode dataset.

Distance-based methods, however, face a significant limitation: the absence of a univer-
sal genetic threshold applicable across all taxa [66]. Genetic variation within and between
species varies widely across taxonomic groups, complicating the establishment of a single
threshold for species delimitation. This highlights the necessity of complementing distance-
based approaches with alternative methods. By integrating multiple analytical frameworks,
the accuracy and reliability of species assignments can be improved, offering a more ro-
bust evaluation of species diversity and delimitation within a genus or taxonomic group.
Another drawback of distance-based methods is their failure to account for evolutionary
relationships in their algorithms [67].

In contrast, tree-based methods like GMYC and bPTP incorporate evolutionary rela-
tionships and branch length distributions, enhancing their utility in certain contexts [65].
These approaches are not limited by fixed genetic thresholds, allowing them to infer species
boundaries in alignment with phylogenetic relationships, potentially offering deeper in-
sights into evolutionary patterns.

One particularly contentious result of our study involved the placement of species
within subfamilies. For instance, the Maximum Credibility Clade tree positioned Stenochi-
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ronomus gibbus (Fabricius, 1794) near the subfamily Orthocladiinae, despite this species
forming its own distinct branch. This placement might reflect the monophyletic nature of
the genus [68]. Another noteworthy case was observed in the tribe Pentaneurini (subfamily
Tanypodinae), where three species—Larsia atrocincta (Goetghebuer, 1942), Conchapelopia
melanops (Meigen, 1818), and Ablabesmyia longistyla—were positioned between the subfami-
lies Orthocladiinae and Prodiamesinae. This unusual positioning may be attributed to the
close phylogenetic relationship between Tanypodinae and Prodiamesinae [39]. Similarly, a
member of Orthocladiinae (Paraphaenocladius sp.) was found between Prodiamesinae and
Tanypodinae, suggesting potential phylogenetic links among these subfamilies.

Although morphological and COI gene analyses aid in species delimitation and phy-
logenetic studies, our data, along with findings from other studies, indicate that the family
Chironomidae remains understudied. Furthermore, our research suggests that compre-
hensive morphological and genetic analyses using multiple genes, such as 16S, 285 rRNA,
CAD, and others, are necessary to better investigate and understand the species diversity
and phylogeny of Chironomidae [19,39-41].

These findings underscore the complexities and unresolved questions in the phylo-
genetic and evolution of the family Chironomidae. As demonstrated in this and similar
studies [69], challenges related to species concepts and the limitations of current phy-
logenetic methods remain significant. To overcome these issues and improve species
delimitation, future research should incorporate larger populations samples, adult mor-
phological analyses, and additional genetic markers, such as 285 rRNA. Furthermore,
integrating multilocus approaches and coalescent-based methods could provide deeper
insights into evolutionary relationships and help resolve taxonomic uncertainties within
the group.
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https://doi.org/10.6084/m9.figshare.28172132.v1, accessed on 21 August 2024. Combined_trees.trees:
Posterior tree distribution combined from the two MCMC chains ran for the Bayesian anal-
ysis. mcct_tree_l.nwk: Maximum clade credibility tree from the combined tree distribution.
mcct_mainfig.*: PDF and SVG files for Figure 1 in the main manuscript. mect_plotting.*: HTML and
Jupyter Notebook with the Python code for producing the figures in the manuscript and Supple-
mentary Materials. mcct_suppmatfig.*: PDF and SVG files for the figure in Supplementary Material,
showing all posterior distribution values in the phylogeny. NTree*: XML files used for running the
Bayesian analysis in Beast and the posterior tree distributions for each MCMC chain. Table2_2.csv:
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used for plotting.

Author Contributions: Conceptualization, L.S., J. H. and FL.d.S.; methodology, L.S., ].H. and
M.ET],; validation, L.S.,, J.H., EL.d.S.,, M.ET].,, S.P. and AL, investigation, L.S., ].H. and A.L,;
writing—original draft preparation, L.S., J.H., EL.d.S., M.ET]J., S.P. and A.L.; writing—review and
editing, L.S., ].H., EL.d.S. and M.ET].; visualisation, L.S. and M.ET.J. All authors have read and
agreed to the published version of the manuscript.

Funding: M.ET]. is funded by the ERA fellowship ENTWINE project number 101130794
(2024-2026) and FL.d.S. was supported by fellowships of the Sao Paulo Research Foundation
(FAPESP—2016/07039-8, 2018/01507-5, 2019/25567-0, 2021/08464-2), which allowed contribu-
tion to the preparation of the present manuscript.

Data Availability Statement: All sequences used in this study are freely available at NCBI. The list of
the accession numbers is here (SUB14782546). The code used for tree visualization is available on
GitHub (https:/ /github.com/Lau-Sta/Species-delimitation (accessed on 16 October 2024)) and as
part of the Supplementary Materials.

Conflicts of Interest: The authors declare no conflicts of interest.


https://doi.org/10.6084/m9.figshare.28172132.v1
https://github.com/Lau-Sta/Species-delimitation

Insects 2025, 16, 174 10 of 12

References

1.  Hilsenhoff, W.L.; Thorp, ].H.; Covich, A.P. Diversity and Classification of Insects and Collembola. In Ecology and Classification of
North American Freshwater Invertebrates; Elsevier: San Diego, CA, USA, 2001; pp. 661-732. ISBN 978-0-12-690647-9.

2. Thorp, J.H. Ecology and Classification of North American Freshwater Invertebrates, 2nd ed.; Elsevier Science & Technology: San Diego,
CA, USA, 2001; ISBN 978-0-08-053067-3.

3. Armitage, PD.; Cranston, P.S.; Pinder, L.C.V. (Eds.) The Chironomidae: Biology and Ecology of Non-Biting Midges, 1st ed.; Chapman &
Hall: London, UK, 1995; ISBN 978-94-010-4308-3.

4. Andersen, K.H.; Blanchard, J.L.; Fulton, E.A.; Gislason, H.; Jacobsen, N.S.; Van Kooten, T. Assumptions behind Size-Based
Ecosystem Models Are Realistic. ICES J. Mar. Sci. 2016, 73, 1651-1655. [CrossRef]

5. Lencioni, V.; Bernabo, P. Thermal Survival Limits of Young and Mature Larvae of a Cold Stenothermal Chironomid from the Alps
(Diamesinae: Pseudodiamesa Branickii [Nowicki, 1873]). Insect Sci. 2017, 24, 314-324. [CrossRef] [PubMed]

6. Kreiling, A.-K; Olafsson, J.S.; Palsson, S.; Kristjansson, B.K. Chironomidae Fauna of Springs in Iceland—Assessing the Ecological
Relevance behind Tuxen’s Spring Classification. J. Limnol. 2018, 77, S1. [CrossRef]

7. Gadawski, P; Montagna, M.; Rossaro, B.; Gitka, W.; Pesi¢, V.; Grabowski, M.; Magoga, G. DNA Barcoding of Chironomidae
from the Lake Skadar Region: Reference Library and a Comparative Analysis of the European Fauna. Divers. Distrib. 2022,
28, 2838-2857. [CrossRef]

8. Nicacio, G.; Juen, L. Chironomids as Indicators in Freshwater Ecosystems: An Assessment of the Literature. Insect. Conserv.
Divers. 2015, 8, 393-403. [CrossRef]

9. Farias, R.L.; Carvalho, L.K.; Medeiros, E.S.F. Distribution of Chironomidae in a Semiarid Intermittent River of Brazil. Neotrop.
Entomol. 2012, 41, 450-460. [CrossRef]

10. Rocha, L.G.; Medeiros, E.S.F,; Andrade, H.T.A. Influence of Flow Variability on Macroinvertebrate Assemblages in an Intermittent
Stream of Semi-Arid Brazil. J. Arid. Environ. 2012, 85, 33—40. [CrossRef]

11. Dantas, D.V,; Ribeiro, C.I.LR.; Ito, L.S.C.; Pezzin, A.P.T,; Silveira, V.F.; Cardozo, A.L.P,; Gentil, E.; Monteiro, 1.B.; Ribeiro, S.A.;
Lorenzi, L.; et al. Influence of Trophic Overlaps and Trophic Niche Amplitude on Microplastic Intake of Fish Species in Shallow
Areas of a Neotropical Coastal Lagoon. Sci. Total Environ. 2024, 927, 172235. [CrossRef]

12.  Stur, E.; Ekrem, T. The Chironomidae (Diptera) of Svalbard and Jan Mayen. Insects 2020, 11, 183. [CrossRef]

13.  Smock, L.A. Relationships between Body Size and Biomass of Aquatic Insects. Freshw. Biol. 1980, 10, 375-383. [CrossRef]

14. Meyer, T.J. Chemical Approaches to Artificial Photosynthesis. Acc. Chem. Res. 1989, 22, 163-170. [CrossRef]

15.  Wenzel, F.; Meyer, E.; Schwoerbel, ]. Morphometry and Biomass Determination of Dominant Mayfly Larvae (Ephemeroptera) in
Running Waters. Arch. Hydrobiol. 1990, 118, 31-46. [CrossRef]

16. Burgherr, P.; Meyer, E. Regression Analysis of Linear Body Dimensions vs. Dry Mass in Stream Macroinvertebrates. Arch.
Hydrobiol. 1997, 139, 101-112. [CrossRef]

17.  Johnston, T.A.; Cunjak, R.A. Dry Mass-Length Relationships for Benthic Insects: A Review with New Data from Catamaran
Brook, New Brunswick, Canada. Freshw. Biol. 1999, 41, 653—-674. [CrossRef]

18. Cranston, P.S. Phylogeny Predicts Larval Biology in a Wood-Mining Chironomid (Diptera: Chironomidae). Afr. Entomol. 2008,
16, 1-6. [CrossRef]

19. Proulx, I; Martin, J.; Carew, M.; Hare, L. Using Various Lines of Evidence to Identify Chironomus Species (Diptera: Chironomidae)
in Eastern Canadian Lakes. Zootaxa 2013, 3741, 4. [CrossRef]

20. Cranston, P; Ang, Y.;; Heyzer, A.; Lim, R.; Wong, W.H.; Woodford, ]. M.; Meier, R. The Nuisance Midges (Diptera: Chironomidae)
of Singapore’s Pandan and Bedok Reservoirs. Raffles Bull. Zool. 2013, 61, 779-793.

21. Chan, A,; Chiang, L.-P; Hapuarachchi, H.C.; Tan, C.-H.; Pang, S.-C.; Lee, R.; Lee, K.-S.; Ng, L.-C.; Lam-Phua, S.-G. DNA Barcoding;:
Complementing Morphological Identification of Mosquito Species in Singapore. Parasites Vectors 2014, 7, 569. [CrossRef]

22.  Lundstrém, J.O.; Brodin, Y.; Schifer, M.L.; Vinnersten, T.Z.P; Ostman, O. High Species Richness of Chironomidae (Diptera) in
Temporary Flooded Wetlands Associated with High Species Turn-over Rates. Bull. Entomol. Res. 2010, 100, 433—444. [CrossRef]

23.  Ekrem, T,; Stur, E.; Hebert, PD.N. Females Do Count: Documenting Chironomidae (Diptera) Species Diversity Using DNA
Barcoding. Org. Divers. Evol. 2010, 10, 397—408. [CrossRef]

24. Gadawski, P,; Rossaro, B.; Gitka, W.; Montagna, M.; Zawal, A.; Grabowski, M. First Insights into the Diversity and Ecology of
Non-Biting Midges (Diptera: Chironomidae) of the Unique Ancient Skadar Lake Basin (Montenegro/Albania). J. Great Lakes Res.
2022, 48, 538-550. [CrossRef]

25. Mandelik, Y; Roll, U.; Fleischer, A. Cost-efficiency of Biodiversity Indicators for Mediterranean Ecosystems and the Effects of
Socio-economic Factors. J. Appl. Ecol. 2010, 47, 1179-1188. [CrossRef]

26. Porter, T.M.; Gibson, ].F.; Shokralla, S.; Baird, D.J.; Golding, G.B.; Hajibabaei, M. Rapid and Accurate Taxonomic Classification of

Insect (Class Insecta) Cytochrome ¢ Oxidase Subunit 1 (COI) DN A Barcode Sequences Using a Naive Bayesian Classifier. Mol.
Ecol. Resour. 2014, 14, 929-942. [CrossRef]


https://doi.org/10.1093/icesjms/fsv211
https://doi.org/10.1111/1744-7917.12278
https://www.ncbi.nlm.nih.gov/pubmed/26463003
https://doi.org/10.4081/jlimnol.2018.1754
https://doi.org/10.1111/ddi.13504
https://doi.org/10.1111/icad.12123
https://doi.org/10.1007/s13744-012-0070-8
https://doi.org/10.1016/j.jaridenv.2012.04.001
https://doi.org/10.1016/j.scitotenv.2024.172235
https://doi.org/10.3390/insects11030183
https://doi.org/10.1111/j.1365-2427.1980.tb01211.x
https://doi.org/10.1021/ar00161a001
https://doi.org/10.1127/archiv-hydrobiol/118/1990/31
https://doi.org/10.1127/archiv-hydrobiol/139/1997/101
https://doi.org/10.1046/j.1365-2427.1999.00400.x
https://doi.org/10.4001/1021-3589-16.1.1
https://doi.org/10.11646/zootaxa.3741.4.1
https://doi.org/10.1186/s13071-014-0569-4
https://doi.org/10.1017/S0007485309990472
https://doi.org/10.1007/s13127-010-0034-y
https://doi.org/10.1016/j.jglr.2021.02.003
https://doi.org/10.1111/j.1365-2664.2010.01864.x
https://doi.org/10.1111/1755-0998.12240

Insects 2025, 16, 174 11 of 12

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.
38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.
53.

Keck, E; Vasselon, V.; Tapolczai, K.; Rimet, F.; Bouchez, A. Freshwater Biomonitoring in the Information Age. Front. Ecol. Env.
2017, 15, 266-274. [CrossRef]

Bohan, D.A.; Vacher, C.; Tamaddoni-Nezhad, A.; Raybould, A.; Dumbrell, A.].; Woodward, G. Next-Generation Global Biomoni-
toring: Large-Scale, Automated Reconstruction of Ecological Networks. Trends Ecol. Evol. 2017, 32, 477-487. [CrossRef]
Chimeno, C.; Hiibner, J.; Seifert, L.; Moriniére, J.; Bozicevic, V.; Hausmann, A.; Schmidt, S.; Miiller, J. Depicting Environ-
mental Gradients from Malaise Trap Samples: Is Ethanol-based DNA Metabarcoding Enough? Insect Conserv. Divers. 2023,
16, 47-64. [CrossRef]

Carew, M.E.; Pettigrove, V.; Hoffmann, A.A. The Utility of DNA Markers in Classical Taxonomy: Using Cytochrome Ox-
idase I Markers to Differentiate Australian Cladopelma (Diptera: Chironomidae) Midges. Ann. Entomol. Soc. Am. 2005,
98, 587-594. [CrossRef]

Pfenninger, M.; Nowak, C.; Kley, C.; Steinke, D.; Streit, B. Utility of DNA Taxonomy and Barcoding for the Inference of Larval
Community Structure in Morphologically Cryptic Chironomus (Diptera) Species. Mol. Ecol. 2007, 16, 1957-1968. [CrossRef]
Ekrem, T.; Willassen, E.; Stur, E. A Comprehensive DNA Sequence Library Is Essential for Identification with DNA Barcodes. Mol.
Phylogenet. Evol. 2007, 43, 530-542. [CrossRef]

Carew, ML.E; Pettigrove, V.; Cox, RL.; Hoffmann, A.A. DNA Identification of Urban Tanytarsini Chironomids
(Diptera:Chironomidae). ]. N. Am. Benthol. Soc. 2007, 26, 587-600. [CrossRef]

Carew, M.E.; Marshall, S.E.; Hoffmann, A.A. A Combination of Molecular and Morphological Approaches Resolves Species in the
Taxonomically Difficult Genus Procladius Skuse (Diptera: Chironomidae) despite High Intra-Specific Morphological Variation.
Bull. Entomol. Res. 2011, 101, 505-519. [CrossRef] [PubMed]

Lin, X,; Stur, E.; Ekrem, T. Exploring Genetic Divergence in a Species-Rich Insect Genus Using 2790 DNA Barcodes. PLoS ONE
2015, 10, e0138993. [CrossRef] [PubMed]

Chimeno, C.; Rulik, B.; Manfrin, A ; Kalinkat, G.; Holker, F,; Baranov, V. Facing the Infinity: Tackling Large Samples of Challenging
Chironomidae (Diptera) with an Integrative Approach. Peer] 2023, 11, €15336. [CrossRef] [PubMed]

Hausmann, A.; Krogmann, L.; Peters, R.S.; Rduch, V.; Schmidt, S. GBOL III: DARK TAXA. Barcode Bull. 2020, 10, 1. [CrossRef]
Hartop, E.; Srivathsan, A.; Ronquist, F.; Meier, R. Towards Large-Scale Integrative Taxonomy (LIT): Resolving the Data Conun-
drum for Dark Taxa. Syst. Biol. 2022, 71, 1404-1422. [CrossRef]

Zheng, C.-G.; Zhu, X.-X,; Yan, L.-P; Yao, Y,; Bu, W.-].; Wang, X.-H.; Lin, X.-L. First Complete Mitogenomes of Diamesinae,
Orthocladiinae, Prodiamesinae, Tanypodinae (Diptera: Chironomidae) and Their Implication in Phylogenetics. Peer] 2021,
9, €11294. [CrossRef]

Ekrem, T.; Willassen, E.; Stur, E. Phylogenetic Utility of Five Genes for Dipteran Phylogeny: A Test Case in the Chironomidae
Leads to Generic Synonymies. Mol. Phylogenet. Evol. 2010, 57, 561-571. [CrossRef]

Li, S.-Y;; Zhao, Y.-M.; Guo, B.-X,; Li, C.-H.; Sun, B.-].; Lin, X.-L. Comparative Analysis of Mitogenomes of Chironomus (Diptera:
Chironomidae). Insects 2022, 13, 1164. [CrossRef]

Pakalniskis, S.; Bernotiene, R.; Lutovinovas, E.; Petrasitinas, A.; Podénas, S.; Rimsaité, J.; Seether, O.A.; Spungis, V. Checklist of
Lithuanian Diptera. Acta Zool. Litu. 2006, 18, 16-154. [CrossRef]

Ruginis, T. Environmental Impacts on Macroinvertebrate Community in the Babrungas River, Lithuania. Ekologija 2007, 53, 51-57.
Mora, A.; Kovécs, T. Non-Biting Midges Species (Diptera: Chironomidae). New Rare Lith. Insect Species 2009, 51, 135-137.
Stasiukynas, L.; Laurindo Da Silva, F.; Havelka, J.; Podénas, S.; Lekoveckaité, A. Chironomidae (Diptera) of the éventoji and
Zeimena Sub-Basins in Lithuania. BDJ 2024, 12, €130218. [CrossRef] [PubMed]

Letovsky, E.; Myers, LE.; Canepa, A.; McCabe, D.J. Differences between Kick Sampling Techniques and Short-Term Hester-Dendy
Sampling for Stream Macroinvertebrates. BIOS 2012, 83, 47-55. [CrossRef]

Epler, ].H. Identification Manual for the Larval Chironomidae (Diptera) of North and South Carolina; North Carolina Department of
Environment and Natural Resources: Raleigh, NC, USA, 2001.

Orendt, C.; Dettinger-Klemm, A.; Spies, M.E. Bestimmungsschliissel Fiir Die Larven Der Chironomidae (Diptera) Der Brackgewiisser
Deutschlands Und Angrenzender Gebiete. [Identification Keys to the Larvae of Chironomidae (Diptera) in Brackish Waters of Germany and
Adjacent Areas]; Umweltbundesamt: Berlin, Germany, 2011.

Andersen, T.; Cranston, P.; Elper, J. The Larvae of Chironomidae (Diptera) of the Holarctic Region—Keys and Diagnoses. In Insect
Systematic & Evolution; 1; Scandinavian Entomology Ltd.: Lund, Sweden, 2013; Volume 66, ISBN 25459.

Folmer, O.; Black, M.; Hoeh, W.; Lutz, R.; Vrijenhoek, R. DNA Primers for Amplification of Mitochondrial Cytochrome c Oxidase
Subunit I from Diverse Metazoan Invertebrates. Mol. Mar. Biol. Biotechnol. 1994, 3, 294-299.

Hall, T.A. BioEdit: A User-Friendly Biological Sequence Alignment Editor and Analysis Program for Windows 95/98/NT; Oxford
University Press: Oxford, UK, 1999; pp. 95-98.

National Library of Medicine. Available online: https:/ /www.ncbi.nlm.nih.gov/ (accessed on 11 October 2024).

Kumar, S.; Stecher, G.; Li, M.; Knyaz, C.; Tamura, K. MEGA X: Molecular Evolutionary Genetics Analysis across Computing
Platforms. Mol. Biol. Evol. 2018, 35, 1547-1549. [CrossRef]


https://doi.org/10.1002/fee.1490
https://doi.org/10.1016/j.tree.2017.03.001
https://doi.org/10.1111/icad.12609
https://doi.org/10.1603/0013-8746(2005)098[0587:TUODMI]2.0.CO;2
https://doi.org/10.1111/j.1365-294X.2006.03136.x
https://doi.org/10.1016/j.ympev.2006.11.021
https://doi.org/10.1899/06-120.1
https://doi.org/10.1017/S000748531100006X
https://www.ncbi.nlm.nih.gov/pubmed/21388576
https://doi.org/10.1371/journal.pone.0138993
https://www.ncbi.nlm.nih.gov/pubmed/26406595
https://doi.org/10.7717/peerj.15336
https://www.ncbi.nlm.nih.gov/pubmed/37250705
https://doi.org/10.21083/ibol.v10i1.6242
https://doi.org/10.1093/sysbio/syac033
https://doi.org/10.7717/peerj.11294
https://doi.org/10.1016/j.ympev.2010.06.006
https://doi.org/10.3390/insects13121164
https://doi.org/10.1080/13921657.2000.10512316
https://doi.org/10.3897/BDJ.12.e130218
https://www.ncbi.nlm.nih.gov/pubmed/39552914
https://doi.org/10.1893/0005-3155-83.2.47
https://www.ncbi.nlm.nih.gov/
https://doi.org/10.1093/molbev/msy096

Insects 2025, 16, 174 12 of 12

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

Drummond, A.J.; Rambaut, A. BEAST: Bayesian Evolutionary Analysis by Sampling Trees. BMC Evol. Biol. 2007, 7, 214. [CrossRef]
GitHub, Inc. Available online: https:/ /github.com/ (accessed on 16 October 2024).

Puillandre, N.; Brouillet, S.; Achaz, G. ASAP: Assemble Species by Automatic Partitioning. Mol. Ecol. Resour. 2021,
21, 609-620. [CrossRef]

Puillandre, N.; Lambert, A.; Brouillet, S.; Achaz, G. ABGD, Automatic Barcode Gap Discovery for Primary Species Delimitation.
Mol. Ecol. 2012, 21, 1864-1877. [CrossRef]

Pons, J.; Barraclough, T.G.; Gomez-Zurita, J.; Cardoso, A.; Duran, D.P; Hazell, S.; Kamoun, S.; Sumlin, W.D.; Vogler, A.P.
Sequence-Based Species Delimitation for the DNA Taxonomy of Undescribed Insects. Syst. Biol. 2006, 55, 595-609. [CrossRef]
Zhang, J.; Kapli, P; Pavlidis, P.; Stamatakis, A. A General Species Delimitation Method with Applications to Phylogenetic
Placements. Bioinformatics 2013, 29, 2869-2876. [CrossRef]

Assemble Species by Automatic Partitioning. Available online: https://bioinfo.mnhn.fr/abi/public/asap/ (accessed on
21 August 2024).

A Bayesian Implementation of the PTP Model for Species Delimitation with PhyloMap for Visualization. Available online:
http:/ /species.h-its.org/ptp/ (accessed on 21 August 2024).

Stasiukynas, L.; Torres Jimenez, M.E; Lekoveckaité, A.; Laurindo Da Silva, E; Podenas, S.; Havelka, J. Supplementary Material for
(COI Insights into Diversity and Species Delimitation of Imma-Ture Stages of Non-Biting Midges (Diptera: Chironomidae)).
Figshare. Dataset. Available online: https://figshare.com/articles/dataset/Supplementary_material_for_COI_insights_
into_diversity_and_species_delimitation_of_imma-ture_stages_of_non-biting_midges_Diptera_Chironomidae_/28172132/1
(accessed on 21 August 2024). [CrossRef]

Dellicour, S.; Flot, J.-F. Delimiting Species-Poor Data Sets Using Single Molecular Markers: A Study of Barcode Gaps, Haplowebs
and GMYC. Syst. Biol. 2015, 64, 900-908. [CrossRef] [PubMed]

Dellicour, S.; Flot, J. The Hitchhiker’s Guide to Single-locus Species Delimitation. Mol. Ecol. Resour. 2018, 18, 1234-1246.
[CrossRef] [PubMed]

Song, C.; Lin, X.; Wang, Q.; Wang, X. DNA Barcodes Successfully Delimit Morphospecies in a Superdiverse Insect Genus. Zool.
Scr. 2018, 47, 311-324. [CrossRef]

Yang, Z.; Rannala, B. Bayesian Species Identification under the Multispecies Coalescent Provides Significant Improvements to
DNA Barcoding Analyses. Mol. Ecol. 2017, 26, 3028-3036. [CrossRef] [PubMed]

Kapli, P; Lutteropp, S.; Zhang, J.; Kobert, K.; Pavlidis, P.; Stamatakis, A.; Flouri, T. Multi-Rate Poisson Tree Processes for Single-
Locus Species Delimitation under Maximum Likelihood and Markov Chain Monte Carlo. Bioinformatics 2017, 33, 1630-1638.
[CrossRef] [PubMed]

Zheng, C.-G,; Liu, Z.; Zhao, Y.-M.; Wang, Y.; Bu, W.-].; Wang, X.-H.; Lin, X.-L. First Report on Mitochondrial Gene Rearrange-
ment in Non-Biting Midges, Revealing a Synapomorphy in Stenochironomus Kieffer (Diptera: Chironomidae). Insects 2022,
13, 115. [CrossRef]

Da Silva, EL.; Pinho, L.C.; Stur, E.; Nihei, S.S.; Ekrem, T. DNA Barcodes Provide Insights into the Diversity and Biogeography of
the Non-biting Midge Polypedilum (Diptera, Chironomidae) in South America. Ecol. Evol. 2023, 13, €10602. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual

author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to

people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1186/1471-2148-7-214
https://github.com/
https://doi.org/10.1111/1755-0998.13281
https://doi.org/10.1111/j.1365-294X.2011.05239.x
https://doi.org/10.1080/10635150600852011
https://doi.org/10.1093/bioinformatics/btt499
https://bioinfo.mnhn.fr/abi/public/asap/
http://species.h-its.org/ptp/
https://figshare.com/articles/dataset/Supplementary_material_for_COI_insights_into_diversity_and_species_delimitation_of_imma-ture_stages_of_non-biting_midges_Diptera_Chironomidae_/28172132/1
https://figshare.com/articles/dataset/Supplementary_material_for_COI_insights_into_diversity_and_species_delimitation_of_imma-ture_stages_of_non-biting_midges_Diptera_Chironomidae_/28172132/1
https://doi.org/10.6084/m9.figshare.28172132.v1
https://doi.org/10.1093/sysbio/syu130
https://www.ncbi.nlm.nih.gov/pubmed/25601944
https://doi.org/10.1111/1755-0998.12908
https://www.ncbi.nlm.nih.gov/pubmed/29847023
https://doi.org/10.1111/zsc.12284
https://doi.org/10.1111/mec.14093
https://www.ncbi.nlm.nih.gov/pubmed/28281309
https://doi.org/10.1093/bioinformatics/btx025
https://www.ncbi.nlm.nih.gov/pubmed/28108445
https://doi.org/10.3390/insects13020115
https://doi.org/10.1002/ece3.10602

	Introduction 
	Materials and Methods 
	Sampling and Identification 
	DNA Extraction, PCR and Sequencing 
	Genetic Distances and Phylogenetic Analysis 
	Species Delimitation Methods 

	Results 
	Within-Species Genetic Divergences 
	Maximum Credibility Clade Tree 

	Discussion 
	References

