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DNA barcoding is a rapid and reliable method for species identification that utilizes short, standardized DNA sequences. This
approach involves sequencing a specific genomic region that varies between species but remains largely conserved within a
species. The resulting sequences are compared against curated reference databases, such as the Barcode of Life Data Systems
(BOLD) and GenBank, to achieve accurate species identification. DNA barcoding is especially valuable for detecting cryptic
species, monitoring invasive species, and supporting taxonomic research. The integration of modern sequencing technologies
with comprehensive reference libraries significantly enhances the precision, speed, and reliability of this method. Additionally,
targeting the internal transcribed spacer (ITS) region improves discrimination among closely related species, facilitates
subspecies differentiation, and aids in the detection of hybrids. fa—
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Ornithogalum sigmoideum

—HQ615073 Phylogenetic tree based on ITS sequences  |armeniacum
—2024-032 |montanum
2024-100 | orthophylium
—2024-099 | orthophyllum
——— 2025-059 | refractum
——2025-048 | refractum
— HQ615075 | refractum
—AB305009 |umbellatum
— 2024-028 comosum
2024-026 _
—2024-007 | montanum
— HQ615080 | montanum
— HQ615072 orthophyllum
—2025-023 | sigmoideum
—2025-022 | sigmoideum
HQ615074 | oligophyllum
~ HQ61 ?Sﬁ 17043 narbonense
—HQ615081
—2024-033 pyrenaicum
2024-030 _
MG030411 oligophyllum
HQ615083 | nutans

In this study, samples from 16 distinct Ornithogalum populations were
investigated from diverse natural regions across Bulgaria. To
characterize these populations, Sanger sequencing was performed on
the ITS region as well as the chloroplast genes trnL and rpoC1. The
variability of the Bulgarian population has not been studied until now.
Our results showed significant levels of genetic variation of the
species of genus Ornithogalum, not in all cases corresponding with
morphological diversity. Future research is needed to clarify the
taxonomic status of variability in the Bulgarian populations of
Ornithogalum. The DNA barcoding techniques employed in this study
enable reliable differentiation among species within the genus
Ornithogalum and demonstrate strong potential for application in
future analyses of additional taxa within the genus.
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