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A new carotenogenic strain of a green microalga Coelastrella Chodat (Scenedesmaceae, Sphaero-
pleales) was isolated in unialgal culture from the thallus of a Crimean epilithic lichen sampled in Se-
vastopol in March 2024. The strain is characterized by a pronounced ability to accumulate secondary
carotenoids under acute abiotic stress conditions. We describe the methods we used to isolate phy-
cobionts from small lichen samples, purify algae, establish axenic culture, adapt cells to laboratory
conditions, and maintain strains in long-term culture collection. Species identification was performed
using a combination of morphological (light and scanning electron microscopy) and molecular ge-
netic approaches (analysis of the ITS1-5.8S—-ITS2 fragment of the 18S rRNA gene cluster). The novel
strain was identified as Coelastrella rubescens (Vinatzer) Kaufnerovd & Elids, 2013 and deposited into
the collection of living cultures of carotenogenic microalgae at IBSS (https://algae.ibss-ras.ru), desig-
nated as IBSS-156. The growth characteristics of the IBSS-156 strain were evaluated under two-stage
batch culture conditions. The data indicate high specific growth rates of the alga at the vegetative stage:
up to (0.62 * 0.11) day™". The dynamics of the algal pigment composition that we received reflects
the massive accumulation of secondary carotenoids under stressful conditions. We found that measur-
ing the absorption spectra of living microalgal cultures in the visible region allows for a rapid assessment
of their physiological state and the rate of ketocarotenoid accumulation in biomass during two-stage
cultivation. The obtained results highlight the potential of Crimean lichens as a source of promising
astaxanthin-producing strains suitable for mass cultivation in arid and hot climates, such as those found
in the Crimea and adjacent regions of southern Russia.

Keywords: carotenogenic microalgae, phycobionts, Coelastrella, two-stage cultivation

The term “carotenogenic microalgae” refers to a taxonomically and ecologically heterogeneous group
of unicellular algae with a pronounced capacity for secondary carotenogenesis. This trait constitutes
a key adaptation mechanism in extremophiles enabling survival during abrupt environmental deteriora-
tion through the massive accumulation of ketocarotenoids in cytoplasmic lipid inclusions (oleosomes)
[Cheng, Shah, 2023; Debnath et al., 2024; Patel et al., 2022; Solovchenko, Minyuk, 2021].
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The main biological features of carotenogenic microalgae include ephemerality of vegetation,
the presence of a resting stage in their life cycle, the induction of secondary carotenoid and neutral
lipid biosynthesis during the transition to the resting stage, and the ability to rapidly shift between rest
and active growth.

The rising research interest in this algal group is rooted in both fundamental and applied aspects.
On the one hand, it aims to advance our understanding of the general patterns and specific features
of adaptation mechanisms in diverse ketocarotenoid producers. On the other hand, it seeks to reveal
new commercially promising sources of Cyy ketocarotenoids of the astaxanthin group and neutral lipids
suitable for the production of high-quality biodiesel [Islam et al., 2013; Karpagam et al., 2015; Patel
et al., 2022].

The most extensively studied and still the only astaxanthin producer successfully introduced into
mass cultivation is a freshwater microalga Haematococcus lacustris (Girod-Chantrans) Rostafinski, 1875
(Chlorophyceae, Chlamydomonadales, Haematococcaceae). With a two-stage cultivation protocol, astax-
anthin in its biomass can reach 5 % of dry weight [Han et al., 2013; Mota et al., 2022]. However, the low
ecological plasticity of this species restricts its large-scale cultivation to areas with a subtropical maritime
climate, where temperature does not exceed +28 °C during the hottest part of the day [Mohanasundaram
et al., 2023]. Within the Russian Federation, such areas are localized zones on the Crimean and Cau-
casian coasts, which are of significant recreational value. Consequently, Russian companies interested
in astaxanthin are completely dependent on import. Solving this problem requires searching for and in-
troducing into cultivation new, high-yielding strains of astaxanthin producers that are easily adaptable
to local conditions, resistant to contamination, and tolerant to extreme environmental factors [Patel et al.,
2022; Solovchenko, Minyuk, 2021]. In literature, over 130 such species are reported [Minyuk, 2020].
Many of them occur in the algal flora of both the Crimean subtropics and the steppe and foothill zones
of the peninsula. These are chiefly representatives of two orders of green microalgae: Chlamydomon-
adales and Sphaeropleales [Dantsyuk et al., 2021]. Their growth characteristics in culture and the specific
mechanisms regulating astaxanthin biosynthesis remain poorly understood. Nevertheless, several stud-
ies conducted at IBSS suggest that some of these species may be undemanding and highly productive
sources of astaxanthin [Chelebieva et al., 2018; Dantsyuk et al., 2021]. These considerations underscore
the need for a comprehensive analysis of the Crimean carotenogenic microalgal flora, an assessment
of its bioresource potential, and a search for novel strains with high potential for industrial cultivation
across diverse natural and climatic zones of the peninsula and adjacent areas of southern Russia.

A poorly characterized group of carotenogenic microalgae includes phycobionts of Crimean crus-
tose and foliose epilithic lichens adapted to extreme conditions: high daytime temperatures, low hu-
midity, and intense solar radiation. These lichens form dense, bright orange-red crusts on rock sur-
faces [Czeczuga, Osorio, 1989; Voitsekhovich, 2013; Voytsekhovich, Beck, 2016]. Those are promising
candidates for open-air mass cultivation in Crimean regions unsuitable for conventional agriculture.

The aim of this work was to isolate astaxanthin-producing microalgae from Crimean lichens,
with a focus on strains adapted to local conditions. The following tasks were solved:

1) to isolate and obtain algologically pure cultures of phycobionts from Crimean lichens;

2) toreveal a strain with high ketocarotenoid accumulation potential and identify it taxonomically using
an integrative approach;

3) to assess the biotechnological potential of the selected strain by evaluating its growth performance
during the vegetative stage and pigment dynamics under combined abiotic stress conditions.

Marine Biological Journal 2025 Vol. 10 No. 4
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MATERIAL AND METHODS

Crustose lichens — bright orange, tightly attached crusts on rock surfaces, tree bark, and lime-
stone boulders — were sampled in foothills of the Western Crimea (Sevastopol area) in spring
and summer (Fig. 1). Sampling sites were as follows:

A, the Victory Park (Sevastopol, 44°36"10”N, 33°27°23”E, isolated by I. Drobetskaya in March

2024);

* B, the Chelebi Yaurn Beli mount (Baydar Gate mountain pass, Orlinoye settlement, Sevastopol,

44°24’18”N, 33°46’49”E, isolated by N. Dantsyuk in April 2024);

e C, the Saint George monastery (Cape Fiolent, Sevastopol, 44°30'29”N, 33°30"29”E, isolated

by N. Dantsyuk in April 2024);

* D, the Toropova Dacha forest park (Balaklava municipal district, Sevastopol, 44°30"34”N,

33°41"2”E, isolated by I. Mansurova in May 2024).

Fig. 1. Crustose epilithic (A, B) and foliose epiphytic (C, D) lichens

Material was separated from a substrate with a sharp spatula and placed in labeled polyethylene bags,
each marked with sample number, sampling date, GPS coordinates, and sampler’s surname. In a labo-
ratory, samples were air-dried at room temperature for 24 h and then stored at +20 °C in labeled paper
envelopes in a dark and dry place until analysis.

Isolation of algologically pure phycobiont cultures. To isolate microalgal cells into unialgal cul-
ture, we used a modified method of density gradient centrifugation proposed by [Fontaniella et al., 2000].
The technique involves step-by-step centrifugation of macerated lichen thalli in a density gradient of so-
lutions: 0.25 M sucrose — 80% potassium iodide solution — 10 mM phosphate buffer. The core of our
modification was the optimization of sample-to-solution ratios for biomass inputs of 0.1-0.3 g.

A sample of a dry lichen thallus was washed with distilled water to remove debris and ground in a mor-
tar with 5 mL of distilled H,O. A homogenate was filtered through six layers of gauze into a polypropy-
lene Falcon tube and centrifuged at 200 g for 10 min. The supernatant was discarded, and the pellet
was resuspended in 4 mL of 0.25 M sucrose. Into a centrifuge tube, 3 mL of 80% KI solution were placed.
Along the inner wall of the tube, 2 mL of the resulting cell suspension in sucrose was carefully layered
on top of the solution. The tube was centrifuged at 50 g for 1 min. Large fragments of lichen thalli pre-
cipitated and concentrated in the lower KI layer, while microalgal cells remained suspended in the upper
sucrose layer. This layer was carefully transferred with a micropipette into a new tube containing 3 mL
of 80% Kl solution. Then, 2 mL of 10 mM phosphate buffer was added, and the samples were centrifuged

Marine Biological Journal 2025 Vol. 10 No. 4



6 N. Dantsyuk, O. Krivenko, I. Mansurova, and I. Degtyar

at 130 g for 2 min. Microalgal cells formed an intermediate layer (an interphase) between the phos-
phate buffer and KI solution, while fungal hyphae fragments passed into the KI layer as a dense pellet.
The interphase containing algal cells was carefully sampled with a micropipette and transferred into
3 mL of 80% KI solution. Along the inner wall of the tube, 3 mL of the phosphate buffer was care-
fully layered on top of the KI solution and centrifuged at 200 g for 3 min. If necessary, this step was
repeated. Subsequently, 1 mL of distilled H,O was added to the microalgal cell suspension sampled
from the interphase layer, and the sample was centrifuged at 290 g for 5 min. The resulting cell pellet
was resuspended in 0.5-1.0 mL of twice diluted BBM (Bold’s Basal Medium) [Bischoff, Bold, 1963].
The resulting “primary inoculum” was transferred into a glass tube with a cotton plug and stored at room
temperature under illumination with a photosynthetically active radiation (hereinafter PAR) flux density

257! until antiseptic treatment.

not exceeding 35 wmol photons-m™

Antiseptic treatment. To combat microbial contamination, antibiotics with a broad spectrum of an-
timicrobial activity were used: cefotaxime (“Biokhimik™) and ampicillin (“Belmedpreparaty”). A mix-
ture was prepared by combining 500 pg-mL™ of ampicillin and 100 ug-mL™" of cefotaxime [Kan, Pan,
2010]. As a fungicide, “Fundazol” was used (“Zelenaya Apteka Sadovoda”): when penetrating plant
tissue, it blocks the reproductive function of fungi. Its solution (40 pg-mL™) was added to suppress
micromycete contamination [Mokrosnop, Zolotareva, 2012].

Isolation of unialgal cultures. After antiseptic treatment, an alga was acclimated to laboratory con-
ditions by maintaining the cell culture on liquid BBM under optimal temperature for lichen phycobionts,
+18...420 °C, and PAR flux density of < 35 umol-m™.s™! [Voitsekhovich, 2013]. To obtain unialgal
cultures, we applied the standard streak plate method [Gaisina et al., 2008; Temraleeva et al., 2014]. Mi-
croalgae were inoculated on agar-enriched (1.5-2%) BBM in Petri dishes. The dishes with microalgae
were incubated in a refrigerated cabinet at +14...+16 °C and a PAR flux density of 20-26 umol pho-
tons-m2-s”! in a 15hlight: 9 h dark mode. Germinated colonies were transferred with an inoculation
loop into separate test tubes containing approximately 0.3 mL of liquid BBM to obtain an actively grow-
ing cell culture. Within one week, the alga was examined under a microscope to assess algological purity.
If necessary, the procedure was repeated until obtaining a monoclonal culture of phycobiont cells. Once
a unialgal culture was obtained, it was inoculated into agar slants for long-term storage in the collection
of living cultures of carotenogenic microalgae at IBSS.

Conditions for two-stage culturing of phycobiont cells. Phycobiont cell were cultured
in a two-stage batch culture mode [Minyuk et al., 2016]. Prior to cultivation, a synchronized cell culture
in an actively growing state was obtained: an algal inoculum was prepared and grown on BBM for 7 days
under unilateral side illumination (JazzWay DL 8W 6500K LED lamps, China) with continuous air
bubbling. PAR photon flux density incident on the culture surface was 120 pmol-m2-s™!. The photope-
riod was 15hlight:9hdark (close to natural mode and recommended for carotenogenic microalgae
cultivation). Temperature was maintained at the level of (+23 £ 1) °C.

During the I stage (the “green” one), which lasted 11 days, the alga was cultivated in 0.5-L glass
conical flasks. Cultivation conditions did not differ from those of the preliminary phase. The cultures
were continuously aerated with air at a rate of 1 L-min~! using an air compressor Hailea ACO-9620
(China). During the light period, the medium pH was maintained at 7 by pulsed addition of carbon
dioxide (CO, volume fraction of 99.8% according to [GOST 8050-85, 2006]) with a solenoid valve
Camozzi ATE (Italy) and a digital pH controller Aqua Medic pH 2001 C (Germany). The initial cell
abundance in flasks was 1.5-10° cells-mL™", and the culture volume was 0.45 L.

Marine Biological Journal 2025 Vol. 10 No. 4
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To proceed to the II stage (the “red” one), the culture was concentrated by centrifugation at 290 g
for 5 min. The supernatant was discarded, and the cell pellet was resuspended in BBM with a 10-fold
reduction in nitrogen and phosphorus content. The initial cell abundance at the “red” stage was ap-
proximately 1.5-10° cells-mL™', with a culture volume of 0.45 L in each flask. The mode of lighting
was switched to continuous bilateral (140 umol photons photons-m s from each side). This configu-
ration, combined with the 10-fold reduction in cell abundance, resulted in a 20-fold positive gradient
of cell irradiation [Minyuk et al., 2017]. The supply of CO, was adjusted to a level that maintained

the medium pH close to 7 around the clock.

Monitoring of culture growth and cell sizes. Cell abundance (n) was analyzed using
a MACSQuant Analyzer flow cytometer (“Miltenyi Biotec,” Germany), equipped with three lasers (4035,
488, and 635 nm), at “Spectrometry and Chromatography” core facility at IBSS. Data were processed
applying FCS Express 7 Research Edition software.

The average specific growth rate (1) of cultures at the “green” stage was calculated from the daily
increase in n [Wood et al., 2005]:

In 2&
Mo

o = (ti —to)
where p, is specific growth rate for An, day™';
n, 1s initial cell abundance, cells-mL7;
n; is cell abundance on day i, cells-mL!;
t; — to 1s duration of the cultivation period, days.

Light microscopy and scanning electron microscopy. For light microscopy, we used an inverted
microscope Nikon Eclipse Ts2R. Cell sizes were determined from micrographs taken with an Infinity 3
Lumenera camera applying ImageJ software (NIH, the USA).

For scanning electron microscopy (hereinafter SEM), 2.5 mL of culture of vegetative microalgal
cells was sampled during the exponential growth phase (day 4 of the experiment) and fixed by adding
25% glutaraldehyde solution to a final concentration of 0.5%. Fixation requires a neutral, slightly al-
kaline environment [Chubchikova et al., 2022], and to ensure this, pH in the medium was adjusted
to 7.3 right before fixation by regulating the supply of CO,. Fixed samples were immediately mixed
with a microvortex (Microspin FV-2400, “Biosan,” Latvia), placed in a refrigerator at +3 °C, and mixed
every 10—15 min for 1 h. If necessary, samples fixed according to this protocol can be stored refrigerated
for two weeks [Rylkova et al., 2024]. At the next stage, microalgal suspension was concentrated on poly-
carbonate track-etched membranes with a pore size of 2 um (manufacture by Joint Institute for Nuclear
Research, Russia) placed on moist filter paper supports [Rylkova et al., 2024]. Filtration was carried out
under a vacuum of no more than 0.2 atm. Fixative was washed off from the suspension on the filters
treating them twice with 1 mL of Na/K phosphate buffer (chloride-free), the use of which is preferred
for Scenedesmales [Chubchikova et al., 2022], and then rinsed once with 1 mL of deionized H,O. Then,
the filters with the alga were placed together with the supports into a 16-well plate and dehydrated in in-
creasing concentrations of ethanol: 20, 30, and 50%, for 5 min; 57 and 96%, for 10 min; and 100%, twice
for 10 min. Solutions were changed using a dispenser. Critical point drying was performed in a Leica
EM CPD300 (Germany) in a soft mode for 2.5 h. Sputter coating (Au/Pd, 0.5-1.0 min) was carried out
with a Leica EM ACE200 system. SEM images of cells were obtained under a Hitachi SU3500 scanning
electron microscope (Japan) in the Microscopy Laboratory at IBSS.

Marine Biological Journal 2025 Vol. 10 No. 4



8 N. Dantsyuk, O. Krivenko, I. Mansurova, and I. Degtyar

Molecular genetic analysis. Genomic DNA was extracted from concentrated algal cultures with
a “DNA-Extran-3” kit (“Syntol,” Russia) following the manufacturer’s protocol. DNA quality was as-
sessed by electrophoresis in a 1.5% agarose gel stained with ethidium bromide (0.2 ug-mL™"). Amplifi-
cation of a DNA fragment encoding the 5.8S region and the adjacent ITS1 and ITS2 regions of the nu-
clear ribosomal gene cluster was performed by polymerase chain reaction (PCR) using the ready-to-use
ScreenMix kit (“Evrogen,” Russia) and ITS1 (TCCGTAGGTGAACCTGCGG) and ITS4 (TCCTC-
CGCTTATTGATATGC) primers [White et al., 1990]. The protocol was as follows: initial denaturation
at +94 °C for 3 min; 34 amplification cycles (+94 °C for 30 s; +60 °C for 30 s; and +72 °C for 60 s);
and a final extension at +72 °C for 10 min. PCR product was purified with Cleanup Standard reagents
(“Evrogen”) according to the manufacturer’s protocol and sequenced with GenSeq reagents (“Syntol”)
on a genetic analyzer Nanophore 5 (Institute of Analytical Instrumentation of RAS, Russia).

The search for similarity between the obtained sequence and that available in the GenBank database
(National Center for Biotechnology Information, NCBI) was carried out applying the BLASTN algo-
rithm [Morgulis et al., 2008; Zhang et al., 2000]. Alignment was performed using MAFFT v. 7.48 [Ka-
toh, Toh, 2010] with L-INS-I option; ambiguously aligned 5’ and 3’ ends were trimmed. Genetic
distances between nucleotide sequences were calculated using the Kimura’s two parameter model
(K2P model) with MEGA 11 software [Kimura, 1980; Tamura et al., 2021]. Phylogenetic analysis
and tree construction involving the maximum likelihood (ML) algorithms were performed in IQ-TREE
1.6.12 [Trifinopoulos et al., 2016] with the SYM + G4 nucleotide substitution model automatically se-
lected by ModelFinder based on the Bayesian information criterion (BIC). Branch support was assessed
using an SH-aLLRT test and ultrafast bootstrap with 10,000 replicates, and also an approximate Bayes
test with search stopping after 1,000 iterations and perturbation strength set to 0.1. Tree topology accu-
racy was evaluated by bootstrap analysis with 1,000 replicates. Trees were visualized and edited using
the service https://phylo.io/index.html.

Spectrophotometry. Absorption spectra of cell suspensions of living microalgal cultures
at the “green” and “red” stages were recorded on a Shimadzu UV-2600i spectrophotometer (“Spectrom-
etry and Chromatography” core facility at IBSS) over the wavelength range of 380—800 nm in a 1-cm
quartz cuvette. Right before measurement, each sample was thoroughly mixed to minimize sedimenta-
tion effects; the measurement time per sample was within 30 s. As the reference, BBM was used.

Graphs were plotted in Golden Software Grapher 17.3.454. Measurements were performed in three
biological replicates and three analytical replicates. Data in figures and text are presented as mean values
and standard error of the mean.

RESULTS AND DISCUSSION

Cells of green algae, lichen photobionts, were isolated from specimens of epilithic and epiphytic
lichens sampled in foothills of the Western Crimea. Isolation involved a method of density gradient
centrifugation adapted for small samples. Microscopic analysis revealed the absence of thallus debris
and foreign impurities in resulting cell suspensions (Fig. 2A). During one week of acclimation to labora-
tory conditions, isolated cells acquired characteristics typical of free-living populations: more uniform
cell sizes, shape, and intracellular content (Fig. 2B).

During the isolation of algologically pure cultures on agar-enriched nutrient media in Petri
dishes, the first colonies appeared within 2—4 weeks. Similar germination times for photobionts
on agar media have been reported by other researchers [Backor et al., 1998; Gasulla et al., 2010].
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The colonies varied in morphology and consistency, appearing as powdery, smooth, or granular, with
various shades of green (Fig. 2C-E). Such features of cell colonies may serve as secondary taxonomic
criteria.

A B

F

Fig. 2. The stages of isolating phycobionts into a pure culture: cells under a light microscope immediately
after the isolation (A) and after one week of culturing (B); solid media cultures of phycobionts isolated
from epilithic (C, D) and epiphytic (E) lichens; aging culture of the IBSS-156 strain on agar (F). Scale bars
are 10 um

Repeated subculturing allowed obtaining axenic cultures suitable for long-term preservation. After
a month of incubation on agar slants in a refrigerated cabinet, the aging culture of a strain iso-
lated from a thallus of a crustose epilithic lichen sampled in the Victory Park in Sevastopol
(see Fig. 1A) changed its color from green to red-orange (Fig. 2F). This color change indicates
the accumulation of secondary carotenoids in the microalga: a characteristic trait of extremophiles
under abiotic stress.

Taxonomic identification of a strain using morphological and molecular approaches. Cell mor-
phology and the life cycle of the isolated strain were examined via light microscopy and SEM. In actively
growing cultures, light microscopy revealed single vegetative cells of oval or lemon shape (Fig. 3A).
Mean cell length was 5-7 pum, and width was 3.5-6 wm. The chloroplast was parietal, with one
pyrenoid. Asexual reproduction occurred via autospore formation. Those are enclosed in a spherical
sporangium (typically 2 or 4 per sporangium) and released after rupture of a sporangial wall (Fig. 3D).
Sexual reproduction with gamete formation was not observed. Mature cells at the stage of secondary
carotenogenesis turned orange while retaining an oval shape. Mean cell length was 8 wm, and width
was 6.5 um (Fig. 3B).

SEM images of vegetative cells at magnification x7000 (Fig. 3C) reveal 8 meridional ribs converg-
ing at the cell poles and forming a thickening. The cell wall architecture, in conjunction with dis-
tinctive cell sizes and other morphological traits, enables unambiguous classification of the isolated
strain within the genus Coelastrella Chodat (Scenedesmaceae, Sphaeropleales) [Krivina et al., 2024;
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Wang et al., 2019]. Algae of this genus are widely distributed, and many species are cosmopoli-
tan ones, exhibiting tolerance to a broad temperature range. Coelastrella representatives are typi-
cally soil-associated species inhabiting various types of soils and water bodies: from wetlands to hot
springs. Many species are aerophytes; those colonize natural and artificial solid substrates and contribute
to biofilm formation [Kawasaki et al., 2020; Mikhailyuk et al., 2019; Wang et al., 2019]. To date, docu-
mented report of Coelastrella sp. as a lichen photobiont is restricted to one publication [Loureiro et al.,
2024]. It describes the morphological and molecular genetic traits of three Coelastrella sp. strains isolated
from lichens in northern Portugal.

A B

C D

Fig. 3. Cells of the IBSS-156 strain under a light (A, B) and electron (C, D) microscope. Scale bars
are 10 um (A, B, D) and 5 um (C)

As known, analysis of even ultrastructural cell features does not allow unambiguous identification
of certain Coelastrella species [Krivina et al., 2024]. Therefore, conducting parallel molecular genetic
studies is a standard practice when investigating representatives of this genus, as well as other green
microalgae with similar phenotypes [Kawasaki et al., 2020; Mikhailyuk et al., 2019; Wang et al.,
2019]. The issue of the most suitable genomic regions for studying this genus remains unresolved. How-
ever, an increasing number of researchers use the ITS1-5.8S-ITS2 region of 18S rRNA gene clus-
ter when describing new strains [Kawasaki et al., 2020; Krivina et al., 2024; Maltsev et al., 2021].
For the IBSS-156 strain isolated from a Crimean epilithic lichen, a nucleotide sequence of 411 base
pairs was obtained from this DNA region (GenBank NCBI accession number is PV022508).

Phylogenetic analysis of this region allowed constructing a phylogenetic tree (Fig. 4). It unequivocally
supports the classification of the studied strain within the genus Coelastrella.
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With robust support, the strain is placed within the Coelastrella rubescens (Vinatzer) Kaufnerova
clade, which constitutes a well-supported lineage in the genus phylogeny. The ob-
tained sequence shows full identity with the corresponding fragment of an authentic strain C. rubescens
CCALA 475. These two sequences form a subgroup sister to C. rubescens var. oocystiformis Qinghua
Wang, Huiyin Song, Xudong Liu, Guoxiang Liu & Zhengyu Hu, 2019 FACHB-2297a, with a K2P ge-
netic distance of 0.017. This value is close to the minimum interspecific threshold for the ITS1-5.85—
ITS2 region based on pairwise comparisons of authentic strains Coelastrella corcontica (Kalina & Pun-
cocharovd) Hegewald & N. Hanagata, 2002 CCALA 308 and Coelastrella multistriata (Trenkwalder)

& Elias, 2013

Kalina & Puncocharova, 1987 CCALA 309.

Coelastrella rubescens IBSS-156
Coelastrella rubescens FACHB-2296 (MH176119)
Coelastrella rubescens CCALA 475* (JX513884)
Coelastrella rubescens FACHB-2295 (KP702303)
Coelastrella rubescens var. oocystiformis FACHB-2297* (MH176120)
99 Coelastrella oocystfformis FACHB-2312 (MH176131)
Coelastreffa sp. SYKOA Ch-045-09 (MK480613)
Coelastrella cocystiformis SAG 277-1 (JX513887)
Coelastrella terrestris CCALA 476 (JX513882)
Coelastrella terresiris KZ-5-4-9 (MK201747)
Coelastrella terrestris IRK-A 173 (MK504637)
Enallax costatus SAG 46.88 (MK975489)
90 | 99¢ Coelastrelia affinis VKM Al-356* (MZ930374)
Coelastrella affinis IPPAS H-626 (MN396880)
99 Coelastrella aeroterrestrica VKM Al-39* (MT896387)
93 % Coelastrelia aeroterrestrica SWK1-2* (JX513879)
92 |1 Coelastrelia aeroterrestrica VKM Al-72 (MT896386)
Coelastrelfa sp. SYKOA Ch-047-11 (MK478814)
Coelastrella aeroterrestrica Ru-1-8 (MH703752)
Coelastrella multistriata VKM Al-355 (MZ920145)
Coelasirella multistriata VKM Al-369 (MZ736635)
96 | Coelastrelia multistriata VKM Al-350 (MZ920144)
Coelastrella multistriata CCALA 309 (JX513880)
Coelastrella corcontica CCALA 308 (JX513886)
Coelastrelia striolata (T) SAG 16.95* (JX513881)
Coelastrella thermophila FACHB-2304 (MH176118)
Pseudospongiococcum protococcoides CALU 221 (MZ126559)
Coelastrella_thermophila FACHB-2301 (MH176115)
Coelastrella thermophila FACHB-2299 (H176113)
: Coelastrella thermophila FACHB-2300* (MH176114)
Coelastrefla thermophila FACHB-2306 (MH176130)
Coelastrella astaxanthina Ki-4* (AB762691)
95 |, Coelastrefia sp. KNUAQ37 (KT883911)
Coelastrella thermophila var. globulina FACHB-2308* (MH176128)
Coelastrella sp. SAG 2123 (JX513883)
100 1 Coelastrella saipanensis FACHB-2294 (KP702304)
+ Coelastrella saipanensis FACHB-2138* (MF383401)
93| 100¢ Coelastrella tenuitheca FACHB-2314* (MH176122)
s Coelastrella tenuitheca FACHB-2313 (MH176121)
. Coelastrella chonggingensis FACHB-3315 (MW7 18822)
s Asterarcys quadricellulare FACHB-2316 (MH176123)

95i

91

94

95
87

83

81

100

Coelastrella vacuolatus SAG 211-8b* (HG514423)
99 iCoelastrella vacuofata CCAP 211/8C (FR865685)
Coelastrella emersonii CCAP 211/8P (FR865687)
99 e Scenedesmus deserticola BCP-EM2-VF3 (AY510474.1)
Eﬁr‘: Tetradesmus deserticola BCP-SNI-2* (AY510471)
100 Tetradesmus obliquus P-100W (MK530224.1)

0.03

Fig. 4. The phylogenetic position of the IBSS-156 Coelastrella strain (Scenedesmaceae, Sphaeropleales)
based on the maximum likelihood (ML) inference from partial ITS1-5.8S—ITS2 region of the 18S rRNA
gene cluster. Bootstrap support values (> 80) are shown at the nodes. Authentic strains are marked with *;

Tetradesmus wisconsinensis SAG 22.81 (HG514430)

the type species is marked with T
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The obtained topology of the tree constructed from a relatively small ribosomal DNA fragment
agrees well with phylogenies based on complete 18S rRNA gene sequences [Krivina et al., 2024; Malt-
sev et al., 2021; Wang et al., 2019]. Specifically, the C. rubescens lineage belongs to a subgroup with
species usually assigned to a so-called core subclade. The latter one is strongly supported as a sister one
to a clade comprising Coelastrella thermophila Qinghua Wang, Huiyin Song, Xudong Liu, Guoxiang Liu
& Zhengyu Hu, 2019 and Coelastrella saipanensis N. Hanagata, 2001; this is fully consistent with phylo-
genies presented in [Krivina et al., 2024; Maltsev et al., 2021]. Thus, the strain isolated from a Crimean
lichen can be assigned with high confidence to C. rubescens. This conclusion is corroborated by mor-
phological data: in terms of maximum linear sizes, number and position of cell wall ribs, and number
of autospores per sporangium, our strain matches C. rubescens var. rubescens, with its key taxonomic
traits summarized in [Andreyeva, 1998; Kaufnerova, Elids, 2013; Krivina et al., 2024]. Accordingly,
this isolate was registered in the general catalogue of the collection of living cultures of carotenogenic
microalgae at IBSS (https://algae.ibss-ras.ru) as the IBSS-156 strain Coelastrella rubescens (Vinatzer)
Kaufnerova & Elids, 2013 (Scenedesmaceae, Sphaeropleales).

Study of the growth characteristics of the IBSS-156 strain in batch culture and under stress
conditions. A two-stage cultivation scheme is the main approach for growing microalgae to obtain
valuable products of secondary carotenogenesis: ketocarotenoids of the astaxanthin group and neutral
lipids [Solovchenko, Minyuk, 2021]. At the I, vegetative (“green”) stage, the alga is maintained under
optimal growth conditions to maximize accumulation of vegetative cell biomass. Upon reaching the sta-
tionary growth phase and the onset of nutrient depletion, cultures are transferred to the II (“red”) stage
by inducing multifactorial stress that triggers the biosynthesis of astaxanthin and neutral lipids. The most
commonly applied stress factor is acute nitrogen and phosphorus deprivation, along with a significant
increase in light intensity and temperature. To study the growth performance of the IBSS-156 strain,
an optimized two-stage cultivation scheme was chosen [Minyuk et al., 2016]. This approach enables
investigation of the morphophysiological traits of the alga during the “green” stage and assessment
of its capacity to accumulate valuable target products under stress conditions.

The growth dynamics of the IBSS-156 strain in batch culture at the vegetative stage is shown
in Fig. 5A. The exponential growth phase lasted from day 1 to day 5, with an average specific growth rate
of (0.52%£0.11) day ™' and a maximum of (0.62 +0.11) day™ on day 3. From day 7, the culture remained
at the stationary phase. Cell abundance increased 8-fold over 11 days of vegetative growth. High growth
rates and the ability to rapidly accumulate biomass are characteristic of Coelastrella species [Corato
etal., 2022; Goecke et al., 2020; Maltsev et al., 2021; Nayana et al., 2022]. For a reference strain (a free-
living one) Vinatzer/Innsbruck V 195 (IPPAS H-350 = CCALA 475) Coelastrella rubescens (Vinatzer)
Kaufnerova & Elids, 2013, the maximum specific growth rate at the “green” stage was 0.95 day™' under
cultivation conditions comparable to those in our study [Minyuk et al., 2017].

After transfer to abiotic stress conditions, by the day 3 of the “red” stage (Fig. 5B), cell abun-
dance rose 1.6-fold relative to the initial concentration. No further growth occurred. A similar response
of C. rubescens culture at the onset of the “red” stage under the same stress protocol was reported previ-
ously [Minyuk et al., 2017]. This increase may be attributed to the algae utilizing nutrients introduced
when the concentrated cell suspension was diluted with a medium, despite the medium being depleted
in nitrogen and phosphorus. The first signs of secondary carotenogenesis were observed on day 3 after
stress. Visually, the culture in flasks changed its color from green to brown-orange; light microscopy
revealed a rise in cell size and altered coloration (see Fig. 3B).
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Fig. 5. Dynamics of the cell abundance (1) and the average daily specific growth rate (2) for the IBSS-156
Coelastrella rubescens strain during the vegetative stage (A) and secondary carotenogenesis stage (B)

Changes in pigment composition definitely indicate the development of secondary carotenogenesis
in cells in response to abiotic stress. This phenomenon is manifested in a decrease in the specific content
of chlorophyll and associated primary carotenoids in cells relative to secondary carotenoids [Lemoine,
Schoefs, 2010; Shah et al., 2016]. To quantitatively evaluate the dynamics of these processes, researchers
use the ratio of absorption peaks of pigment extracts at wavelengths corresponding to the absorption
maximums of chlorophyll and secondary carotenoids [Solovchenko, Minyuk, 2021]. To carry out a rapid
assessment, we analyzed the absorption spectra of living microalgal cultures at the “green” stage (Fig. 6A)
and the “red” one (Fig. 6B). It is evident that spectral profiles of a cell suspension of a living C. rubescens
culture differ significantly under different cultivation conditions.

At the “green” stage, distinct absorption maximums attributable to chlorophyll a were observed in its
blue (425 nm) and red (680 nm) regions. An additional shoulder noted at 650 nm in the red region
(at 650 nm) is related to chlorophyll b absorption: an accessory photosynthetic pigment of green algae.
In the blue region, this pigment contributes to a peak at 470-480 nm together with primary carotenoids.
Absorption intensities at blue-region maximums exhibited a continuous increase throughout the experi-
ment reaching their highest levels on day 11. Absorption intensities at red-region maximums remained
unchanged after day 5 (Fig. 6A).

During the “red” stage, a progressive smoothing of the absorption spectrum was noted in chlorophyll
absorption bands, culminating in a unimodal profile with a broad peak shifted towards the blue-green re-
gion by day 12 of the experiment. At 480-490 nm, a progressive increase in peak intensity was recorded
reflecting accumulation of secondary carotenoids. By day 17, the values dropped sharply without spectral
change. Concurrently, initial indicators of the alga’s transition to a resting state were observed: complete
cessation of cell division and thickening of the outer cell membrane. The observed spectral dynamics
aligns with the established concept of gradual degradation of the photosynthetic apparatus in micro-
algae during their transition to a resting state, and also with the accumulation of ketocarotenoids in cells.
The absorption maximums of these pigments are shifted to longer wavelengths compared to those of pri-
mary carotenoids [Lemoine, Schoefs, 2010]. Thus, changes in the absorption spectra of living cultures
of carotenogenic microalgae during cultivation can be used for rapid assessment of the physiological
state of cells and for monitoring the accumulation of ketocarotenoids in a culture.
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Fig. 6. Changes in the shape of optical absorption spectra of a cell suspension of a living culture
of the IBSS-156 Coelastrella rubescens strain during the “green” (A) and “red” (B) stages of cultivation
(digits on curves indicate the experiment duration in days)

Conclusions:

. This study reports the first successful isolation of Coelastrella cells (Scenedesmaceae, Sphaeropleales)
from a thallus of a Crimean epilithic lichen into a unialgal culture. The demonstrated simplicity
and reproducibility of the isolation protocol substantiate the utility of the modified method of density
gradient centrifugation described in the paper for routine isolation of lichen photobiont cells into
a culture.

. The taxonomic position of the isolated strain within Chlorophyta was confirmed by molecular
genetic identification and scanning electron microscopy. Based on a comprehensive combination
of morphological and molecular traits, the strain is assigned to the genus Coelastrella of the fam-
ily Scenedesmaceae within the order Sphaeropleales. Phylogenetic analysis of the ITS1-5.8S-ITS2
fragment of the ribosomal DNA cluster with high statistical support assigns the strain to the species
C. rubescens. The isolate has been deposited in the collection of living cultures of carotenogenic
microalgae at IBSS (https://algae.ibss-ras.ru) as IBSS-156 Coelastrella rubescens.
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3. The strain demonstrated high specific growth rate, up to (0.62 + 0.11) day ™, and the capacity to ac-
cumulate both green biomass and secondary carotenoids under two-stage cultivation conditions.
Absorption spectra of cell suspensions at the “red” stage clearly reflect the degradation of green
photosynthetic pigments and biosynthesis of secondary carotenoids. Spectral monitoring of living
microalgal cultures is a method for rapid assessment of their physiological state and for analysis
of ketocarotenoid accumulation during cultivation.

These findings indicate the possibility of isolating promising astaxanthin producers adapted to local
conditions from Crimean lichens. Further research is required on the biological properties and com-
mercial potential of the new strain IBSS-156 Coelastrella rubescens as a candidate biotechnological ob-
ject for mass cultivation under the climatic conditions of Crimea and southern Russia, with the aim
of producing ketocarotenoids of the astaxanthin group, which are of high medical and nutritional value.
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HOBBIN INITAMM 3EJIEHONU KAPOTUHOTEHHON MUKPOBOJOPOCJIN
COELASTRELLA RUBESCENS,
MNEPCIEKTUBHBIN 1151 KYJIbTUBUPOBAHU S
B KJIMMATUYECKHUX YCJIOBHUSX IOT'A POCCUHA
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BriepBele U3 TajioMa SMWIMTHOTO KPHIMCKOTO JIMIIAHMKA BbIJEJIEHA aJIblOJIOTMYECKH YucTast
KyJIbTypa 3eJE€HOW KapOTHMHOreHHON MHKpoBopopociu poaa Coelastrella Chodat (Scenedesmaceae,
Sphaeropleales), KOTOpast XapaKTepU3yeTCsl BHIPAKEHHON CIIOCOOHOCTBIO K HAKOIUICHUIO BTOPHUYHBIX
KapOTMHOMOB B YCJIOBUSIX OCTPOro a0MOTHUECKOTO cTpecca. leTallbHO OnMcaHbl METOIbl BblIEICHUS
(prkoOMOHTA M3 MaJIbIX HABECOK 0Opa3lia JMIIAHHUKA, OJYYEeHHs aIbIOJOTMIECKH YUCTOM U aKce-
HUYHOW KYJIbTYP, aJanTaluy KJIETOK K YCIOBHUSM JJaOOPaTOPHOTO KyJbTUBUPOBAHUS U JJIUTEIBHOTO
XpaHeHus1 B KOJUIEKUMOHHOM (poHzie. BhinosiHeHa TakcoHOMUYecKasi uaeHTHUKanus GUKOOHOHTA
C WCIOJIb30BaHUEM MOP(OIOTUIECKHX MMOIXOA0B (CBETOBOM U CKAaHUPYIOMIEH JIEKTPOHHON MUKPO-
CKOITMH) U MOJIEKYJIIPHO-TEHETUYECKUX METOOB (aHann3a (hparMeHTa MoCcIeI0BaTeIbHOCTH PErMoHa
ITS1 — 5.8S — ITS2 rena 18S rRNA). [ToxydeHHBIN mMTAMM BHECEH B KaTaJIOT KOJUIEKIIUN KUBBIX
KYJIbTYP KapOTHHOreHHbIX MUKpoBoaopocieit ULl MHBIOM (https://algae.ibss-ras.ru) kak IBSS-156
Coelastrella rubescens (Vinatzer) Kaufnerovd & Elids, 2013. IIpoBegeHa oLieHKa pOCTOBBIX XapaKTe-
puctuk mramma IBSS-156 B ycnoBusX JBYXCTaAMIAHON HaKONMMTENIBHOU KyJbTyphl. [lomydens! qaH-
HbIe, CBI/IETEIIHCTBYIONIHE O BHICOKHX, 10 (0,62 + 0,11) cyT™!, yebHbIX CKOPOCTAX POCTa KyJbTyphl
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Ha BEreTaTUBHOH craauu. [JMHaMMKa MUTMEHTHOIO COCTaBa BOJIOPOCJIEH NpH JEHCTBUM KOMILIEKC-
HOT'O CTpecca CBUIETEJbCTBYET O HAKOIJIEHUM BTOPUYHBIX KapoTHHOMIOB. [TokasaHo, 4To perucrpa-
L1S1 CHEKTPOB MOMJIOIIEHHUSI KMBBIX KYJIBTYP MUKPOBOAOPOC/EH B BUIMMON 00JaCTH MOKET OBbITh 3(-
(beKTBHBIM CTIOCOOOM FKCIPECC-OLIEHKH MX COCTOSIHUSI M CKOPOCTH HAKOIUICHHUST KETOKAPOTHHOUIOB
B Guomacce B mpoliecce IBYXCTaJUHHOTO KyJIbTUBHUPOBaHMS. Pe3ynbTaTsl paboThl YKa3bIBAIOT Ha BO3-
MO’KHOCTb BBIJIEJIEHNS M3 KPBIMCKHX JIMIIIARHUKOB MEPCIIEKTUBHBIX MMPOAYIIEHTOB aCTaKCaHTHHA, KO-
TOpBIE MOTYT OBITH TIPEJIOKEHBI AJIsI MACCOBOTO KYJIbTUBHPOBAHHS B 30HAX C 3aCYIIUTMBBIM U KapKUM
KJIMIMATOM, B TOM unciie B KpeiMy 1 npuieraommx paiioHax tora Poccun.

KuiroueBrbie cy1oBa: KapOTUHOTEHHbIE MUKPOBOJIOPOCIH, (pUukoOUOHTHI, Coelastrella, nByxcTaguiHoe
KYyJIbTUBUPOBaHUE
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SCHISTOSOMA MANSONI (TREMATODA: SCHISTOSOMATIDAE) OCCURRENCE
IN BIOMPHALARIA PFEIFFERI (GASTROPODA: PLANORBIDAE)
IN WATER BODIES OF KINDIA PREFECTURE (REPUBLIC OF GUINEA)
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Molluscs of the genera Biomphalaria and Bulinus, intermediate hosts of human-pathogenic Schis-
tosoma trematodes, were found in 8 freshwater bodies in the western region of Kindia Prefecture
of Guinea. While Bulinus snails were free from schistosome infection, Biomphalaria specimens were
parasitized, with infection foci revealed in 4 water bodies. Morphological analysis of shells of in-
fected snails confirmed that they belong to the species Biomphalaria pfeifferi. The movement behavior,
body shape, internal anatomy, and morphometric characteristics of the cercariae shed from the snails
matched those of Schistosoma mansoni. The obtained ITS1 rDNA gene sequences showed 100%
identity with homologous loci of S. mansoni parasitizing on humans and rats in Africa and Brazil.
In contrast, they differed by 6 nucleotide substitutions from those of the closest relative, S. rodhaini,
and by 2—6 substitutions from those of S. rodhaini x S. mansoni hybrids. Phylogenetic analysis strongly
supported (100% bootstrap) the clustering of the sampled sequences with that of S. mansoni, distinct
from those of S. rodhaini and hybrid lineages, confirming species identification. This study reports
the first documented evidence of S. mansoni infection in B. pfeifferi and its molecular characterization
in the Republic of Guinea. Infected snails (n = 32) were significantly larger on average than unin-
fected ones (n = 1,110) in samples where trematodes were found. Analysis of environmental factors
revealed no effect of pH, dissolved oxygen, or water temperature within their observed ranges during
the study period (October and November) on occurrence of B. pfeifferi and prevalence of infection
with S. mansoni. Notably, B. pfeifferi exhibited tolerance to slightly hypoxic conditions, likely explain-
ing their persistence in excrement-contaminated waters and facilitating schistosome larvae transmis-
sion. The presence of schistosomes was associated with specific biocenosis features, including slack
or slow-flowing water and abundant submerged vegetation. All infected water bodies were located
within urban areas. Obtained data are significant for developing schistosomiasis control strategies
in the region.

Keywords: Schistosoma, schistosomiasis, natural focus of infection, intermediate hosts, Biomphalaria,
ITS1 rDNA, Republic of Guinea
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Human schistosomiasis is a tropical disease caused by six trematode species of the genus Schis-
tosoma Weinland, 1858. Out of them, two species, S. haematobium (Bilharz, 1852) and S. mansoni
Sambon, 1907, are responsible for 99% of schistosomiasis infections worldwide. The World Health Or-
ganization considers schistosomiasis to be one of the most serious tropical diseases, with approximately
90% of cases occurring in Africa [Onasanya et al., 2021]. Furthermore, the prevalence of schistoso-
miasis has increased among the African population over the past two decades [Salari et al., 2020]. Be-
cause of human migration from Africa to the Eurasian continent, climate warming, and the associated
risk of introducing the trematode intermediate hosts, molluscs, to new areas, studying various aspects
of schistosome ecology is relevant not only in African countries, but also in other ones, including Rus-
sia. Thus, publications have reported the recent spread of schistosomiasis in Corsica and Portugal, even
among residents who have not visited endemic areas [Gabrielli, Garba Djirmay, 2023].

The spread of schistosomiasis is associated with two key factors: water contamination by human ex-
crement containing parasite eggs and the presence of infected molluscs in natural water bodies. Current
control programs focus on analyzing the infection rate in the population. However, human infection orig-
inates from free-swimming larvae: cercariae produced by schistosome sporocysts that parasitize snails.
Even if parasite eggs are prevented from entering water, infected snails will continue to produce new
cercariae for some time. Moreover, “human” Schistosoma species can parasitize other mammals [Aula
et al., 2021] meaning that animal reservoirs allow the infection to circulate independently of humans.
Therefore, preventing and treating infection in humans alone is insufficient to control the spread of schis-
tosomiasis. It is also necessary to monitor the presence of the parasite in molluscs in water bodies.

A large number of various kinds of research, from morphology, biology, and ecology to genomic
surveys, transcriptomic works, and development of PCR diagnostics, is focused on trematodes that
cause human schistosomiasis, and also on other representatives of the family Schistosomatidae Stiles
& Hassall, 1898 which they belong to (e. g., [Alzaylaee et al., 2020; Gandasegui et al., 2016; Sato
et al., 2018]). However, given the diversity of climatic conditions in regions where these helminths
are revealed, the spread and variability of their mollusc hosts, the possible inclusion of “human” schis-
tosomes in parasite systems of various reservoir and random hosts (both definitive and intermediate
ones) [Aula et al., 2021], and the occurrence of interspecific hybrids [De Elias-Escribano et al., 2025;
Savassi et al., 2020; Webster et al., 2013], data on their morphological, ecological, and molecular genetic
characteristics in different habitats are still insufficient. For example, in literature, there is no information
on the occurrence of Schistosoma species in molluscs in the Republic of Guinea. Notably, in the mono-
graph [Brown, 2005], the presence of S. mansoni and S. haematobium in two molluscs, Biomphalaria
pfeifferi (Krauss, 1848) and Bulinus globosus (Morelet, 1866), within Guinea is stated by registration
of trematodes in humans and the occurrence in this region of both mollusc species, which are the main
hosts of these parasites in Africa. In the genetic database GenBank NCBI (National Center for Biotech-
nological Information), among 556,222 records for various schistosome DNA fragments, there are no de-
posited nucleotide sequences of representatives of this genus from the Republic of Guinea [Nucleotide
database, 2024].

Currently, two Schistosoma species pathogenic to humans, S. mansoni and S. haematobium,
are known to be common among the population of Guinea. Both species are native for the territory
of the republic [Aula et al., 2021]. According to the analysis of human surveys conducted in 1989-2019,
the prevalence of the parasites varies 1 to 15% in different areas [Guilavogui et al., 2023]. However, some
publications provide significantly higher values. Thus, in Forested Guinea, the occurrence of S. mansoni
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in schoolchildren reached 86.1%, and that of S. haematobium, 75% [Hodges et al., 2011]. Besides,
in the region neighboring Guinea (Guinea-Bissau, Cameroon, Equatorial Guinea, Gabon, and Nigeria),
another species parasitizing humans occurs: S. guineensis [Kane et al., 2003; Webster et al., 2006]; inter-
specific hybrids were revealed as well [Savassi et al., 2020]. In the Republic of Guinea, it has not been
registered so far. Given that species identification based on egg morphology (the most common method
applied for schistosomiasis pathogens) may be inaccurate, especially for hybrids [De Elias-Escribano
et al., 2025], it 1s necessary to confirm the data using molecular genetic markers. At the same time, accu-
rate species identification is crucial for diagnosing and treating, assessing epidemiological consequences,
and developing control strategies for natural foci of infection.

In connection with the above, the aims of the paper are to characterize the occurrence of human
pathogenic schistosomes in molluscs in Kindia Prefecture (the Republic of Guinea), to identify Schisto-
soma species based on the morphology of cercariae and DNA sequences, and to analyze the relationship
between the indicators of mollusc infection with schistosomes and environmental parameters.

MATERIAL AND METHODS

Sampling. In October and November 2024, on the territory of the Koya and Kindia prefec-
tures (Kindia Region, the Republic of Guinea), 27 sites in the coastal zone of 21 water bodies
were surveyed (see the map: https://www.google.com/maps/d/edit?mid=1JeRUjZ5VpumfQxLM7R-
GmriHB73BXss&usp=sharing).

The following parameters were recorded at the sampling sites: water temperature and pH, dis-
solved O,, and characteristics of the biocenosis — the presence of vegetation, the bottom type (rocky,
sandy, or silty), and the relative flow velocity (slack water, weak flow, and strong flow). Physical and chem-
ical parameters were measured with a multifunctional water quality tester DO-100 (China) calibrated
and used in accordance with the manufacturer’s protocol; the measurement error was +1.5%. The list
of the surveyed water bodies, the coordinates of the sampling sites, the hydrochemical characteris-
tics, and the number of sampled molluscs are provided in the table (see Supplement 1: https://marine-
biology.ru/mbj/article/view/498).

Mollusc species were identified based on the shell morphometric features in accordance with
guides [Brown, 2005; Mandahl-Barth, 1957]. To analyze the normality of the distribution of mollusc
sizes, the Shapiro—Wilk test, W, was used. To check the reliability of differences between their samples,
the Mann—Whitney U test was applied. For both tests, p < 0.05.

Examination for the presence of parasites. The sampled molluscs were delivered to a laboratory
and maintained in clean bottled water for 2 weeks. Prior to examination, those were kept in the shade
for 48 h; then, the specimens were placed individually into containers with a small amount of clean
water and exposed to natural light at 7:00. Emissions of cercariae were detected by examining the con-
tainers with molluscs under a Micromed MC-4-ZOOM LED stereomicroscope (China) at x20 to x30
magnification every 2 h until 16:00. Each sample was examined for 2-3 days. If schistosome cercariae
were not found, a mollusc was dissected and examined for sporocyst infection. The detected cercariae,
which by external features and movement pattern corresponded to those of the genus Schistosoma,
and the infected molluscs were fixed in 70% and 96% ethanol, respectively, for subsequent morphological
and molecular genetic studies.

The cercariae fixed in 70% ethanol were stained with alum carmine and differentiated in acidi-
fied 70% ethanol. After subsequent dehydration via an ethanol series (80—100%) and clearing in clove
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oil, the specimens were mounted on a microscope slide in Canada balsam [Bykhovskaya-Pavlovskaya,
1985]. Measurements and description of the cercarial morphology were performed based on total mounts
(n=17), as well as on micrographs of live cercariae using an Olympus CX41 microscope (Japan) at X200
to X400 magnification, an Olympus SC50 digital camera, and CellSens Standard v. 1.18 software. Mea-
surements of cercariae are given in mm (ranges and a mean value with the standard error in paren-
theses). The infection rate was characterized by the prevalence: the proportion of infected molluscs
in a sample, %.

Molecular genetic investigation. Genomic DNA was isolated from a whole cercariae using
a commercial PureLink Genomic DNA Mini Kit (Invitrogen, the USA) according to the man-
ufacturer’s protocol, with elution in the minimum recommended volume. The concentration
and quality of the extracted DNA were determined with a Nano-500 spectrophotometer (All-
sheng, China) and a Qubix fluorimeter (Syntol, Russia). Amplification of the ITS1 region
of rDNA was performed with the primers BD1 (5-GTCGTAACAAGGTTTCCGTA-3") and 4S
(5’-TCTAGATGCGTTCGAARTGTCGATG-3’) [Bowles, McManus, 1993]. The PCR reaction solu-
tion contained 5X ScreenMix (Evrogen, Russia), 5 pmol of each primer, and 5 ng-uL™" of total ge-
nomic DNA. The amplification protocol was as follows: initial denaturation at +95 °C for 3 min;
35 cycles (+95 °C, 30 s; +55 °C, 30 s; +72 °C, 30 s); and a final extension at +72 °C for 7 min. The am-
plification products were detected by electrophoresis in a 1% agarose gel stained with ethidium bromide
and visualized under ultraviolet light. The PCR products were sequenced in both directions with a Bril-
liantDye Terminator v3.1 kit (NimaGen, the Netherlands) on a Nanophor-5 genetic analyzer (Institute
for Analytical Instrumentation of RAS, Russia).

The ITS1 sequence obtained was aligned with similar sequences available in GenBank NCBI
for S. mansoni (PP658717, FJ750523, and JQ289742), S. bovis (PP312969, PP313016, and PP312959),
S. haematobium (LC726151, PP963804, and PP963802), S. rodhaini (AF531312), and a S. man-
soni x S. rodhaini hybrid (EU599364-EU599378) using MUSCLE algorithm implemented
in MEGA 11 [Tamura et al., 2021]. Schistosoma turkestanicum sequence (MF145062) was used
as the outgroup. A phylogenetic tree was constructed by the maximum likelihood and the GTR + G
model (generalized time reversible with gamma distribution) [Rossi, 2018]. Bootstrap analysis with
1,000 repetitions was used to assess the reliability of the clusters.

RESULTS

Occurrence of Schistosoma trematodes. These trematodes were found in molluscs of the genus
Biomphalaria Preston, 1910 in 4 out of the 27 water bodies surveyed in Kindia Prefec-
ture (Table 1). Out of the 1,376 Biomphalaria snails examined, cercariae and sporocysts of schistosomes
were registered in 32 ind. The percentage of infected snails in samples ranged within 1.2-5.6.

Notably, in addition to schistosomes, other trematodes were revealed in Biomphalaria
molluscs: sporocysts and cercariae of the families Plagiorchidae and Echinostomatidae,
as well as apharyngeal brevifurcocercariae and metacercariae, which could not be identified.
Two Biomphalaria specimens infected with schistosomes were also co-infected with plagiorchiid
SpOrocysts.

Identification of a mollusc species. Our samples covered specimens of three morphotypes cor-
responding to the genera Biomphalaria, Radix Montfort, 1810, and Bulinus O. F. Miiller, 1781.
No schistosome infection was revealed in representatives of the latter two genera.
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Table 1. Characterization of Biomphalaria sp. samples and prevalence of Schistosoma sp.

Biomphalaria sp.
Date Sampling site quber, Shell length, o?iirfriz d i}flellrll ;::tget(? PL, %
ind. mm molluscs, ind. molluscs, mm

27.10.2024 Molokhoure 1 56 4.0-7.0 0 - 0
28.10.2024 Molokhoure 1 90 5.5-8.0 5 6.0-8.0 5.56
Molokhoure 2 82 5.0-8.5 2 7.0 2.44

Lac Bamba 106 5.0-8.0 0 - 0

29.10.2024 Foulayah 1 14 4.5-6.5 0 - 0

Foulayah 2 24 5.0-6.5 0 - 0

Yabara 1 34 4.5-6.0 0 - 0
31.10.2024 Yabara 2 327 5.0-10.0 6 6.0-7.5 1.83
Sinanya fontaine 163 5.5-9.5 2 7.0; 8.0 1.23
Molokhoure 1 172 6.0-9.5 7 6.5-9.0 4.07
01.11.2024 Molokhoure 2 154 6.5-9.0 7 7.0-9.0 4.55
Sinanya fontaine 73 5.5-7.0 1 6.0 1.37

08.11.2024 Molokhoure'l 20 4.5-7.0 1 7.0 5.0

Sinanya fontaine 61 5.0-8.0 1 7.0 1.64
In total, 8 sites 1,376 4.0-10.0 32 5.5-9.0 2.33

Note: PI is prevalence of infection. For coordinates of sampling sites, see Supplement 1: https://marine-biology.ru/
mbj/article/view/498.

Biomphalaria representatives (Fig. 1) had an oval and flattened shell coiled in a single plane,
making 3-4 whorls, with a smooth upper surface and a slightly obtuse-angled underside, fea-
turing a deep umbilicus. The shell length (SL) was 4.0-10.0 mm (1,110 ind.), and the shell
width (SW) was 3.5-7.0 mm (50 ind.). The aperture length (AL), its width (AW), and the umbilicus
length (UL) were 3.0-5.0 mm (50 ind.), 2.0-3.0 mm (50 ind.), and 1.5-3.0 mm (50 ind.), respec-
tively. Thus, the umbilicus occupied about 3 of the shell length. The height of the last whorl (SH)
was 2.0-3.5 mm (50 ind.); it was approximately equal to the aperture width. Based on morphometric
and morphological characteristics of shell, these molluscs were identified as B. pfeifferi [Brown, 2005;
Mandahl-Barth, 1957].

A

Fig. 1. Biomphalaria pfeifferi from water bodies in Kindia Prefecture (Guinea) (A) and scheme of the mol-
lusc shell measurements (B, C). AL, aperture length; AW, aperture width; SH, the height of the last whorl
(shell height); SL, shell length; SW, shell width; UL, umbilicus length. Scale bars are 1 mm
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Identification of Schistosoma species based on morphological data. Daughter sporocysts and cer-
cariae were found in B. pfeifferi; those were identified as trematodes of the genus Schistosoma based
on their morphological characters and movement patterns (see Supplements 2 and 3: https://marine-
biology.ru/mbj/article/view/498). Two daughter sporocysts, 0.365 and 0.488 mm long and 0.122 mm
wide, were elongated sacs filled with cercariae of varying degree of maturity (Fig. 2A) which is consistent
with the description of sporocysts of this genus [Ataev et al., 2016; Meuleman et al., 1980].
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Fig. 2. Schistosoma mansoni sporocysts (A) and cercariae (B, C) from a mollusc Biomphalaria pfeifferi
sampled in Kindia Prefecture (Guinea)

Cercariae are apharyngeal brevifurcocercariae without eye spots, with a typical forked tail (Fig. 2B,
C, Fig. 3). Body oval, 0.122-0.139 mm long [(0.123 £ 0.003) mm], 0.044-0.058 mm maximum wide
[(0.048 £ 0.009) mm], and 0.042—-0.058 mm wide at the level of the ventral sucker [(0.046 = 0.002) mm)].
Tail stem cylindrical, slightly tapering distally; 0.144-0.180 mm long [(0.162 £ 0.008) mm]
and 0.042-0.058 mm wide at the anterior end [(0.046 £ 0.002) mm]. Furcae 0.055-0.067 mm
long [(0.062 + 0.002) mm] and 0.006-0.012 mm wide [(0.009 + 0.0006) mm]. Body and tail cov-
ered with minute spines. Oral sucker muscular, oval, 0.042-0.058 mm long [(0.046 + 0.002) mm)]
and 0.027-0.033 mm wide [(0.03 = 0.0005) mm], occupying about ¥3 of the body. Large pre- and post-
acetabular penetration gland cells in five pairs, fill nearly %3 of the body. Two pairs of preacetab-
ular glands located anterior to the ventral sucker, with one pair, elongated and cylindrical, dorsally
to the second pair, spheroidal. Three pairs of postacetabular glands, smaller and spheroidal ones, po-
sitioned posterior to the ventral sucker, slightly overlapping. Penetration gland ducts extend anteri-
orly and open at the anterior end of the body. Ventral sucker well-developed, 0.013—-0.016 mm long
[(0.015 £ 0.0005) mm] and 0.016-0.02 mm wide [(0.017 £ 0.0006) mm], placed in the posterior third
of the body, 0.088-0.101 mm from the anterior end [(0.095 £ 0.002) mm]. Digestive system repre-
sented by esophagus: thin-walled tube with a spherical terminal dilation reaching the middle of the body.
Mouth opening ventral. Nervous system consists of nerve cells forming clusters connected by thin fibers
(neuropil) at the esophagus level. In the examined specimens, ciliated flame cells (cyrtocytes) and fine
excretory capillaries arising from them not observed. Two larger excretory canals run anteriorly on either
side of the body; two short canals located on either side of the anterior part of the tail stem; and a single
excretory canal placed along the middle of the tail stem, opening at the tips of the furcae. Reproductive
system undifferentiated and represented by some spherical cells posteriorly to the ventral sucker.
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7 1 1312 10 8 6 5 2 1

Fig. 3. Body shape and scheme of the internal morphology of Schistosoma mansoni cercariae from Biom-
phalaria pfeifferi molluscs sampled in Kindia Prefecture (Guinea): 1, penetration gland ducts; 2, oral
sucker; 3, mouth; 4, esophagus; 5, neuropile; 6, caecum; 7, excretory ducts; 8, dorsal preacetabular gland;
9, ventral preacetabular gland; 10, ventral sucker (acetabulum); 11, postacetabular glands; 12, primordia
of the reproductive system; 13, excretory bladder; 14, excretory canal; 15, tail; 16, sensilla on the tail
surface; 17, tail furcae; 18, excretory pore. Scale bar is 0.02 mm

In general, the described cercariae are morphologically and morphometrically consistent with those
of S. mansoni and S. rodhaini [Dorsey et al., 2002; Faust, 1919; Fripp, 1967; Skryabin, 1951; Stirewalt,
1974]. These species have nearly identical cercariae and both use Biomphalaria molluscs as intermediate
hosts, but the second species has not been recorded in West Africa [Steinauer et al., 2008]. Taking this
into account, the cercariae found were identified as S. mansoni.

Identification of Schistosoma species based on molecular genetic data. The ITS1 re-
gion (518 base pairs) was sequenced based on DNA extracted from Schistosoma cercariae from a mollusc
B. pfeifferi sampled in Kindia Prefecture (the Republic of Guinea). Its sequence is available in GenBank
NCBI under the accession number PV771189.

The obtained ITS1 fragment showed 100% identity with three similar DNA sequences of S. man-
soni from Africa and Brazil (PP658717, FJ750523, and JQ289742). Comparison with a sequence
of the closely related species, S. rodhaini (AF531312), revealed 6 nucleotide substitutions (98.96% iden-
tity). Comparison with sequences of S. haematobium (LC726151, PP963804, and PP963802) showed
95-96% identity (22—-28 substitutions), and with S. bovis, 95% identity (28 substitutions). At the same
time, this DNA locus differed by 2—-6 substitutions (98.96-99.66% identity) from those of S. mansoni x
S. rodhaini hybrid (EU599364-EU599378). However, phylogenetic analysis revealed that the sequenced
sample and S. mansoni sequences formed a strongly supported clade, distinct from S. rodhaini and its
hybrid with S. mansoni (Fig. 4). This result confirms that the found parasite belongs to S. mansoni.

Effect of mollusc size on Schistosoma mansoni occurrence. Sizes of the studied B. pfeifferi spec-
imens were relatively small: the length of the molluscs did not exceed 1 cm (Table 1), while it can reach
1.5 cm. The material was sampled at the onset of the cold dry season (October and November), when
Biomphalaria abundance was just starting to increase due to juveniles. Obviously, this affected the size
composition: the predominance of small individuals caused a deviation from the normal distribution
among uninfected snails (Table 2). At the same time, infected individuals, which were encountered
much less frequently, showed a normal size distribution in most samples.

The mean length of B. pfeifferi infected with schistosomes was greater than that of uninfected
individuals, but the differences between the samples were significant only for one sample (that
with the number of infected snails exceeding 10) and when comparing all infected and uninfected
molluscs (Table 2).
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Fig. 4. Maximum likelihood phylogenetic tree based on ITS1 sequence showing the relationships between
the Schistosoma mansoni sample from Guinea and related schistosome species available in GenBank NCBI.
Nodal numbers are bootstrap support. Alignment length is 518 base pairs

Table 2. Characteristics of the distribution normality (Shapiro—Wilk test, W) of mollusc shell length
and the significance of differences (Mann—Whitney U test) between samples of infected and uninfected

specimens

Uninfected

Uninfected molluscs Infected molluscs vs. infected

Sampling site : : molluscs

Number, ind. lerlzgfl(lij?:m w p | Number, ind. lelﬁfs’l?;lm Wiop U )4
Molokhoure 1 269 7.0 0.94 | <0.01 13 7.5 0.94|0.48| 1,177 | 0.046
Molokhoure 2 227 7.0 0.96 | <0.01 7.5 0.78]0.01| 633 | 0.054
Yabara 2 321 7.0 0.94 | <0.01 6 6.8 0.96[0.80| 914 | 0.833

Sinanya fontaine 293 6.5 0.92<0.01 4 7.0 - - - -
All samples 1,110 7.0 0.95|<0.01 32 7.3 0.9410.06 | 12,192 | < 0.01

Note: p-values indicating normal distribution and significance of differences between medians are highlighted in bold.
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Effect of environmental parameters on Schistosoma mansoni occurrence. All water bod-
ies where Biomphalaria molluscs, potential hosts of schistosomes, were recorded, were located
within the city of Kindia (see Supplement 1: https://marine-biology.ru/mbj/article/view/498). Four
sampling sites where schistosome invasion was revealed covered water bodies near private houses,
schools, and public toilets with no wastewater treatment system (Figs 1, 2 in Supplement 1:
https://marine-biology.ru/mbj/article/view/498); those are used by the local population for household
needs and agricultural work.

Moreover, all water bodies in which molluscs of the genus Biomphalaria were registered were shal-
low, with slack or slow-flowing water, and abundantly overgrown with sedge and/or rice. However, among
water bodies where Biomphalaria snails were not detected, half have the same biocenosis characteristics,
and the ranges of physical and chemical parameters of water (pH, temperature, and dissolved oxygen)
overlap (Table 3). A comparison of water bodies with molluscs as hosts but without cases of schistosome
invasion and water bodies with reported invasion also revealed an overlap of the values of the analyzed
abiotic factors.

The reduced dissolved O, content is obviously not a limiting factor for either Biomphalaria represen-
tatives or schistosomes. Thus, several water bodies where these molluscs and trematodes were revealed
had the values < 5 mg-L™! (see Table 3). In the biocenoses, the environmental acidity ranged from slightly
acidic to slightly alkaline. No relationship between these factors and the occurrence of molluscs in wa-
ter bodies was determined. Notably, the highest density of Biomphalaria populations was recorded
at the Yabara 2 station where the environment was slightly acidic (see Supplement 1: https://marine-
biology.ru/mbj/article/view/498).

Table 3. Comparative characteristics of surveyed water bodies with Biomphalaria pfeifferi
and Schistosoma mansoni and without these species

Occurrence Number Physical and chemical Biocenosis characteristics
of Biomphalaria . parameters
and Schistosoma of samp ling _1 .
in samples sites pH T,°C |0O,, mgL Current | Bottom type | Depth, m | Vegetation
S, 50% R, 13%. In, 50%
No molluscs 19 45-6.8[+27...434| 3.3-10.3 o770 | Sn, 37%, 0.5-1.5 1, 077,
W, 50% Ab, 50%
S1, 50%
Uninfected
4 6.3-6.8|+28...+34| 4.3-5.0 W, 100% S1, 100% 0.02-0.5 Ab, 100%
molluscs
Infected 4 58-7.8(429..432| 45-61 | W,100% | SL100% | 0.02-0.4 | Ab, 100%
molluscs

Note: in the biocenosis characteristics, the proportions of sites with the corresponding parameters from the total num-
ber of sampling sites are indicated. Current (flow velocity): S, strong flow; W, weak flow or slack water. Bottom type:
R, rocky; Sn, sandy; SI, silty. Vegetation: In, an insignificant amount of semi-submerged and submerged vegetation;
Ab, abundant semi-submerged and submerged vegetation.

DISCUSSION

Despite the fact that S. mansoni natural range covers the Republic of Guinea [Aula et al., 2021], with
an infection rate up to 86% in the population in some regions [Hodges et al., 2011], data on the prevalence
of infection in an intermediate host, B. pfeifferi, were obtained there for the first time.

Marine Biological Journal 2025 Vol. 10 No. 4


https://marine-biology.ru/mbj/article/view/498
https://marine-biology.ru/mbj/article/view/498
https://marine-biology.ru/mbj/article/view/498
https://marine-biology.ru/mbj/article/view/498

E. Dmitrieva, S. Diakité, P. Koivogui, N. Pronkina, V. Uppe, L. Konate, M. Sow,
30 A. Balde, M. Camara, D. Polevoy, R. Machkevsky, E. Vodiasova, 1. Keita, and A. Diallo

Morphology-based identification of schistosome cercariae is challenging due to a small set of char-
acters used and the existence of similar species and hybrids [Steinauer et al., 2008]. Thus, schistosome
cercariae from Biomphalaria snails sampled in freshwater bodies of Kindia Prefecture (the Republic
of Guinea) are morphologically similar to both S. mansoni and S. rodhaini which parasitizes the same
mollusc. Moreover, in nature, these species can form hybrids [Morgan et al., 2003]. So far, S. rodhaini
has been registered only in East Africa [Steinauer et al., 2008], although we cannot exclude that this
species may be recorded in other regions where its hosts occur. To distinguish S. mansoni and S. rodhaini,
it was proposed to use the ITS1 region of the ribosomal DNA cluster which showed stable differences
between these species in three base pairs [Steinauer et al., 2008]. The ITS1 sequence obtained in this
study differed from that of S. rodhaini in these base pairs and three more ones. This allows us to confi-
dently identify the cercariae we found as S. mansoni. Thus, B. pfeifferi infection with these trematodes
in Guinean water bodies has been proven for the first time.

The prevalence of infection (see Table 1) was generally consistent with the infection level of Biom-
phalaria snails with S. mansoni trematodes in Africa: 5.6% on average [Hailegebriel et al., 2020]. How-
ever, a recent study in Cote d’Ivoire, a neighboring country to Guinea, reported significantly higher
S. mansoni occurrence: up to 100% of infected molluscs in a sample (56% on average) [Sokouri et al.,
2024]. Noticeable (differing by orders of magnitude) seasonal variations in the infection with schisto-
somes in Biomphalaria molluscs have previously been established, as well as regional variations in the re-
vealed dynamics. Thus, in Senegal and Uganda, S. mansoni occurrence in B. pfeifferi varied 0.08 to 3.7%
and 8.7 to 13.3%, respectively, and was higher during the rainy seasons [Andrus et al., 2023; Bakhoum
et al., 2021], while in Ethiopia, the values ranged 1.5 to 10.6% and were higher during the dry sea-
son [Hailegebriel et al., 2022]. So, to assess levels of S. mansoni infection for Biomphalaria molluscs
in Guinean water bodies and to reveal seasonal peaks, similar studies should be carried out during
the wet season.

Furthermore, molluscs infected with schistosomes were found only in water bodies within the city
of Kindia. According to surveys of 2010-2016, the infection level of the city population with this trema-
tode ranged 4.5 to 34% [Guilavogui et al., 2023]. Importantly, in 2010, for the age group of 1-17 years,
the value was 5%, and in 2016, it was 34%. It is obvious that the infection levels of molluscs and fi-
nal hosts, humans, are interconnected. It is necessary to continue studying S. mansoni occurrence
in water bodies of the region in order to determine the reasons for the increase in the infection level
among people.

It has been previously shown as follows: abiotic and biotic environmental conditions can notice-
ably affect both the occurrence of molluscs, potential hosts of Schistosoma trematodes, and the spread
of cercariae [Brown, 2005]. First of all, the growth rate and population size of Biomphalaria snails
depend on abiotic factors: depth, flow velocity, bottom type, and physical and chemical param-
eters of water [McCreesh, Booth, 2014]. Thus, the highest population density of molluscs was
recorded for a depth of < 30 cm, silty bottom, and weak flow [Brown, 2005; Magero et al., 2025;
McCreesh, Booth, 2014]. This is consistent with the results of our studies: Biomphalaria snails
were found only in shallow bodies (< 60 cm), with a weak flow or slack water and with a silty
bottom (Table 3).

However, we did not reveal a dependence of Biomphalaria occurrence and its infection with schisto-
somes on temperature, pH, and dissolved O, content in water; this is likely to result from the small
range of values of the parameters analyzed (Table 2) within one month of the study. As shown
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for neighboring Senegal, the abundance of molluscs and S. mansoni occurrence in them are positively
correlated with the values of temperature and oxygen and negatively with pH (parameters which vary
across the seasons) [Bakhoum et al., 2019].

Notably, most surveyed water bodies Biomphalaria snails were found in were characterized by rel-
atively low levels of dissolved O,: 4.3-5.0 mg-L™'. Moderate eutrophication accompanied by a drop
in the oxygen content in water has previously been shown to facilitate the development of Biomphalaria
representatives [Hoover et al., 2020]. Such a tolerance of these snails to O, deficiency in water contributes
to their occurrence in excrement-contaminated water and forms conditions for mollusc infection with
schistosome larvae.

Temperature is an important factor that not only limits the geographic distribution of B. pfeif-
feri to tropical and subtropical regions but also regulates its fecundity and mortality [Bakhoum et al.,
2021]. Experiments have shown that Biomphalaria molluscs are active at +18...4+32 °C, while the op-
timal range for their reproduction and survival is +20...4+26 °C [Sturrock, 1965]. In Senegal, for ex-
ample, the highest density of Biomphalaria snails was recorded at +20...+32.5 °C [Bakhoum et al.,
2021], and in East African water bodies, those were not found at sites where the temperature ex-
ceeded +30 °C [Magero et al., 2025]. Within this study, Biomphalaria representatives were sampled
from water bodies with the water temperature reaching +34 °C. The temperature conditions the mol-
luscs are adapted to seem to vary by region; in the Republic of Guinea, a range of +30...+34 °C does not
limit B. pfeifferi occurrence.

Water temperature affects not only mollusc population, but also the development of sporocysts
and the production of schistosome cercariae. According to the results of experiments, an increase in tem-
perature from +23 to +33 °C reduces the development period of S. mansoni sporocysts in molluscs [Stire-
walt, 1974]. The emission of cercariae is limited to a range of +16...435 °C, decreasing by approximately
three times at temperatures below +18 °C or above +33 °C [Pfliiger, 1980]. After analyzing a large set
of empirical data on the effect of temperature on both molluscs and schistosomes, 1. H. Aslan ez al. [2024]
established a theoretical temperature optimum for the spread of S. mansoni in sub-Saharan African wa-
ters: +23...427 °C. These values are lower than the temperatures at which schistosome-infected molluscs
were found in Guinean waters (Table 3); this may evidence for the fact that infection level in the region
may be higher (under different temperature conditions) than the level established in the present study.

Another characteristic of the biocenosis, which is considered a key factor affecting the spread
of schistosomes, is the presence of semi-submerged and submerged vegetation. The high abundance
of aquatic plants is positively related with the abundance of mollusc hosts of S. mansoni [Brown,
2005]; also, it may be positively correlated with the number of schistosome cercariae produced by in-
fected snails [Haggerty et al., 2020]. In the present study, B. pfeifferi, both infected with S. mansoni
and uninfected, were found only in water bodies abundantly covered with semi-submerged plants: sedge
and rice (Table 3).

It was also shown that the level of schistosome infection depends on the mollusc size. Thus, as es-
tablished experimentally, the size of Biomphalaria snails was negatively correlated with susceptibility
to S. mansoni infection, and this seems to be due to their increased immunity with age. The smallest mol-
luscs (1.5-2.9 mm) had the highest infection level and produced the largest number of cercariae [Spaan
et al., 2023]. However, the relationship between the size and age of molluscs and their infection with
schistosomes under natural conditions is more complex, is mediated by many factors (the number of snail
generations per year, their population density, and the survival of infected individuals), and can vary
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depending on the season [Woolhouse, 1989]. In our samples, infected B. pfeifferi were on average
larger (see Table 2), but the largest and smallest snails were uninfected. This is probably governed
by the study period: October and November are the onset of the dry season marking the development
of a new generation of molluscs, and they have not yet been infected with schistosomes.

The obtained results are limited to one season and region of the Republic of Guinea. Those demon-
strate the need to continue research on mollusc infection with schistosomes in various regions of the coun-
try to understand the conditions of the parasite transmission to humans. It is important for developing
measures to control schistosomiasis at the local level.

The work was carried out with the financial support of the project of the Russian Federation represented
by the Ministry of Science and Higher Education of the Russian Federation: a grant in the form of subsidies in accor-
dance with paragraph 4 of article 78.1 of the Budget Code of the RF (agreement No. 075-15-2024-655 on the project
No. 13.2251.21.0260).
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E. B. Imurpuesa’, C. Inakure?, I1. Koiisorn?, H. B. Iponbkunal, B. A. Yine!, JI. Konare?,
M. /1. Coy?, A. M. Baane?, M. Kamapa®, 1. M. IToaesoii', P. B. Maukesckuii!,
E. A. Bogsacosa!, 1. Keiita?, A. W. I1. Tnaxno?

'®I'BYH ®UIL «MHCTUTYT GHOJIOrMH I0KHBIX Mopeii umenn A. O. Kopanesckoro PAH»,

Cesacromnosb, Poccuiickas ®enepanys

CHTP MOPCKHUX U IIPUOPEKHBIX I/ICCJIC,HOB&HI/Iﬁ BUHEU, KOHaKpU, BHHefICKaH €CIIyOJIMKa
2 6 r K r Pecry6

3 Wucrutyt npukiaanon 6uonoruu, Kunnus, I'euneiickas Pecry6nuka

E-mail: evdmitrieva@ibss-ras.ru

Ha tepputopuu I'Bunetickoii PecryOinviku, B 3anaqHoi oonactu npedekTypsl Kunaus, B 8 mpecHoBO-
HBIX BOJIOEMAaX HaWIeHbl MOJUTIOCKH polioB Biomphalaria v Bulinus — TipoMeXyTOUYHbIEC X03s5IeBa Tpe-
Maroj poja Schistosoma, NaTOTeHHBIX JJIS YesioBeka. MoJutiocku Bulinus ObUtv CBOOOIHBI OT IHCTO-
COM, B TO BpeMs Kak Onomasipuu ObLIH UMU 3apaxeHbl. B 4 Bomo€max BhISBIEHBI OYary 3apakeHHO-
CTH MOJUTIOCKOB 3TUM napa3utoM. Ha ocHoBe Mopoiorinueckoro aHamm3a pakoBUH 3apakEHHBIX MOJI-
JIIOCKOB YCTaHOBJICHA UX MPUHAIIEKHOCTb K BUny Biomphalaria pfeifferi. OcobeHHOCTH IBUKEHUS,
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E. Dmitrieva, S. Diakité, P. Koivogui, N. Pronkina, V. Uppe, L. Konate, M. Sow,
A. Balde, M. Camara, D. Polevoy, R. Machkevsky, E. Vodiasova, 1. Keita, and A. Diallo

(popma Tena, BHyTPEHH:AA aHATOMUSA U MOP(POMETPUUECKHE XapaKTEPUCTUKY LEPKAPHIA, BHIXOASAIINX
13 MOJUTIOCKOB, COOTBETCTBOBAJIM TAKOBBIM S. mansoni. IlomydeHHbIEe TOCIEA0BATENIPHOCTH yYacTKa
ITS1 pIHK nokazamu 100%-Hyo UAEHTUYHOCTb C aHAJIOTUYHBIMU JIOKyCaMH S. mansoni, Napa3uTu-
PYOIINX y JToged u Kpbic u3 Agpuku u bpasunun. B To e BpeMsi OHM OTIIMYAIUCh OT TAKOBBIX OJH-
kaimero Buaa, S. rodhaini, Ha 6 HyKJIEOTUIHBIX 3aMeH, a OT TAKOBBIX €ro TMOPUAOB ¢ S. mansoni —
Ha 2-6 3ameH. PuoreHeTMUeCKU aHAN3 Moka3ai goctoBepHoe (100 %) BKoYeHNe CEeKBEHUPOBaH-
HO IIpoOBI B KJIACTEP C APYTUMHM OCIEIOBATEIbHOCTAMH S. mansoni i AUCTAHIMPOBAHKE OT JIMHUH
S. rodhaini v TiOpUNOB S. rodhaini x S. mansoni. DTOT pe3yIbTAT MOATBEPKIAET UICHTH(PUKAIHIO
BUJA Kak S. mansoni. [JaHHBIE O BCTpEYaeMOCTH 3TOTr0O Mapa3uTa y MOJUTIOCKOB, a TaKXke MOcCJeI0Ba-
tenabHOCcTH ero THK nonydens! 115 tepputopuu I’ BuHen Briepsbie. B 11e10M 3apax€HHbIE MOJUIIOCKA
(32 9K3.) UMeN JOCTOBEPHO OOJIBIINE CPeIHKE pa3Mephbl PaKOBUH, YeM HezapaxéHusie (1110 9k3.).
AHanu3 BAMAHUS psAfa (aKTOPOB Cpebl Ha BCTPEUaeMOCTh MOJUTIOCKOB B. pfeifferi u ux 3apaxéH-
HOCTh TpeMaTofiaMH S. mansoni He BBIABII WX 3aBUCUMOCTH OT pH, HaCHIIIEHHOCTH KHUCIOPOIOM
U TEMIIEpaTypsl BOIBI B IpefiesiaX U3MEHUYMBOCTH ITHX MOKa3aTeled B MEPUOA HUCCIeNOBaHUSA (OK-
Ts10pb — HOSIOpB). OTMeUYeHa OTHOCUTEIIBHAS TOJIEPAHTHOCTh OMOM(anspuii K Ae(pUIMTY KACIOPOIa
B BOJIE, UTO CIIOCOOCTBYET, OUEBUHO, MX BCTPEUAEMOCTH B 3arpsI3HEHHBIX IKCKPEMEHTAMU BOJAX U CO-
371a€T YCJIOBUA U1 3apak€HHs MOJITIOCKOB MUpaliAusAMy muctocoM. [lokazana cBsA3b NPUCYTCTBUSA
IIMCTOCOM B OHMOLIEHO3€ C OIpe/e/IEHHBIMU XapaKTEPUCTHKaMH CPefibl, & UIMEHHO CO CTOsSTYed WM
MeJJICHHO TEKYIIel BOJIOW U ¢ HAIMYMeM OOUIbHOM MpuOpekHON pactuTenbHocTH. Kpome Toro, Bee
BOJOEMBI, B KOTOPbIX HAMIeH Napa3uT, HAXOIWIKCh B depTe ropoja. [loayueHHble pe3yIbTaThl BaXKHbI
1151 pa3pabOTKU Mep OOPBOBI C IMCTOCOMO30M B PETHOHE.

KuroueBble cioBa: Schistosoma, IMCTOCOMO3, TMPUPOIHBIA oyar 3apakeHus, MPOMEXYTOUYHBIN
xo3suH, Biomphalaria, ITS1 p/IHK, I'Bunetickas PecriyOimka
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Anatolia has a geopolitical location between Europe and Asia, surrounded by sea on three sides.
The Black Sea washes the northern coast of Tiirkiye, stretching 1,700 km from the suburbs of Is-
tanbul to the town of Hopa. Following the Chernobyl Nuclear Power Plant accident, the dust cloud
containing radioactive elements (first of all, an artificial radionuclide '*’Cs) reached western Tiirkiye
in May 1986 and affected Thrace, Istanbul, and the western Black Sea. Upon the increase in radioac-
tive fallout in these regions, a nationwide radiation monitoring program was initiated by the Turkish
Atomic Energy Agency to determine the nuclear and radiological hazard status and geographical dis-
tribution of radionuclides. Many studies were focused on environmental radioactivity measurements
in air, water, soil, rocks, and sediments in order to reveal the possible health effects of their radioactive
pollution on the population of Tiirkiye after the Chernobyl NPP accident.

Keywords: Tiirkiye, the Black Sea water, the Chernobyl NPP accident, natural and artificial
radionuclides
Radioactivity is the spontaneous disintegration of atomic nuclei, and occurs naturally or artifi-
cially [Bayrak, 2018; TAEK, 1988]. Until the beginning of the 20th century, living beings were only
under the effect of natural radiation sources, such as ionizing radiations from natural radioactive mate-
rials and cosmic rays emanating from the Sun and space. However, with the discovery of radioactivity,
radioactive sources began to be used in medicine, industry, agriculture, and research. The nuclear technol-
ogy applications, atmospheric, aquatic, and underground nuclear weapon tests, as well as nuclear reactor
explosions, are factors that initiate radioactive pollution and can cause releasing of artificial radionu-
clides —iodine-131 ('), iodine-129 (**’1), strontium-90 (**Sr), cesium-137 (**’Cs), cesium-134 ('*Cs),
and plutonium-239 (239Pu) — into the environment [IAEA, 2011; TAEK, 2013]. By-products and waste
of nuclear sources can be another source of artificial radioisotopes. Environmental toxicity risk may oc-
cur due to leakages that may arise from underground or undersea warehouses which are used for storing
nuclear wastes for a long period. All these reasons have led researchers to focus on environmental ra-
dioactivity measurements in air, water, soil, rocks, and sediments to reveal possible effects of radioactive
pollution on human health and environmental quality. World Health Organization (hereinafter WHO)
determined the gross alpha and gross beta radioactivity limits in drinking water as 0.5 and 1.0 Bq-L™!,
respectively, and the annual effective dose limit as 0.1 mSv-year™' [WHO, 2004]. Also, in the Republic
of Tiirkiye, within the scope of the “Regulation on Water Intended for Human Consumption” published
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by the Ministry of Health, the annual effective dose limit has been determined as 0.1 mSv-year™' [Min-
istry of Health, 2005]. In cases where gross alpha and gross beta in drinking water are above the limit
values, the total dose calculation, which is a detailed radionuclide analysis, is performed.

The main radioactive substances frequently encountered in groundwater are potassium-40 (‘*K),
thorium-232 (*Th), and uranium-238 (**U). In addition, radon-222 (**Rn) and radium-226 (***Ra),
which are formed as a result of U decay, can be found in groundwater. It is known that 233U, 23*Th,
40K and their decay products, which are the key sources of radioactivity, are most enriched in granitic
rocks [Abdel Hady et al., 1994]. For this reason, water taken from granitic aquifers is always approached
with close attention.

The main source of environmental radioactivity is radioactive fallout after a nuclear or radiological
accident. It is extremely important to know the dimensions of the radioactive fallout to accurately deter-
mine the possible effects of radiation and radioactive contamination on human health and the environ-
ment [TAEK, 2013]. As several European countries, Tiirkiye began raising these issues after the Cher-
nobyl disaster in 1986. Shortly after the Chernobyl Nuclear Power Plant (NPP) accident, the dust
cloud containing radioactive elements reached western Tiirkiye and affected especially Thrace, Istan-
bul, and the western Black Sea region through rain. Another important area affected by this accident
was the eastern Black Sea region, where the dust cloud left its radioactive content along the coast after
heavy rain. Conducted studies showed that artificial radionuclide '*’Cs originating from Chernobyl was
detected in the Black Sea region [Environmental Radioactivity, 2020; Gokmen et al., 1995; Kapdan
et al., 2012a].

Anatolia has a geopolitical location between Europe and Asia, and is surrounded by seas on three
sides. The Black Sea is situated in the north of Tiirkiye, between Asia and Europe, and covers an area
of approximately 497.000 km? together with the Sea of Azov. The Black Sea is connected to the Mediter-
ranean Sea in the south after the Bosphorus Strait and the Sea of Marmara and next after the Dardanelles
Strait and the Aegean Sea [Akengin et al., 2016]. Although Tiirkiye is surrounded by seas on three sides,
it has limited water resources, and the protection of water quality in the country is very important. Fol-
lowing the Chernobyl NPP accident, a major radioactive fallout (**’Cs, a common fission product with its
high water solubility) was released from the atmosphere. It affected the Eastern Europe, the Black Sea,
and northern coasts of Tiirkiye [Kulahci, Dogru, 2006; Ozmen, Giiven, 2021]. After radioactive fallout
resulting from the Chernobyl NPP accident, the increase of the specific activity of artificial radionuclides
in natural environments in Tiirkiye was recorded.

Upon seeing the rising values, a nationwide radiation monitoring program was started by the Turk-
ish Atomic Energy Agency [1988]. Recently, a comprehensive study was conducted by the Agency
to determine the nuclear and radiological hazard status and geographical distribution of radionuclides
present in surface soils and in drinking and utility waters in 81 provinces in Tiirkiye between 2002
and 2011 [TAEK, 2013].

The aim of the research is to assess the current quality of coastal ecosystems of the Black Sea along
the coast of Tiirkiye in relation to natural and artificial radionuclides based on a generalized analysis
of our own and literature data.

MATERIAL AND METHODS

This study was carried out to assess the quality of Turkish coastal ecosystems in terms of natural
and artificial radionuclides. In the research, the analysis results of Turkish coastal waters, sediment,
and soil samples given in the literature between 2000 and 2021 were evaluated. The most commonly

Marine Biological Journal 2025 Vol. 10 No. 4



Assessment of radioactivity status in coastal waters of Tiirkiye 39

used methods in the literature for determining the activities of natural and artificial radionuclides
are alpha/beta counters, gamma spectroscopy, alpha spectroscopy, liquid scintillation spectroscopy,
and nuclear track detectors.

The data evaluated also include the results of gross alpha and gross beta analysis, conducted by N. Do-
gan, one of the authors of this article, on water samples taken from various parts of Tiirkiye in 2017.
The collected water samples are prepared for measurements as described in EPA method 900.0 [2025].
The water sample is evaporated on a heater until approximately 10—15 mL remains, providing sufficient
residue for counting (5 mg-cm™ for alpha and 10 mg-cm™ for beta). The remaining water is transferred
to ~5-cm (2-inch) diameter steel planchets under an infrared lamp, dried in an oven at +105 °C until
a constant weight is obtained, and then counted. Total alpha and total beta activity values from the resid-
ual water sample are measured with a 10-channel multi-detector system (Berthold LB 770) with low
natural background counting and calculated using equation 1:

N
(60 x Eff x V)’

A, p(Bq/L) = ey

where A, g is total alpha/beta activity of the sample (Bq-L™);
N in net count rate of the sample (counts per minute, cpm);
Eff is counting efficiency of the system (cpm-dpm™);
V is volume of the sample (L);
60 is conversion factor (min-s™).
The Berthold LB 770 system is a proportional gas counter operating on the principle that both alphas

and betas are counted independently of each other simultaneously [Dogan, 2017; EPA Method 900.0,
2025].

RESULTS AND DISCUSSION

Radioactivity status of coastal waters in Tiirkiye. The first effects of the Chernobyl NPP accident
occurred on 30 April, 1986, in the North-Western (Thrace) region and the Black Sea coast of Tiirkiye
with increases in environmental natural gamma radiation levels. In the meantime, radioactive substances
in the air descended to the earth with heavy rains, which caused significant contamination in the re-
gion. According to the measurements made, the gross beta activity accumulated in the soil in Istanbul
and its surroundings in the first two weeks of May was 3,000 Bq:m™. The gross beta activity concen-
tration of the rainwater collected in Kapikule (Edirne) on 4 May was found to be around 9,000 Bq-L™,
and the gross beta activity of rainwater collected in Istanbul on 10 May was around 3,500 Bq-L™". These
activity increases in rain water did not affect the groundwater in Edirne region, but caused minor ac-
tivity increases in surface waters around Istanbul. As a matter of fact, in the gross beta activity mea-
surements made on 5-22 May in Istanbul drinking and tap water, the highest activity concentration
was found to be around 9 Bq-L™' on 5 May. In the following days, it gradually decreased to its normal
level [TAEK, 1988].

The data of studies conducted in order to determine gross alpha and gross beta radioactivity levels
in water (Bq-L™) at different locations in Tiirkiye are given in Table 1. High gross alpha activity values
were observed in Izmir Golcuk Lake [Akyil et al., 2009] and the Mediterranean Sea water near Adana
(Karatas and Incirli regions) [Degerlier, Karahan, 2010].
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Table 1. Gross alpha and gross beta radioactivity levels (Bq-L™!) in water of the seas along the Turkish
coast and inland waters at different locations of Tiirkiye

Area Gross alpha Gross beta References

Canakkale Strait 0.05-0.06 10.53-14.33 Kam et al., 2017

Seawater near Istanbul 0.4 4.9

Kucuk Cekmece Lake 0.06 3

Buyuk Cekmece Lake 0.05 0.3

Terkos' Lake 0.02 0.2 Karahan et al., 2000

Omerli Dam Lake 0.034 0.04

The Marmara Sea water 0.5 5.0

The Black Sea water 04 5.6

The Black Sea and the Boshporus Strait water 0.3 53

The Marmara Sea 0.01-0.09 6.51-19.09 Otansev et al., 2016

Izmit Bay seawater 0.03 9.74 Bayrak, 2018

Surface waters in Kastamonu near the Black Sea 0.001-0.026 0.016-2.241 Kam, Bozkurt, 2007

Surface waters in Samsun near the Black Sea 0.024-0.116 0.041-0.191

The Yesilirmak River 0.128 0.170 Goriir et al., 2011

The Kizilirmak River 0.156 0.191

The Firtina River 0.012-0.066 0.028-0.133 Kugukonzlgg‘;glu etal,

Surface waters in Hatay near the Mediterranean Sea 0.010-0.086 0.014-0.949 Turgay et al., 2016

Surface waters in Giresun near the Black Sea 0.003-0.011 0.040-0.264 Damla et al., 2006
Damla et al., 2006;

Surface waters in Trabzon near the Black Sea 0.004-0.039 0.022-0.191 Kiiciikomeroglu et al.,

2021
Surface waters in Rize near the Black Sea 0.0002-0.042 0.025-0.238 Damla et al., 2006;
Islam, 2016

Surface waters in Adana near the Mediterranean Sea 0.0003-0.023 0.019-0.291

The Mediterranean Sea water near Adana (Karatas) 0.8463 3.7395 Degerlier, Karahan

The Mediterranean Sea water near Adana (Incirli) 0.703 6.81 20’1 0 ’

Seyhan Lake (Adana) 0.012 0.0426

The Seyhan River (Adana) 0.005 0.2453

Karagol Lake (Izmir) 0.03 2.62

Golcuk Lake (Izmir) 0.75 2.35 Akyil et al., 2009

Cakalbogaz Lake (Izmir) 0.03 1.77

Surface waters in Zonguldak near the Black Sea

0.0029-0.1705

0.0154-0.2443

Aytekin,
Bayraktaroglu, 2017

SHW Bursa Regional Directorate 0.022-0.302 0.06-0.32
SHW Izmir Regional Directorate 0.098-0.193 0.15-0.46
SHW Adana Regional Directorate 0.031-0.096 0.04-0.18
SHW Samsun Regional Directorate 0.027-0.070 0.05-0.12
SHW Edirne Regional Directorate 0.040-0.100 0.01-0.24
SHW Antalya Regional Directorate 0.008-0.083 0.02-0.18
SHW Istanbul Regional Directorate 0.035-0.178 0.06-0.43
SHW Aydin Regional Directorate 0.025-0.054 0.05-0.15
SHW Trabzon Regional Directorate 0.011-0.086 0.03-0.17
SHW Kastamonu Regional Directorate 0.030-0.131 0.01-0.11
SHW Balikesir Regional Directorate 0.047-0.233 0.06-0.31

Dogan, 2017

Note: SHW, State Hydraulic Works.
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High gross beta activity values were observed in the Canakkale Strait [Kam et al., 2017], seawater
near Istanbul, Kucuk Cekmece Lake [Karahan et al., 2000], the Marmara Sea water [ Karahan et al., 2000;
Otansev et al., 2016], the Black Sea and the Boshporus Strait water [Karahan et al., 2000], Izmit Bay
seawater [Bayrak, 2018], Izmir Karagol Lake, [zmir Golcuk Lake, Izmir Cakalbogaz Lake [Akyil et al.,
2009], and the Mediterranean Sea water near Adana, Karatas, and Incirli regions [Degerlier, Karahan,
2010]. Spatial concentrations of gross alpha and beta activity values in surface waters of Turkish coastal
area are shown in Figs 1 and 2, respectively.
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Fig. 2. Spatial concentration of gross beta activity in surface waters along the Turkish coast

The concentrations of environmental radioactivity were investigated in sediment cores sampled
at different depths (5-5.5, 10-10.5, and 15-15.5 m at the same point) from Kulakcayir1 Lake sit-
uated in Istanbul. While “K concentrations increased with depth, the maximum value was found
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as 367 Bq-kg™ d. w. (dry weight). Maximum 2*2Th concentration was registered as 43 Bq-kg™ d. w.
at the middle depth, while maximum ?*Ra was found as 29 Bq-kg™ d. w. at the first depth. It was
reported that the activity of *’Cs was below the minimum detectable activity value [Kam et al., 2018].

The specific activity of natural and artificial radionuclides was determined in bottom sediments
of the Golden Horn Bay located in the center of Istanbul. The specific activity values of these ra-
dionuclides were the following: 7.18-20.16 Bq-kg™! d. w. for 2®U; 6.41-27.25 Bq-kg™ d. w. for 2*Th;
281.9-683 Bq-kg™! d. w. for “°K; and 1.12-67.92 Bq-kg™! d. w. for *’Cs [Kili¢, Cotuk, 2011].

The radioactivity concentrations in sediment and seawater samples of the Marmara Sea were de-
termined. Seawater samples were collected from various depths: surface samples, from 5 m below
the water line, and bottom samples, from depths of 47-89 m. As revealed, the gross alpha and beta
activity levels rose with increasing water depth. The mean gross alpha and beta activity concentrations
in seawater samples from the Marmara Sea were 0.042 and 13.402 Bq-L™!, respectively. The radionu-
clide activity was also determined in sediment samples. The maximum values were found for **°Ra
(34.2 Bq-kg! d. w.), 28U (25.9 Bq-kg™! d. w.), Th (31.1 Bq-kg™" d. w.), K (693.6 Bq-kg™ d. w.),
and '¥'Cs (16.3 Bq-kg™! d. w.). The obtained results revealed that the mean amounts of **Ra, **U,
and 2*?Th were below the limit value; however, the mean amount of “°K was higher than the world mean
level [Otanseyv et al., 2016].

The natural and artificial radionuclide levels in the Marmara Sea region were studied both in Izmit
Bay Yalova and Kocaeli. Surface sediment samples were analyzed in Izmit Bay, which is located
in industrialized zone of the Marmara Sea. The mean activity concentration of *’Cs was detected
as 21 Bq-kg™! d. w., while that of natural radioisotopes, “°K and **Ra, as 568 and 18 Bq-kg™! d. w.,
respectively. The highest value for natural radionuclide activities was recorded near petrochemical, phos-
phate, and fertilizer processing facilities. The mean '*’Cs activities were 10 times higher than those
in marine sediments in the Middle East and lower than in sediments in Northern Europe [Ergiil et al.,
2013]. Marine sediments in the Yalova region were sampled from 6 different points ranging 7 to 38 m;
mean activities of K, 2*?Th, 2Ra, and '*’Cs of sediment samples were found as 589.2, 32.7, 19.7,
and 4.17 Bq-kg™ d. w., respectively. Mean activities of gross alpha and beta of three seawater samples
were 0.028 and 9.739 Bq-L™!, respectively [Bayrak, 2018].

Soil samples from 27 points in Kocaeli Basin were analyzed in terms of radionuclides. The con-
centrations determined were as follows: 2-25 Bqkg™! d. w. for 'Cs; 1149 Bqkg! d. w.
for 2¥U; 161-964 Bq-kg™' d. w. for “K; 10-58 Bq-kg™' d. w. for **Ra; and 11-65 Bq-kg™' d. w.
for 232Th [Karakelle et al., 2002]. The Canakkale Strait has a strategic position between the Gallipoli
and Biga peninsulas and is connected with the Sea of Marmara and the Aegean Sea. Within the study
conducted in the Canakkale Strait, the levels of gross alpha and beta radioactivity in seawater were
of 0.046-0.064 and 10.53-14.325 Bq-L™!, respectively. The gross alpha values in the study area were
lower compared to gross beta values in the same area [Kam et al., 2017].

The effect of radioactive pollution on the habitat of benthic Foraminifera was analyzed in another
study conducted in the Canakkale Strait [Yiimiin, Kam, 2017]. The radionuclide concentrations were
measured on 7 core samples and 1 drilling sample from the shallow marine environment. The values
for different radionuclides were in the following ranges: 17.5 to 58.3 Bq-kg™' d. w. for **Th; 16.9
to 48.6 Bq-kg™! d. w. for 2°Ra; 443.7 to 725.6 Bq-kg ! d. w. for “*K; and < 2 to 20 Bq-kg™! d. w. for *’Cs.
While #?°Ra values remained within normal limits, “°K and 2*?Th values were above the world mean limits
defined by the United Nations Scientific Committee on the Effects of Atomic Radiation [2000]: for 226Ra,
itis 35 Bq-kg™! d. w.; for “K, 400 Bq-kg™! d. w.; and for ?**Th, 30 Bq-kg™! d. w.
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The Balikesir province situated in the northwest of Tiirkiye was investigated in terms of activity levels
of radionuclides in the soil. 23U, 22Th, “°K, and '¥’Cs activities were within the ranges of 7.7-71.9,
10.1-94.9, 96.3-1,831.9, and 0.59-27.80 Bq-kg™! d. w., respectively [Kapdan et al., 2012b].

Environmental radioactivity has been studied by different researchers in various points of the Black
Sea coastal area. In 1997-1998, the activity levels of 28y, 22Th, YK, and '*’Cs radionuclides were
investigated in sediments sampled from different points along the Turkish Black Sea coast. The activities
of 28U, 22Th, “K, and '*’Cs in the sediment samples were within the ranges of < 13 to 56; 17 to 37;
301 to 833; and 11 to 138 Bq-kg™! d. w., respectively. It was reported that '¥’Cs activity in the sediment
sample is an indication that the eastern shore of the Black Sea was more affected by Chernobyl NPP
accident than the western shore [Topcuoglu et al., 2001].

Zonguldak city, which has the richest hard coal mines in Tiirkiye, is located on the Black Sea
coast and occupies an important place in the maritime trade between Tiirkiye and the Black Sea coun-
tries, especially with those having ports. In order to determine the radiological status of spring waters
in Zonguldak city, 49 different water samples were analyzed, and gross alpha and beta levels were found
to be 0.003-0.171 and 0.015-0.244 Bq-L™", respectively. The measured gross alpha and beta activity
concentrations were lower than the limit values suggested by WHO [Aytekin, Bayraktaroglu, 2017].

Kastamonu is in the northern part of Tiirkiye, and it is in the Black Sea region. Natural and ar-
tificial radionuclide activities were measured in water and soil, which were sampled from Kastamonu
province. The gross alpha and beta activity concentrations recorded in water samples were 0.001-0.026
and 0.016-2.241 Bq-L™!, respectively. The radioactivity levels of soil samples were assessed as well
(on d. w.); the mean concentrations were found as 32.9 Bq-kg™! for 2%U; 27.2 Bqkg™ for ***Th;
431.4 Bq-kg™! for “K; and 8.0 Bq-kg™! for 1*’Cs [Kam, Bozkurt, 2007].

The gross alpha and beta levels of tap water samples were determined in a study conducted in the East-
ern region of Tiirkiye. The activity values ranged 0.004 to 0.01 Bq-L™ for alpha and 0.032-0.191 Bq-L™
for beta in the province of Trabzon. In Giresun, the gross alpha and beta levels ranged 0.003
t0 0.011 Bq-L™! and 0.04 to 0.264 Bq-L™!, respectively. The values ranged 0.0002 to 0.015 Bq-L™! for al-
pha and 0.025 to 0.238 Bq-L™! for beta in the province of Rize. These results indicated that the lowest
gross alpha and beta values were obtained in tap water samples from Trabzon. Rize showed the high-
est gross alpha activity, while the Giresun had the highest gross beta activity. This analysis provided
evidence that the gross alpha and beta activity levels in tap waters in Eastern region of Tiirkiye were
in good condition and below the limit values given by WHO [2004] and Turkish regulations [Min-
istry of Health, 2005] for drinking water [Damla et al., 2006]. A recent study determined the gross
alpha and beta concentrations in water samples collected from different areas of Rize Province with
the values ranging 0.012 to 0.042 Bq-L™" for gross alpha and 0.027 to 0.211 Bq-L™" for gross beta [Is-
lam, 2016]. The radionuclides values were measured in the drinking water samples of Trabzon region
and found as 0.008-0.654 Bq-L™! for 22*U; 0.007-0.067 Bq-L™! for 2*Th; 0.010-0.337 Bq-L™! for “K;
and 0.0002-0.056 Bq-L™ for 1¥’Cs [Kiigiikomeroglu et al., 2021].

The gross alpha and beta radioactivity and annual effective doses were investigated in various
waters of Samsun city situated in the central part of the Black Sea coastline, between the deltas
of the Yesilirmak and the Kizilirmak rivers. Activity concentrations of gross alpha and beta in tap wa-
ter samples were detected as 0.024-0.1156 and 0.0408-0.1905 Bq-L™, respectively. The radioactivity
concentrations measured for the Yesilirmak and the Kizilirmak rivers were 0.128 and 0.1556 Bq-L™
for gross alpha and 0.170 and 0.191 Bq-L™" for gross beta, respectively. The calculated annual ef-
fective doses of alpha- and beta-emitters were found to be below the reference value recommended

Marine Biological Journal 2025 Vol. 10 No. 4



44 N. Dogan and O. Tunc Dede

by WHO (0.1 mSv-year™) for all water samples [Gariir et al., 2011]. The radionuclides status in soil
and sediment of the Kizilirmak River delta was measured in another study. The following mean val-
ues were determined: 28.59 Bq-kg™! d. w. for 28U; 17.48 Bq-kg™ d. w. for 22Th; 150.59 Bq-kg™! d. w.
for “OK; and 5.32 Bq-kg™! d. w. for '¥’Cs; those are below the worldwide mean values given by UN-
SCEAR. It is stated that '*’Cs could result from the Chernobyl NPP accident and nuclear weapon tests
conducted by several countries until 1980 [Ariman, Giimiis, 2018; UNSCEAR, 2000].

The Firtina River, one of the important rivers in the eastern Black Sea region, arises from the slopes
of the Kackar Mountains and is connected to the eastern Black Sea near 2 km to Ardesen town
in the west of Rize. The natural radioactivity concentrations of water, sediment, and soil samples
were investigated in several expeditions. The mean concentration levels (on d. w.) for 28U, 2Th, K,
and ¥7Cs in soils and bottom sediment samples were as follows: 50, 42, 643, and 85 Bq-kg’l and 39,
38, 573, and 6 Bq-kg!, respectively. The presence of *’Cs in soil and sediment samples was related
to the Chernobyl NPP accident, as well as to atmospheric nuclear weapon tests carried out by several
countries [Kurnaz et al., 2007].

Other radioactivity studies on water and sediment samples of the Firtina River stated that the natural
gross alpha and beta levels in water samples were between 0.012-0.066 and 0.028-0.133 Bq-L™!, re-
spectively. The mean specific activities of gamma-emitting radionuclides in bottom sediments (on d. w.)
were as follows: 47.41 Bq-kg™! for *Ra; 39.93 Bq-kg ™! for **U; 38.55 Bq-kg ! for 2*2Th; 573.34 Bq-kg™!
for “K; and 6.15 Bq-kg™! for *’Cs. The existence of '¥’Cs was also related to the Chernobyl NPP
accident, the same as in the previous investigation [Kii¢iikomeroglu et al., 2008]. The radioactivity
concentrations of seawater and bottom sediments sampled from five different locations in the Rize
province of the Eastern Black Sea were measured in recent study. The concentrations of **Ra, *2Th,
4K, and *’Cs in bottom sediment samples (on d. w.) and water samples (data presented in parenthe-
ses) varied in the following ranges: 9-23 Bq-kg™! (0.16-0.63 Bq-L™); 6-34 Bq-kg™! (0.07-0.17 Bq-L™);
223-765 Bq-kg™! (3.44-6.20 Bq-L™); and 5-12 Bq-kg™! (no values for seawater), respectively [Baltas
etal., 2017].

Studies carried out in 2015 and 2019 were focused on the radioactivity status of the Coruh River
in Artvin. In 2015, sediments were sampled from 3 different dam reservoirs on the Coruh River.
The mean concentrations (on d. w.) of 2%U, 232Th, K, and '*’Cs were determined: in Deriner Dam
Lake, 15.8, 13.9, 551.5, and 18.1 Bq‘kg'l; in Borcka Dam Lake, 3.7, 12.5, 473.8, and 6.8 Bq-kg'l;
and in Murath Dam Lake, 14.4, 30.0, 491.7, and 18.2 Bq-kg", respectively. It was reported that activity
levels of radionuclides decreased from the upper parts of Coruh River to coastal area [Kobya et al., 2015].
In 2019, the concentrations of radionuclides in sediment samples (on d. w.) collected from the Borcka
Dam Lake were determined. The mean activity concentrations were found to be below worldwide mean
values given by UNSCEAR [2000]: 12.19 Bq-kg™! for 2°Ra; 14.05 Bq-kg™ for *?Th; 396.41 Bq-kg™
for “°K; and 4.20 Bq-kg™! for '¥’Cs [Sirin, 2019].

Izmir, which is located in the western part of Tiirkiye, was investigated in terms of gross alpha
and beta and uranium levels in surface water of lakes. The mean gross alpha and beta activity levels
were determined as 0.03 and 2.62 Bq-L™! for Karagol Lake; 0.75 and 2.35 Bq-L™! for Golcuk Lake;
and 0.03 and 1.77 Bq-L™ for Cakalbogaz Lake, respectively. It was also found that the uranium con-
centration ranged 0.05 to 900 ug-L™! for Karagol Lake; 0.05 to 0.95 ug-L™! for Golcuk Lake; and 3.33
to 10 ug-L™! for Cakalbogaz Lake [Akyil et al., 2009]. In another study aimed at detecting radionu-
clides in beach sand samples, the following results were obtained: 5.70-38.83 Bq-kg™! d. w. for **Ra;
3.870-292.7 Bq-kg™! d. w. for **Th; and 120.4-377.6 Bq-kg™! d. w. for “°K [Giir, Tarakg1, 2018].
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The specific activity levels of ?*°Ra, 22Th, K, and *’Cs were determined very recently to evalu-
ate the radiological status of the fisheries ground sediments in the Antalya Bay situated on the Mediter-
ranean Sea coastline. The activity values ranged 10.65 to 23.76 Bq-kg™! for *Ra; 11.63 to 24.15 Bq-kg™
for 22Th; 316.35 to 414.83 Bq-kg™! for “°K; and 1.48 to 8.58 Bq-kg™! for '*’Cs in the sediment samples
(on d. w.) where the values were below the world mean activity levels defined by UNSCEAR [Ozmen,
Giiven, 2021; UNSCEAR, 2000].

The natural radioactivity status in different surface waters of Adana, which is located in the southern
part of Tiirkiye, was investigated in 2010. The mean gross alpha and beta levels in drinking water samples
were detected as 0.0096 and 0.086 Bq-L™!, respectively. During the studies on sea samples, gross alpha
and beta levels were measured as 0.8463 and 3.7395 Bq-L™! in the Karatas Sea and 0.703 and 6.81 Bq-L™
in the Incirli Sea, respectively. The gross alpha and beta levels in other sampling points, Seyhan Dam
Lake and the Seyhan River, were found to be below WHO limit values [Degerlier, Karahan, 2010].

The radioactivity level in water samples of Hatay city located in the southeastern region of Tiirkiye
was investigated in 2015. While the mean alpha activity was obtained as 0.037 Bq-L™!, the mean beta
activity was assessed as 0.116 Bq-L™". The annual effective doses were calculated as 7.50 and 58.61 uSv
from alpha- and beta-emitting radionuclides, respectively, which were lower than 0.1 mSv-year™
suggested by [Turgay et al., 2016; WHO, 2004].

The gross alpha and beta radioactivity values were investigated in various water samples at 11 differ-
ent coastal regions of Tiirkiye. According to the results obtained, the gross alpha radioactivity concen-
trations ranged between 0.008 Bq-L™! (Antalya) and 0.302 Bq-L™" (Bursa), while the gross beta ranged
between 0.01 Bq‘L'1 (Edirne and Kastamonu) and 0.46 Bq~L’1 (Izmir). They were below WHO val-
ues [2004]. As observed, the gross beta radiation results were higher than the gross alpha radiation ones,
which was related to the difference in geological formation of studied areas [Dogan, 2017].

The summary of the activity concentration of radionuclides in bottom sediment and soil samples
at different locations in Tiirkiye is presented in Table 2.

Table 2. Activity concentration of radionuclides in bottom sediment and soil samples (Bq-kg™! dry weight)
at different locations in Tiirkiye

Area 28y 226Ra 22Th K 137y References
Trabzon (soil) 11.5-115 - 8.5-49 153-548 1-201 K“g“konzlgrzo]gl” etal,
Firtina River 16.10-113.25 | 15.20-116.55 | 17.26-87.45 | 51.41-1.605.26 | 0.87—41.72 | Kucukomerogluetal,
(bottom sediments) 2008
Firtina Valley (soil) 11-188 15-188 10-105 105-1,235 19-232 Kurnaz et al., 2007
Rize (soil) 52.44-240.71| 584-193.7 |14.29-83.83 | 118.43-52037 | 0-219.19 Islam, 2016
Rize (bottom - 9-23 6-34 223-765 5-12 Baltas et al., 2017
sediments)

Borgka Dam Lake - 479-21.46 | 9.36-20.65 | 238.01-721.26 | 0.79-6.81 Sirin, 2019
(bottom sediments)

Kuzthrmak delia = 5 5 55 14 - 11.55-34.83 | 149.24-287.36 | 12.90-21.39

(bottom sediments) Armman, Giimils,
Efiﬁlrmak delta 19.64—42.88 - 13.67-33.83 | 204.91-633.72 | 1.11-4.11 2018
Balikesir (soil) 7.70-71.90 _ 10.10-94.90 [ 96.30-1,831.90 | 0.59-27.80 | Kapdan et al., 2012b

Continued on the next page...
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Area 28y 226Ra 22Th K 137Cs References
Istanbul (soil) 3-59 - 891 117-1,204 2-81 Karahan et al., 2000
Kocaeli (soil) 11-49 10-58 11-65 161-964 2-25 Karakelle et al., 2002

Kurnaz et al., 2007;
Canakkale (soil) 82-167 - 152-275 1,015-1,484 | 0.37-36.03 | Merdanoglu, Altinsoy,
2006
Ganakkale (bottom - 16.90-48.60 | 17.50-58.30 | 443.70-725.60 | <2t020 | Yiimiin, Kam, 2017
sediments)
Deriner Dam Lake 15.8 - 13.9 551.5 18.1
(bottom sediments)
Borcka Dam Lake
i - 12. 473. .
(bottom sediments) 3 > 38 6.8 Kobya et al., 2015
Murath Dam Lake 14.4 - 30.0 4917 18.2
(bottom sediments)
Kulak Lak
RO e - 26-29 38-43 325-367 - Kam et al., 2018

(bottom sediments)
Antalya Bay - 10.65-23.76 | 11.63-24.15 | 316.35-414.83 | 1.48-8.58 | Ozmen, Giiven, 2021
(bottom sediments)
The Golden Horn
and the Bosphorus 7.18-20.16 - 6.41-27.25 281.9-683 1.12-67.92 | Kilig, Cotuk, 2011
(bottom sediments)
The Marmara Sea

. 6.40-25.90 | 13.80-34.20 | 6.30-31.10 | 378.80-693.60 | 4.8-16.3 Otanseyv et al., 2016
(bottom sediments)
The Izmit Bay - 18 - 568 21 Ergiil et al., 2013
(bottom sediments)
Yalova Altinova - 19.70 32.70 589.20 4.17 Bayrak, 2018
(bottom sediments)
Kastamonu (soil) 32.93 37.40 27.17 431.43 8.02 Kam, Bozkurt, 2007
Igns:ada (bottom 41 B 17 316 1
sediments)
Kilyos (bottom 26 - 19 350 23
sediments)
Am'asra (bottom 17 B 7 301 50
sediments) Topcuoglu et al.,
Sinop (bottom 40 - 34 501 94 2001
sediments)
Per§embe (bottom <13 B 36 233 138
sediments)
Rize (bottom 56 - 37 358 104
sediments)
Izmir (beach sand) - 5.70-38.83 | 3.87-292.7 120.4-377.6 - Gir, Tarakei, 2018
Worldwide mean 35 35 30 400 - UNSCEAR, 2000
values

Health assessment. lonizing radiation can cause physical, chemical, and biological changes in liv-
ing things at molecular and cellular levels [Varol, 2011]. These changes may be temporary or perma-
nent depending on the type, intensity, amount of ionizing radiation, duration of the exposure, and also
the area of the body exposed [Gokoglan et al., 2020]. Since alpha particles are heavier than beta parti-
cles, they can be absorbed by the skin of the body. When taken into the body by inhalation or ingestion,
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it can cause serious damage to tissues of lung or stomach walls. Beta particles are faster than alpha
particles and can penetrate more into tissue or materials. Skin burns can be seen in cases of excessive
exposure to high-energy beta radiation. The major concern with ionizing radiation is its cancer effect
and the transmission of defects, called delayed effects, to future generations by genetic means [Varol,
2011]. Therefore, the effect of radiation on human health is still being investigated. In recent years, many
analyses have been made on vital water resources. The obtained results are compared with the permissi-
ble limit values given by WHO: 0.5 Bq-L™! for gross alpha and 1 Bq-L™! for gross beta. If the measured
values are lower than the limits, the sample is considered suitable for drinking water. In case of exceed-
ing the given limits, it is necessary to determine the radionuclide species in the samples. The determined
dose amounts of these radionuclides are compared with the effective dose amount (0.1 mSv-year™)
that can be taken in a year determined by WHO [2004]. If the dose amounts do not exceed the limit
value, the sample complies with the drinking water criteria in terms of radioactivity. Regarding soil
samples, the worldwide mean values reported by UNSCEAR are used for comparison: 35 Bq-kg™! d. w.
for 28U; 30 Bq-kg™! d. w. for 2*’Th; and 400 Bq-kg™ d. w. for “°K. If the worldwide mean values are ex-
ceeded, the annual mean effective dose is calculated and compared with the value of 70 uSv determined
by UNSCEAR [2000].

Conclusions. Tiirkiye has a geopolitical location between Europe and Asia and is surrounded by sea
on three sides. As several European countries, Tiirkiye, especially Thrace, Istanbul, the western Black
Sea region, and the eastern Black Sea region, have experienced the effects of radioactivity shortly after
the occurrence of the Chernobyl NPP accident. The presence of the artificial radionuclide cesium-137
in natural samples taken from these regions confirms this. Not only the Chernobyl NPP accident, but also
technological developments can cause radioactive pollution from industrial and nuclear wastes, and all
living things are exposed to both natural and artificial radiation. Therefore, sustainable monitoring system
should be developed in order to assess the radioactivity status in the environment. Studies conducted
throughout Tiirkiye show that the recorded gross alpha and beta levels in coastal waters are generally
below the limit values suggested by World Health Organization. However, higher values of gross beta
were observed in seawater samples from the Marmara region, the Straits, and Adana. This may be due
to the high salinity of seawater and a dissolved form of the radioactive isotope “°K, which causes high
beta radioactivity in seawater. Natural radionuclides, such as >®U series, 2*?Th series, and “’K, were
found at various levels in soil and sediment samples. In general, the values remained below the world
mean values stated by the United Nations Scientific Committee on the Effects of Atomic Radiation.
However, the presence of *’Cs at some points of Tiirkiye was related to the Chernobyl NPP accident
and nuclear weapon tests conducted by several countries. Any radioactive pollution in the environment
requires careful monitoring in terms of human health and taking the necessary precautions.

This work is a review study which includes an assessment of the quality of coastal ecosystems along the Turk-
ish coast of the Black Sea in relation to natural and artificial radionuclides. The authors declare no conflict
of interest.
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OIEHKA YPOBHA PAIMOAKTUBHOCTU B ITPUBPEZKHDBIX BOJAX TYPIIU

H. Joran!, O. Tynx Jene>

TocynapcTBenHOe yrpaBieHre THAPOTEXHUUECKUX COOPYKEHHUIA,
JernapTaMeHT TEXHUYIeCKUX UCCIIEIOBAaHUI M KOHTPOJISI KauecTBa, AHKapa, Typrms
ZVuusepenrer ['upecyna, (pakyJbTeT MHKeHepHO# skosorun, [upecyH, Typrms
E-mail: ozlem@tuncdede.com

AHaTONINS 3aHUMAET TeONOJIMTUYECKOe NosloxkeHue Mexny EBponoii n Asmeit. C TpEX CTOpPOH OHa
OKpykeHa MopsiMu. YEpHoe Mope oMbIBaeT ceBepHoe nodepexse Typuun Ha npoTspkerun 1700 K,
ot npuroponoB CramOyna g0 roponka Xomna. ITocie aBapun Ha YepHOOBLTLCKON aTOMHOM 3J€KTpo-
CTaHIMHU TbUIEBOE 00JIAKO, cojiepKaliee pajuoaKTUBHbIE JIeMEHTHI (TIPeX1e BCero, NCKYCCTBEHHBIN
pamonykanz 37Cs), B Mae 1986 r. nocturiio 3anaguoi Typumn u 3arponysio dpakmio, CTamoys1 1 3a-
MaJHYI0 4acTh YepHOMOPCKOIO peruoHa. B cBs3u ¢ yBeIn4yeHreM pajiMoaKTUBHBIX BHIIIAJEHUH B 3THX
paiionax Typelkoe areHTCTBO [0 AaTOMHOW SHEPr1My MHULMUPOBAJIO OOILEHAIMOHAIbHYIO ITPOTrPaMMYy
PaaMalOHHOTO MOHUTOPHHTA ISl OIIPEAesIeHus] SAEPHOTO U PaIHOJIOTMYECKOrO CTaTyCca OMAaCHOCTH
U [UIs1 aHAJIM3a reorpaduueckoro pacrpeaeieHrs paauoHyKInI0B. Boblloe KoIMuecTBO UCcCie1oBa-
HUIA OBUIO COCPEJOTOUCHO Ha M3MEPEHUM PaIMOAKTUBHOCTH OKPYXKAIOIIEH cpelpl B BO3AyXe, BOJE,
TMOYBE, TOPHBIX NOPOJAax M OCaJgKax C HEJIbIO BBIABJICHUA BO3MOXHOI'O BIMAHUA UX PAAUOAKTUBHOIO
3arpsi3HEHUs Ha 3I0POBbE MECTHOTO HACeJIeHHsI TIociie aBapuu Ha YepHoObiibekoit ADC.

KaroueBbie caoBa: Typuus, Boapl Y€pHoro Mopsi, aBapus Ha YepHoObUIbCKOi ADC, prpoaHble
Y UCKYCCTBEHHBIE PaIUOHYKJIHIbI
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We investigated intra- and interspecific variability of mitochondrial DNA cytochrome ¢ oxidase sub-
unit I gene (COI) and nuclear DNA histone H3 gene in Litorogammarus representatives. Our results
indicate that histone H3 molecular marker is not suitable for species identification in this genus due to its
insufficient sequence variability. The taxonomy of the studied species was refined based on the analysis
of COI gene marker. Comprehensive analysis of genetic distances (p-distances) performed involving
ABGD and ASAP algorithms suggested that COI gene fragment is a diagnostic marker for species iden-
tification in Litorogammarus. Phylogenetic reconstruction based on four methods and analysis of the re-
sulting gene trees for COI revealed close genetic relationship between Litorogammarus karadagiensis
and L. glareophilus. For these two species, we found several common morphological features: the pres-
ence of plumose setac on the mandibles, first maxillae, maxillipeds, and on the articles of the first
and second gnathopods. The combined use of molecular and morphological data proved to be highly
valuable for species identification and for resolving taxonomic issues within this group of amphipods.

Keywords: mtDNA, nDNA, COI, histone H3, p-distances, Litorogammarus karadagiensis,
Litorogammarus, Gammaridae, Amphipoda

Litorogammarus karadagiensis (Grintsov, 2009) inhabits the splash zone of pebble-sand beaches.
It was first described from the beaches off the Karadag (the Eastern Crimea), Batiliman, and the Laspi
Bay (southern coast of the Crimea, the Black Sea) [Grintsov, 2009]. L. karadagiensis is the gammarid
life form and the kryvophile ecological form (from Greek words ‘kryvo’ meaning ‘to hide’ and ‘phileo’
meaning ‘to love’) [Grintsov, 2023]. These animals form dense aggregations, up to 1,000 ind. per 1 m?
in beach habitats with a substrate particle size of at least 5-6 mm. This species occurs year-round
and is frequently found along with representatives of the genera Chaetogammarus Martynov, 1924
and Pectenogammarus Reid, 1940. In the paper [Grintsov, 2009], the members of these genera were
mentioned as Echinogammarus ischnus behningi (Stebbing, 1899), Echinogammarus foxi (Schellen-
berg, 1928), and Echinogammarus olivii (H. Milne Edwards, 1830). To date, E. ischnus behningi
is classified under the genus Chaetogammarus, while E. foxi and E. olivii are attributed to Pectenogam-
marus (https://www.marinespecies.org/). Molecular phylogenetic analyses [Copilas-Ciocianu et al.,
2025; Marin & Palatov, 2021; Marin et al., 2023] indicate that Litorogammarus karadagiensis is a close
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relative to several recently described species: Litorogammarus mazestiensis (Marin & Palatov, 2021),
Litorogammarus dursi Marin, Palatov & Copilas-Ciocianu, 2023, Litorogammarus samuricus Pala-
tov, Copilas-Ciocianu & Marin, 2025, and Litorogammarus glareophilus Marin, Palatov & Copilas-
Ciocianu, 2025. Its range covers the entire Ponto-Caspian region where adaptive radiation of gam-
maroids has occurred [Grintsov, 2023]. This evolutionary radiation exhibits remarkable morpho-
logical and ecological diversity, comparable to unique amphipod radiations reported for the Lake
Baikal [Copilas-Ciocianu, Sidorov, 2022].

L. karadagiensis (the species originally described as Echinogammarus karadagiensis [Grintsov,
2009]), is now classified within the genus Litorogammarus [Marin et al., 2023], the family Gam-
maridae Latreille, 1802, and the superfamily Gammaroidea Latreille, 1802. Molecular markers have
prompted a reassessment of the systematic position of the family Gammaridae [Copilas-Ciocianu,
Sidorov, 2022]. The phylogenetic analysis of four molecular markers (COI, 285 rRNA, 185 rRNA,
and histone H3) revealed a new position for the monophyletic superfamily Gammaroidea Echinogam-
marus s. 1. among the Ponto-Caspian gammarids [Copilas-Ciocianu et al., 2020]. This arrangement con-
trasted with the results obtained in previous morphology-based phylogenetic analysis [Lowry, Myers,
2013]. The conducted molecular genetic analysis provided strong evidence for establishing the genus
Litorogammarus [Marin et al., 2023].

The aim of this study was to test the hypothesis about the species affiliation of a gammarid
sample to a previously described Litorogammarus karadagiensis based on analysis of nucleotide se-
quence variation in the mitochondrial DNA (mtDNA) cytochrome ¢ oxidase subunit I (COI) ge-
netic marker and the nuclear DNA (nDNA) histone H3 genetic marker. Histone H3 marker, which
was informative for distinguishing L. mazestiensis and L. karadagiensis [Copilas-Ciocianu et al., 2023],
and the COI marker, known for its diagnostic significance in amphipod identification [Copilas-Ciocianu
et al., 2022], were selected to achieve the aim of this work.

MATERIAL AND METHODS

We studied six L. karadagiensis specimens [Grintsov, 2009] sampled in Batiliman (south-
ern coast of the Crimea, N44°25°12”, E33°41°48”) on 05.06.2022. The material was sampled
in the splash zone of a pebble-sand beach. Sequences from the genetic database GenBank NCBI
(https://www.ncbi.nlm.nih.gov/) were additionally used for the analysis.

DNA was extracted from all the samples using the DNA-Extran kit (DNA-Extran-2, Syntol, Moscow,
Russia) according to the manufacturer’s protocol and stored at —20 °C. Amplification for the mtDNA COI
marker and the nDNA histone H3 marker was performed using universal primers (Table 1) according
to the protocol as follows: the initial denaturation at +94 °C (5 min); 35 cycles including denaturation
at +94 °C (30 s), primer annealing at +45 °C (30 s), and elongation at +72 °C (60 s); and a final cycle
at +72 °C (10 min). Sequencing was performed using the BigDye Terminator v3.1 Cycle Sequencing Kit
(Applied Biosystems, the USA) in accordance with the manufacturer’s protocol. Nucleotide sequencing
was carried out on an ABI 3500 Genetic Analyzer (Applied Biosystems).

The obtained sequences were deposited in BOLD Systems (https://boldsystems.org/) and then
in GenBank NCBI (Table 2). All available sequences of Litorogammarus representatives [Copilas-
Ciocianu et al., 2025] from GenBank NCBI were included in the analysis, with Chaetogammarus is-
chnus [Marin et al., 2023] selected as the outgroup. Following alignment, the sequence lengths were
638 base pairs (bp) for COI and 354 bp for histone H3.

Marine Biological Journal 2025 Vol. 10 No. 4


https://www.ncbi.nlm.nih.gov/
https://boldsystems.org/

Variability of nucleotide sequences in two gene markers (COI and H3)... 53

Table 1. Primers used for amplification and sequencing of the genetic markers studied

Primer DNA fragment Sequence Primer authors
LCO1490-JJ col CHACWAAYCATAAAGATATYGG Astrin, Stiiben, 2008
HCO2198-JJ col AWACTTCVGGRTGVCCAAARAATCA | Astrin, Stiiben, 2008
H3F Histone H3 ATGGCTCGTACCAAGCAGACVGC Colgan et al., 2000
H3R Histone H3 ATATCCTTRGGCATRATRGTGAC Colgan et al., 2000

Table 2. List of Litorogammarus karadagiensis samples and accession numbers of DNA sequences
deposited in BOLD Systems and GenBank NCBI databases

Litorogammarus BIN number Sequence for COI gene Sequence for histone H3 gene
karadagiensis in BOLD Systems in GenBank NCBI in GenBank NCBI
01 BOLD:AGE7470 PV053540 PV053546
02 BOLD:AGE7470 PV053541 PV053547
03 BOLD:AGE7470 PV053542 PV053548
04 BOLD:AGE7470 PV053543 PV053549
05 BOLD:AGE7470 PV053544 PV053550
06 BOLD:AGE7470 PV053545 PV053551

Note: BIN stands for Barcoding Index Number, a unique identifier of a DNA barcode in BOLD Systems.

Sequences were analyzed for each genetic marker separately. Phylogenetic (gene) trees were recon-
structed by the following methods: neighbor joining (NJ), maximum likelihood (ML), maximum parsi-
mony (MP), and Bayesian analysis (BA). MEGA11 [Tamura et al., 2021] and MrBayes 3.2 [Ronquist,
Huelsenbeck, 2003] software was used. Phylogenetic trees were constructed for each gene separately.
For tree reconstruction, the most appropriate evolutionary models were calculated (jModelTest) [Posada,
2008]. Based on the Akaike information criterion, the optimal evolutionary models were the Tamura—
Nei ones [Tamura, Nei, 1993]: TrN + G for COI and TrN for histone H3. For BA reconstruction, runs
were considered to have converged when the standard deviation of split frequencies was below 0.01 [Ron-
quist, Huelsenbeck, 2003]. The number of generations was set to 2,000,000, with the first 25% discarded
as “burn in.” Samples were taken for every 100™ generation.

For species identification based on molecular sequences, the automatic barcode gap discov-
ery procedure was applied in software packages ABGD (Automatic Barcode Gap Discovery,
https://bioinfo.mnhn.fr/abi/public/abgd/abgdweb.html) [Puillandre et al., 2012] and ASAP (Assemble
Species by Automatic Partitioning, https://bioinfo.mnhn.fr/abi/public/asap/asapweb.html) [Puillandre
et al., 2021].

RESULTS

Analysis of genetic distances (p-distances) ([Nei, Kumar, 2000], p. 33) confirmed the presence
of specimens representing five species within the studied sample: L. dursi, L. glareophilus, L. mazestien-
sis, L. samuricus, and L. karadagiensis. Interspecific p-distances ranged within 13-19.5% (COI) (with
the exception for L. mazestiensis and L. samuricus, p = 4.3%). Between our specimens and L. karadagien-
sis from GenBank NCBI, p-distance was 1.5% (COI) (Table 3), which falls within a range of intraspecific
p-distances. No differences were detected for histone H3 gene.

Based on COI sequences, both software packages, ABGD and ASAP, allowed revealing four
species-level clusters for all the analysis settings: 1) L. dursi; 2) L. glareophilus; 3) L. karadagien-
sis; 4) L. mazestiensis + L. samuricus. Histone H3 gene sequences available for analysis, those
for L. karadagiensis and L. mazestiensis, were grouped into a cluster.
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Table 3. Inter- and intraspecies p-distances for COI genetic markers studied

LD LG LK LK. LM LS Cl
(our specimens)
LD 0.0063 0.0153 0.0153 0.0153 0.0148 0.0147 0.0160
LG 0.1951 0.0026 0.0135 0.0134 0.0147 0.0146 0.0165
LK 0.1803 0.1348 0.0000 0.0046 0.0143 0.0144 0.0159
LK. 0.1787 0.1301 0.0141 0.0000 0.0144 0.0144 0.0159
(our specimens)

LM 0.1839 0.1708 0.1765 0.1718 0.0147 0.0070 0.0158
LS 0.1740 0.1661 0.1689 0.1665 0.0428 0.0104 0.0162
CI 0.2241 0.2124 0.2038 0.2053 0.2044 0.2038 n/c

Note: below the bold-highlighted diagonal, there are the values of interspecific p-distances for COI; along the di-
agonal, there are the values of intraspecific p-distances; above the diagonal, there are the values of standard er-
rors for COIL LD, Litorogammarus dursi; LG, Litorogammarus glareophilus; LK, Litorogammarus karadagiensis;
LM, Litorogammarus mazestiensis; LS, Litorogammarus samuricus; CI, Chaetogammarus ischnus. N/c, not computable.

Phylogenetic reconstructions (BA, ML, NJ, and MP) showed identical topologies for COI gene.
In the resulting dendrograms, the studied specimens formed five clades with high node support
values. These values were 100% for four species. The exception was the L. samuricus clade
(BA = 63%; ML = 66%; NJ = 97%; and MP = 70%). The clades L. mazestiensis + L. samuricus
and L. glareophilus + L. karadagiensis formed sister groups, with L. dursi as an external clade (Fig. 1).

None of the phylogenetic methods allowed distinguishing the species L. karadagiensis
and L. mazestiensis using histone H3 gene sequences. The dendrograms showed a random distribution
of the studied specimens, with no discernible clade formation.

PQ367828.1 Litorogammarus samuricus

0@/ 6/97/ PQ367827.1 Litorogammarus samuricus .
L. samuricus

PQ367826.1 Litorogammarus samuricus
PQ367825.1 Litorogammarus samuricus
10071007100/ 100 OP466441.1 Litorogammarus mazestiensis
MZ363978.1 Litorogammarus mezestiensis
100/ 94/99/93 MZ363999.1 Litorogammarus mazestiensis L. mazestiensis
100/98/99/ MZ363998.1 Litorogammarus mazestiensis

053/41/-/60 05791811 Mz363979.1 Litorogammarus mazestiensis

0B/ 6/ 6@/ PQ367832.1 Litorogammarus glareophilus
, 367831.1 Litorogammarus glareophilus
100/100/100/100 |~ PQ 8 glareop .
L. glareophilus
PQ367830.1 Litorogammarus glareophilus

PQ367829.1 Litorogammarus glareophilus

Litorogammarus karadagiensis 01 PV053540 '
100/91/9 /100
Litorogammarus karadagiensis 02 PV053541

Litorogammarus karadagiensis 03 PV053542

Litorog karadagiensis 04 PV053543

100/99/100/ 100 ' L. karadagiensis
Litorogammarus karadagiensis 05 PV053544

Litorogammarus karadagiensis 06 PV053545

\_[ ON258095.1 Litorogammarus karadagiensis
007997100/ 100 L ON58047.1 Litorogammarus karadagiensis '

/ 0Q407693.1 Litorogammarus dursi

100 /100 /100 / 100 .

N~ - |.r L. dursi
0Q407694.1 Litorogammarus dursi

AY326121.1 Chaetogammarus ischnus

0.05

Fig. 1. Phylogenetic relationships among representatives of the genus Litorogammarus reconstructed
based on COI gene sequences. Nodal support values (BA, Bayesian posterior probabilities; ML, maximum
likelihood bootstrap; NJ, neighbor-joining bootstrap; MP, maximum parsimony bootstrap) are indicated
in the following order: BA / ML / NJ / MP. Our six sequences are highlighted in bold
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DISCUSSION

Based on the results of phylogram analysis, calculation of p-distances, and analysis involving
ABGD and ASAP software packages, no differences were revealed between the histone H3 gene se-
quences of the studied samples. Consequently, this nDNA region lacks sufficient resolution for species
identification within the genus Litorogammarus.

The results of phylogenetic analysis based on the mtDNA COI gene nucleotide sequences confirmed
the differentiation of Litorogammarus species into several clades identified earlier [Copilas-Ciocianu
etal., 2025]. Furthermore, the gene trees show distinct clusters for L. mazestiensis and L. samuricus repre-
sentatives supported by topological differentiation. The tree topologies suggest that these species are evo-
lutionarily young, as their clades diverged more recently than clades of L. glareophilus and L. karadagien-
sis. L. mazestiensis and L. samuricus may be young species. However, despite the high support values
for tree topologies in both this study (see Fig. 1) and the paper [Copilas-Ciocianu et al., 2025], the data
on p-distance analysis and ABGD and ASAP analyses do not support L. samuricus identification as a sep-
arate species. This conclusion follows from the low interspecific variability between L. mazestiensis
and L. samuricus (4.3%). Interspecific values for other Litorogammarus representatives are 10% higher.
It may be more appropriate to consider L. samuricus as a subspecies of L. mazestiensis. Such a conclu-
sion would require a thorough morphological analysis of a sufficiently large sample (meeting statistical
requirements), focusing on trait variability to clarify taxonomic status. Currently, the suggested diagno-
sis [Copilas-Ciocianu et al., 2025] is the only one distinguishing L. samuricus and L. mazestiensis. All
the differences concern the armament of appendages or body parts and certain proportions. Research
on the closely related genus Pectenogammarus Reid, 1940 [Grintsov, 2009] has shown that the armament
of appendages and body parts (spines, setae, and denticles) are subject to individual variability. This may
also apply to body proportions that are known to be variable [Guryanova, 1951].

L. karadagiensis specimens sampled from the species type locality form the closest clades on the phy-
lograms (Fig. 1). Those have minimal p-distances (Table 3), and are assigned to a single cluster
by both ABGD and ASAP analyses. The sequences of these specimens are close to COI sequences
of L. karadagiensis in GenBank NCBI: ON258095 and ON258047. All these evidences confirm their
assignment to the same species-level taxon, which is supported by comparative data for the hierarchy
of various taxa (see the concluding paragraph below). Our results reinforce that L. karadagiensis is a sister
species to L. glareophilus.

The morphology of the two Litorogammarus species, L. karadagiensis and L. glareophilus, is pretty
similar. Comprehensive morphological descriptions of L. karadagiensis are provided in [Grintsov,
2009, 2022], and of L. glareophilus, in [Copilas-Ciocianu et al., 2025]. Unlike other representatives
of the genus (L. dursi, L. mazestiensis, and L. samuricus), both L. karadagiensis and L. glareophilus
possess long, plumose setae on the following mouthparts and pereopods: mandibles, first maxillae, max-
illipeds, and the articles of the first and second gnathopods. The molecular genetic analysis corroborates
the morphological similarity of L. karadagiensis and L. glareophilus thus suggesting these are sister
species (Fig. 1).

According to [Copilag-Ciocianu et al., 2025], there are few distinguishing morphological
traits between these species. L. karadagiensis is described as having a small sub-marginal spine
on the first epimeral plate, whereas L. glareophilus lacks this spine. On the second epimeral plate,
L. karadagiensis is reported to possess one sub-marginal spine, while L. glareophilus possesses two.
However, the study [Grintsov, 2024] emphasizes that the armament of epimeral plates with spines
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and setae exhibits significant individual variability, rendering these traits unreliable for distinguishing
the two species. As noted in [Copilas-Ciocianu et al., 2025], L. karadagiensis has a nearly rounded
basipodite on the fifth pereopod, whereas in L. glareophilus, the basipodite is narrower and more elon-
gated. This distinction is corroborated by L. karadagiensis analysis. Differences in the armament of uro-
somite 2 are also mentioned [Copilas-Ciocianu et al., 2025]. Thus, L. karadagiensis is reported to have
two marginal spines and one lateral spine, while L. glareophilus has two marginal spines and two lateral
spines. However, research on the armament of two Pectenogammarus representatives [Grintsov, 2024]
showed that the armament of all urosomal segments is also subject to individual variation and cannot
serve as a reliable species marker. Consequently, only one trait remains consistently diagnostic: the shape
of the basipodite of the fifth pereopod.

In a summary of genetic distances for more than 20,000 species of vertebrates and invertebrates,
p-distances for the mtDNA COI and Cyt-b genes were determined for five hierarchical groups: pop-
ulations within a species (1); taxa of various ranks, including subspecies and semispecies (2); con-
generic species (3); confamilial species (4); and species from different families within the same order (5).
The mean unweighted p-distances for these five groups are:

e Cyt-b for (1), 1.46 = 0.34; for (2), 5.35 £ 0.95; for (3), 10.46 = 0.96; for (4), 17.99 + 1.33; for (5),

26.36 + 3.88;

* (OI for (1), 0.72 £ 0.16; for (2), 3.78 = 1.18; for (3), 10.87 £ 0.66; for (4), 15.00 £ 0.90; for (5),

19.97 £ 0.80.

Notably, the values for subspecies and semispecies are 5.35 + 0.95 (Cyr-b) and 3.78 = 1.18 (COI),
while the values for species are 10.46 £ 0.96 (Cyr-b) and 10.87 £ 0.66 (COI) [Kartavtsev, 2009a]. This
is consistent with our findings regarding the taxonomic status of L. samuricus. The results of our nu-
cleotide divergence analysis are in line with other data on genetic divergence across taxonomic hierar-
chies, including non-protein coding genetic markers and complete mitochondrial genomes [Kartavtsev,
2021; Kartavtsev, Masalkova, 2024; Redin, Kartavtsev, 2022], thereby supporting the taxonomic infer-
ences presented in this article. Moreover, the data leads to the general conclusion that at the molecular
level, phyletic evolution predominates in the animal world, where speciation primarily follows geographic
speciation model [Kartavtsev, 2009a, b, 2011a, b, 2013, 2021].

This work was carried out within the framework of NSCMB FEB RAS state research assignment ‘Biodi-
versity of the World Ocean: Taxonomy and evolution, reproductive biology, biogeography, and bioinvasions”
(No. 24021900011-9) and IBSS state research assignment ‘Comprehensive study of the functioning mecha-

nisms of marine biotechnological complexes with the aim of obtaining bioactive substances from hydrobionts”
(No. 124022400152-1).
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U3MEHYMBOCTD HYKJIEOTH/IHBIX NOCJIEJOBATEJILHOCTEN
MAPKEPOB JIBYX 'EHOB (CO-1 U1 H3)
LITOROGAMMARUS KARADAGIENSIS (GRINTSOV, 2009)
(AMPHIPODA, GAMMARIDAE)

1 CUCTEMATHKA POJA LITOROGAMMARUS

A. 0. 3oaotoBa', B. A. I'punnos?, B. U. Padymko?, 0. ®. Kaprasues!

"HanmonansHeii HaydHbIA IEHTp MOpcKoii Guonorun umenu A. B. JKupmynckoro IBO PAH,
Brnanusoctok, Poccuiickas @enepanus
2®OI'BYH ®ULL «MHCTUTYT GHONOrMN 10KHBIX Mopeil umenn A. O. Kosanesckoro PAH»,
CesacrormnoJs, Poccuiickas ®enepanus
E-mail: anna.o.zolotova@gmail.com

HccenoBaHa BHYTpU- UM MEXBHUJIOBask M3MEHUYMBOCTh TeHa CYObeOUHHUIB | IMTOXPOMOKCH/IA-
3pl ¢ mutoxouapuanbHor JJHK (Co-1) u rena rucrona H3 sneprort JIHK mnpencraButeneit poaa
Litorogammarus. Tloka3aHo, 4TO MOJIEKYJISIDHBI MapKep reHa T'MCTOHa H3 He MOAXOAWT AJisl BU-
JIoBOH uaeHTuukauuu Litorogammarus BBULY CBOEH HEAOCTATOYHON M3MEeHYUBOCTU. TakcoHOMMUS
M3YyYEHHBIX BUJIOB pOJla YTOUHEHA Ha OCHOBAHMH aHAM3a MOJIEKYJspHOro mapkepa resa Co-1. Pe-
3yJIbTAThl KOMIUIEKCHOTO aHAJIN3a TEHETUUECKUX PACCTOSHUN (p-pacCTOSIHUIN), BHITOJTHEHHOTO C TIO-
Mmoo ABGD u ASAP, noarsepxIaioT 3HAUMMOCTb y4yacTka reHa Co-/ Kak Mapkepa [l UIEH-
Ttaukanuu BUJIOB poaa Litorogammarus. Ha ocHoBe mH(pOpManuu A 4eThIpEX (uioreHeTuye-
CKHX PEKOHCTPYKLIMI U aHAJIM3a TONOJOIMU COOTBETCTBYIOUIMX I'€HHBIX IepeBbeB 1isi Co-1 BBIsICHE-
Ha reHeThdeckasi Oim3ocTh BUIOB L. karadagiensis v L. glareophilus. JInst 3TUX IBYX BUIOB BBISIB-
JIeHbl 001e MOp(OIOrnuecKue MPU3HAKU — IEPUCTBIE IETUHKY Ha MaHAMOYyIax, MaKCHUIUIAX Tep-
BO Mappl, MAaKCWUIMIEJaX ¥ WIEHUKaX THATOMNOJ MEPBOM M BTOPOil map. VMcnons3oBaHue MOJIEKY-
JIAPHBIX ¥ MOP(OTOTHIECKUX JAHHBIX B MHTETPATUBHOM TOAXOJE MPECTaBISICTCS TePCIeKTUBHBIM
TUTS UIEHTU(DUKATIY BUIOB | [T PEIIeHNsI TAKCOHOMHYECKUX BOIIPOCOB B TIpeiesiax aHATU3NPyeMOi
rpynnbl aMUITO.

Kmouessie caoBa: mt/IHK, s/IHK, Co- 1, ructon H3, p-paccrosiuus, Litorogammarus karadagiensis,
Litorogammarus, Gammaridae, Amphipoda
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Currently, five diatom species from the genus Haslea are known to produce marennine pigments
which slightly differ in their physicochemical characteristics. The available data on these pigments
primarily relate to H. ostrearia, but given the biodiversity noted, it is important to analyze the pig-
ments in other representatives of the genus, specifically H. karadagensis, endemic to the Black Sea.
The aim of this study was to investigate the effect of nitrogen and phosphorus on the accumulation
of marennine-like pigments in H. karadagensis cultures. Literature data on the effects of these es-
sential biogenic elements on pigment accumulation in the cultures are conflicting. For the clones ana-
lyzed, the absence of a significant correlation was established between the specific productivity in re-
lation to the release of extracellular marennine and levels of nitrogen and phosphorus in a medium.
Growth rates and dynamics of extracellular marennine accumulation in H. karadagensis cultures
are determined.

Keywords: diatoms, Haslea karadagensis, marennine, biogenic elements, pigment accumulation,
specific productivity, cell abundance

Marennine is a water-soluble pigment produced by some diatoms from the genus Haslea. Pigments
of the marennine group are blue, blue-green, or grey-green in color, depending on the producer species,
and have antibacterial, antiviral, antiproliferative [Bergé et al., 1999; Carbonnelle et al., 1999; Gastineau
et al., 2012b, c], and antioxidant activity [Pouvreau et al., 2008]. Also, they exhibit allelopathy towards
bacteria, some microalgae, and invertebrates [Pouvreau et al., 2007; Prasetiya et al., 2016, 2020].

Despite practical interest in using marennine in oyster aquaculture on the Atlantic coast of France
[Gastineau et al., 2012¢, 2018] and more than a century of its study, the functional purpose, molec-
ular structure, and diversity of pigments of this group remain unclear. It is believed that the pig-
ment is capable of screening excess photosynthetically active radiation, thus acting as a photopro-
tector [Schubert et al., 1995]. Marennine is known to have 2 forms, differing in chemical com-
position and spectral characteristics [Pouvreau et al., 2006]. The intracellular form of this pig-
ment is accumulated in the apical parts of cells. The extracellular form of marennine released
from a cell into the environment has slightly different physicochemical properties and a lower
molecular weight. It has long been believed that the only species capable of producing marennine
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is Haslea ostrearia (Gaillon) Simonsen. The description in 2012 of a second marennine producer,
H. karadagensis Davidovich, Gastineau & Mouget [Gastineau et al., 2012a], recorded in the coastal
Black Sea area, initiated the study of the marennine diversity [Gastineau et al., 2014].

According to D. Neuville and P. Daste [1972; 1978], the release of marennine by H. ostrearia
is driven by unfavorable environmental conditions, especially nitrate starvation in the presence of light.
T. Lebeau [Lebeau et al., 2000] shares this opinion, claiming that insufficient nitrogen stresses cells
thus causing elevated pigment synthesis. R. Nghiem Xuan [Nghiem Xuan et al., 2021] confirms that
it is the limitation of silicon and nitrogen, rather than deficiency, that is responsible for a high concentra-
tion of extracellular marennine revealed in H. ostrearia cultures. Some authors explain a gain in the con-
tent of extracellular marennine in a culture by cell lysis when a significant cell density and deficiency
of nutrients are reached [Nghiem Xuan et al., 2020], ignoring the fact of the existence of two different
pigment forms. Other authors take a different view, claiming that the key factor of the marennine re-
lease is the amount and spectral composition of light [Mouget et al., 1999, 2004, 2005; Prasetiya et al.,
2016]. A rise in the marennine production was recorded with a decrease in the cell size of H. ostrearia
throughout its life cycle [Pedron et al., 2023]. Currently, five species capable of producing marennine-like
pigments are known. In addition to above-mentioned, those include H. provincialis Gastineau, Hansen
& Mouget [Gastineau et al., 2016], H. nusantara Mouget, Gastineau & Syakti [Prasetiya et al., 2019],
and H. silbo Gastineau, Hansen & Mouget [Gastineau et al., 2021]. Marennine-like pigments (here-
inafter marennine) exhibit some differences in their physicochemical characteristics [Gastineau et al.,
2014; Pouvreau et al., 2006]. The diversity of pigments determined the aim of the present work: to re-
veal the effect of nitrogen and phosphorus concentrations on the efficiency of the marennine production
and changes in the cell density in a culture of the diatom Haslea karadagensis which had not been
previously studied in this regard.

MATERIAL AND METHODS

In an experiment with the addition of biogenic elements, three clones of the marine di-
atom H. karadagensis were used: 23.1113-KS, 23.1129-KE, and 23.1227-KC. Those are descen-
dants of the parental pairs 22.1128-KC +23.1129-KU, 22.1129-KA +22.1129-KB, and 22.1228-KE +
22.1128-KH, respectively, from the Collection of Diatoms of the World Ocean (Karadag Scientific
Station, IBSS, https://ibss-ras.ru/about-ibss/structure-ibss/tsentry-kollektivnogo-polzovaniya/collection-
of -diatoms-of-world-ocean/). Clones 23.1129-KE and 23.1113-KS were characterized by higher con-
centration of extracellular marennine and cell density, while 23.1227-KC was less productive. On aver-
age, cell sizes for clones 23.1129-KE, 23.1113-KS, and 23.1227-KC were (15.3 + 0.28), (48.5 £0.32),
and (56.1 + 0.28) um, respectively.

Pure cultures were maintained under non-axenic conditions in 50-mL glass Erlenmeyer flasks.
A modified artificial ESAW medium (Enriched Seawater, Artificial Water) [Polyakova et al., 2018]
was used as a medium, with a salinity level of 20%o taken as standard cultivation conditions. Cul-
tures were grown at a temperature of +20 °C at two levels of illuminance, 3.3 and 7.2 kiIx, with
the aid of LED lamps LLED-05-T5-FITO-14W-W [ATL Business (Shenzhen) Co., Ltd., China].
The photoperiod was 14 h / 10 h (light / dark). Illuminance was measured with a lux me-
ter Yu-116 (USSR). To the flasks, 0.5 mL of inoculum with a cell density of 100 cells-mL™"
was added.
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In six clones of H. karadagensis, for 20 days, the concentration of pigment released into the medium
was measured every 2 days. The cell concentration was estimated in a Fuchs—Rosenthal chamber.
The rate of cell division for the first 5 days was determined by a change in the cell density according
to the exponential growth model [Wood et al., 2005]. The rate of the marennine accumulation in cultures
for the same clones was calculated in a similar manner.

During the study, 24 different nitrogen concentration options and 29 phosphorus concentra-
tion options in 154 combinations were tested. For two clones, 12 combinations involving nitrogen
and phosphorus were tested at a higher illuminance (7.2 klx).

The main biogenic elements (nitrogen and phosphorus) were preliminarily excluded from the com-
position of the completely artificial ESAW medium; then, their required amount was added
in the form of NaNO3 and NaH,PO4 compounds. Concentrations in the medium were within ranges
of 0.136-43.2 mg-L™! for nitrogen and 0.014—4.481 mg-L™! for phosphorus. The modified ESAW
medium served as a control.

The duration of the culture growth in the experiments was 10 days, during which they were in the ex-
ponential growth phase, not reaching the stationary one. In this case, the release of extracellular maren-
nine by cells into the culture medium was intravital as evidenced by the absence of dead cells (empty
frustules). In a 10-day period, extracellular marennine was accumulated in the cultures in a concentration
sufficient for spectrophotometric analysis.

Non-specific absorption was extremely low, and this allowed the use of unfiltered medium containing
dissolved extracellular marennine for spectral analysis. Optical density was measured in a cuvette with
an optical path length of 2 cm. Absorption spectra were recorded with a PromEcoLab PE-5400UF
spectrophotometer (Shanghai Mapada Instruments Co., Ltd., China) and supplied Scan54 software.

To calculate the concentration of extracellular marennine in H. karadagensis according
to the Bouguer—Lambert—Beer law, we used the only currently known values of the molar extinc-
tion coefficient [¢677 = 120,000 L-mol™!.cm™ for a wavelength of 677 nm] and the molar mass
[M = (9,893 = 1) Da] obtained for extracellular marennine in H. ostrearia [Pouvreau et al., 2006].
The wavelength of 677 nm corresponds to the maximum optical density in the red region of the spec-
trum for extracellular forms of marennine of both species. The cell concentration in the cultures
was calculated on the 10" day of the experiment.

The mean values of extracellular marennine content, cell density, and specific cell productivity
in terms of extracellular marennine (hereinafter specific productivity) are given in the text and figures
taking into account the error of the mean.

RESULTS AND DISCUSSION

Under our standard culture conditions, exponential growth of H. karadagensis cells was recorded
for at least 5-6 days (Fig. 1A). This is consistent with the data of authors who reported, at different
nutrient concentrations, a late exponential phase on the 8™ day of cultivation [Pedron et al., 2023]. Sub-
sequently, growth was declining, and cells formed clusters making it impossible to accurately count them
in the following days.

During the first week, the marennine concentration in the culture also increased exponentially,
and during the following month, linearly (Fig. 1B). The graph of the accumulation rate of extracellular
marennine shows as follows: 5-8 days are required to obtain a pigment concentration sufficient for spec-
trophotometric analysis. During this period, the H. karadagensis culture is in the exponential growth
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phase, cells do not die, and only the extracellular form of the pigment is accumulated in the medium.
By the end of the month, clonal variability in terms of both cell density and extracellular marennine
concentration became evident.

250 ()
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—0— 22.1125-KF
—A— 22.1128-KG
O~ 23.0331-KT
—0—23.0324-KQ
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—— 23.0328-KX

Marennine, mg-L!

Fig. 1. The cell density growth (A) and extracellular marennine accumulation (B) in Haslea karadagensis
cultures under standard cultivation conditions. The legend indicates the names of the clones used

With a gain in nitrogen and phosphorus content, we recorded a drop in the concentration of extra-
cellular marennine accumulated in the medium. This dependence was approximated by an exponential
function with a high correlation (Fig. 2A, B). Furthermore, the cell density in the cultures significantly
decreased with an increase in nitrogen concentration (Fig. 2C), while a rise in phosphorus concentra-
tion in the medium within the studied range did not result in a decline in the cell density (Fig. 2D).
Our data are quite consistent with the results of other authors for H. ostrearia cultures [Lebeau et al.,
2000; Neuville, Daste, 1972, 1978; Nghiem Xuan et al., 2021].

In the cultures of the more productive clones, 23.1129-KE and 23.1113-KS, a mean of 1.8 mg-L‘1
of marennine was accumulated at a nitrogen concentration of 0.177—43.200 mg-L™!, phosphorus con-
centration of 0.018—4.784 mg-L™!, and illuminance of 3.3 klx. The mean cell density and specific
productivity were 77,197 cells-mL™" and 30 pg-cells™!, respectively.
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Fig. 2. The mean values of extracellular marennine content (A, B), cell density (C, D), and specific extra-
cellular marennine productivity (E, F) in Haslea karadagensis culture for different concentration of nitrogen
and phosphorus in the medium at the illuminance level of 3.3 klx. When approximating the data, concen-

trations of biogenic elements close to zero were excluded (0.136 pg-L™! for nitrogen and 0.014 pg-L™!
for phosphorus)

The less productive clone, 23.1227-KC, was characterized by the mean marennine concentration
of 1.25 mg-L™!. In the experiments with this clone, the maximum nitrogen content (128.5 mgL™)
was tested; however, it did not lead to a significant shift in the marennine concentration. No cell death
due to nitrogen poisoning was revealed.

For the illuminance level of 7.2 klx, the mean value of extracellular marennine concentration
was 3.14 mg-L™!. The cell density was 58,177 cells-mL"", and the specific productivity was 60 pg-cells™,
i. e., twice as high as at lower illuminance.
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At close-to-zero concentrations of biogenic elements, 0.136 mg-L™! of nitrogen and 0.014 mg-L™!
of phosphorus, the marennine production was minimal and averaged 0.51 mg-L™'. However, even
a slight increase in their content, nitrogen to 0.177 mg-L™! and phosphorus to 0.018 mgL™!, led
to the same concentration of cells and marennine in the medium as with a higher supply of biogenic
elements (Fig. 3).
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Fig. 3. The cell density in the Haslea karadagensis culture after 10 days of cultivation under low nitrogen
concentration

According to the data obtained, the specific cell productivity of the H. karadagensis culture for maren-
nine (its extracellular form) did not depend on the concentration of the main biogenic elements in a fairly
wide range, except for minimal values, and averaged about 30 pg-cells™ (Fig. 2E, F). As assumed, the key
factor limiting pigment production is illuminance, since marennine is believed to perform a photoprotec-
tive function by shielding chloroplasts from ultraviolet radiation [Schubert et al., 1995]. As noted above,
the spectral composition of light is also important: the marennine production significantly increased
when H. ostrearia cultures were illuminated with blue light compared to illumination with the control
white light [Mouget et al., 2005].

The density of diatom cells, according to some authors, is determined chiefly by the availability of sil-
icon [Nghiem Xuan et al., 2021]. The second crucial element affecting the cell density growth is phos-
phorus [Turpin et al., 1999]. In the ESAW medium we used, the silicon concentration was 3 mg-L‘l,
and it was quite sufficient for the consumption by cells during 10 days of cultivation.

The marennine accumulation in a medium was shown to depend on its composition [Nghiem Xuan
etal., 2020]. It was also noted as follows: if the medium contains both organic and inorganic sources of ni-
trogen and phosphorus, the marennine production is low. Importantly, the same as in our experiments,
an increase in nitrogen content to certain values initially favored the marennine synthesis, and subse-
quently inhibited the cell density growth and the pigment accumulation in the medium. The composition
of the ASW medium (Artificial Seawater) is most similar to that of ESAW. According to the data pro-
vided [Nghiem Xuan et al., 2020], a medium developed on the basis of the ES1/3 medium turned out
to be optimal for the marennine accumulation. Moreover, in the marennine synthesis, the role of both
the composition and the concentration of biogenic elements was significant.

In addition to their general theoretical value, the results obtained have practical significance
for biotechnology, in particular for the aquaculture of filter-feeding molluscs, such as oysters.
Marennine not only improves their organoleptic properties and increases their commercial value,
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but, being a biologically active substance, has a preventive effect: it protects against diseases [Gastineau
etal., 2012c, 2018]. Currently, biotechnology for the marennine production involving cultures of Haslea
representatives is not used; oyster farmers rely on natural and poorly predictable outbreaks of algae de-
velopment in ponds where these molluscs are kept. Notably, under natural conditions, it is impossible
to achieve such a high concentration of marennine as in laboratory cultures. Thus, in a field experiment,
when water supplied to oyster ponds was enriched with nitrogen, phosphorus, and silicon, the maximum
observed content of extracellular marennine was 2.7 mg-L™' [Turpin et al., 1999]. In a non-laboratory ex-
periment, the marennine concentration reached 3.4 mg-L_1 [Turpin et al., 2001]. In H. ostrearia culture
in a photobioreactor, the marennine content was an order of magnitude higher: 20-30 mg-L™" [Rossignol
et al., 2000].

Another noteworthy factor is clonal variability. In our study, three H. karadagensis clones were used,
and two of them exhibited higher productivity in terms of extracellular marennine synthesis. A similar
pattern of variation was recorded in experiments with H. ostearia [Mouget et al., 2005; Pedron et al.,
2023]. As found, the clones differed in cell size, and this indicates they were at different stages of the life
cycle. The highest productivity in terms of pigment accumulation was demonstrated by medium-sized
cells. The exact reasons for the variability are unknown, and this may become a topic for new research.

Conclusions. For the marennine-producing diatom Haslea karadagensis, we revealed no signifi-
cant correlation between nitrogen and phosphorus concentration in a medium and the specific pro-
ductivity in terms of extracellular marennine synthesis. Relatively low content of these biogenic ele-
ments, 0.177 mg-L™! of nitrogen and 0.018 mg-L™! of phosphorus, was sufficient for optimal growth
of H. karadagensis cultures and accumulation of extracellular pigment in the medium. An increase
in their concentration negatively affected the cell density growth and accumulation of extracellular
marennine in the culture.

The key drivers of the productivity of marennine accumulation were illuminance and, likely, clonal
variability. An increase in illuminance from 3.3 to 7.2 klx stimulated a nearly twofold boost in both ex-
tracellular pigment concentration and specific productivity. The effect of intraclonal differences requires
further study.

The study was carried out with the financial support of the Russian Science Foundation (project
No. 24-24-00054).

The work used the materials of the IBSS core facility “Collection of Diatoms of the World Ocean.”
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HA HAKROIVIEHUE BHEKJIETOYHOT'O MAPEHHUH-ITOJJOBHOI'O ITIMI'MEHTA

B KVJIbTYPE HASLEA KARADAGENSIS (BACILLARIOPHYTA)
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B Hacrosiiiee BpeMs ©3BECTHO MSITh BUJOB IMATOMOBBIX Bojiopociielt u3 poaa Haslea, KOTOpbIe CIoco0-
HBI TTPOTYITUPOBATh MUTMEHTH MAPEHHHUHBI, CJIETKA Pa3IMYalonIfuecs o CBOMM (PU3UKO-XUMUIECKUM
XapakTepuctukaM. Vimerormuecst CBeJJeHusI OTHOCSITCS TJIaBHBIM 00pa3oM K MapeHHuHY H. ostrearia.
370 AenaeT aKkTyaJbHbIM M3yUeHUE MAapeHHHUH-NOAOOHBIX MUTMEHTOB Y APYTMX MpeACTaBUTENIEH po-
Ia, B yactHoctu y H. karadagensis — sunemuka YeépHoro Mopsi. Llens vccienoBanus 3akiovanach
B aHaJM3e BAMSIHUSA a30Ta ¥ pocpopa Ha HAKOTIIEHHE BHEKJIETOYHOTO MAPEHHUH-TIOI00HOTO IMTMEeH-
Ta B KJIOHOBBIX KyJbTypax H. karadagensis. Cnegyer OTMETUTh TPOTHBOPEUMBOCTD JIMTEPATYPHBIX
JAHHBIX O BJIMSIHUM 9TUX OCHOBHBIX OMOTEHHBIX JIEMEHTOB Ha HAKOIUICHHE MapeHHHUHA B KyJIbTypax.
st u3yueHHBIX KJIOHOB H. karadagensis yCcTaHOBIIEHO OTCYTCTBHE 3HAYMMOM KOPPENSLIMN MEXIY
yIETbHOU MTPOIYKTUBHOCTHIO KJIETOK B OTHOIIIEHUH BBIJIEJICHUSI BHEKJIETOUHOTO MapEeHHUH-TTOJOOHOTO
NUrMEHTa ¥ YPOBHAMH a30Ta U (ocdopa B cpene. OnpenesieHbl TEMITbl POCTa YUCIEHHOCTH KJIETOK
Y TUHaMHUKa HAaKOIJIEHHUs BHEKJIETOUHOTO MUTMEHTA B KyJbTypax H. karadagensis.

KuroueBrble ciioBa: tuatoMoBbie Bogopociu, Haslea karadagensis, MapeHHIH, OUOTEHHBIE JIEMEHTBHI,
HaKOIUICHHUE MIMTMEHTA, yeJbHasl IPOYKTUBHOCTD, YMCIIECHHOCTh KJIETOK
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In August 2023, surface bottom sediments (top 5-cm layer) were sampled in three bights of Amur Bay:
Melkovodnaya Bight (V1), Kruglaya Bight (V2) (both within Voevoda Bight), and Uglovoy Bight (U1).
Despite being neighboring bays, V1 and V2 differ significantly in granulometric composition and distri-
bution of both heavy metal concentration and organic carbon content. Elevated levels of heavy metals
and organic carbon were revealed in Kruglaya Bight (at station V2). In its bottom sediments, values
of the enrichment factor (EF) for each analyzed metal, except for Co, exceeded levels attributable
to natural weathering processes. A high level of enrichment was registered for Cd (EF =24.08); a mod-
erately high one, for Cu (EF = 6.15) and Pb (EF = 5.51); and a moderate one, for Ni, Zn, and Cr (EF
accounted for 4.5, 4.3, and 3.21, respectively). The calculation of the modified degree of contami-
nation index (mCd) showed a moderate degree of contamination at sta. V2 (mCd = 4.38). In bot-
tom sediments from sta. V1, most metals were characterized by a low level of enrichment, except
for Cd, with its moderate level (EF = 4.07). EF values for bottom sediments from sta. Ul were sig-
nificantly below 1.5 providing evidence for the natural-origin input of heavy metals from weathering
processes. In the studied bays, biotesting was carried out for the first time, with larvae of the sea urchin
Scaphechinus mirabilis serving as a test object. During bioassays, the highest abundance of abnormally
developed larvae was found at sta. V2. In aqueous extracts of bottom sediments from sta. V2, none
of larvae reached the gastrula stage, and the value of the integral toxicity index (ITI) was 9.84 points.
In aqueous extracts from sta. V1 and U1, normally developed larvae at the late gastrula stage predom-
inated 18 h after the start of the experiment. In extracts of bottom sediments from Melkovodnaya
Bight (sta. V1), the overwhelming majority of larvae developed with severe morphological abnor-
malities. Larvae at the prism and early pluteus stages were characterized by poorly developed skele-
tal rods or their lack. Moreover, we found exoforms of larvae with no intestine in their body cav-
ity (it was protruded outward). ITI for bottom sediments from sta. V1 (7.72 points) was twice as high
as for samples from sta. U1 (3.5 points). The obtained data indicate that the accumulation of heavy met-
als in Kruglaya Bight is driven by a combination of factors. In their turn, high concentrations of heavy
metals and organic carbon may mediate the formation of unfavorable conditions for benthic organisms.

Keywords: Amur Bay, biotesting, bottom sediments, organic carbon, heavy metals, Scaphechinus
mirabilis
Sediments play a significant role in marine ecosystem functioning, as those serve as a habitat for ben-
thos. Moreover, in sediments, accumulation and transformation of nutrients occur, as well as of a wide
range of pollutants delivered to marine systems via terrestrial runoff and precipitation [Roberts, 2012].
Monitoring surveys and research on environmental pollution often target heavy metals currently defined
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as metals with an atomic mass exceeding 50 atomic units: V, Cr, Mn, Fe, Co, Ni, Cu, Zn, Mo, Cd, Sn, Hg,
Pb, B4, efc. [Naleta et al., 2015]. These contaminants have significant toxic and cumulative effects [Rou-
chon, Phillips, 2017]. Consequently, an analysis of heavy metal concentrations in marine ecosystems
remains an integral component of environmental quality assessments[Marine Water Pollution, 2022;
Wilbers et al., 2014].

The toxicity of sediments can be evaluated by comparing concentrations of certain heavy met-
als and international regulatory values (sediment quality guidelines, SQGs [MacDonald et al., 2004]),
and by calculating various individual and comprehensive indices. These approaches only provide infor-
mation about potential toxic risks to hydrobionts. To fully assess risks associated with pollutant expo-
sure, biological methods are additionally applied. One of them is bioassays on marine sediment extracts
involving different test organisms. In this context, echinoderms are widely used as model organisms
in ecotoxicological studies, as their responses to environmental stressors can be observed at various
levels of biological organization: from the molecular genetic level to the ecosystem one [Canty, 2009].
The use of sea urchin larvae allows for the estimation of teratogenic effect of heavy metals [Chiarelli
et al., 2019; Mazur et al., 2020; Rouchon, Phillips, 2017]. Furthermore, these test organisms are listed
in numerous regulatory documents as the ones recommended for assessing the toxicity of marine
sediments [ABNT-NBR 15350 DE 03/2023, 2025; ASTM, 2012].

Kruglaya and Melkovodnaya bights, located on the western side of Russky Island, are adjacent
areas exhibiting pronounced differences in grain size distribution, and also in distribution of heavy
metals and organic carbon [Ryumina et al., 2023]. Kruglaya Bight hosts extensive meadows of a sea-
grass Zostera marina Linnaeus, 1753. Moreover, there is an aquaculture farm, where the Yesso scallop
Mizuhopecten yessoensis (Jay, 1857) and the Pacific blue mussel Myfilus trossulus A. Gould, 1850 are cul-
tured [Gavrilova, Kucheryavenko, 2011]. The “Bely Lebed” sanatorium renowned for its therapeutic
muds is located on Melkovodnaya Bight shores. Hydrological and hydrochemical studies in Voevoda
Bight have shown that its offshore and middle sites (excluding Kruglaya Bight) are the areas that freely
exchange waters with Amur Bay [Barabanshchikov et al., 2015]. In Voevoda Bight, the nature of biogeo-
chemical processes is determined by the intensity of the production and decomposition of organic mat-
ter derived from three sources: phytoplankton, benthic macrophytes, and periphyton. In Melkovodnaya
Bight, its specific coastal morphology, when combined with the effect of river runoff peaking in sum-
mer, results in closed cyclonic circulation. Consequently, water exchange between Melkovodnaya Bight
and Amur Bay is weakened. Hydrochemical parameters in the bight have local features. Its circulation
pattern can facilitate summer phytoplankton blooms that are primarily driven by an increased supply
of nutrients from the Russkaya River runoff [Barabanshchikov et al., 2015]. The resulting excess of phy-
toplankton biomass, not eaten by zooplankton, is decomposed consuming oxygen and releasing carbon
dioxide. Along with this, dead fragments of Z. marina are decomposed.

The above-described mechanism cannot be applied to Kruglaya Bight, as its waters are not affected
by river runoff. There, the oxygen deficiency and elevated partial pressure of carbon dioxide are driven
by the decomposition of organic matter produced mainly by a seagrass Z. marina.

Hydrochemical studies of Uglovoy Bight have revealed its ongoing ecosystem degrada-
tion [Tishchenko et al., 2021]. Its visible manifestations include the disappearance of Z. marina
meadows, the occurrence of hypoxic events, and the fact that bight waters became a source of carbon
dioxide for the atmosphere. Pollution of sediments with heavy metals occurs constantly as a result
of economic activity on the bight shores. Pollutants mostly come with river runoff, due to sheet erosion
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from the urbanized landscape, and because of the operation of a low-water bridge [Petukhov et al., 2023].
The construction of this bridge (De Frieze—Sedanka) in 2009-2012 also noticeably affected sediments
in the bay (now De Frieze Peninsula and Muravyov-Amursky Peninsula are connected by a four-lane
highway). Hydraulic engineering construction in the coastal zone is typically accompanied by a signif-
icant rise in water turbidity and pollutant concentrations. The volume of suspended matter entering
the sea can be comparable to the discharge and annual runoft of large rivers [Mishukov et al., 2009].

The input of heavy metals into sediments of Voevoda Bight is poorly studied. Bioindication research
on pollution in coastal waters of Russky Island revealed elevated concentrations of heavy metals in brown
algae of the genus Sargassum, S. miyabei Yendo, 1907 and S. pallidum (Turner) C. Agardh, 1820, at sta-
tions on the Amur Bay side [Khristoforova et al., 2018]. These toxicants usually enter the aquatic envi-
ronment through precipitation, chemical weathering of rocks, leaching of sorbed forms from soils, sur-
face runoff, and wastewater (industrial, agricultural, and domestic). Crude oil tankers, product tankers,
and other vessels can also contribute to pollution [Khristoforova et al., 2015]. According to previ-
ous geochemical surveys, the highest content of zinc and copper was registered in sediment samples
from Kruglaya Bight, while the highest concentrations of chromium, nickel, and cobalt were recorded
at stations in Uglovoy Bight [Ryumina et al., 2023].

The aim of this study was to carry out a preliminary comprehensive assessment of heavy metal con-
tamination and toxic effects on hydrobionts in surface sediments (top 5-cm layer) from several sites
in Amur Bay. The assessment integrates chemical analysis with biotesting involving embryos and lar-
vae of the sand dollar Scaphechinus mirabilis (Agassiz, 1864). This test organism is used for bioassay
in Amur Bay areas for the first time.

MATERIAL AND METHODS

Uglovoy Bight and Voevoda Bight are shallow second-order basins of Amur Bay (Peter the Great Bay,
Sea of Japan) (Fig. 1). The area of Uglovoy Bight is 42 km?. Numerous small streams and rivers flow into
its eastern and northeastern shores; the largest N
rivers are Chernaya, Bogataya, Vesennyaya, 3.4
Pyaty Klyuch, Peschanka, Saperka, Gryaznukha,
and Aerodromnaya [Losev, 2019]. Voevoda
Bight consists of two shallow basins: Kruglaya
Bight and Melkovodnaya Bight. The wa- 432 :
ter area of Voevoda Bight is approximately » A
4.0 km? (Melkovodnaya is about 2.4 km?
and Kruglaya is about 1.6 km?). The only river

on the island, Russkaya (a small one), flows £3.0° o | @Vl Aé\éﬁ"’
into the bight from the east. Detailed hydrolog- ( 7@3\»‘"
ical descriptions of these basins are provided

in [Barabanshchikov et al., 2015; Rakov, 2008].

Voevoda Bight is partially covered with Z. ma- g L ‘
rina meadows. In Uglovoy Bight, Z. marina 1314 1316 1318 13200 E
formed meadows in the 1980s [Rakov, 2008]; Fig. 1. Geographical location of the study area

by now, they have disappeared [Tishchenko  and sampling stations (hereinafter, V1, Melkovod-
etal., 2021]. naya Bight; V2, Kruglaya Bight; U1, Uglovoy Bight)
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In August 2023, three samples of surface sediments (top 5-cm layer) were taken by scuba diving.
The sampling covered an area of 1 m? and depths of 1.5-3.5 m. A plastic container was used. Three
sites within Amur Bay were surveyed: Melkovodnaya Bight (V1), Kruglaya Bight (V2), and Uglovoy
Bight (U1). Location of stations is shown in Fig. 1. At sta. V2, sediments were covered with Z. ma-
rina meadows. The sampled material was delivered to a laboratory for subsequent analysis. The portion
of sediments used for bioassay was sorted, frozen, and stored at —18 °C.

Concentrations of heavy metals (Fe, Mn, Zn, Cu, Pb, Cr, Ni, Co, and Cd) in the samples were deter-
mined by flame atomic absorption spectrometry on a Shimadzu AA-3600 spectrophotometer (Japan).
The samples were prepared in accordance with the methodology for the quantitative chemical analysis
of soils, sediments, sewage sludge, and waste (federal environmental regulation PND F 16.1:2.2:2.3:3.36-
2002) involving acid digestion. Considering the cumulative errors at all stages of sample preparation
and the measurement error inherent to the flame atomic absorption method, the total relative error
was estimated to be 5%.

The concentration of organic carbon (C,) in the solid phase of sediments was determined on a TOC-
VCPH analyzer coupled with a Shimadzu SSM-5000A solid sample combustion unit (Japan). The an-
alyzer was calibrated with certified reference material: sediment standard “Limestone Silt” (state stan-
dard sample GSO 1758-80). Analytical precision was based on parallel measurements, and it was 3%
of the determined value. The result is given as the percentage of C,, in dry sediments.

Grain size distribution was assessed on an ANALYSETTE 22 NanoTec laser particle ana-
lyzer (Fritsch, Germany). Natural moisture samples were homogenized. To create a dispersion
medium, a surfactant 901 (Fritsch) was used. The analyzer was calibrated using a certified standard
F-500 (Fritsch).

Pollution and environmental risk indices. Heavy metal concentrations determined in this study
were compared with background levels for Peter the Great Bay [Kovekovdova, Simokon, 2004], permis-
sible values [Marine Water Pollution, 2022], and threshold ones [MacDonald et al., 2004] for marine
sediments. Also, individual pollution and environmental risk indices were calculated [enrichment fac-
tor (EF) and modified hazard quotient (mHQ)], as well as comprehensive ones [modified contamination
degree (mCd) and toxic risk index (TRI)].

Individual indices. Enrichment factor (EF) is an effective tool for quantifying the contribution
of each analyzed toxicant to the overall sediment pollution load. Its calculation involves the comparison
of obtained heavy metal concentrations to those of conservative elements (Al or Fe), less susceptible
to anthropogenic load [Li et al., 2015]. In this study, Fe was selected as a reference element. EF value
higher than 1.5 indicates an anthropogenic source of heavy metals, whereas a value lower than 1.5 sug-
gests a predominantly natural origin from weathering processes [Li et al., 2015]. Obtained factor values
are classified into seven enrichment categories, as detailed in Table 1. EF was calculated by the formula

as follows:
(Cn/CFe)sample
(Bn/BFe)backgTound ’

where (C,/CF;)sample 18 the ratio of a heavy metal content to Fe concentration in an analyzed sediment
sample;

EF =

(Bo/BFe)backeround 18 the natural background ratio of heavy metal content to Fe concentration
in bottom sediment samples at a reference site (Table 2).
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Modified hazard quotient (mHQ) characterizes the degree of risk of toxic effect from each studied
heavy metal on marine hydrobionts [MacDonald et al., 2004]. The calculation is based on the ratio
of the pollutant concentration in sediments to SQGs values for this toxicant: threshold effect level (TEL),
probable effect level (PEL), and severe effect level (SEL) (Table 2). To determine mHQ, the following

formula is used:
C; C; C;
mHQ = \/ — + — + —,

TEL, PEL, SEL
where C; is the concentration of the toxicant i;
TEL,, PEL;, and SEL,; are values of TEL, PEL, and SEL for the toxicant i.
The obtained values are ranked according to eight hazard levels (Table 1).

Comprehensive indices. Modified contamination degree (mCd) characterizes the sediment con-
tamination degree and is defined as the sum of all contamination factors (Cf) [Brady et al., 2014].
To calculate mCd, the following formula is applied:

n .
> i O
mCd = =izl ~ 7 .

n
where Cf' is the contamination factor;
n is the total number of analyzed heavy metals.

The classification of contamination degrees is given in Table 1.

Toxic risk index (TRI) allows for the comprehensive assess of the toxicity for the sediments with TEL
and PEL taken into account. The criterion is used to normalize the toxicity of various pollutants. Also,
it is applied for further comparison of effects on biological systems [Li et al., 2015]. TRI is calculated
as follows:

2 2
(z5;) + (7oL;) "
i=1
where C; is the concentration of the analyzed pollutant i;
n is the total number of pollutants;
TEL,; and PEL; are values of TEL and PEL for the toxicant i (Table 2).

The results of TRI calculation are ranked according to five risk levels (see Table 1).

Ecotoxicological assessment. Bioassays with the sand dollar S. mirabilis were carried out
at the “Vostok” marine biological station (NSCMB FEB RAS). For the experiment, we used seawater
sampled in Vostok Bay from a 6-m depth via a supply system. Seawater was filtered through a three-stage
gravel filter and subsequently treated with ultraviolet light.

Aqueous extracts from sediments were prepared following a standard technique [Beiras et al., 2003].
Pre-thawed sediment samples (100 g) were placed in conical flasks and filled with 400 mL of sterile
seawater. The mixtures were agitated on an orbital shaker Biosan PSU-201 (Latvia) for 2 h. Subsequently,
the samples were allowed to settle, and then filtered through a membrane filter (pore size of 2-3 pym).
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Adult mature S. mirabilis were sampled along the western coast of Vostok Bay (Peter the Great Bay,
Sea of Japan) at a depth of 4-4.5 m. The sand dollars were placed in containers with ice packs to ensure
their safe transport to the laboratory. Prior to the experiment, sea urchins were acclimated in aquariums
with flow-through seawater for 48 h. The temperature was +18...4+19 °C.

Spawning of the animals was induced by injecting 0.2 mL of 0.5 M potassium chloride solution
into perivisceral cavity. Gametes were collected and prepared following a standard method [Beiras
et al., 2003]. For a control fertilization series, 1 mL of egg suspension was placed in beakers filled
with 50 mL of sterile seawater. After eggs had settled to bottom, 200 pL of diluted sperm sus-
pension was added. Fertilization success was assessed in 20 min under an Axio Imager Al mi-
croscope (Carl Zeiss, Germany). Batches with a fertilization rate lower than 95% were excluded
from the assay.

Throughout the experiment, the temperature was maintained at +18...+19 °C. Bioassays were per-
formed in four replicates using gametes from three parental pairs (N = 3). Fertilization was carried out
in filtered sterile seawater. Then, zygotes were transferred to test extracts for further embryonic and larval
development [Beiras et al., 2003].

The toxicity of the studied samples was determined by evaluating the developmental status of lar-
vae at the gastrula (18 h) and pluteus (48 h) stages; integrated toxicity index (ITI) was applied [Mor-
roni et al., 2016]. For each parental pair, 400 larvae were examined at each controlled developmental
stage. To calculate ITI, the toxic effect was quantified by analyzing the frequency of developmental de-
lays and/or morphological abnormalities; those were ranked on a scale from O to 10 points according
to the severity of their implications for subsequent larval development. Lower scores were assigned to lar-
vae exhibiting developmental delays without malformations, whereas higher ones, to those with delays
accompanied with non-specific morphological changes.

ITI is calculated using the following formula:

where S; is the score assigned to each category of anomalies;
F; the number of anomalies;

100 the number of larvae counted.

RESULTS

Grain size distribution. According to the results of the analysis of grain size distribution (Fig. 2),
at sta. V1 (Melkovodnaya Bight), sediments consisted chiefly of fine-grained material. Thus, the psam-
mitic fraction amounted to 70%, while the aleuritic and pelitic fractions constituted 20% and 7.5%,
respectively. The proportion of the gravel fraction did not exceed 2.5%. At sta. V2 (Kruglaya Bight),
fine-grained fractions also predominated: the proportion of the psammitic one was 43%; the aleuritic,
44.1%; and the pelitic, 12.5%. The gravel fraction amounted to 0.4% only. At sta. U1 (Uglovoy Bight),
sediments were characterized by a predominance of the psammitic fraction: its proportion was 49.9%.
The aleuritic and pelitic fractions constituted 37 and 13%, respectively. The proportion of the gravel
fraction was 0.1%.
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Fig. 2. Grain size distribution of the surface layer of bottom sediments from Melkovodnaya Bight,
Kruglaya Bight, and Uglovoy Bight

Content of heavy metals and organic carbon in sediments. According to the data presented
in Table 2, the surface layer of sediments at sta. V2 featured elevated concentrations of all measured
elements, including organic carbon, compared to content at other stations. At this site, the background
levels were exceeded for all analyzed elements, except for Co. Concentrations of Cu, Pb, and Cd atsta. V1
were higher than the background level, the same as content of Pb, Cr, Ni, and Cd at sta. U1.

The level of heavy metal pollution in sediments in the study water areas was compared with for-
eign regulatory levels for heavy metal content listed in the so-called Dutch Lists [Warmer, van Dokkum,
2002]. Importantly, these concentrations are not referenced in regulatory legal acts of any foreign coun-
try, and also have no legal force in the Russian Federation. Despite this fact, the levels given in Dutch
Lists are used in works assessing the ecological state of sediments [Petukhov et al., 2023]. Moreover,
those are used in the compiled reviews and annual reports on the quality of Russian marine waters [Ma-
rine Water Pollution, 2022]. In sediments of Kruglaya Bight (sta. V2), permissible concentrations were
exceeded for Cu and Cd.

The potential toxic effects of heavy metals were analyzed by comparing their concentrations with
SQGs values recommended in the Canadian guidelines for the protection of aquatic life [MacDonald
et al., 2004]. Two criteria were used: the threshold effect level and the probable one (TEL and PEL).
Their values are based on ecotoxicological studies on representatives of freshwater, marine, and estuarine
fauna. TEL describes the permissible concentration of a contaminant for hydrobionts that is considered
statistically safe. In contrast, PEL defines the level above which organisms can undergo toxicological
effects [MacDonald et al., 2004]. As revealed, TEL was exceeded for Zn, Cu, Pb, Ni, and Cd in sediments
at sta. V2, and for Ni at sta. U1.

The calculation of the enrichment factor, EF, allowed revealing similar accumulation pat-
terns for toxic elements in sediments of Melkovodnaya Bight (V1) and Kruglaya Bight (V2):
Cd > Cu>Pb > Ni> Cr>Zn > Co for sta. VI and Cd > Cu > Pb > Ni > Zn > Cr > Co for sta. V2.
In Uglovoy Bight (U1), the following pattern was observed: Cd > Ni > Pb > Cr > Co > Zn > Cu. The value
of EF higher than 1.5 indicates an anthropogenic source of contaminants. At sta. V2, EF values for all an-
alyzed metals, except for Co, exceeded this threshold (Fig. 3). High degree of enrichment was recorded
for Cd (EF = 24.08); significant one, for Cu (EF = 6.15) and Pb (EF = 5.51); and moderate one,
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for Ni, Zn, and Cr (EF values were 4.5, 4.3, and 3.21, respectively). At sta. V1, most heavy metals
featured minimum degree of enrichment; the exception was Cd, with its moderate degree (EF = 4.07).

At sta. Ul, all values for sediments were significantly lower than 1.5; this indicates a natural origin
of heavy metals: from weathering processes.

EF value mHQ value
- . - .

[ T | _V—V—V—J [ I I I | I I 1

0 1 3 5 10 25 30 0 0.5 1 1.5 2 25 3 3.5
Vi 120 180 176 115 122 073 4.07 V1 076 098 078 077 095 074
V2 430 615 551 321 450 147 2408 V2 132 166 126 117 167  1.65
Ul 036 025 056 051 076 039 126 Ul 075 065 078 091 134 074

Zn Cu Pb Cr Ni Co Cd Zn Cu Pb Cr Ni Cd

Fig. 3. Values of enrichment factor (EF) and modified hazard quotient (mHQ) for analyzed bottom sedi-
ments

The calculation of mCd showed as follows: sediments from sta. V1 and U1l were characterized

by a very low contamination degree (mCd < 1.5), while sediments from sta. V2 (Kruglaya Bight),
by a moderate one (mCd = 4.38) (Fig. 4).

Vi v2 U1l
Stations
_____ mCd < 1.5 = non to very low — — 15<mCd<2=low ————- TRI <5 = no toxic risk — — 5<TRI<10 = low toxic risk

.......... 2 < mCd < 4 = moderate

Stations

Fig. 4. Values of modified contamination degree (mCd) and toxic risk index (TRI) for analyzed bottom
sediments

To assess the contribution of each heavy metal to the total potential toxic effect on hydrobionts,
mHQ was calculated (see Fig. 3). In sediments from sta. V2, mHQ values for Ni, Cu, and Cd
(1.67, 1.66, and 1.65, respectively) indicated moderate contamination severity, while values for Zn,
Pb, and Cr (1.32, 1.26, and 1.17), low one. The values of mHQ for toxic elements in sediments
from sta. V1 and Ul allowed to characterize contamination severity as very low. The exception
was Ni at sta. Ul (mHQ = 1.34).

To determine the level of integrated effect of heavy metals on benthic hydrobionts, TRI was cal-
culated (Fig. 4). Sediments from sta. V1 and U1 showed no potential toxic risks. The highest value
(TRI = 6.62) was obtained for sediments at sta. V2; it corresponded to a low risk level. Importantly,

although mHQ calculated for Ni, Cu, and Cd at this station indicated an individual moderate risk level,
the value of the integrated index was low.
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Ecotoxicological assessment. Aqueous extracts from sediments were biotested on larvae of the sand
dollar S. mirabilis. The subsequent calculation of ITI yielded the following results. In 18 h after fertiliza-
tion, the maximum abundance of abnormally developed larvae was observed at sta. V2 (Fig. 5). Specifi-
cally, in sediment extracts from this station, the overwhelming majority of embryos stopped their devel-
opment at the abnormal morula stage, having an uneven surface and larger cells than those of normally
developed embryos. A small number of larvae was classified as abnormal blastulae, whose blastocoel
exhibited uneven cellular filling. Thus, in aqueous extracts of sediments from sta. V2, not a single larva
developed to the gastrula stage, and ITI value was 9.84 points.

10 1

OGastrula (18h)
s - @ Pluteus (48 h)
6 Fig. 5. Values of the integrated toxicity in-
dex (ITI) for analyzed bottom sediments 18
4 - and 48 h after the start of the experiment
2 4
0 . ; ;
C V1 V2 U1

In 18 h after the start of the experiment, normally developed larvae at the late gastrula stage
predominated in aqueous extracts from sta. V1 and Ul. Interestingly, extracts from sta. Ul also
contained normally formed but developmentally delayed larvae at the early gastrula and mesenchy-
mal blastula stages, as well as abnormally developed blastulae. Accordingly, ITI values at this stage
of the bioassay were higher for sediments from sta. Ul (2.2 points), while the value for sta. V1
was minimum (0.64 points).

In 48 h after fertilization, the maximum value of ITI (10 points) was also obtained for extracts
from sediments of sta. V2 (Fig. 5). In blastulae developing in these extracts, the morphological ab-
normalities were noted, and the latter ones prevented larvae from reaching the mid-pluteus stage. Im-
portantly, I'TI values at this stage of the experiment for sta. V1 were significantly higher than those
for sta. Ul. In sediment extracts from Melkovodnaya Bight (V1), the vast majority of larvae developed
with severe morphological impairments. Larvae at the prism and early pluteus stages were characterized
by the presence of poorly developed skeletal rods or their absence. Furthermore, we found exoforms
of larvae with no intestine in their body cavity (it was protruded outward). Although such an intestine
has all three anatomical constrictions corresponding to gut subdivisions in normally developed larvae,
it is non-functional [Mazur et al., 2020]. For sediments from sta. V1, ITI value (7.72 points) was twice
as high as for samples from sta. U1 (3.5 points).

DISCUSSION

At sta. V1 and V2, background concentrations for copper, lead, and cadmium were exceeded.
At sta. V2, background values for zinc, chromium, and nickel were exceeded as well. Zn and Cu in-
put to water bodies is typically associated with mining, ore processing, metal smelting, with operation
of electroplating shops, or with communal and household effects (both elements are common compo-
nents of domestic wastewater). At the same time, Cd, Ni, and Pb serve as indicators of anthropogenic
load on the environment [Khristoforova et al., 2018].
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The enrichment of sediments with heavy metals is a complex and multifactorial process. Their con-
centrations can result from sorption by mineral and organic matter, complexation, coagulation, forma-
tion and sedimentation of poorly soluble compounds, efc. The intensity of these processes is governed
by the morphometric and hydrological characteristics, and also by the hydrochemical regime of a water
body. Post-sedimentation reactions can lead to an increase in content of elements in pore waters, estab-
lishing a concentration gradient between pore waters and the overlying bottom ones. If physicochemical
conditions (pH, Eh, mineralization, and so on) change, heavy metals can be remobilized from sediments
and diffuse from pore waters into the bottom layers; this is a potential threat of secondary pollution
of the water area by these chemical elements [Dauvalter, 2012].

The distribution of heavy metals in sediments is also mediated by forms of their compounds with
the organic and inorganic matrix. One group of elements closely associated with the organic matrix (Zn,
Cu, Pb, and Cd) is characterized by high bioaccumulation coefficients in hydrobionts, and they en-
ter sediments primarily with detritus. Another group includes metals that enter aquatic ecosystems
bound within highly dispersed mineral particles, which are carried by allochthonous surface runoff
(Cr, Ni, and Co). Also, this group includes typomorphic elements (Fe and Mn) [Ivanov et al., 2020].
In sediments, Fe and Mn commonly occur as hydroxides and oxides. The same as organic matter,
those are very effective at accumulating and concentrating heavy metals [Bazilevskaya, Skolotnev,
2019].

In the present study, overall background pollution levels are similar for Kruglaya and Melkovodnaya
bights; however, the extent of heavy metal accumulation in their sediments is different. In Kruglaya
Bight, an analysis of the vertical distribution of organic carbon and heavy metals in a sediment
core revealed a linear correlation between content of C,, and concentrations of zinc, lead, copper,
and nickel [Ryumina et al., 2023]. The same study examined sediment cores from Melkovodnaya
and Uglovoy bights as well, but found no correlation between organic carbon and heavy metals. These
facts suggest that the concentration of heavy metals in sediments is more efficient at sites covered
with Z. marina meadows.

Based on data on grain size distribution, the highest C,, content in sediments would be ex-
pected at stations where the pelitic fraction prevails [Romankevich, Vetrov, 2021]. Conversely, de-
cline in organic carbon concentration is characteristic of sediments dominated by the psammitic frac-
tion. This pattern is attributed to the mechanical sorting of different-sized particles. In the present
study, C,, content at sta. V2 was 4.83% (see Table 2), which is almost 5 times higher than the value
at sta. Ul, 1.03%. C,, concentration was 0.83% at sta. V1, where the psammitic fraction clearly
predominated; the value was close to that at sta. Ul. At sta. V2 and U1, proportions of the pelitic
fraction were 12.5 and 13%, respectively; proportions of the aleuritic fraction were 44.1 and 37%.
It can be concluded that the distribution of organic carbon is not governed by the mechanical sorting
of different-sized particles.

In the absence of allochthonous inputs, the primary source of organic matter for sediments
of Kruglaya Bight is suspended matter derived from a seagrass Z. marina. A key component can
be zosterates: salts of a polysaccharide zosterin, which also acts as a natural ligand for heavy met-
als [Khozhaenko et al., 2015]. Upon plant senescence, these organic complexes enrich sediments with
both organic carbon and heavy metals [Hart, 1982]. The total content of carbohydrates produced
by Z. marina can be over 35% of seagrass dry mass, with zosterin comprising approximately 20%
[Tishchenko et al., 2020].
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As already mentioned, sta. V2 area, where sediments were sampled, hosts Z. marina meadows.
There, a very high degree of enrichment was noted for cadmium (EF = 24.08); a significant, for copper
(EF = 6.15) and lead (EF = 5.51); and a moderate, for nickel (EF =4.5), zinc (EF = 4.3), and chromium
(EF = 3.21).

At sta. V2, Fe content (34,500 mg-kg™!) was twice as high as at sta. V1 (14,800 mg-kg™) and U1
(15,500 mg-kg™!). This also indicates the possible concentration of heavy metals by iron hydroxides,
and not just by organic matter.

The calculation of mCd showed that contamination degree at sta. V2 can be characterized as mod-
erate (mCd = 4.38). The determination of mHQ allowed for assessing the contribution of each ana-
lyzed heavy metal to the total potential toxic effect on hydrobionts. Thus, in sediments from sta. V2,
mHQ values for nickel, copper, and cadmium (1.67, 1.66, and 1.65, respectively) indicated moderate
contamination severity, and for zinc, lead, and chromium (1.32, 1.26, and 1.17), low one. The highest
TRI value (6.62) was recorded at sta. V2; this corresponds to a low risk level (see Table 1). Interest-
ingly, at this station, mHQ for nickel, copper, and cadmium indicated an individual moderate risk level,
but the value of the integrated index was low.

Judging by values of the enrichment factor, in sediments of sta. V1, most heavy metals
were characterized by insignificant levels; the exception was Cd which showed a moderate de-
gree of enrichment (EF = 4.07). EF values for sediments from sta. Ul were significantly
lower than 1.5 indicating that the input of heavy metals is associated with natural weathering
processes.

The calculation of mCd showed that sediments from sta. V1 and Ul are characterized
by a very low contamination degree (mCd < 1.5). The values of mHQ for toxic elements in sed-
iments from sta. V1 and Ul reflected very low contamination severity, except for Ni at sta. Ul
(mHQ = 1.34). Sediments of these two stations were characterized by the lack of potential
toxic risk.

In the water areas studied, the toxic effect of exposure to extracts from sediments can result
from either high content of certain pollutants/compounds or the combined action of several contami-
nants [Gorbacheva, 2018]. In our survey, the highest abundance of abnormally developed larvae was
observed in extracts from sta. V2; importantly, it is in sediments from this site that the highest Cu
and Cd concentrations (exceeding the permissible ones) were found. According to [Rouchon, Phillips,
2017], exposure to ionic copper at concentrations of 5 and 10 mg-L™! caused growth and develop-
mental delays in larvae of a sea urchin Evechinus chloroticus (Valenciennes, 1846), while increas-
ing content to 20 mg-L™! led to a complete cessation of larval development at the gastrula stage.
The effective concentration (ECsp) of cadmium ions in an experiment with larvae of Paracentrotus
lividus (Lamarck, 1816) was 1.003 mg-L™!, with developmental defects being primarily skeletal ab-
normalities and impaired gut differentiation [Manzo et al., 2010]. Notably, the percentage of ab-
normally developed larvae was high in extracts from sediments of Melkovodnaya Bight (sta. V1).
Despite low level of heavy metal pollution and the absence of potential toxic risk to hydrobionts,
these extracts had a noticeable effect on sea urchin larval development. As known, sediments
accumulate not only the pollutants we analyzed, but also a wide range of contaminants. Those
can have potential inhibitory, additive, and synergistic effects on each other, thereby regulating
the toxic effect on larvae.
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Organic matter accumulated in sediments serves as a primary food source for most benthic organisms.
However, its excessive concentrations can lead to community degradation, manifesting in both qualita-
tive changes (decreased species richness) and quantitative ones (reduction in abundance and biomass).
When C,,, content exceeds 2.5%, a drop in abundance and biomass of the benthic community is observed,
as well as the restructuring of its species composition [Orekhova et al., 2019]. In a study on the response
of macrobenthos to organic matter enrichment in sediments, A. Petrov [2000] proposed a classification
covering five threshold levels of C,, values. Based on this system, sediments at sta. V1 and Ul have
a medium level of eutrophication (II class), whereas those at sta. V2 feature a very high level (V class).
The organic matter concentration recorded in Kruglaya Bight is 4.83%. Following the above-mentioned
classification, this value is expected to result in the near-complete degradation of benthic communities,
with a predominance of opportunistic species. Such a high degree of sediment eutrophication is con-
sidered incompatible with favorable habitat conditions for most macrobenthic organisms; moreover,
it is likely to facilitate the enhanced accumulation of various organic and inorganic pollutants [Petrov,
2000].

The results of this study, along with the ongoing extensive industrial development of the water areas,
indicate the need for continued comprehensive assessments of heavy metal pollution in sediments and its
potential toxicity to hydrobionts.

Conclusion. Analysis of heavy metal content in the surface layer of sediments from Melkovod-
naya Bight (sta. V1), Kruglaya Bight (sta. V2), and Uglovoy Bight (sta. U1) revealed the highest val-
ues for sta. V2. The bottom of this site is extensively covered by Zostera marina meadows. Our results
indicate that this seagrass contributes much to enriching sediments with both organic matter (4.83%)
and heavy metals.

This enrichment has led to a lower overall ecological status for Kruglaya Bight compared to other
two shallow basins. Values of individual and comprehensive pollution indices, and also ecological risk
indices were the highest for sediments sampled at sta. V2.

Bioassay revealed the highest frequency of abnormally developed larvae of a sea urchin Scaphechinus
mirabilis at sta. V2. In aqueous extracts of sediments from this station, no larvae developed to the gastrula
stage, and the value of the integrated toxicity index (ITI) was 9.84 points. In contrast, aqueous extracts
from sta. V1 and U1 supported normal development, with larvae at the late gastrula stage predominating
18 h after fertilization. Within 48 h after fertilization, the vast majority of larvae in extracts from sta. V1
featured severe morphological impairments. I'TI value for sediments from sta. V1 (7.72 points) was more
than twofold higher than that for samples from sta. U1 (3.5 points).

The results of the bioassay of sediments sampled in Kruglaya Bight were consistent with the calcula-
tion of indices of pollution and potential ecological risk for this site. Sediments from Melkovodnaya Bight
featured a different pattern. Despite low levels of heavy metal pollution and the absence of any potential
toxic risk to hydrobionts, sediment extracts significantly affected the development of the sand dollar
larvae. This discrepancy suggests that sediments are contaminated with other pollutants that contribute
to the cumulative toxic effect.

This work was carried out with financial support of state programs of POl FEB RAS (registration
No. 124022100077-0).
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B asrycre 2023 r. 6bU1M 0TOOpaHBI 0Opa3iibl TOBEPXHOCTHBIX JOHHBIX OCAJKOB (BEpXHHUE 5 CM IpyH-
Ta) B TpEx OyxTax AMypcKoro 3ajamBa — B Oyxtax MenkoBoaHou (V1) u Kpyrmoit (V2), Kotopsie
pacnionaraotcst B 6yxte BoeBona, a takxke B 3aymmBe YrioBoi (Ul). V1 u V2, gBisisick coceJHIMEU
OyXTaMu, UMeI0T OOJIbIIINE OTJIMYKS B TPAHYJOMETPUUECKOM COCTaBE U B pacIpeie/ieHIH CO/iepxka-
HUS TSOKETBIX METAIOB M OPraHUYECKOro yriiepoAa. BhISIBIEHO MOBBILIEHHOE COAEPKAHUE TSIKEIBIX
METaJIJIOB U OPraHuvecKoro yriepoaa B 0yxte Kpyrnoi (Ha craniuu V2). B ToHHBIX ocajikax Ha cT. V2
3HavyeHus1 koadduumenra odoramenust (EF) 11 kaxaoro u3 npoaHaM3upOBaHHBIX METAJUIOB, 3a UC-
kmodeHrueM Co, TPeBHIIa YPOBEHb €CTECTBEHHOTO BHIBETPUBAHUS TSKETHIX META/UTOB. CHITHHBIN
ypoBeHb oooramenus ormeuer 11t Cd (EF = 24,08), ymepenno cunbhbii — st Cu (EF = 6,15) u Pb
(EF=5,51), ymepennsiii — a1 Ni, Zn u Cr (3Hauyenus EF cocraBunu 4,5, 4,3 u 3,21 COOTBETCTBEHHO).
Pacuér moauduimpoBanHoro uaaekca crenenu 3arpssenus (mCd) nokasai, 4ro Ha cT. V2 oHa sBJIs-
etcst ymepenHou (mCd = 4,38). B joHHBIX 0cajikax co cT. V1 OOJIBIIMHCTBO METaJUIOB XapaKTepu30Ba-
JIKCh HE3HAUMTEJIbHBIM YPOBHEM oOoraineHust; uckmoueHne — Cd ¢ ymepenubsim ypoeHeM (EF = 4,07).
Bemmunns EF nuist moHHBIX 0cankoB co ¢r. Ul ObLM CyliecTBeHHO HuXke 1,5; 9T0 CBUAETEbCTBYET
O MOCTYIUUIGHUH TSIKENBIX METAJUIOB B PE3YJIbTaTe €CTECTBEHHBIX MTPOLIECCOB BhIBETpUBaHUSA. B uccie-
IyeMbIX OyXTaX BIIEPBbIC MPOBEAEHO OMOTECTHPOBAHUE C MCIIOIh30BAHUEM JIMUMHOK MOPCKOTO €Xa
Scaphechinus mirabilis B ka4ecTBe TecT-00beKTa. B Xoje 3T0ro aHaim3a MakCMMaJIbHOE YHUCJIO aHO-
MaJIbHO Pa3BUTHIX JINYMHOK BBISIBIEHO HA CT. V2. B BOAHBIX BHITSKKAX OCAJIKOB CO CT. V2 10 CTa/Iuu ra-
CTPYJIbl HE pa3BUJIACh HU OfIHA U3 JIMUMHOK, 4 3HAYEHUE UHTErPAJIbHOIO MHAeKca TokenyHoctu (ITT) co-
craBuiio 9,84 6asuia. B Bogubix BhiTsikKax co ¢T. V1 u Ul ciyers 18 4 ¢ Havasa skcreprMeHTa rnpeoo-
JIaJaj i HOPMAJIbHO Pa3BHUTHIE TMUMHKM Ha CTAWH MO3IHEH racTpyJibl. B KCTpakTax 0cajikoB U3 Oyx-
Thl MesikoBoHOH (cT. V1) mogasJisiioriiee OONbIIMHCTBO JIMYMHOK Pa3BUBAJIHCH C IPyObIMEU MOPGOJIO-
TMYECKUMU HapylleHUsIMU. JINUMHKY Ha CTaausX MPU3MBl U PAaHHETO IUTyTeyca XapaKTepU30BaAIICh
HAJIMYMEM C1a00Pa3BUTHIX CKEJIETHHIX CTepKHEW WM MX OTCYyTCTBHEeM. Kpome Toro, oTMeueHbI 9K30-
(bopMBI TMUMHOK Oe3 KUINIEYHUKA B MOJIOCTHU TeJia (OH BBIISTYEH HapyXKy). BoisBienHoe 3HaueHue 1TI
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JUTsI IOHHBIX 0caakoB co cT. V1 (7,72 6anna) oka3anoch BABOE Bhille, 4eM st pod co ct. Ul (3,5 Gan-
na). [lomyyeHHble TaHHBIE YKA3HIBAIOT HA TO, YTO K KOHIIEHTPHPOBAHUIO TSIKEJBIX METAJUIOB B OyXTe
Kpyrio0ii mpuBoauT cOBOKYIHOCTH (DaKTOPOB. B CBOI0 0uepe/ib, BHICOKOE COofiepKaHue TSKETBIX MeTall-
JIOB M OPTaHUYECKOT0 yIjieposia MOXeT 00yciaBiMBaTh (hOpMUpPOBAHUE HEOJIArONMPUSATHBIX YCIOBUIA
JKM3HU JIJ1s1 OSHTOCHBIX OPraHU3MOB,

KuroueBrblie cioBa: AMypcKUii 3aJIMB, OMOTECTHPOBAHKE, JOHHBIE OCAIKW, OPraHMYECKHUI YIIepo,
TSKETbIE MeTaJUTBL, Scaphechinus mirabilis

Marine Biological Journal 2025 Vol. 10 No. 4



8 71 Mopckoii OUOJIOrUYeCKUH Ky pHAI

Marine Biological Journal

OOy
’!ﬁﬁmﬂﬂﬂ!‘ 2025, vol. 10, no. 4, pp. 88-101
SO ThSS https://marine-biology.ru/mbj/article/view/506

UDC 579.24/.26

THE ROLE OF QUORUM SENSING AND INFOCHEMICALS
IN THE INTERACTION BETWEEN PRO- AND MICROEUKARYOTES
IN AQUATIC ECOSYSTEMS

©2025 E.Sudakova

Limnological Institute SB RAS, Irkutsk, Russian Federation
E-mail: bairamovaelvira@gmail.com

Received 29.07.2024; revised 08.10.2024;
accepted 12.08.2025.

This review presents key insights into the molecular interactions of unicellular organisms. Bacteria
are characterized by quorum sensing (QS): an ability to modulate gene expression by microorganisms
depending on cell population density. This can, in particular, lead to changes in behavior and the acti-
vation of virulence factors. Phytoplankton possesses an analogous system: cells produce infochemicals
that can either increase the resistance of recipients to stress factors or trigger programmed cell death
in them. While bacterial quorum sensing molecules (QSMs) can activate/inhibit phytoplankton cell
growth, the infochemicals produced by the latter can affect the composition of the microbial com-
munity and suppress consumer development. Moreover, phytoplankton cells can affect bacterial QS
by disrupting the activity of signaling molecules or by imitating them.

Keywords: quorum sensing, autoinducers, phytoplankton, bacteria, infochemicals

In multicellular organisms, cells establish close physical and chemical contacts. These interactions
determine their differentiation, metabolism, and function [Brodskii, 2009]. Intercellular interactions
are also important for the vital activities of unicellular organisms. This was first demonstrated in stud-
ies of autoluminescence in Vibrio fischeri [Kempner, Hanson, 1968]. Research showed that lumines-
cence in these bacteria is activated in response to the appearance of extracellular secreted molecules,
the synthesis of which is induced at high cell density in the mid-logarithmic phase [Nealson et al., 1970].
It took more than a decade to confirm that this process is transcriptionally regulated. Thus, genes in-
volved in luminescence were discovered (/ux operon) [Engebrecht, Silverman, 1984]. It was established
that luxCDABEG genes are required for visible light emission, while /ux/ and luxR genes are involved
in regulating the operon, controlling activation/inhibition of luminescence genes. The extracellular se-
creted molecule that activates luminescence at high cell density was identified as N-3-oxohexanoyl-L-
homoserine lactone (30C6-HSL) [Eberhard et al., 1981]. Its production requires /uxI/ gene, which en-
codes autoinducer synthase. In turn, luxR recognizes 30C6-HSL and, acting as a transcription factor,
activates lux operon [Engebrecht, Silverman, 1984].

Gradually, similar gene systems began to be identified in other bacterial species, thereby expand-
ing our understanding of their physiology. It became evident that bacteria produce signaling molecules
that are recognized by cell-surface receptors. These molecules enter the cell and affect the transcription
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of specific genes: a phenomenon termed quorum sensing (hereinafter QS) [Fuqua et al., 1994]. Studies

of intercellular interactions have demonstrated that communication among phytoplankton cells is me-

diated by infochemicals [Pohnert et al., 2007]. Given that algae and bacteria coexist closely in aquatic
environments and have coevolved, a system of interactions has developed between them.

Currently, bacterial QS is a field of active research, as it offers novel strategies for combating
pathogenic bacteria. Still, studies on intercellular interactions in phytoplankton remain comparatively
scarce. However, this field is important: it provides insight into the mechanisms regulating blooms of uni-
cellular algae, which are an essential link in the trophic chains of water bodies and biogeochemical
cycles, affect climate change, and also contribute to half of the Earth’s oxygen production [Field et al.,
1998]. Bacteria coexisting with phytoplankton in aquatic environments can regulate its abundance: en-
hance stress tolerance and promote cell division. On the other hand, such bacteria can induce algal
death, and this is crucial to consider when developing strategies to mitigate toxic algal blooms, which
pose a danger to animals and humans. Given the fragmented and limited nature of conducted studies,
the aim of this review was to synthesize key concepts regarding bacterial QS, phytoplankton infochemi-
cals, and the mechanisms of cross-domain interactions mediated by these systems, as well as to identify
current knowledge gaps and research perspectives.

Bacterial quorum sensing system. QS enables the differential regulation of gene expression de-
pending on bacterial population density, leading to biofilm formation, biosynthesis of essential enzymes
and antibiotics, and shifts in motility and attachment. QS-controlled biofilm formation regulates bacterial
virulence by hindering antibiotic access to cells [Preda, Sandulescu, 2019]. Consequently, identifying
molecules that inhibit QS is a pressing issue.

QS molecules are referred to as autoinducers (Als). Those are divided into five main groups (Fig. 1).

1. AI-1. Acyl homoserine lactones (AHLs) characteristic of gram-negative bacteria [Papenfort, Bassler,
2016]. AHL molecule consists of a lactone ring and an acyl side chain. Variations in the number
of carbon atoms in the acyl chain (from C,4 to C;g) and in the substituent groups (oxo and hydroxy)
determine the vast diversity and specificity of AHLs. Their molecules are transported into cells
and recognized by LuxR-type and CepR-type receptor proteins [Papenfort, Bassler, 2016; Slinger
et al., 2019]. AHLs are produced by many genera of gram-negative bacteria; accordingly, various
AHL synthases exist, encoded by lux/ [Engebrecht, Silverman, 1984], ainS [Gilson et al., 1995],
hdtS [Laue et al., 2000], and Cepl [Slinger et al., 2019] genes.

2. PQS. Pseudomonas quinolone signal (PQS), 2-heptyl-3-hydroxy-4(1H)-quinolone, characteristic
of gram-negative pseudomonads. Proteins involved in its synthesis constitute PgsABCDEH gene clus-
ter [Lin et al., 2018]. Upon entering the cell, PQS binds to the transcription factor PgsR, resulting
in the activation of virulence genes, particularly those required for biofilm formation [Lin et al.,
2018].

3. DSF. Diffusible signal factors (DSFs), a family of cis-2-unsaturated fatty acids characteristic
of gram-negative bacteria [He et al., 2023]. The mechanism of their action is governed by rpf (reg-
ulation of pathogenicity factor) gene cluster. In DSF synthesis, rpfF and rpfB proteins are involved.
DSF is detected by rpfC, which subsequently activates rpfG [Feng et al., 2023]. DSF signals have
emerged as important regulators of virulence and biofilm formation in a wide range of bacterial
pathogens [Deng et al., 2010]. DSFs have been shown to mediate not only intra- and interspecies
communication but also cross-domain one, particularly with fungi, plants, and insects [He et al.,
2023; Ryan et al., 2015]. However, no effect on phytoplankton has been demonstrated to date.
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4. AI-2. QS signal characteristic of both gram-negative and gram-positive bacteria; a group of inter-
converting furanones derived from dihydroxy-2,3-pentanedione (DPD), which undergoes a series
of spontaneous rearrangements. In DPD synthesis, luxS enzyme is involved, conserved in many bac-
teria [Surette et al., 1999]. Two types of DPD-derived AI-2 have been described: boron-containing
S-2-methyl-2,3,3,4-tetrahydroxytetrahydrofuran-borate (S-THMF-borate) and nonborated R-2-
methyl-2,3,3,4-tetrahydroxytetrahydrofuran (R-THMF). These compounds are specific to various
bacteria, are recognized by different receptors, but are interconvertible, enabling to facilitate inter-
species bacterial communication. S-THMF-borate is recognized by LuxP (Vibrio spp.), whereas
R-THMF targets LstB (Escherichia coli, Salmonella typhimurium, Bacillus anthracis str. ames,
and Sinorhizobium meliloti), RbsB (Aggregatibacter actinomycetemcomitans), and dCACHE domain
of PctA and TlpQ chemoreceptors (Pseudomonas aeruginosa) [Rodrigues et al., 2023].

5. AIP. Autoinducing peptides characteristic of gram-positive bacteria. The mechanism of their action
is similar across various species: peptides are synthesized by certain AIP synthases and later undergo
post-translational modification, and are secreted via ABC transporters with ATP-dependent release.
On the surface of recipient cells, AIPs are recognized by histidine kinase; it becomes activated
and triggers a signaling cascade, ultimately leading to changes in the expression of genes involved
in production of virulence factors [Verbeke et al., 2017].
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Fig. 1. Quorum sensing regulation. Schematic representation of quorum sensing activation (left)
and the main types of autoinducers with key genes involved in their synthesis and perception by cells (right).
The autoinducer molecule is represented by a blue circle. Al, autoinducer; AHL, acyl homoserine lactone;
PQS, Pseudomonas quinolone signal; DSF, diffusible signal factors; DPD, dihydroxy-2,3-pentanedione;
AIP, autoinducing peptide

The diversity of quorum sensing molecules enables not only intraspecies but also interspecies
communication. AI-2 molecules mediate signal exchange between gram-positive and gram-negative
bacteria. Moreover, gram-negative bacteria have been shown to regulate their metabolism using dif-
ferent Als. Thus, epibionts of Trichodesmium use QS to enhance phosphate uptake via alkaline
phosphatases (a process regulated by Al-1); AI-2 production governs a decrease in phosphate uptake
[Van Mooy et al., 2012].

Infochemicals of phytoplankton. The best-studied signaling molecules of phytoplankton
are oxylipins: short-chain polyunsaturated aldehydes (PUAs) and other degradation products of oxy-
genated fatty acids (Fig. 2). To date, PUAs under investigation include decadienal, decatrienal, octa-
dienal, octatrienal, and heptadienal [Cutignano et al., 2006; Wichard et al., 2005]. In addition to diatoms,
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haptophytes [Hansen et al., 2004] and chrysophytes [Rashash et al., 1995] are capable of producing
these compounds. PUA production increases upon membrane disruption following grazing by consumers,
as well as during the stationary growth phase, at high cell density. PUAs serve as a defense against graz-
ers, regulate the bacterial community composition in the phycosphere of microalgae, and participate
in their stress responses, either enhancing adaptation or leading to programmed cell death.

stationary phase of growth/

membrane destruction K g controlof cell fate:
o : \PCD/adaptation

\
Production bacterial‘
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=" \/regulat/on
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reproduction o

Fig. 2. Effects of oxylipins produced by diatoms on coexisting organisms in the environment

It was found as follows: when copepods feed on diatoms, cell and chloroplast membranes of the latter
are damaged, and this results in the release of polyunsaturated fatty acids. Oxidation and enzymatic cleav-
age of these fatty acids (by phospholipases and glycolipases) mediates the formation of PUAs [Cutignano
et al., 2006; Pohnert, 2002], which exert teratogenic effects on copepods [Caldwell et al., 2002; Ianora
et al., 2004] and disrupt their embryonic development [Miralto et al., 1999]. Furthermore, PUAs were
found to induce embryonic cleavage abnormalities in sea urchins, polychaetes, and ascidians [Lettieri
et al., 2015; Ruocco et al., 2019].

Oxylipins were discovered as a defensive response of phytoplankton to grazing by consumers. How-
ever, during subsequent research, it was found that their environmental significance is much higher.
Oxylipins not only function as intraspecific signals but also affect various phytoplankton taxa and thereby
contribute to the structuring of aquatic communities.

It has been demonstrated that PUA production increases with culture age and under nutrient depletion
[Ribalet et al., 2007; Vidoudez, Pohnert, 2008]. Mechanical disruption of the cell membrane (as occurs
during copepod grazing) is not strictly required for PUA production: during the terminal stages of Skele-
tonema marinoi blooms, PUA production was positively correlated with abundance of cells and the rate
of their lysis [Ribalet et al., 2014]. PUAs produced by diatoms have been shown to affect the division
of other phytoplankton species: haptophytes, chrysophytes, and dinoflagellates [Pichierri et al., 2016;
Ribalet et al., 2007]. Additionally, PUAs participate in regulating abundance and metabolic activity
of phytoplankton-associated bacteria [Ribalet et al., 2008].
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Under stress conditions, phytoplankton cells produce aldehyde (2E,4E/Z)-decadienal (DD) [Pohnert,
2002]. At high concentrations, DD induces intracellular signaling via nitric oxide (NO), culminating
in programmed cell death [Vardi et al., 2006]. However, at low concentrations, DD initiates a cascade
of reactions that confer resistance to stress, including elevated DD levels [Dolch et al., 2017; Vardi et al.,
2006].

Bacteria—phytoplankton interactions. Research into the mechanisms of bacteria—phytoplankton
interactions is of great practical importance: its results are useful for wastewater treatment and mitiga-
tion of algal blooms [Wu et al., 2022]. Furthermore, scientists continue the search for QS-inhibiting
compounds for effective treatment of diseases caused by multidrug-resistant bacterial strains [Pacheco
etal., 2021; Ciri¢ et al., 2019].

The primary site of interaction between microalgae and bacteria is the phycosphere (Fig. 3).
This region, that surrounds a phytoplankton cell, contains higher concentrations of nutrients
and secondary metabolites as compared to environment [Seymour et al., 2017].

PSYCHOSPHERE

Vitamins,
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Fig. 3. Scheme of interaction of microalgae and bacteria in the phycosphere (DOC, dissolved organic
carbon; POC, particulate organic carbon)

Interactions between bacteria and microalgal cells are remarkably diverse, ranging from mutualism
to parasitism [Amin et al., 2012]. In this review, we consider the aspects of bacteria—phytoplankton
interactions that are directly related to bacterial QS and phytoplankton-derived infochemicals.

Regulation of algicidal activity in bacteria. The hypothesis that bacteria—microaglae interactions
are mediated by QS is supported by metagenomic data, which have revealed bacterial gene sequences in-
volved in the synthesis of autoinducers within actively developing phytoplankton populations in aquatic
environments [Huang et al., 2018]. Under such conditions, QS may be directed toward protecting bac-
teria from antibacterial compounds produced by rapidly dividing phytoplankton cells, as well as toward
securing the supply of additional nutrients released from dead algal cells. Moreover, occurrence of com-
pounds released during decomposition of phytoplankton can trigger QS induction in bacteria. For ex-
ample, cells of Phaeobacter gallaeciensis, strain BS107, which coexist with Emiliania huxleyi, provide
coccolithophores with the phytohormone auxin (a growth promoter) during their exponential growth
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phase, while also protecting them from pathogens via antibiotic production. In turn, E. huxleyi produces
dimethylsulfoniopropionate (DMSP), which bacteria utilize as a source of sulfur. During the station-
ary growth phase, when products of algal decomposition, such as n-coumaric acid, are accumulated
in the environment, P. gallaeciensis metabolism shifts in response to the production of algicidal com-
pounds (in this case, roseobactericides) [Seyedsayamdost et al., 2011]. A flavobacterium Kordia algi-
cida also uses QS to control its algicidal activity. Thus, upon reaching high densities, its cells produce
an algicidal protease that affects Skeletonema, Thalassiosira, and Phaeodactylum representatives [Paul,
Pohnert, 2011]. However, the same study showed that the algicide produced did not affect Chaetoceros
didymus. Further investigation revealed that C. didymus releases its own proteases, which, upon sensing
K. algicida proteins, may serve as a chemical defense mechanism [Paul, Pohnert, 2013]. The mecha-
nism of QS-mediated activation of algicidal substance production has been demonstrated in Aeromonas
[Guo et al., 2016], Ponticoccus [Chi et al., 2017], and Bacillus subtilis [Zhang et al., 2020].

Effects of quorum sensing molecules on phytoplankton cells. Quorum sensing molecules them-
selves can be a source of stress for phytoplankton, as they lead to lipid accumulation and a slight reduc-
tion in biomass, as demonstrated in Chlorophyta [Zhang et al., 2018]. Cultivation of Chlorella sorokini-
ana with bacterial quorum sensing molecules, specifically AHLSs, resulted in increased algal biomass,
as well as a significant boost in lipid and protein content [Das et al., 2019]. Marine Roseobacter iso-
lates have been found to produce AHLs, and some isolates can inhibit cell division of a diatom Skele-
tonema costatum [Ziesche et al., 2015]. Spontaneous rearrangement of AHLSs can occur, with forma-
tion of tetramic acids (TAs) [Stock et al., 2019]. A high diversity of TAs has been reported. These
compounds exhibit antibacterial, antifungal, and antiviral activities [Jiang et al., 2020], and also algi-
cidal effects. Notably, the rearrangement product of oxo-C12-AHL (TA12) suppresses cell division
and photosynthesis in Phaeodactylum tricornutum [Stock et al., 2019]. Also, the effect of TA14 (oxo-
C14-HSL) has been shown on Seminavis robusta [Stock et al., 2020]. However, C14-HSL enhanced
cell division of this species. Transcriptomic analysis revealed that the mechanism of action of C14-HSL
and oxo-C14-HSL involves activation of gene expression related to intracellular signaling, and also al-
teration of the cell cycle-dependent gene expression in diatoms. Lipid metabolism was altered as well,
leading the researchers to suggest that S. robusta may utilize AHLs (C14-HSL) as an external energy
source [Stock et al., 2020].

Quinolones exert a strong toxic effect on phytoplankton. Pentylquinolone isolated from Alfero-
monas sp. KNS-16 was shown to suppress the growth of Heterosigma akashiwo: a bloom-forming toxic
microalga [Cho, 2012]. A marine bacterium Pseudoalteromonas piscicida produces heptylquinolone,
which is toxic to E. huxleyi at a low concentration (1 uM) [Harvey et al., 2016]. The mechanism of its ac-
tion differs slightly among phytoplankton species. When affecting E. huxleyi, heptylquinolone disrupted
photosynthesis by inhibiting photosystem II and a cytochrome b6f [Harvey et al., 2016], and also sup-
pressed cell cycle and DNA repair [Pollara et al., 2021]. In a green alga Dunaliella tertiolecta, photo-
synthesis was inhibited via inactivation of photosystem II, whereas in a diatom P. tricornutum, the com-
pound hindered electron transport by blocking the cytochrome b6f complex [Dow et al., 2020]. A pos-
itive effect of heptylquinolone on E. huxleyi was also observed: the induction of resistance to viral
infection [Pollara et al., 2021].

Effects of phytoplankton on bacterial quorum sensing. Certain phytoplankton species are capable
of mimicking bacterial signals, thereby suppressing QS (Table 1). This mechanism is termed quorum
quenching (QQ) [Sikdar, Elias, 2020].
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Table 1. Quorum quenching system in phytoplankton

Producer Compound Effect on recipient Reference
Activation of QS
in Sinorhizobium meliloti
Effect on CepR QS receptors

Not identified Teplitski et al., 2004

. . Not identified, in Aeromonas veronii: . .
Chlamydomonas reinhardtii with a lactone ring reduction of biofilm Rajamani et al., 2011
formation
Lumichrome Activation of QS Rajamani et al., 2008

in Pseudomonas aeruginosa
Inhibition of motility,

Asterionellopsis glacialis Rosmarinic acid and biofilm formation Fei et al., 2020
in Roseobacter

Anabaena sp. Acylase Degradation of AHL Romero et al., 2008

Nitzschia cf. pellucida Haloperoxidase Degradation of AHL Syrpas et al., 2014

Upon prolonged cultivation, cells of a green alga Chlamydomonas reinhardtii produce a number
of compounds that mimic AHLs by stimulating QS receptors: LasR or CepR. Exposure of S. meliloti
cells at low density to such a mimic (partially purified and of unidentified chemical nature) altered the bac-
terial proteome to an extent similar to that caused by genuine AHLs [Teplitski et al., 2004]. Treatment
with lactonase (a metalloenzyme) abolished the effect of the C. reinhardtii mimic on Aeromonas veronii
CepR receptors, suggesting that the QS-mimicking compound produced by this alga contains a lactone
ring with an amide bond, the same as bacterial AHLs [Rajamani et al., 2011]. Another study showed
that C. reinhardtii cells produce riboflavin, that subsequently forms lumichrome; the latter can stimulate
LasR receptors in P. aeruginosa [Rajamani et al., 2008].

Bacteria of the Roseobacter group colonize the phycosphere and are symbionts of a diatom Asteri-
onellopsis glacialis. The alga, in turn, can use mimics of quorum sensing molecules to trigger inhibition
of bacterial motility and biofilm formation [Fei et al., 2020]. Rosmarinic acid produced by A. gracialis
may facilitate colonization of the phycosphere by bacteria via impairing their motility [Fei et al., 2020].

Filamentous cyanobacteria, Anabaena sp., possess AHL-acylase activity and genes encoding acy-
lases (homologous sequences of the acylase-encoding gene have also been found in Nostoc punctiforme,
Gloeobacter violaceus, and Synechocystis sp.). Its production probably allows it to avoid interference
from external signals in its own signaling system or makes it possible to affect other organisms [Romero
et al., 2008].

A diatom Nitzschia cf. pellucida is capable of degrading AHLs via bromine-mediated halogena-
tion of oxo-AHLs, leading to hydrolysis of both the acyl and lactone moieties [Syrpas et al., 2014].
It is hypothesized that this mechanism is available to many diatoms, but further investigation is required.
Bioinformatic analysis revealed that the genome of a diatom Fragilariopsis cylindrus contains a candi-
date gene encoding a haloperoxidase, which may inhibit bacterial QS through halogenation of AHL acyl
chains [Amin et al., 2012]. Thus, diatoms can degrade AHLs, thereby inhibiting not only algicidal effects
but also QS-mediated changes in bacteria.

Effects of phytoplankton oxylipins on bacterial cells. As was shown, the composition of the bacte-
rial community in the phycosphere is dependent on the growth stage of algal cells and may be associated
with the release of secondary metabolites. Differential effects of oxylipins have been observed among
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bacterial strains isolated during the active growth phase of S. marinoi population, with these compounds
either stimulating or inhibiting cell division [Ribalet et al., 2008]. However, several studies have failed
to detect a correlation between bacterial diversity and the production of PUAs [Eastabrook et al., 2020;
Paul et al., 2012]. Apparently, oxylipins, while not the sole determinant, constitute an important fac-
tor in algae—bacteria interactions. A recent study has demonstrated that Cyclotella cryptica modulates
its PUA profile depending on co-cultivated bacteria [Hernanz-Torrijos et al., 2023].

Research perspectives. Chemical interactions between unicellular organisms are mainly explored
in vitro, that undoubtedly provides the foundation for investigating natural phenomena. This approach
certainly allows the detection of various compounds responsible for cellular signaling and the eluci-
dation of basic principles of cell interactions. Under laboratory conditions, we can model specific
processes to study cellular responses, examine changes in gene expression induced by various info-
chemicals, isolate novel compounds from cells, and use genetic engineering approaches to investi-
gate the effects of turning on and off genes involved in the synthesis of target compounds. How-
ever, it is impossible to model in vitro all environmental factors that affect an organism, and con-
sequently, to capture all possible cellular responses. Numerous questions remain unsolved, including
the following ones: how does microbiome of the algal phycosphere affect its response to environmental
changes, and what concentrations of infochemicals are sufficient to transmit signals in the water col-
umn? To understand the role of bacteria in the mechanisms of phytoplankton population development,
interdisciplinary laboratory studies need to be complemented by comprehensive in vivo investigations:
metagenomic (to identify bacteria associated with various phytoplankton species), metatranscriptomic
(to elucidate cellular responses to environmental changes), and metabolomic ones (to detect induced
signaling compounds).

Understanding the processes of cellular interactions provides fundamental knowledge about develop-
ment of phytoplankton population that has several practical applications. First, obtaining stable and high
biomass of unicellular algae is a key issue in biotechnology. Elucidating the mechanisms of population
regulation will open up relevant opportunities. Second, phytoplankton metabolites are a source of bioac-
tive compounds, particularly for the production of new antibiotics [Pradhan, Ki, 2022]. In turn, bacterial
compounds can be used for species-specific control of algal overgrowth in water bodies, which is crucial
for mitigating harmful algal blooms [Sun et al., 2018].

Conclusion. Molecular interactions between unicellular organisms in aquatic ecosystems play a key
role in shaping both competitive and cooperative dynamics within population. A wide diversity of signal-
ing molecules produced by microorganisms facilitates not only intra- and interspecific communication
but also interactions between pro- and microeukaryotes. Bacterial quorum sensing (QS) enables col-
onization of the microalgal phycosphere and can affect algal physiology. The production of algicidal
compounds is known to be a quorum-dependent mechanism capable of regulating phytoplankton popu-
lation dynamics. In turn, microalgae can modulate bacterial development through their own infochemi-
cals and interfere with bacterial QS by either degrading autoinducers or mimicking them. Nevertheless,
the prevalence of quorum quenching across different phytoplankton species, as well as the mechanisms
by which oxylipins affect the microbial community of the phycosphere, remain poorly understood. Nu-
merous unresolved questions underscore the need for further research aimed at elucidating the princi-
ples of coexistence of organisms in aquatic ecosystems, cellular adaptation to environmental changes,
and the search for novel compounds for controlling pathogenic bacteria and mitigating harmful algal
blooms.
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B 0630pe npecTaBiieHb! KJIIOYEBbIE 3HAHUS O MOJICKYJISIPHBIX B3aUMOJIEHCTBUSIX OIHOKJIETOUHBIX Op-
raHu3MoB. J1Jis GaKkTepuii XapaKTepHO 4yBCTBO KBOpyMa (quorum sensing, QS) — crocoOHOCTD K pe-
I'yJIMPOBAHUIO SKCIIPECCUM T€HOB MUKPOOPTraHU3MaMH B 3aBUCHMOCTH OT IUIOTHOCTU KJIETOYHOM MO-
MYJIALWAA. DTO, B YACTHOCTH, MOXKET MPUBOANUTH K U3MEHEHUIO MIOBEICHNS U K aKTHBALMK (PaKTOPOB
BUPYJIEHTHOCTH. Y (PUTOIUIAHKTOHA €CTh AaHAJIOTMYHAS CHCTEMA: KJIETKU MPOAYLUPYIOT HH(POXUMUYe-
CKHeE BeIeCTBa, KOTOPbIe MOTYT JIMOO MOBBIIATH YCTOMYMBOCTD PELIMIIMEHTOB K CTPECCOBBIM BO3/IEH-
CTBUSIM, JIMOO 3aIyCKaTh B HUX MpPOrpaMMUpyemMyio rubens. B To Bpems kak OakTepuaibHble MoJie-
KyJIbl 4yBCTBa KBOpyMa (quorum sensing molecules, QSM) MOryT aKTHBMPOBATh/MHTHOMPOBATH POCT
KJIETOK (PUTOIJIAHKTOHA, MPOLYLIMPYEMBIE TOCIEIHUMHI NH(OXUMHUYECKHE BEIECTBA MOTYT BIIUATH
Ha COCTaB MHUKPOOHOTO COOOIIECTBa U MOAABIIATh Pa3BUTHE KOHCYMeHTOB. Kpome Toro, kietku ¢u-
TOIUIAHKTOHA MOTYT BO3JedcTBOBaTh Ha QS OakTepuil, Hapyllasi akTUBHOCTb CUTHAJIBHBIX MOJIEKYJT

MO0 UMUTHPYS UX.
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We report two cases of trophic interactions between the giant devil ray and sharks in Sicilian wa-
ters, Mediterranean Sea. These include a shortfin mako filmed while feeding on a giant devil ray
in the Messina Strait in May 2018, and a female giant devil ray stranded in Milazzo in January 2025
showing bite marks likely inflicted by a blue shark.

Keywords: devil fish, giant devil ray, Mobula mobular, shortfin mako shark, Isurus oxyrinchus, diet,
predation, scavenging

The giant devil ray, or devil fish, Mobula mobular (Bonnaterre, 1788) belongs to the order
Myliobatiformes and the family Mobulidae. Its lozenge-shaped disc is much broader than long, with
wide and pointed pectoral fins. The tail is filamentous, with a small dorsal fin and a spine near
its base. Prominent fleshy cephalic lobes extend forward on each side of the head [Last, Stevens,
2009]. The mouth is broad and subterminal, with 150-160 rows of minute teeth in each jaw. There
are five pairs of gill slits located ventrally. Dorsal surface is brown to bluish-black with a blackish
collar across the head; ventral surface is white [Ebert, Dando, 2021]. The giant devil ray is known
to inhabit the eastern Atlantic and the Mediterranean Sea, but it may have a circumglobal distribu-
tion in temperate and tropical waters [FishBase, 2024]. It is pelagic, coastal, and oceanic, occurring
at a depth range from 0 to 700 m [Canese et al., 2011; Weigmann, 2016]. The embryonic develop-
ment of this species is aplacental viviparous, with a gestation period of up to 25 months and litter size
of 1-2 young [Ebert, Dando, 2021]. Its disc width at birth is 90—160 cm, and the disc can attain a maxi-
mum size of 320 cm [Ebert, Dando, 2021]. It feeds on planktonic crustaceans and small schooling fishes,
filtering water over its gill filter-plates [McEachran, Capapé, 1984].

In the present article, we report two cases of trophic interactions between giant devil rays and sharks
in Sicilian waters, Italy, central Mediterranean Sea.

102


https://marine-biology.ru/mbj/article/view/500
https://www.unict.it/en/university/biological-geological-and-environmental-sciences
https://www.entefaunamarinamediterranea.it/
https://www.sharkmuseum.net/
mailto:francesco.tiralongo@unict.it

Trophic interactions between the giant devil ray Mobula mobular and sharks. .. 103

MATERIAL AND METHODS

In May 2018, a video documenting a juvenile shortfin mako shark Isurus oxyrinchus
Rafinesque, 1809, swimming with a giant devil ray in its mouth, was filmed in the Messina Strait,
Italy. The 1 min and 13 s video was filmed by Giuseppe Morabito from the feluca “Felicia II,” a tra-
ditional fishing boat used to catch swordfish. The shark can be seen holding the head of the giant
devil ray in its mouth while swimming calmly at the water surface. The giant devil ray is apparently
dead: it is turned upside down, and has the apex of its right pectoral fin removed by an apparent bite
of the shark (Fig. 1).

Fig. 1. Juvenile shortfin mako shark Isurus oxyrinchus with a giant devil ray Mobula mobular in its mouth,
observed in the Messina Strait, Italy, in May 2018. Photo from a video by Giuseppe Morabito

On 3 January, 2025, a stranded female giant devil ray was found recently deceased on a beach in Mi-
lazzo, approximately 30 km west of the Messina Strait, Italy (N38.23095°, E15.24882°). The estimated
width of the disc was 2.6 m. The ray was tied with a rope, probably by some fishermen. The right pectoral
fin of the ray bore at least two shark bites. The injury had an overall length of about 30 cm (Figs 2—4).
Pictures of the giant devil ray and a tissue sample were taken by the second author.

Fig. 2. Female giant devil ray Mobula mobular found dead on a beach in Milazzo, Italy, on 3 January, 2025.
Photo by Giancarlo Torre

Marine Biological Journal 2025 Vol. 10 No. 4
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Fig. 3. Ventral view of the giant devil ray Mobula mobular found dead on a beach in Milazzo, Italy,
on 3 January, 2025. The right pectoral fin of the ray bears at least two shark bites. Photo by Giancarlo
Torre

Fig. 4. Close-up of the shark bites on the giant devil ray Mobula mobular found dead on a beach in Milazzo,
Italy, on 3 January, 2025. Photo by Giancarlo Torre

RESULTS AND DISCUSSION

Concerning the case of the shortfin mako observed carrying a giant devil ray in its mouth
in the Messina Strait, it is unclear if it was a case of predation or scavenging. The shark may have caught
and killed the ray, or it may have simply found the ray after it had been caught by fishermen and discarded
at sea. It is also possible that the shark found the ray when it was hooked, still alive or already dead.

Concerning the case of the giant devil ray stranded in Milazzo, it seems reasonable to conclude that
the ray was first caught on a longline hook or in a net. At that stage, a shark found the ray, still alive
or more likely already dead, and bit off part of the ray’s pectoral fin. Then, the fishermen found the ray
and brought it on board the fishing vessel by tying a rope around its damaged pectoral fin. The fishermen
may have brought the ray to the beach, or they may have thrown it back into the sea, at which point
the waves would have washed it ashore.

Examination of the shark bites on the giant devil ray reveals that on the ventral surface, the cut is clean
and sharp, while on the dorsal surface, it is more irregular, with some clean cuts but also tears and punc-
tures. Therefore, teeth of the upper jaw of the shark must have been different from those of the lower jaw.

Marine Biological Journal 2025 Vol. 10 No. 4



Trophic interactions between the giant devil ray Mobula mobular and sharks. .. 105

The very clean cuts on the ventral surface suggest the upper teeth of a blue shark Prionace glauca (Lin-
naeus, 1758), and the more irregular ones on the dorsal surface could be compatible with the lower teeth
of the same species. However, the identification of the shark species responsible cannot be confirmed.

Conclusions. To the best of our knowledge, the two cases reported in this article are the first ones re-
ported in the scientific literature of trophic interactions between the giant devil ray and sharks. Moreover,
while it is known that the shortfin mako can feed on rays [De Maddalena et al., 2005], the case recorded
in the Messina Strait in May 2018 is the first observation of Isurus oxyrinchus feeding on a species
of the family Mobulidae.
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The article reports the finding of an invasive species: a bivalve, atypical for the native fauna of the Dages-
tan coast of the Middle Caspian. Based on conchiological features, this species was identified as Mytilus
galloprovincialis (Lamarck, 1819). In the autumn of 2024, single living individuals of this new in-
vasive species were recorded on the Dagestan coast of the Middle Caspian near the Samur River
mouth and in the Karaman-7 area. In the winter of 2025, those were registered in the Dagestanskie
Ogni beach vicinity. In March 2025, 29 mussel shells were found in storm surges on the coast, near
the border of Dagestan and Azerbaijan. Most likely, the invader entered the Caspian Sea from the Sea
of Azov—Black Sea basin via the Volga—Don Canal with ballast waters. Further monitoring of invasions
of new molluscs on the Dagestan coast of the Russian sector of the Caspian Sea is needed.

Keywords: invasive species, mussel, Dagestan coast, Russian sector of the Caspian Sea

To date, the registered Caspian Sea fauna covers 34 bivalve species [Identification Keys, 2013,
Wesselingh et al., 2019].

Adaptation and naturalization of invasive hydrobionts often occur against the backdrop of desta-
bilization of local fauna populations. Therefore, forecasting the consequences of unwanted invasions
is currently one of the pressing problems for researchers of the Caspian Sea.

In recent decades, cargo transportation from the Sea of Azov-Black Sea basin along the Volga—
Don Canal to the Makhachkala commercial port has intensified significantly in the Dagestan region
of the Caspian Sea [Rossiya, 2025]. The active exploitation of the northern invasion corridor contributed
to a rise in the influx of invaders into the Caspian Sea basin. Thus, within a short period of time (2013
to 2024), phytoplankton representatives [dinophytes Ceratium tripos var. balticum], bivalves [Corbicula
fluminalis (O. F. Miiller, 1774) and C. fluminea (O. F. Miiller, 1774)], a crustacean [the oriental river
prawn Macrobrachium nipponense (De Haan, 1849)], a North American polychaete of the genus Maren-
zelleria (Mesnil, 1896)], and fish [Pseudorasbora parva (Temminck et Schlegel, 1846) and Hemicul-
ter leucisculus (Basilewsky, 1855)] penetrated the Dagestan region of the Caspian Sea and successfully
acclimatized there [Khlopkova et al., 2023].
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Mytilus galloprovincialis (Lamarck, 1819) quickly colonizes new water bodies, and this fact is a typ-
ical example of a mollusc distribution after an accidental anthropogenic invasion into different areas
of the World Ocean and the formation of a range in Asia, North America, South Africa, and Europe.
Until recently, this mussel inhabited only the areas of the Black Sea, Sea of Azov, and Sea of Japan.
With the development of sea and river transport, the range of this mollusc has expanded significantly
[Lutaenko, Kolpakov, 2016; Minakova et al., 2024; Shamionova, 2023].

MATERIAL AND METHODS

During seasonal hydrobiological surveys (September 2024 to March 2025) focused on benthos, large
molluscs were found, previously not recorded on the Dagestan coast of the Caspian Sea (Fig. 1).

Laboratory processing was performed by generally accepted methods [Metody izucheniya, 1990].
Molluscs were identified down to the species level based on their main conchiological features.
The length (L), height (H), and convexity of two valves (D) were measured with a caliper, with
an accuracy of 0.1 mm. To characterize the shape of the shell, the coefficients of elongation (H/L)
and convexity (D/H) were calculated.

Fig. 1. Schematic map of the first findings of Myfilus galloprovincialis in the Caspian Sea. The red ar-
rows indicate the spots where invasive mussels were registered on the Dagestan coast of the Caspian Sea
in September—October 2024 and February—March 2025 (authors’ data). The triangles indicate the spots
where mussels were recorded in May—August 2023 [Minakova et al., 2024; Shamionova, 2023]

Marine Biological Journal 2025 Vol. 10 No. 4
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The individual age of mussels was estimated by growth retardation rings (growth marks) on the shell
surface and by the corresponding dark concentric areas (those are clearly visible in thin-valved mytilids
when a valve is viewed through the light), as well as by marks on muscle imprints — in accordance with
common methods [Selin, Lysenko, 2006; Zolotarev, 1989].

RESULTS AND DISCUSSION

The specimens we found in 2024 were identified as M. galloprovincialis. The invasive mol-
lusc differs (Fig. 2) in the general shell habitus from a mytilid Mytilaster lineatus (Gmelin, 1791)
which settled in the Caspian Sea back in the 1920s. Both the mussel and the mytilaster are char-
acterized by a thin-walled (fragile) equal-valve unequal-sided shell with an apex located terminally.
The valves are connected at the dorsal part by an external ligament [Metody izucheniya, 1990; Mitilidy
Chernogo morya, 1990]. Yearlings of the above-mentioned species, up to 10 mm in size, are poorly
distinguishable.

e
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Fig. 2. Mytilus galloprovincialis and Mytilaster lineatus, invasive species of the Dagestan coast
of the Caspian Sea

The differences between these two species are observed primarily when comparing the shell sizes
of large specimens. Specifically, the shell length of juveniles we recorded ranged 13 to 42 mm (adult
mussels grow up to 100-140 mm). Importantly, in the Caspian Sea, the mytilaster grows only up to 15—
20 mm (in the Black Sea, up to 25 mm) [Aligadzhiev, Osmanov, 2023; Mitilidy Chernogo morya, 1990;
Zevina, 1972].

The mussel shell is quadrangular-wedge-shaped, while the mytilaster shell is wedge-shaped: trian-
gular to irregularly quadrangular [Mitilidy Chernogo morya, 1990]. M. galloprovincialis shell is more
flattened and wider (H/L is 0.56-0.67; D/L is 0.46-0.58). M. lineatus shell, compared to the mussel one,
is strongly elongated (H/L is 0.4—-0.55) and more convex (D/L is 0.97-1.0).

In the mussel, the keel is weakly expressed. In the mytilaster, the keel bend is well expressed
(see Fig. 2); it separates the wide dorsal area from the narrow ventral one (flat or concave). The mus-
sel periostracum is black-blue (in surf specimens) or reddish-brown (in silt specimens). The myti-
laster periostracum is brown-lilac. The nacreous layer of the mussel endostracum is thin, with a blue
tint; sometimes, it is undeveloped. The mytilaster has a more developed and durable nacreous layer,
with a lilac tint.

Marine Biological Journal 2025 Vol. 10 No. 4
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The hinge area of M. galloprovincialis is significantly reduced. It is represented by several small tooth-
like tubercles (up to 7) under the apex on the ventral edge. In M. lineatus, the hinge teeth are located
on the dorsal edge [Mitilidy Chernogo morya, 1990].

During autumn surveys, the first single specimens of the new invader were recorded in two samples
from different coastal areas. In September 2024, on the Samur River coast, not far from the border
with Azerbaijan, a single mussel was noted in a sample from a Dreissena polymorpha andrusovi (Pal-
las, 1771) biocenosis. The coordinates of the site of this finding are N41.5524°, E48.2905°. The salinity
there is 7%o. The sediment in the sampling area is mostly silted sand. Sizes of the mussel shell were
as follows: L = 32 mm; H = 20 mm; and D = 14 mm. The age of the mollusc was about a year. Another
specimen was registered in October in the Karaman-7 area (N43.0651°, E47.2818°). The salinity there
is 7%o. Sizes of the mussel shell were as follows: L = 38 mm; H = 22 mm; and D = 18 mm. The age
of the specimen was two years. The periostracum was reddish-brown.

In February 2025, 2 ind. were found on a beach near the Dagestanskie Ogni village. Sizes of the larger
mussel shell were as follows: L = 37 mm; H = 21.5 mm; and D = 15 mm. The periostracum
was brown.

During spring surveys (March 2025), near the border with Azerbaijan, in storm-washed myti-
laster shells, 29 mussel shells were recorded, with the length ranging 24 to 40 mm and with fresh
ligament (Fig. 2).

Previously, in the spring and summer of 2023, this invasive mussel was already noted on the Azer-
baijan coast of the Caspian Sea [Shamionova, 2023]. At the same time, a new species was re-
ported from the border of the Northern and Middle Caspian by researchers from the Volga—Caspian
branch of the VNIRO (CaspNIRKh). They confirmed the reliability of the morphological identification
by molecular genetic methods [Minakova et al., 2024].

M. galloprovincialis is a common inhabitant of the Black Sea; at a salinity of 13-22%o, shells of this
mollusc are characterized by noticeable annual growth rates. One of the reasons for the small size
of the mussels we found may be the low salinity in the surveyed sites: 7%o (at the lower end of their
tolerant range). At 13%o, in the Kazakh Bay, the largest individuals for the Caspian Sea were registered
[Minakova et al., 2024].

The distribution of the Black Sea mussel in the Caspian Sea will be driven primarily by such factors,
as the salinity range, features of sediments, and competition with fouling organisms: both native species
(Dreissena) and invaders (Mytilaster and Balanus representatives).

Thus, the acclimatization of the mytilaster in the Caspian Sea occurred under conditions of fierce
competition with the native species of the genus Dreissena (as a result, two ones, Dreissena caspia
and D. elata, were completely displaced and became extinct). At the intersections of their ranges, strained
biotic relationships are observed: those include competition for food and substrate. Closer to a shore,
the mytilaster predominates, while deeper, Dreissena representatives prevail [Aligadzhiev, Osmanov,
2023]. Most likely, a similar pattern of competitive relations should be expected, first of all, with
the mytilaster (a representative of the same family).

The mytilaster cannot spread north of Makhachkala (into the zone of silty sediments). Researchers
report occurrence of this mollusc on silted sands and its absence on silts [Aligadzhiev, Osmanov, 2023].
Usually, the Black Sea mussels are foulers of hard substrates, but they can inhabit silty sediments as well
attaching to empty shells of dead molluscs. This provides some advantage in competitive relations.

Marine Biological Journal 2025 Vol. 10 No. 4



110 M. Khlopkova, R. Barkhalov, and E. Lobachev

High fertility and rapid maturation in the absence of natural enemies can also mediate quick and suc-
cessful acclimatization of the Black Sea mussels in the Caspian Sea. For the Caspian Sea mytilaster,
the fertility value is 0.02-0.14 million eggs per year. The fertility of the mussel is higher: 0.2—10 mil-
lion eggs per each clutch. The lifespan of the mytilaster is 2—4 years. The mussel lives longer, 6-9 years,
and matures early, in 6-8 months (or when its shell length reaches 18-28 mm). Interestingly, this hy-
drobiont produces more and more eggs with age [Biologiya, 1989; Mitilidy Chernogo morya, 1990;
Zolotarev, 1989].

Under conditions of climate change and due to the absence of natural predators (the rapa
whelk, starfish, rays, and cod), the mussel can successfully and quickly acclimatize in new biotopes
of the Caspian Sea.

Meanwhile, the consequences of the invasion of this species can also be negative. Fouling mol-
luscs attach to a hard substrate with a byssus and form druses. In the Caspian Sea, a rapid rise
in biomass of fouling organisms (along with that of barnacles, the mytilaster, and Dreissena species)
may result in failures of hydraulic structures of the oil industry [Minakova et al., 2024; Shamionova,
2023].

Conclusions. An expansion of the Mytilus galloprovincialis range was established, as indicated
by the displacement of sites where this new invader is found. The records of different-aged individ-
uals provide evidence for the beginning of the formation of the mollusc population. Naturalization
of this invader may govern the displacement of endemic species (Didacna and Dreissena representa-
tives) and the ones that invaded earlier (Abra and Mytilaster ones) in the Caspian Sea while competing
for habitat and food. This will result in a simplification of the biocenosis structure and a decrease in its
resistance to external factors. To assess the consequences (those can be positive, neutral, or negative), reg-
ular monitoring of invasions of new molluscs on the Dagestan coast of the Russian sector of the Caspian
Sea is required.

The work was carried out within the framework of the state research assignment of the Precaspian Institute
of Biological Resources of the Dagestan Federal Research Centre of RAS “The current state of the structure of com-
mercial fish populations and their food objects under the effect of Sea of Azov—Black Sea invaders on ecosystem
Sformation in the western Caspian basin” (No. 125020501448-8).
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PACHIMPEHUE APEAJIA HOBOTI'O BCEJIEHIIA,
MYTILUS GALLOPROVINCIALIS (BIVALVIA: MYTILIDAE),
B KACIINIICKOM MOPE

M. B. XionkoBa, P. M. BapxaJgos, E. H. Jlo6aueB

IpuKacnuiCKUit UHCTUTYT OUOJIOTMUYECKUX PECYPCOB
Harecranckoro (enepaabHOTO UccienoBarenbckoro renrpa PAH, Maxaukana, Poccuiickast ®enepanus
E-mail: hlopkovam@mail.ru

B craTtbe cooburaercst 00 0OHapyKeHUH HETHITMYHOTO U1l HATUBHOM (hayHBI JareCTaHCKOTO rodepe-
*bs CpenHero Kacrius Biga — IBYCTBOPUYATOro MOJUTIOCKA, MAEHTU(DUIIMPOBAHHOTO HA OCHOBE KOH-
XHMOJIOTUYECKUX TIpU3HaKoB Kak Mytilus galloprovincialis (Lamarck, 1819). Ha narecranckom nobe-
pexbe Cpennero Kacnusi equHIYHbIE KMBBIE 0COOM HOBOTO MHBA3MBHOTO BHJIA 3apPErUCTPUPOBAHbI
oceHbio 2024 r. BO/m3u yctbs peku Camyp u B paiione Kapamana-7, a takxe 3umoti 2025 1. B parioHe
wispka darecranckue Orau. B mapre 2025 r. o6HapykeHO 29 paKOBUH MUIHA B IITOPMOBBIX BHIOPO-
cax Ha rodepe:xbe, BOM3M rpanuiib [larectana n AsepOaiimkana. BeposiTHee Bcero, BcesieHell IPOHUK
B Kacrmiickoe mope u3 AzoBo-UepHomopckoro OacceitHa uepes Bosro-loHckoii kaHas ¢ 6aiIacTHBI-
MU BojiaMH. HeoOxomum JajbHEeHIInii MOHUTOPUHT MHBAa3Mi HOBBIX MOJUIIOCKOB Ha JArecTaHCKOM
nobepekbe poccuiickoro cekropa Kacnuiickoro mopsi.

KiroueBble cjIOBAa: MHBA3WMBHBIA BHI, MMM, JAreCTAHCKOE MOOEPEKbE, POCCHHUCKUI CEKTOp
Kacnmiickoro mopst
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The paper is the first one to summarize original data on the diatom species composition for 129 samples
of 14 macrophyte species from the upper sublittoral of the aquatic-rock complex Kazantip Cape
(the Sea of Azov). The sampling was carried out in 2022-2023 at depths of 0.1-1.0 m at a tem-
perature of +3.7...4+29.0 °C and water salinity of 13.6-15.6 g-L™'. The annotated list covers 98
Bacillariophyta species and intraspecific taxa from 3 classes, 21 orders, 27 families, and 45 gen-
era. Data on their sizes, occurrence, ecological and phytogeographic characteristics, abundance,
and biomass are provided. High species diversity of diatoms was noted for the class Bacillario-
phyceae (72 taxa) and for three genera: Nitzschia (12 species), Navicula (11), and Licmophora (6).
The highest number of diatom species was recorded on thalli of a green alga Ulva linza (61 species),
red alga Carradoriella denudata (45), and brown alga Ericaria crinita (40), as well as in epiphy-
ton of the seagrass Zostera marina (37) and its association with Zannichellia palustris subsp. ma-
jor (35). The lowest number of species was revealed for epiphyton of a red alga Pyropia leucos-
ficta (9). A benthic diatom Berkeleya scopulorum was found in the Sea of Azov for the first time.
In epiphytic communities, benthic (83%), marine (51%), and cosmopolitan species (35%) predom-
inate. In total, 30 colonial species were identified. Out of them, the following diatoms occur year-
round: Achnanthes brevipes, Berkelya rutilans, Grammatophora marina, Melosira moniliformis, Nav-
icula ramosissima, Rhoicosphenia marina, and Tabularia tabulata. Cosmopolitan species Cocconeis
scutellum, Gr. marina, Licmophora abbreviata, Rh. marina, and T. tabulata dominate in abundance.
We recorded 11 species capable of causing water blooms and 45 serving as indicators of saprobity
of water organic pollution.

Keywords: diatoms, macrophytes, epiphyton, aquatic-rock complex Kazantip Cape, Sea of Azov

The coastal zone of the Kazantip Cape has long attracted the attention of algologists as an area with
high biodiversity and minimum anthropogenic impact. Since the mid-20th century, aquatic macroflora
has been periodically studied there, and annotated lists of macroalgae, aquatic flowering plants, and ben-
thic cyanobacteria have been compiled and updated [Belich et al., 2019; Gromov, 1999; Maslov, 2004;
Sadogurskaya, 2001; Sadogurskaya et al., 2006]. The surveys of this zone are important given the con-
servation status of terrestrial sites and coastal waters within the aquatic-rock complex Kazantip Cape
[Litvinyuk, 2016].
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In 2005-2010, the species composition and quantitative characteristics of benthic microalgae
from various ecotopes of the Crimean coast of the Sea of Azov, including the Kazantip Nature Reserve
and the cape water area, were studied [Bondarenko, 2017; Bondarenko, Ryabushko, 2010; Bondarenko
etal., 2018; Ryabushko, Bondarenko, 2016]. In the shallow Sea of Azov, the interaction between benthic
and pelagic zones is especially noticeable; planktonic and benthic microalgae represent a single ecologi-
cal and floristic species complex there. At the initial stage of the survey, in order to clarify the species list,
a search of literature sources was carried out (summaries, species guidelines, reference books, serials,
abstracts, algal database, and also our own data) for the inventory and revision of the taxonomic com-
position of planktonic and benthic microalgae of the Sea of Azov as a whole [Ryabushko, Bondarenko,
2011]. As a result, a checklist of 1,060 taxa comprising 9 divisions was compiled, with a predomi-
nance of Bacillariophyta (538 taxa). In plankton, 621 taxa were revealed, and in benthos, 370; 69 taxa
were common to the two biotopes. From the presented data, a lag in the study of microphytobenthos
is evident.

Diatoms are known to be the key group of marine microphytobenthos in terms of their diversity
and abundance. These microalgae feature high primary productivity and make a significant contri-
bution to the formation of biodiversity in the benthic community. Along with other benthic organ-
isms, diatoms are sensitive to environmental changes: fluctuations in water temperature, its salinity,
and pollution with toxicants. These microalgae can be used as indicators of the quality of their habitat
when assessing the environmental situation, infer alia in protected areas [Barinova et al., 2019b;
Ryabushko, 2013].

In seas, diatoms inhabit all natural and artificial substrates. However, according to many authors,
macrophytes are a preferred substrate for colonization by microalgae [Bondarenko, 2017; Korotke-
vich, 1960; Lee et al., 1975; Nikolaev, 1970; Ryabushko, 2013; Shiroyan, 2022; Siqueiros-Beltrones,
Herndndez-Almeida, 2006]. Therefore, in 2022-2023, we expanded our research on diatoms in the epi-
phyton of aquatic vegetation in the coastal waters of the Kazantip Cape. The study of the epiphyton
of 11 macroalgal species allowed revealing 97 taxa of Bacillariophyta; out of those, 51 species were
recorded in the area for the first time. Moreover, dominant species were identified, the qualitative
and quantitative composition was analyzed, and also the structure of diatom communities depending
on the season and the species of colonized macroalgae was surveyed [Bondarenko et al., 2024].

When we finished processing the material from the one-year studies, information on diatoms
of the epiphyton of other macrophytes was added to the previously published results [Bondarenko
et al., 2024]. Also, comprehensive data on the ecological, phytogeographic, and quantitative charac-
teristics of diatoms were accumulated. Generalized information of this kind is valuable for under-
standing the ecology of species and the environmental effects on the formation of microphytoben-
thic communities. Moreover, such material is helpful when compiling databases covering information
on microalgal habitats, ranges, morphological traits, etc. In addition, revealing the trends in the qualita-
tive and quantitative distribution of diatoms in benthic macrophyte communities, especially in coastal
ecosystems, is required to establish general patterns of interaction between diatoms, macrophytes,
and their habitat.

The aim of this work is to summarize the original results of studying the species composition and aut-
ecology of diatoms of macrophyte epiphyton of the coastal waters of Kazantip Cape in order to compile
an annotated list covering data on diatom dimensions, their occurrence, ecological and phytogeographic
characteristics, abundance, and biomass.

Marine Biological Journal 2025 Vol. 10 No. 4
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MATERIAL AND METHODS

The material for the summarization was 129 samples of epiphyton of 12 macroalgal species:
* brown algae — Ericaria crinita (Duby) Molinari et Guiry, 2020, Gongolaria barbata (Stackhouse)
Kuntze, 1891, and Cladosiphon mediterraneus Kiitzing, 1843;
* red algae — Callithamnion corymbosum (Smith) Lyngbye, 1819, Ceramium arborescens J. Agardh,
1894, Pyropia leucosticta (Thuret) Neefus et J. Brodie, 2011, and Carradoriella denudata (Dillwyn)
Savoie et G. W. Saunders, 2018;
» green algae — Bryopsis hypnoides J. V. Lamouroux, 1809, Cladophora liniformis Kiitzing, 1849,
Cl. sericea (Hudson) Kiitzing, 1843, Ulva intestinalis Linnaeus, 1753, and U. linza Linnaeus, 1753;
and also, the seagrass Zostera marina Linnaeus, 1753 alone and in its association with another flowering
plant, Zannichellia palustris subsp. major (Hartman) Ooststroom et Reichgelt, 1964.

Sampling was carried out from October 2022 to September 2023 in the upper sublittoral zone of four
bays of the Kazantip Cape (the Sea of Azov): the Shirokaya and Kunushkay (both within the Kazantip
Nature Reserve area), Russkaya, and Tatarskaya (Fig. 1).

7 R  \‘§1, - , The Sea of Azov

TN

Crimean Peninsula Kazantip Cape

The Black Sea *

Fig. 1. Sites of the algological sampling in the Kazantip Cape area: 1, the Russkaya Bay; 2, the Shirokaya
Bay; 3, the Kunushkay Bay; 4, the Tatarskaya Bay

Sampling was carried out at depths of 0.1-1.0 m and at temperatures from +3.7 to +29.0 °C. Water
salinity varied from 13.6 to 15.6 g-L.™' (Table 1).

Table 1. Hydrological conditions of epiphyton sampling in various months of 2022-2023 in the Kazantip
Cape bays (the Sea of Azov)

2022 2023
Parameter
13.10 | 29.11 31.01 28.02 | 29.03 | 25.04 | 31.05 | 22.06 | 27.07 | 29.08 | 25.09
Depth, m 0.5 0.2 0.5 0.2 0.5 0.2 0.5 0.1-1 0.1-1 0.1 0.1-0.5
Temperature, °C| +17.0 | +10.0 +3.7 +4.9 +8.1 +14.0 | +19.2 | +26.2 | +27.3 | +29.0 | +23.9
Salinity, g-L‘1 15.0 15.6 15.0 15.6 15.1 15.0 14.9 14.9 13.6 13.6 15.0
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In the study area, samples occasionally contained various macroalgal species floating freely at the wa-
ter’s surface; their thalli were tightly intertwined. These samples were used only for qualitative analysis
of the diatom composition.

For taxonomic identification, aqueous and permanent preparations were used. Diatom valves
were cleaned by a standard acid-based technique [The Diatoms of the USSR, 1974]. After washing,
frustules were embedded in Naphrax LTD resin (refractive index was 1.74). Living cells and frus-
tules were studied under an Axioskop 40 light microscope (Carl Zeiss, Germany) at magnifications
of 10 x 20 and 10 x 40, with a x100 objective, and with immersion oil added (Carl Zeiss) (re-
fractive index n, = 1.518). Also, frustules were examined under a Hitachi SU3500 scanning electron
microscope (Japan).

When analyzing the taxonomic structure of diatoms, we mostly used the system developed
by F. Round et al. [1990], with amendments and additions of new data [AlgaeBase, 2025; Ryabushko,
2013; Ryabushko, Begun, 2015, 2016]. The taxonomic affiliation was determined based on literature
sources [Diatomovyi analiz, 1950; Guslyakov et al., 1992; Kuylenstierna, 1989, 1990; Ryabushko, 2013;
Ryabushko, Begun, 2015, 2016; Smith, 1853; Witkowski et al., 2000]. The ecological and phytogeo-
graphic characteristics of diatoms were analyzed using a number of publications [AlgaeBase, 2025;
Barinova et al., 2019a, b; Bondarenko et al., 2024; Guslyakov et al., 1992; Ryabushko, 2013; Ryabushko,
Begun, 2016; Sladecek, 1986]. Quantitative characteristics of diatoms (abundance and biomass)
were determined according to the method [Ryabushko, 2013].

RESULTS AND DISCUSSION

As a result of the study of the diatom biodiversity in the epiphyton of coastal macrophyte thickets
in the Kazantip Cape water area in 2022-2023, an annotated list was compiled; it includes 98 species
and intraspecific taxa from 3 classes, 21 orders, 27 families, and 45 genera and provides the de-
scription of their taxonomic affiliation. For the first time, autecology data are presented for each
taxon, including phytogeographic and quantitative characteristics (see Supplement: https://marine-
biology.ru/mbj/article/view/507).

Two genera, Nitzschia and Navicula, are characterized by high taxonomic diversity (12 and 11 species
accordingly). Licmophora is less represented (6 species). This genus is followed by Amphora, Diploneis,
Lyrella, and Melosira (4 species each). Frequently encountered species were identified: Achnanthes bre-
vipes, Berkeleya rutilans, Cocconeis scutellum, Cylindrotheca closterium, Grammatophora marina, Lic-
mophora abbreviata, Navicula cancellata, N. ramosissima, Nitzschia sigma, N. sigmoidea, Rhoicosphe-
nia marina, Tabularia tabulata, and Trachyneis aspera. Several species were found singly: Amphora
laevis, Grammatophora angulosa, Licmophora rostrata, Lyrella lyra, L. lyroides, Navicula cancel-
lata var. gregoryi, Navicula dumontiae, Nitzschia dissipata, N. inconspicua, Planothidium delicatulum,
and Petroneis humerosa.

For the first time, Berkeleya scopulorum (Fig. 2F) was recorded in the Sea of Azov. It was registered

in the Russkaya Bay of the Kazantip Cape in August, in epiphyton of Z. marina.

In epiphyton communities, 30 colonial species were noted. Out of those, 7 occurred year-round:
A. brevipes, B. rutilans, Gr. marina, Melosira moniliformis, N. ramosissima, Rh. marina, and T. tabu-
lata. In various months, 5 cosmopolitan species dominated: C. scutellum, Gr. marina, L. abbreviata,
Rh. marina, and T. tabulata (Fig. 2A-E).
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Fig. 2. Benthic diatom species in epiphyton of macrophytes (a scanning electron microscope). A, Gram-
matophora marina; B, Rhoicosphenia marina; C, Cocconeis scutellum; D, Licmophora abbreviata; E, Tabu-
laria tabulata; F, Berkeleya scopulorum. Scale bars are 10 um (A—C), 20 um (F), 30 um (D), and 50 pm (E)

In coastal mycrophyte thickets, 11 bloom-forming species were recorded: B. rutilans, C. closterium,
Gr. marina, L. abbreviata, Licmophora flabellata, Parlibellus delognei, Striatella unipunctata, Tabularia
fasciculata, and T. tabulata, as well as planktonic ones Skeletonema costatum and Sk. subsalsum. Also,
Halamphora coffeiformis was registered: a potentially toxic species. As a rule, it occurs in epiphyton
communities throughout the year; however, its abundance does not reach high values.

The highest number of diatom species was recorded on thalli of macroalgae: U. linza (61), C. de-
nudata (45), and E. crinita (40), and also in the epiphyton of the seagrass Z. marina alone (37) and in its as-
sociation with Zannichellia palustris subsp. major (35). The lowest number of taxa was noted in the epi-
phyton of a red alga P. leucosticta (9). Interestingly, the epiphyton of U. linza featured a high diatom
species richness in August and September only (in other months, thalli of Ulva were colonized much
less frequently). The minimum values of diatom abundance and biomass were often registered in its epi-
phyton (see Supplement: https://marine-biology.ru/mbj/article/view/507). Apparently, thalli of U. linza,
which grew by the end of summer, served as a kind of “nets” on which diatoms settled, reaching the peak
of their development by the end of summer.

Ecological analysis of the qualitative composition of the epiphyton community of diatoms showed
the predominance of benthic forms (83%), marine ones (51%) and, to a lesser extent, brackish-
marine ones (36%). Proportions of brackish, freshwater-brackish, and freshwater forms were small
(5, 5, and 3%, respectively).

Saprobic indices were established for 45 diatom species. According to the system [Barinova et al.,
2019a; Sladecek, 1986] and to our data [Barinova et al., 2019b; Bondarenko et al., 2024], 32 species
out of these 45 are indicators of moderate organic water pollution (water quality class 3), and the leading
role is played by a group of beta-mesosaprobes. We revealed 10 species inhabiting oligotrophic water
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bodies, and 6 species typical of eutrophic waters. The occurrence of oligosaprobes in communities,
despite the constant influx of organic matter, including anthropogenic one, is likely to indicate the abil-
ity of coastal ecosystems to neutralize excess organic matter via self-purification processes, in which
microalgae also participate.

In benthic communities, the proportion of marine species increased, and the proportion of fresh-
water species significantly decreased. Shifts in species composition and size structure were also reported
for diatoms from upper sediments sampled in 1998 and 2019 at 32 stations in various areas of the Sea
of Azov [Kovaleva, Gavrilova, 2021]. The authors highlight a noticeable drop in the number of frustules
of the size fraction 5—10 um and an elevated number of large-celled species. Those were related to the tax-
onomic restructuring of the complex of dominant diatoms, among which medium- and large-sized taxa,
chiefly marine and brackish-marine forms, began to prevail in terms of their frequency of occurrence
and abundance.

Taking into account our and literature data, it can be concluded that the revealed restructuring
of the algal flora reflects a trend of increasing salinity of the Sea of Azov in recent decades [Berdnikov,
2023; Kovaleva, Gavrilova, 2021].

As established, by the end of the biological summer (August and September), in the coastal area
of the Kazantip Cape, there is a noticeable rise in the quantitative characteristics of some algal bloom-
forming species [Bondarenko et al., 2024]. One of the risk factors for the occurrence of this phenomenon
1s the summer-associated elevated recreational load on the Sea of Azov coast in the Crimea and, as a con-
sequence, the influx of organic matter with untreated sewage and household wastewater into the coastal
zone [Ryabushko, 2003]. On the one hand, various organic matter, being mineralized, becomes a source
of biogenic elements available for microalgae and stimulating a boost in their abundance. On the other
hand, organic matter causes an outbreak of heterotrophs, which include some diatoms (representatives
of Amphora, Cocconeis, Licmophora, Navicula, Striatella, and Tabularia). Notably, algal bloom is a reg-
ular problem of the Sea of Azov, since humus and dissolved organic matter constantly enter this initially
eutrophic water body along with the runoft of the Don, Kuban and numerous small rivers, and the con-
centration of biogenic elements does not reach analytical zero [Aleksandrova et al., 1998; Gidrome-
teorologiya 1 gidrokhimiya morei SSSR, 1991]. In shallow water, algal bloom is caused by the mass
development of both planktonic and benthic microalgae. Therefore, information on the species compo-
sition and quantitative characteristics of diatoms of macrophyte epiphyton is an important component
in a comprehensive assessment of the state of coastal ecosystems.

Conclusion. The original data on the study of epiphytic diatom biodiversity from macrophytes
of the upper sublittoral zone of the aquatic-rock complex Kazantip Cape in 2022-2023 are summarized;
information on diatom ecology (relation of species to habitat, water salinity, and saprobity), phytogeog-
raphy, abundance, and biomass is given. An annotated list was compiled. It includes 98 Bacillariophyta
species and intraspecific taxa from 3 classes, 21 orders, 27 families, and 45 genera, and provides the de-
scription of their taxonomic affiliation. For the first time, autecology data for each taxon are presented,
including phytogeographic and quantitative characteristics. In the surveyed algal flora, a benthic diatom
Berkeleya scopulorum was registered, new for the Sea of Azov; its scanning electron micrograph is pre-
sented. The highest taxonomic diversity was recorded for three genera: Nitzschia (12 species), Navic-
ula (11), and Licmophora (6). In epiphyton communities, 30 colonial species were found; out of those,
7 occur year-round: Achnanthes brevipes, Berkeleya rutilans, Grammatophora marina, Melosira monil-
iformis, Navicula ramosissima, Rhoicosphenia marina, and Tabularia tabulata. In terms of abundance,
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the cosmopolitan species are dominant ones: Cocconeis scutellum, Gr. marina, Licmophora abbreviata,
Rh. marina, and T. tabulata. The bioindicator properties of the identified saprobic diatoms can be used
in further monitoring of the dynamics of anthropogenic load in the Sea of Azov.

This work was carried out within the framework of IBSS state research assignment “Comprehensive study of the

Sfunctioning mechanisms of marine biotechnological complexes with the aim of obtaining bioactive substances from
hydrobionts” (No. 124022400152-1).
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AHHOTHUPOBAHHBIN CITMCOK TUATOMOBBIX BOJIOPOCJIEN
SMUPUTOHA MAKPODPUTOB
AKBAJIBHO-CKAJIBHOI'O KOMILIIEKCA «MbIC KABAHTHII»
(KPBIM, A3OBCKOE MOPE)

A.T. lllnposH, A. B. Bonnapenko, JI. 1. Psaoymko

®I'BYH PUILL «HucTuTyT GHosoruu 10xkHbX Mopei uvMenn A. O. Koanesckoro PAH»,

Cesactonob, Poccuiickas ®enepanus

E-mail: arminka_shir@mail.ru

Bnepsbie mpeacTaBieHsl 0000IIEHHBIE OPUTMHAJIBHBIE JaHHBIE O BUJIOBOM COCTAaBE JUATOMOBBIX BO-
Jopocneit B 129 nmpodax snuduroHa 14 BUOOB MakpoHUTOB U3 BEPXHEH CyOIMTOpaM aKBajJbHO-
cKanbHOTO KoMIuiekca «Msic Kazantum» AzoBckoro Mopsi. ITpo6sl otoOpans! B 2022-2023 rr. Ha I1y-
ounax 0,1-1,0 m npu Temnepatype ot +3,7 10 +29,0 °C u conénocru Bompl ot 13,6 g0 15,6 T,
AHHOTHPOBaHHBIN CIMCOK BKJIIOYaeT 98 BUIOB U BHYTPUBUAOBBIX TaKCOHOB oTnena Bacillariophyta
u3 3 KiaccoB, 21 mopsnaka, 27 cemeicTB M 45 poJOB; yKa3aHbl UX pa3Mephl, BCTPEYaeMOCTb, KO-
Jornveckue M uroreorpaduuecKre XapaKTepUCTHKH, YUCIEHHOCTh M OroMacca. Bbicokoe BHIO-
BOE pa3HOOOpa3me AMaTOMOBBIX BOJIOpPOCIEl oTMedeHo [uist Kiacca Bacillariophyceae (72 Takcona)
u ponoB Nitzschia (12 BunoB), Navicula (11) n Licmophora (6). B anudurone 3e1€H0il Bogopocan
Ulva linza odbnapyxen 61 Bun, kpacuoit Carradoriella denudata — 45, 6ypoit Ericaria crinita — 40,
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MOPCKO#M TpaBbl Zostera marina — 37, e€ accouuauuu ¢ Zannichellia palustris subsp. major — 35.
HawmeHnblniee ynciio BUIOB HaliieHO B AMM(UTOHE KpacHOU Bogopociu Pyropia leucosticta — 9. O06-
HapyKeH HOBHIN TSI A30BCKOTO MOpsi OeHTOCHBIN BUJ, Berkeleya scopulorum. B cooOrectBax smu-
¢urtona npeodnanaoT O6eHtocHble (83 %), Mopckue (51 %) m KocMmomnonuTHBE BUAB (35 %) aua-
TOMOBBIX BOJIOpOCiieid. BbisiBieHO 30 KOJIOHMAIBHBIX BUJOB, U3 HUX KPYIJIOTOJUYHO MPUCYTCTBYIOT
Achnanthes brevipes, Berkeleya rutilans, Grammatophora marina, Melosira moniliformis, Navicula
ramosissima, Rhoicosphenia marina n Tabularia tabulata. T1o 9UCIEHHOCTH TOMHHUPYIOT KOCMOIIO-
mutbl Cocconeis scutellum, Gr. marina, Licmophora abbreviata, Rh. marina v T. tabulata. BoisiBieHO
11 BUIOB, BBI3BIBAIOIINX «I[BETEHUE» BOJIBI, U 45 BUIOB — MHAWKATOPOB CAlTPOOHOCTU OPraHUYECKOTO
3arpsiI3HEHUs BOJI.

KiaroueBbie cioBa: AUAaTOMOBBIE BOIOPOCIIH, MaKpO(I)I/ITbI, SHI/I(bI/ITOH, aKBaJIbHO-CKAJIbHBII
KOMILIEKC «MBIC KaSaHTI/IH», A30BCcKoe MoOpe
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CHRONICLE AND INFORMATION

ON THE ANNIVERSARY OF SERGEY FESENKO

On 17 September, 2025, Sergey Fesenko celebrated his
70" birthday. He is a leading radioecologist respected
in the scientific community both in our country
and abroad, D. Sc. (1997), Professor (1999), and laureate
of the Russian Federation National Award (2002).
He has made a significant contribution to the development
of agricultural, forest, aquatic, and general radioecology,
as well as environmental radiation protection and dosimetry.

S. Fesenko was born in 1955 in Simferopol and graduated
from secondary school No. 14 in 1972 there. In 1978,
he graduated with honors from the Moscow Engineering
Physics Institute (MEPhI) (specializing in dosimetry
and protection), and in 1982, from the Lomonosov Moscow
State University, the Faculty of Mechanics and Mathematics (specializing in applied mathematics).
In 1983, he completed the full-time postgraduate course at MEPhI.

Sergey Fesenko began his scientific career in 1981 as a junior researcher. Then, he worked
as a senior and leading researcher, head of a laboratory, and deputy director for scientific affairs.
Currently, he is the chief researcher at the Russian Institute of Radiology and Agroecology
of the National Research Centre “Kurchatov Institute” (until 1991, the All-Union Research Institute
of Agricultural Radiology). In 2004-2017, he worked at the International Atomic Energy Agency
(IAEA) coordinating research and practical assessment of the environmental hazards of nuclear energy
use and the rehabilitation of contaminated sites. During this period, he prepared over 15 international
guidelines and recommendations on determining the effect of ionizing radiation on the environment
and people, and on the rehabilitation of radioactively contaminated areas. S. Fesenko participated
in the cleanup efforts following the Chernobyl and Fukushima Daiichi nuclear power
plant accidents.

In 1985, Sergey Fesenko defended his PhD thesis Assessment of the Effect of the Accident
at the ‘Mayak’ Chemical Plant on Freshwater Ecosystems, in physics and mathematics. In 1997,
he defended his D. Sc. thesis Agricultural and Forest Ecosystems: Radioecological Consequences
and Effectiveness of Protective Measures in Case of Radioactive Contamination, in radiobiology.

He has studied the fundamental mechanisms of behavior of natural and artificial radionuclides
in natural and agricultural ecosystems. A set of migration and dosimetric models has been developed
which allowed for reconstructing the radiation doses of hydrobionts in Lake Uruskul (the Urals)
and providing a long-term assessment of the radiation effect on ecosystems at different levels
of biological organization.
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S. Fesenko has determined quantitative parameters and developed a set of models to assess
the contribution of agricultural products to the exposure of the local population in radioactively
contaminated sites.

He has established fundamental patterns of change in the biological availability of '*’Cs
in agricultural ecosystems and identified the key factors causing this change. He presented a theoretical
description of mechanisms governing changes in '3’Cs mobility in agroecosystems and a long-term
forecast of the dynamics of its content in soils and vegetation of various ecosystems.

Sergey Fesenko has carried out the research to assess the consequences of radioactive contamination
of agricultural land for various radiation exposure scenarios: in the context of nuclear war, normal
operation of radiation-hazardous facilities, and emergency situations. He has developed a set of models
describing environmental protection measures in agriculture in radioactively contaminated areas
and carried out a comparative analysis of countermeasure strategies in agriculture after the Chernobyl
nuclear accident.

He has carried out a comprehensive radioecological assessment of the effect of normalized
and emergency emissions from nuclear power plants on forest and agricultural ecosystems.
The materials of his research and the methods he developed were used for environmental expertise
in the construction and expansion of several Russian nuclear power plants.

For the long-term period after the Chernobyl nuclear accident, he proposed a fundamentally new,
targeted approach to the rehabilitation of agricultural land.

S. Fesenko has authored and co-authored 12 monographs and more than 400 articles in leading
Russian and foreign scientific journals. He has supervised 2 D. Sc. and 15 PhDs. He serves on editorial
boards of Marine Biological Journal, Radiation Biology. Radioecology, and Civil Security Technology.

The significance of his scientific work is confirmed by his receipt of a number of national
and international awards. He is a laureate of the Russian Federation National Award in science
and technology (2002), for establishing the scientific foundations of agro-industrial production
and implementing a system of protective and rehabilitation measures within the zone of the Chernobyl
nuclear accident, and also the Nobel Peace Prize laureate (jointly with IAEA, 2005). Sergey Fesenko
was presented with the prestigious IAEA Superior Achievement Award (2017) and the V. Klechkovsky
Gold Medal of the Russian Academy of Sciences (2021) for outstanding achievements in radioecology.
He has been awarded certificates of honor from the Ministry of Agriculture of the Russian Federation
(2001), the Russian Academy of Agricultural Sciences (2000), the Obninsk administration (2007
and 2011), the Governor of the Kaluga Oblast (2003), the Minister for Emergency Situations
of the Republic of Belarus (2016), and the Russian Academy of Sciences (2020).

Colleagues from IBSS Department of Radiation and Chemical Biology sincerely congratulate
Sergey Fesenko on his anniversary and wish him good health, active creative longevity, happiness,
new scientific achievements, and family well-being!

With deep respect,
the team of IBSS Department of Radiation and Chemical Biology

K IOBWIEIO CEPTEA BUKTOPOBUYA ®ECEHKO

17 cents16ps 2025 r. ormetwn cBoé 70-netue a. 6. H., mpod. Cepreit BuktopoBnu deceHKO — BBbI-
JAIOIIUICS CIEUAIMCT, Yel BKJIaJ B Pa3BUTHE CEJIbCKOXO3SIUCTBEHHOM, BOJJHOM U O0IIEH paruodKo-
noruu TpymHO niepeoriennTh. C. B. ®ecenko uccnemoBan (pyHmaMeHTaTbHbIE MEXaHU3MBI TTIOBEICHS
€CTECTBEHHBIX U MICKYCCTBEHHBIX PAJMOHYKJIM/IOB B IPUPOIHBIX M arpapHBIX SKOCHUCTEMaX, 3aHUMAJICS
OLIEHKOM TMOCTIEICTBUN PaJIMOAKTUBHOTO 3aTrPSI3BHEHUSI CETbCKOXO3AMCTBEHHBIX 3eMeJb 1 UX peabuiu-
Talyel Py Pa3InUHbIX CLIEHAPHUSIX PaTUallMOHHOTO BO3JCHUCTBUS, a TAKXKe aHAIM3UPOBAII BIUSHIE
HOPMAaJIN30BaHHBIX U aBapUIHBIX BHIOPOCOB ADC Ha JIeCHbIE U arpapHble SKOCUCTEMBI.
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