1871
MmO

[m m]
T %] ISSN 2499-9768 print
m

1
A[TT]e

NuBIOM - IBSS

MOPCKOU
BUOJIOTUYECKUU
JKYPHAJI

MARINE BIOLOGICAL JOURNAL




MOPCKOW BUOJIOTHYECKHNH KYPHAJI
MARINE BIOLOGICAL JOURNAL
Brimryck nocesmén 300-netuto Poccuniickoii akaieMruu HayK.
Kypran exarouén 6 nepeuenv peuen3upyemvix HayuHbix uzoanuii, pekomernoosanmvlx BAK Poccutickoti @edepayuu,
a makice 6 6asy oannwvix Russian Science Citation Index (RSCI).

Kypuan pegbepupyemcsi medncoyHapoorHoli oubauoepagpuueckoii u pegpepamusroii 6azori dannwix Scopus (Elsevier),
MENHCOYHAPOOHOU UHPOPMAUUOHHOT CUCIEMOLE NO BOOHLIM HayKam u puiboroecmay ASFA (ProQuest),
Bcepoccuitickum uncmumymom nayuno-mexuuueckot ungpopmavuu (BUHUTH),

a makoice Poccutickum unoexcom nayurozo yumuposanusi (PHHI]) na 6aze Hayunoti snexmponnoii oubauomexu elibrary.ru.
Bce mamepuanwvi npoxoosim nezagucumoe 080IiHOe crenoe peueH3uposarue.

PenaknmmonHast KoJLIerus

T'naenvlii pedakmop

Eropos B. H., akan. PAH, a. 6. 1., npod., PUL] NTuBIOM
Bamecmumensv 2aaeH020 pedaKmopa

CoaparoB A. A, 1. 6. H., ipo¢., PUL UuBIOM
Omeemcmeennvlil cexpemapb

Kopuuituyk F0. M., k. 6. H., DI NeBIOM

Anpuanos A. B., akan. PAH, a. 6. H., mpod.,
HHIIMB JIBO PAH

AzoBckmnii A. I., 1. 6. H., ipod., MT'Y
BacmiabeBa E. /1., 1. 6. v., M['Y

I'enxaun C. U., 1. 6. 1., npod., UBBB PAH
Henucenko C.T., 1. 6. u., 3UH PAH

Hosraias WU. B., 1. 0. H., mpod., PUL] MTuBIOM
3yes I'. B, 1. 6. 1., npod., PUL] UuBIOM
Konosauos C. K., wi.-xopp. PAH, a. r. H., ULl MT'U
Muabsuakopa H. A., k. 6. H., ®UI] NuBIOM
Hesposga E. JI., 1. 6. 1., ULl NIuBIOM
IIpa3ykuHn A. B., 1. 6. 1., PUL] NTuBIOM
Pynnesa U. U., 1. 6. 1., npod., PUL] MI'1
Psoymko B. U., 1. 6. 1., PUL] InBIOM
Campimes 3. 3., 1. 6. H., npo¢., PUIL UeBIOM
Camnzkaposa H. U., yn.-xopp. PAH, n. 6. 5., BHUNPAD
Cosra E. E., 1. 1. 1., npod., PULL MI'1
Creabmax JI. B., 1. 6. 1., ®UL] UuBIOM
Tpane3nukos A. B., 1. 6. v., UDPuX YpO PAH
®ecenko C. B., 1. 6. 1., npo¢., BHUMPAD
Arvanitidis Chr., D. Sc., HCMR, Greece

Bat L., D. Sc., Prof., Sinop University, Turkey
Ben Souissi J., D. Sc., Prof., INAT, Tunis
Kociolek J. P., D. Sc., Prof., CU, USA

Magni P., PhD, CNR-IAS, Italy

Moncheva S., D. Sc., Prof., IO BAS, Bulgaria
Pesi¢ V., D. Sc., Prof., University of Montenegro,
Montenegro

Zaharia T., D. Sc., NIMRD, Romania

AJpec yupeauTeJisi, U3/1aTeJisl U peJaKIiu:
OUILL «MHCTUTYT OGUOJIOTHH I0KHBIX MOpE

umenu A. O. Kosanesckoro PAH».

[Tp-t HaxumoBa, 2, Ceactonosb, 299011, PO.
Ten.: +7 8692 54-41-10. E-mail: mbj@imbr-ras.ru.
Caiit xypHauna: https://marine-biology.ru.

Aapec cou3garesisi:

3oosnornueckmii HHCTUTYT PAH.

Vuusepcurerckas Hao., 1, Cankr-IlerepOypr, 199034, P®.

Editorial Board

Editor-in-Chief

Egorov V. N., Acad. of RAS, D. Sc., Prof., IBSS, Russia
Assistant Editor

Soldatov A. A., D. Sc., Prof., IBSS, Russia

Managing Editor

Kornyychuk Yu. M., PhD, IBSS, Russia

Adrianov A. V., Acad. of RAS, D. Sc., Prof.,

NSCMB FEB RAS, Russia

Arvanitidis Chr., D. Sc., HCMR, Greece

Azovsky A. L., D. Sc., Prof., MSU, Russia

Bat L., D. Sc., Prof., Sinop University, Turkey

Ben Souissi J., D. Sc., Prof., INAT, Tunis

Denisenko S. G., D. Sc., ZIN, Russia

Dovgal I. V., D. Sc., Prof., IBSS, Russia

Fesenko S. V., D. Sc., Prof., RIRAE, Russia

Genkal S. 1., D. Sc., Prof., IBIW RAS, Russia

Kociolek J. P., D. Sc., Prof., CU, USA

Konovalov S. K., Corr. Member of RAS, D. Sc., Prof.,
MHI RAS, Russia

Magni P., PhD, CNR-IAS, Italy

Milchakova N. A., PhD, IBSS, Russia

Moncheva S., D. Sc., Prof., IO BAS, Bulgaria

Nevrova E. L., D. Sc., IBSS, Russia

Pesi¢ V., D. Sc., Prof., University of Montenegro, Montenegro
Prazukin A. V., D. Sc., IBSS, Russia

Rudneva 1. 1., D. Sc., Prof., MHI RAS, Russia
Ryabushko V. 1., D. Sc., IBSS, Russia

Samyshev E. Z., D. Sc., Prof., IBSS, Russia

Sanzharova N. 1., Corr. Member of RAS, D. Sc., RIRAE, Russia
Sovga E. E., D. Sc., Prof., MHI RAS, Russia

Stelmakh L. V., D. Sc., IBSS, Russia

Trapeznikov A. V., D. Sc., IPAE UB RAS, Russia
Vasil’eva E. D., D. Sc., MSU, Russia

Zaharia T., D. Sc., NIMRD, Romania

Zuyev G. V., D. Sc., Prof., IBSS, Russia

Founder, Publisher, and Editorial Office address:

A. O. Kovalevsky Institute of Biology of the Southern Seas
of Russian Academy of Sciences.

2 Nakhimov ave., Sevastopol, 299011, Russia.

Tel.: +7 8692 54-41-10. E-mail: mbj@imbr-ras.ru.

Journal website: https://marine-biology.ru.

Co-publisher address:

Zoological Institute Russian Academy of Sciences.

1 Universitetskaya emb., Saint Petersburg, 199034, Russia.

© ®ULL «MHcTHTYT GHOMOrHY 10KHBIX Mopeii umern A. O. Kopanesckoro PAH», 2024
© 3oonormueckuit unctutyt PAH, 2024


mailto:mbj@imbr-ras.ru 
https://marine-biology.ru
mailto:mbj@imbr-ras.ru 
https://marine-biology.ru

A. O. KOVALEVSKY INSTITUTE OF BIOLOGY OF THE SOUTHERN SEAS OF RAS
ZOOLOGICAL INSTITUTE OF RAS

MOPCKOM BUOJIOTNYECKHNMA JKYPHAJI

MARINE BIOLOGICAL JOURNAL
2024 Vol.9 no. 3

Established in February 2016 SCIENTIFIC JOURNAL 4 issues per year

CONTENTS

Scientific communications

Borovkov A., Gudvilovich 1., and Zhondareva Ya.
Growth of cultures of marine microalgae Porphyridium purpureum and Tetraselmis viridis
on modified NUtrient MEAIA . . .. ... it 3-15

Kabasakal H., Uzer U., and Karakulak F. S.
Color patterns of the thornback skate, Raja clavata Linnaeus, 1758, from the Sea of Marmara
suggesting possible misidentifications of several rajids in the region ................................ 16-23

Kapranova L., Dikareva J., Kapranov S., and Ryabushko V.
The element contents in soft tissues and shells of the bivalve Anadara kagoshimensis (Tokunaga, 1906)
from the Black Sea and Sea of AZOV .. ... e 24-33

Kasatkina A. and Vasileva L.

A new species of arrow worms, Sagitta dimitryi sp. nov. (Chaetognatha, Sagittoidea),
from the Sea of Okhotsk (Northwest Sakhalin) ............. ... ... ... ... ... .. ... ... ... ....... 3443

Katsev A., Sazykin 1., Khmelevtsova L., Safronyuk S., Karchava Sh.,
Klimova M., Khammami M., and Sazykina M.
Bioluminescent bacteria of the Black Seaand Sea of AzOV ... ... .o 44-55

Seliverstova T.
Indices in the evaluation of the functional activity of blood cells
of the bottlenose dolphin Tursiops truncatus (Montagu, 1821) ........ ... . ... o i .. 56-65

Smolkova O.
Current state of the population and features of the distribution of the soft-shell clams
Moya arenaria Linnaeus, 1758 in the Kola Bay of the Barents Sea .................................. 66-83

Yasakova O.
Species composition, abundance, and biomass of phytoplankton
in the Kerch Strait in 2009-2019 . ... ... e 84-103

Notes

Vekhov D., Zhivoglyadova L., Elfimova N., and Afanasyev D.
The Kuban River basin, a new page in the expansion of the Asian clam

Corbicula fluminea (O. F. Miiller, 1774) (Bivalvia: Cyrenidae) ........... ..., 104-107
Grintsov V.
The first findings of new species of amphipods in the Seaof Azov ........... ... . ... . ... ... .. 108-112

Lisitskaya E., Popov M., and Chelyadina N.
About finding Polydora websteri Hartman in Loosanoff & Engle, 1943 (Annelida: Spionidae)
Inthe Sea of AZOV .. ... .o 113-117

Reviews

Bologa A. §.
Cystoseira phytocenosis as a biological barrier for heavy metals and organochlorine compounds
in the SPNA Cape Martyan marine area (the Black Sea): Review of the article .................... 118-120



8 7 Mopckoii GUONIOTUYeCKUH KypHAI

Marine Biological Journal

LJJ_U"”“M'I ~
moolam 2024, vol. 9, no. 3, pp. 3-15
VnBIOM — IBSS https://marine-biology.ru

SCIENTIFIC COMMUNICATIONS

UDC 579.8.017.6.083.134
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Marine species of microalgae are capable of synthesizing a wide range of biologically active sub-
stances and are currently considered as the most promising sources of such compounds. Nutrient me-
dia for cultivation of microalgae are mostly prepared based on natural or artificial seawater. Modify-
ing the nutrient medium for cultivation of marine microalgae by replacing its natural seawater base
with freshwater one seems promising. Unialgal cultures of the marine microalgae Porphyridium pur-
pureum and Tetraselmis viridis were grown under conditions of replacing sterile seawater with freshwa-
ter, with sea salt added up to a concentration of 18 and 28 g-L™! for T. viridis and P. purpureum, respec-
tively. Based on experimental data obtained, production characteristics of P. purpureum and T. viridis
batch cultures were determined when grown on freshwater-based and seawater-based nutrient media.
In general, a change in the density of P. purpureum and T. viridis cultures during batch cultivation
both on freshwater and seawater had a unidirectional character (correlation coefficients in both cases
were 0.99), and the water base of the nutrient medium had no significant effect on their growth rate.
As shown experimentally, the biomass yield of P. purpureum and T. viridis using freshwater as a base
of the nutrient medium was 3.2-3.4 g of dry weight per 1 L of the culture and generally corresponded
to the similar parameter of cultures grown using seawater. Despite the fact that the mean growth rate
of T. viridis cultured in freshwater did not differ significantly from the growth rate of the microalga
cultured in seawater, higher mean rates of pigment synthesis and their total accumulation were ob-
served in the culture grown in seawater. In the case of P. purpureum, the water base of the nutri-
ent medium had no noticeable effect on B-phycoerythrin synthesis rate and content of this pigment
in the culture and biomass of the microalga. The obtained results show that cultures of marine microal-
gae P. purpureum and T. viridis can be successfully grown without using natural seawater. It signif-
icantly reduces labor costs and biomass production costs; also, it expands geographical perspectives
for their mass cultivation.

Keywords: marine microalgae, Porphyridium purpureum, Tetraselmis viridis, freshwater, productivity,
biomass, pigments

Marine species of microalgae are currently considered as the most promising sources of biologically
active substances due to their ability to synthesize a wide range of compounds positively affecting or-
ganisms of both humans and animals [Minyuk et al., 2008]. Those include polyunsaturated fatty acids,
sulfated polysaccharides, photosynthetic pigments (chlorophylls, carotenoids, and phycobiliproteins), vi-
tamins, and other substances with anti-inflammatory, antifungal, immunomodulatory, and antioxidant
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properties [Borowitzka, 2013; Chauton et al., 2015; Gaignard et al., 2019; Geada et al., 2021; Li S. et al.,
2019]. This allows using marine microalgae biomass and biosynthesis products as dietary supplements
and applying them in cosmetology, pharmacology, and food production.

The need for polyunsaturated fatty acids has risen due to the development of aquaculture: for all
hydrobionts, microalgae are a key source of valuable long-chain omega-3 fatty acids [Borowitzka, 2013].
Also, marine microalgae are a food supplement for fish. Those contain essential fatty acids, amino acids,
polysaccharides, antioxidants, vitamins, and minerals. All these compounds stimulate growth and sur-
vival of fish larvae and improve quality of final products [Chauton et al., 2015; Gargouch et al., 2018;
Ma, Hu, 2024; Tredici et al., 2009].

The cultivation of marine microalgae in coastal zones is generally less costly due to lower investment,
logistics, and operating expenses. However, certain constraints due to competition from recreational, fish-
ing, and fish farming areas and due to urban development force to relocate marine microalgae cultivation
complexes to areas far from the shore.

Most nutrient media for microalgae cultivation are prepared on the base of natural or artifi-
cial seawater. Various nutrient media for cultivation of microalgae species have been described:
F/2, Artificial Seawater Medium, Pm, efc. [Fuentes-Grunewald et al., 2015; Gargouch et al., 2018;
Kathiresan et al., 2006; Lelekov et al., 2016; Raes et al., 2013; Strizh et al., 2004]. Their composi-
tion allows maintaining microalgae cells in a vegetative state. Nevertheless, the culture growth rate
and biomass yield may differ significantly depending on starting concentrations of mineral nutrients
and cultivation conditions.

Cultivation of marine microalgae becomes unprofitable far from the coastline in case of using nu-
trient media based on natural seawater. Its mineral composition is unique, and it cannot be properly
reproduced under artificial conditions: in addition to mineral salts and trace elements, seawater con-
tains a large number of free ions. One of the ways to reduce the cost of the resulting microalgae
biomass is cultivation on nutrient media based on artificial seawater, but its preparation implies ad-
ditional material and labor expenses. Replacing the base of a nutrient medium with freshwater with
natural sea salt added is the way to obtain a base close to natural seawater in its characteristics. Such
modification excludes dependence on a natural source of seawater and reduces the cost of biomass;
obviously, it is crucial when elevating the efficiency and expanding the area of intensive microalgae
cultivation.

A red microalga Porphyridium purpureum (Bory) K. M. Drew & R. Ross, 1965 is of interest
as a source of sulfated exopolysaccharides, essential fatty acids, and pigments of the phycobiliprotein
group. Their biotechnological potential is actively used in producing nutraceuticals, pharmaceuticals,
food, and cosmetics; moreover, it is applied in biomedical research and even in clinical diagnostics [Gaig-
nard et al., 2019; Li S. et al., 2019; Manirafasha et al., 2016]. A green microalga Tetraselmis viridis
(Rouchijajnen) R. E. Norris, Hori & Chihara, 1980 is capable of accumulating significant amounts
of polyunsaturated fatty acids. Those play a key role in organisms of humans by participating in metabolic
processes. High productivity and nutritional value make the alga promising for production of biologically
active substances and food supplements for humans and animals [Borowitzka, 2013; Raes et al., 2013].
Microalgae of the genus Tetraselmis are widely used in aquaculture as valuable food enriched with polyun-
saturated fatty acids and protein [Borowitzka, 2013; Ma, Hu, 2024; Tredici et al., 2009]. Interestingly,
lipids can accumulate in these species in high concentrations (up to 22%) even with relatively high protein
levels (31-36%) [Barka, Blecker, 2016].

Mopckoit 6ronorndeckuii xxypaan Marine Biological Journal 2024 vol. 9 no. 3
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Accordingly, it seems promising to culture these biotechnologically valuable species of marine mi-
croalgae on a nutrient medium modified by replacing its natural seawater base with freshwater one
and adding sea salt. Therefore, the aim of this work was to test the cultivation of two marine microalgae,
Tetraselmis viridis and Porphyridium purpureum, on a freshwater-based nutrient medium.

MATERIAL AND METHODS

Objects of the study were unialgal cultures of marine microalgae P. purpureum (Rhodophyta)
and T. viridis (Chlorophyta) from IBSS core facility “Collection of hydrobionts of the World Ocean.”

Cultivation was carried out on nutrient media of the following composition [Trenkenshu et al., 1981]:

 For P. purpureum: NaNOs, 1.2 gLy NaH,PO,x 2H,0, 0.45 g-L™'; EDTA-Na,, 0.037 gL ™";

FeC¢Hs0, x 3H,0, 0.0265 g-L™!; MnCl, x 4H,0, 0.004 g-L™'; Co(NO3), x 6H,0, 0.0031 gL;

(NH4)sM070,4 x 4H,0, 0.0009 g-L™!; and K,Cr(SOy), x 4H,0, 0.0017 g- L.

e For T. viridiss NaNOs;, 1.8 gL™; NaH,PO,x2H,0, 0.3 gL’!; EDTA-Na,, 0.037 gL™;
FeC¢Hs07x 3H,0, 0.042 g-L'; MnCl, x4H,0, 0.008 g-L™!; Co(NO3), x 6H,0, 0.00625 g-L™!;
(NH4)sMo070,4 x 4H,0, 0.00183 g-L7!; and K,Cr,(SO4), x 4H,0, 0.00238 g-L 7%,

A nutrient medium for each species was prepared on sterile Black Sea water (for P. purpureum,
10 g-.L™! of sea salt was added). For modification, seawater was replaced with freshwater to which sea
salt (manufactured by Galit production cooperative) was added to concentrations of 18 and 28 g-L™
for T. viridis and P. purpureum, respectively.

Microalgae were cultured in glass plane-parallel photobioreactors, 25 x 50 cm each. Working thick-
ness was of 2 and 5 cm, and volume was of 1 and 3 L for T. viridis and P. purpureum, respectively. These
volumes were maintained throughout the experiment with daily adding distilled water before sampling
to compensate for evaporation. A grid of 18-W fluorescent lamps served as a light source; the mean irradi-
ance intensity at the surface of the photobioreactors was 20 and 40 W-m™2 for P. purpureum and T. viridis,
respectively. Irradiance intensity on the surface of the photobioreactors was recorded with a LI-250A
light meter with a pyranometer (LI-COR, the USA). Temperature was maintained at +26...4+28 °C,
and pH of a medium varied from 8 to 10 during cultivation. Cultures were bubbled with air with a Hailea
ACO-308 compressor; the rate of air supply was about 0.5 L-L™" culture per minute. To increase solubil-
ity of atmospheric carbon dioxide, air bubbling was carried out via an atomizer: a plastic tube 5 cm long
and 5 mm in diameter, with a pore diameter of < 0.1 mm. The experiments lasted for 18 and 10 days
for P. purpureum and T. viridis, respectively.

The optical density of cultures (D759) was measured with a Unico 2100 spectrophotometer in cuvettes
with a working length of 5 mm at a wavelength of 750 nm. Dry weight content (DW) was determined
by a photometric method [Metody, 1975] by equation DW =k x D7sy. Prior to it, empirical conversion
factors from the optical density of the cultures to DW were established (1.4 and 0.8 for P. purpureum
and T. viridis respectively) [Borovkov, Gevorgiz, 2005; Borovkov et al., 2023].

The maximum productivity (Py,) was calculated by approximating empirical data on the linear phase
of microalgae cumulative curve using equation (1):

B=B,+P, -t, (1)

where B; is culture density at the beginning of linear growth phase, g-L';
t is time, days.

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3
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Pigment content was recorded spectrophotometrically. Sampling was carried out at different growth
phases of a batch culture after thorough mixing. A suspension was centrifuged for 10 min, the supernatant
was drained, and the precipitated biomass was used for pigment determination. The spectra of pigment
extracts were measured with a SF-2000 spectrophotometer (Russia). For quantitative determination of B-
phycoerythrin (hereinafter B-PE), P. purpureum biomass was extracted with a phosphate buffer (0.05 M;
pH 7-7.5). The optical density of the obtained extracts was registered in the area of characteristic ab-
sorption maxima of B-PE (545 nm), R-phycocyanin (615 nm), and allophycocyanin (650 nm), as well
as at 750 nm (to account for non-specific absorption of the solution). B-PE concentration in the aqueous
extract was calculated according to [Stadnichuk, 1990] using optical density values for corresponding

wavelengths:

Chlorophylls and carotenoids were extracted from cells with 100% acetone. Concentrations of chloro-
phylls and total carotenoids were determined by formulas from [Wellburn, 1994] using optical density
values at wavelengths corresponding to absorption maxima of similar pigments:

Chlb = 18.61 x Dgys — 3.96 X Dygy ;
Carotenoids = (1,000 x D 7y — 2.27 x Chla — 81.4 x Chlb)/227 .

Arithmetic mean (%), standard deviations (), standard errors of the mean, and confidence intervals
for means (AXx) were established. Calculations were carried out in LibreOffice and SciDAVis (at the sig-
nificance level, «, of 0.05). In order not to clutter the graphs, statistical indicators characterizing vari-
ability of the studied features were omitted without compromising the perception of the results obtained.
The tables provide mean values and determined confidence intervals (x + A X) for three replications.

RESULTS

Initial culture density for each of two variants (seawater-based and freshwater-based nutrient media)
was about 0.2 g-L™! for P. purpureum and 0.13 g-L™! for T. viridis. Throughout the cultivation, P. pur-
pureum biomass increased by more than 15 times compared to the initial one, and that of 7. viridis,
by 25 times (Fig. 1).

During batch cultivation, microalgae culture cells are maintained in a vegetative state due to initial
stock of mineral nutrition elements, with the culture density gradually rising and reaching the maxi-
mum value which determines the total biomass yield. Throughout the entire period of P. purpureum
and T. viridis cultivation, the character of changes of cumulative curves for seawater- and freshwater-
based media was almost the same and had a high correlation (correlation coefficients were of 0.99
for both P. purpureum and T. viridis). Total biomass growth for analyzed variants also had no significant
differences (Fig. 1). Based on data obtained, production characteristics of P. purpureum and T. viridis
batch cultures by biomass on freshwater- and seawater-based nutrient media were determined (Table 1).

The nutrient media used for P. purpureum and T. viridis cultivation were expected to produce
about 4 g of biomass per 1 L of culture [Trenkenshu et al., 1981; Upitis et al., 1989]. The calcu-
lated biomass growth for the entire cultivation period, taking into account both nitrogen concentra-
tion in a medium and dilution, could be about 3-3.5 g-L™' which was consistent with data obtained
in the experiment (Table 1).

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2024 vol. 9 no. 3
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Biomass, g I'' DW
Biomass, g I'' DW

0 4 8 12 16 20
Times, days

Times, days

Fig. 1. Dynamics of Porphyridium purpureum (A) and Tetraselmis viridis (B) batch culture density when
grown on a nutrient medium: @, based on freshwater; O, based on seawater. Solid lines are an ap-
proximation of the linear phase by equation (1) (red, based on freshwater; blue, based on seawater).
The values of the coefficients (maximum productivity) are given in Table 1

Biomass productivity of P. purpureum and T. viridis at the linear growth phase when cultured
on freshwater did not differ noticeably from that of corresponding cultures grown on seawater. Both
maximum and mean growth rates were slightly higher in 7. viridis compared to P. purpureum which
seems to be due to individual characteristics of a culture. However, the specific growth rate of 7. viridis
when cultured on freshwater was lower by almost 2 times compared to the same parameter of the cul-
ture grown on seawater (Table 1). T. viridis culture was previously grown on an unmodified medium;
accordingly, it can be assumed as follows: during the first two days, algal cells adapted to new conditions
which is confirmed by some differences in the shape of the accumulation curve (Fig. 1B). In general,
a change in P. purpureum and T. viridis density during batch cultivation on both freshwater and seawater

had a unidirectional character, and the productivity of cultures was not much affected by a water base
of a nutrient medium.

Table 1. Production characteristics of Porphyridium purpureum and Tetraselmis viridis batch cultures
when grown on freshwater-based and seawater-based nutrient media

Water b Maxi Productivity
ater base Specific growth axumurm at the linear Total biomass
Culture of the nutrient 1 productivity, _1
3 rate, day IR growth stage, growth, g-L
medium gL -day -1 )
gL -day
Porphyridium Freshwater 0.45 0.36 0.27 £0.02 344+£0.23
purpureum Seawater 0.35 0.36 0.29 £0.01 3.36 £0.02
Tetraselmis Freshwater 0.23 0.46 0.43 £0.01 3.19£0.02
viridis Seawater 0.42 0.46 0.42 +0.006 3.11£0.01

During batch cultivation, biochemical composition of resulting microalgae biomass is determined
by many parameters, and the key ones are concentration of mineral nutrition elements and cultivation
conditions. Therefore, the effect of replacing a water base of a nutrient medium with freshwater on syn-
thesis rate and total pigment accumulation in P. purpureum and T. viridis was investigated as well. Under

these conditions, P. purpureum growth was accompanied by a change in B-PE content both in the culture
and its cells (Fig. 2).

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3
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Fig. 2. B-phycoerythrin content in a batch culture (A) and in cells (B) of Porphyridium purpureum

when grown on a nutrient medium: @, based on freshwater; O, based on seawater. Solid lines are an ap-

proximation of the linear phase (red, based on freshwater; blue, based on seawater). The values

of the coefficients (maximum synthesis rate) are given in Table 2

B-PE content during P. purpureum cultivation on both freshwater and seawater gradually in-

creased (9.2-9.5 times) and reached maximum values (88-90 mg-L'l) on the 10"-14" day from the be-
ginning of the experiment (Fig. 2A). A change in B-PE concentration in the culture was unidirectional
for both variants of the medium, and the correlation coefficient was of 0.98. An increase in B-PE con-
tent in P. purpureum cells was less pronounced: it was about 2 times over 7 days and reached 6% of DW
on average for each variant (Fig. 2B). We recorded a decrease in B-PE concentration in P. purpureum
cells in the second half of batch cultivation; such a change has been reported by many researchers and ex-
plained by a direct dependence of pigment concentration on nitrogen content in a medium which can
drop to minimum values by the final cultivation stage [Fuentes-Grunewald et al., 2015; Li T. et al.,
2019]. Data characterizing the rate of B-PE accumulation in the algal culture when grown on freshwater-
and seawater-based nutrient media are provided in Table 2.

Table 2. B-phycoerythrin (B-PE) production characteristics of Porphyridium purpureum batch culture
when grown on freshwater-based and seawater-based nutrient media

Water base Specific synthesis Maximum B-PE Mean B-PE synthesis Total B-PE
of the nutrient rate (0-3" days), synthesis rate, rate (2™-9'" days), accumulation,
medium day™! mg-L~!-day™! mg-L~!.day™! mg-L!
Freshwater 0.3 12.1 9.8+ 1.75 779 £4.7
Seawater 0.2 12.3 10.2+2.3 80.5+54

The calculation results showed that the maximum rate of B-PE synthesis in P. purpureum culture
both on freshwater and seawater was almost the same. The mean rate of B-PE synthesis at the linear
stage and the level of pigment accumulation are slightly higher in the culture grown on seawater, but these
differences are not significant (Table 2). Despite close values of the culture growth rate (Table 1) and ob-
served rate of B-PE synthesis in two variants, a certain temporal discrepancy was recorded in dynam-
ics of B-PE content in P. purpureum biomass (Fig. 2B). This can be explained by a noticeable differ-
ence between specific rates of pigment synthesis in two variants in the first three days of the experi-
ment. During this period, the rate of pigment synthesis in a culture grown on freshwater with sea salt
added was 1.5 times higher compared to that of a culture grown on seawater. In this case, B-PE could
accumulate in P. purpureum cells much faster not only in the first day, but also in the next few days.
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T. viridis growth on media both with seawater and freshwater was also accompanied by changes
in pigment content (Fig. 3). Chlorophyll a and chlorophyll 4 concentration during 7. viridis cultiva-
tion (on the 4"-10™ days) on both freshwater and seawater gradually rose and reached maximum values
by the end of the experiment: an increase by 2.4-3 and 1.7-2.2 times was registered for chlorophyll a
and chlorophyll b, respectively (Fig. 3A, B). A change in content of these pigments in the culture also
was unidirectional for two media, and the correlation coefficient was of 0.99. For total carotenoids,
a gain in pigment concentration in the culture was recorded as well, but these changes were expressed
to a lesser extent than changes in chlorophyll content (Fig. 3C). At comparable density of 7. viridis cul-
ture for two variants, pigment concentration throughout the entire experiment was higher in the culture
grown on seawater.
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Fig. 3. Content of chlorophyll a (A), chlorophyll » (B), and carotenoids (C) in Tetraselmis viridis batch
culture when grown on a nutrient medium: @, based on freshwater; O, based on seawater. Solid lines
are an approximation of the linear phase (red, based on freshwater; blue, based on seawater). The values
of the coefficients (maximum synthesis rate) are given in Table 3

Data characterizing features of pigment accumulation in 7. viridis batch culture when grown
on freshwater and seawater are provided in Table 3.

Table 3. Production characteristics of Tetraselmis viridis batch culture for chlorophyll a, chloro-
phyll b (chl a and chl b), and total carotenoids (car) when grown on freshwater-based and seawater-based
nutrient media

. . . Pigment synthesis rate . )
Water base Maximum pigment synthesis at the linear stage, Total pigment accumulation,
of the n.utrient rate, mg-L~!-day! me-L-!.day~! mg-L~!
medium chla chl b car chla chl b car chla chl b car
Freshwat 6.38 2.16 + 0.96 + 0.71 + 2577+ 9.74 + 344 +
reshwater : - - 0.53 0.11 0.12 0.08 0.62 0.22
S ‘ 276 341+ 1.47 + 1.23 + 3646+ | 15.60 5.50
cawater : - - 0.34 0.29 0.21 1.27 1.47 0.04

Maximum and mean synthesis rates of chlorophyll a and synthesis rates of chlorophyll » and to-
tal carotenoids in 7. viridis batch culture when grown on the seawater-based nutrient medium were
more than 1.5 times higher than in case of the freshwater-based one. Such noticeable differences
resulted in an increase in pigment accumulation in 7. viridis culture grown on seawater compared

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3



10 A. Borovkov, I. Gudvilovich, and Ya. Zhondareva

to that on freshwater by 1.4—1.6 times. Thus, the mean growth rate of 7. viridis cultured on freshwa-
ter was not significantly different from that of the alga cultured on seawater, but higher rates of pigment
synthesis and total accumulation were recorded in the culture grown on seawater.

DISCUSSION

Marine microalgae are traditionally cultured on seawater-based nutrient media [Fuentes-Grunewald
et al., 2015; Kathiresan et al., 2006; Raes et al., 2013; Strizh et al., 2004]. However, there are data
on cultivation of some species of marine microalgae on freshwater-based nutrient media [Gargouch
et al., 2018; Lelekov et al., 2016]. Specifically, a marine microalga Porphyridium marinum was grown
on freshwater-based nutrient medium [Gargouch et al., 2018]. The maximum density of the culture
was (4.6 £0.5) x 10° cells-mL™", and B-PE content in biomass was 15.9 mg-g! in terms of DW. The max-
imum amount of B-PE in biomass (41 mg-g™!) was registered at the second stage: with an increase
in NaNOj; concentration by 2 times, a drop in K,HPO, content to 0 g-L™!, a decrease in light intensity
by 2 times, and a rise in volume of micronutrient solution by 1.5 times. However, the density of P. mar-
inum batch culture, its productivity, and B-PE content in biomass (at its maximum concentration) are sig-
nificantly lower than those in the experiment carried out. Moreover, the use of NaCl required adding Mg
and Ca naturally contained in seawater, and the application of a two-stage cultivation mode noticeably
enlarged the time of cultivation [Gargouch et al., 2018].

In our experiment, when growing P. purpureum and T. viridis on freshwater-based media, the biomass
yield exceeded 3 g of DW per 1 L of culture, and the mean growth rate was within 0.3-0.4 g-L™".day™".
These values are comparable with data obtained earlier, when P. purpureum and Dunaliella salina
(Dunal) Teodoresco, 1905 were cultured on seawater: the mean productivity at the linear growth phase
was of 0.37 and 0.2 g-L""-day™, respectively [Gudvilovych, Borovkov, 2017; Gudvilovich et al., 2021].
Also, these values are similar to results reported in [Li T. et al., 2019]. Moreover, our data are compa-
rable to production parameters of 7. viridis when grown on artificial seawater with NaCl concentration
of 29 g-L!: the maximum density of the culture by the 8" day was about 12 x 10° cells-mL™! [Strizh
et al., 2004]. Besides, a diatom Phaeodactylum tricornutum Bohlin, 1897 was shown to be cultur-
able on a freshwater-based nutrient medium with sea salt added [Lelekov et al., 2016]. In this case,
the mean growth rate was of 0.3 g-L™'.day™! which is also comparable to results obtained in our ex-
periment. Notably, P. purpureum and T. viridis batch cultures were grown without additional carbon:
an approved technique of atmospheric air bubbling was applied [Gudvilovych, Borovkov, 2017;
Gudvilovich et al., 2021].

Despite the fact that the growth rate of 7. viridis cultured on freshwater did not differ significantly
from the growth rate of this alga on seawater, this variant showed lower rates of pigment synthesis
and their total accumulation which may indicate certain non-optimality of cultivation conditions. Ap-
parently, the factor negatively affecting synthesis of 7. viridis pigments in this case could be an ele-
vated pH level. Throughout the entire experiment, pH of the culture grown on freshwater was higher,
by 5% on average, than for the culture grown on seawater. Starting from the 5" day of T. viridis cul-
turing on freshwater, when pH values were close to 10, a decrease in the rate of pigment synthesis
and production was up to 30—40% in comparison with values for the alga grown on seawater. As known,
pH of a medium rises during batch cultivation of microalgae, and its level is critical: it determines solu-
bility and availability of CO, and nutrients and noticeably affects microalgae metabolism [Chen, Durbin,
1994; Kumar, Saramma, 2018; Lopez-Elias et al., 2008; Qiu et al., 2017].
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Specifically, the effect of pH on growth and biochemical composition of Dunaliella bardawil
and Chlorella ellipsoidea was studied. As shown, a change in pH shifts the direction of biosynthesis
in microalgae cells thus affecting biochemical composition of biomass obtained [Khalil et al., 2010].
Both microalgae were capable of growing over a wide pH range (4-9 for D. bardawil and 4-10
for C. ellipsoidea); however, biomass production in D. bardawil reached its maximum at pH of 7.5,
and in C. ellipsoidea, at pH of 9 [Khalil et al., 2010]. For both species analyzed, the highest values
of accumulation of chlorophyll a, chlorophyll b, and carotenoids were recorded at pH of 7.5. As pH
increased (shifted towards alkaline side), content of these three pigments dropped significantly. Impor-
tantly, a noticeable decrease in content of all pigments for both D. bardawil and C. ellipsoidea (more
than 2-fold and by 30%, respectively) was observed against the backdrop of pH rise from 9 to 11 which
correlates with data obtained in our experiment with 7. viridis.

Most species used in aquaculture require pH within 6-9. However, various microalgae species have
their own optimal pH ranges for biomass production, often strain-specific ones [Khalil et al., 2010; Qiu
et al., 2017]. A comparative assessment of production characteristics for P. purpureum and T. viridis
revealed no noticeable differences in the growth rate of the batch cultures when grown on freshwater-
and seawater-based nutrient media. Moreover, when using freshwater as a base for P. purpureum cultur-
ing, we recorded no significant differences in maximum and mean rates of B-PE synthesis and in the level
of pigment accumulation in the culture. In general, all these characteristics correspond to similar param-
eters of B-PE biosynthesis in a culture grown on seawater, both in investigations carried out earlier
and in the described experiment [Gudvilovich et al., 2021; Li T. et al., 2019].

Above-mentioned data on the experience of cultivation of P. purpureum, T. viridis, and Ph. tricor-
nutum [Lelekov et al., 2016] representing different systematic groups show the need for further studies
on growing other marine microalgae on freshwater-based nutrient media with sea salt added.

Conclusion. As shown, microalgae Porphyridium purpureum and Tetraselmis viridis can be success-
fully cultured without the use of natural seawater. Importantly, the water base of a nutrient medium
does not significantly affect production parameters of these two species; in the case of P. purpureum,
it has no effect on the rate of B-phycoerythrin synthesis and its content in both culture and biomass.
When culturing 7. viridis, a possibility of monitoring pH and adjusting it to an optimal level should be
considered. The use of freshwater instead of natural seawater, no need for adding mineral salts to prepare
artificial seawater, and no need for adding carbon dioxide allow maintaining high growth rate of marine
microalgae cultures. It noticeably reduces labor costs and biomass production costs and also expands
geographical perspectives for their mass cultivation.

This work was carried out within the framework of IBSS state research assignment “Comprehensive study
of the functioning mechanisms of marine biotechnological complexes with the aim of obtaining bioactive sub-
stances from hydrobionts” (No. 124022400152-1) and “Comprehensive study of ecological, physiological, and bio-
chemical features of microalgae of various taxonomic groups during adaptation to changing environments”
(No. 124021300070-2).
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POCT KYJIbTYP MOPCKHUX MUKPOBO/JOPOCJIEN
PORPHYRIDIUM PURPUREUM N TETRASELMIS VIRIDIS
HA MO PNIINPOBAHHDBIX IIMTATEJIbHBIX CPEJJAX

A. b. Boposkos, 1. H. I'ynBunosny, f. /1. ZKongapesa

®I'BYH PULL «MucTuTyT OMosorun 10xHbX Mopeid uvMern A. O. Kosanesckoro PAH»,
Cesacronoss, Poccuiickas ®enepanns
E-mail: gudirina2008@yandex.ru

Mopckue BHIb MHKPOBOJOPOCIIEH, KOTOPhIE CIIOCOOHBI CHHTE3UPOBATh IMUPOKUH CIIEKTP OHOJIOTH-
YeCKHM aKTHBHBIX BEIECTB, B HACTOSIIEE BPEMS CUMTAIOT HamOoJsiee MEepCHeKTHBHBIMUA HMCTOYHMKA-
MU TaKMX COEJVUHEHWI. BOJIBIIMHCTBO MUTATENBHBIX Cpell AJI KyJbTUBHUPOBAHUSA MUKPOBOJOPOCIEN
MIPUrOTaBJIMBAIOT HA OCHOBE MPUPOJHOIN WJIM MCKYCCTBEHHOW MOpckoil Bogpl. IlpencraBnsercs nep-
CMEKTUBHOI MOIU(UKALMA MUTATEILHOUN Cpebl A/ BBIPAIMBAaHUA MOPCKHUX MUKPOBOJOPOCIIEH Iy-
TEM 3aMeHBI €€ BOJHON OCHOBBI C IPUPOAHON MOPCKOM BOJbI HA TIPECHYIO. AJBIOJIOTMYECKH YUCThIE
KYJIBTYPbl MOPCKUX MUKpoBopopocieii Porphyridium purpureum n Tetraselmis viridis BuIpamaBai,
3aMeHssl CTePHIbHYI0 MOPCKYIO BOZY Ha IPECHYIO, B KOTOPYIO A0OABIISIIM MOPCKYIO COJIb O KOH-
nenrpayy 18 u 28 r-n! mna T. viridis v P. purpureum cooTBeTcTBeHHO. Ha OCHOBaHWMM MOJyYeH-
HBIX 9KCIIEPUMEHTAIBHBIX JAaHHBIX OMNPENENICHbl MPOAYKIIMOHHBIE XapaKTEPHUCTUKN HAKOMUTETbHBIX
KynbTyp P. purpureum u T. viridis pu UX BbIpAlIUBaHUM HAa MPECHON M MOPCKOW BOJHOW OCHOBE
MUTaTeIbHOU cpedbl. B 1ienoM n3meHeHue IIOTHOCTU KyabTyp P. purpureum w T. viridis npu Ha-
KOMUTEJbHOM KYyJbTUBHPOBAHMM KaK Ha MPECHOM, TaK U Ha MOPCKOHM BO/ie MMeENO OJJHOHAIpaBJIeH-
HBII XapakTep (koadduimeHTs Koppesiuu B o6oux ciaydasx 0,99), a BogHas OCHOBA MUTATEIb-
HOW Cpefibl He OKa3bIBajia CYIIECTBEHHOTO BJMSHHS Ha CKOPOCTh WX pocrta. IlokazaHO, 4TO BBIXO[
ouomaccel P. purpureum n T. viridis TIpu ACTIONI30BaHUM MIPECHOH BOJIBI B KAYECTBE OCHOBBI ITHTA-
TeJIbHOU cpelibl cocTaBisieT 3,2-3,4 r ¢ 1 1 KyJpTyphl (B IEpecyéTe Ha Cyxoe BELIeCTBO) U B OCHOB-
HOM COOTBETCTBYET aHAJIOTUYHOMY NapaMeTpy KyJbTYp, BBIPAIIEHHBIX C TPUMEHEHHEM MOPCKOH BO-
Jpl. HecmoTps Ha TO, 4TO cpefHss cKopocTb pocta 7. viridis py BbIpalllMBaHUU HA MPECHON BOje
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CYIIECTBEHHO HE OTJIMYaIach OT CKOPOCTH POCTa KyJbTYPhl HA MOPCKOW BOJIe, OTMEUEHBI TTOBBIIIECH-
HbIE CpelIHUE CKOPOCTU CHUHTE3a MUIMEHTOB U MX CYMMAapHOE€ HAKOIUIEHUE Y KYJbTYpbl, BbIpALIUBA-
eMoil Ha Mopckoil Boge. s P. purpureum BogHAasi OCHOBA MUTATEIbHOI Cpellbl HE OKa3blBaja 3a-
METHOTO BJIMSIHUSI HA TaKUE XapaKTEPUCTUKU, KaK CKOPOCTh cUHTe3a B-¢ukospurpunHa u cogep:xa-
HHE 3TOro MUTMeHTa B KYJIbType U B OMOMacce MUKPOBOJIOPOCIU. Pe3yibTaThl pabOThI MOKA3BIBAIOT,
YTO KyJbTYPhl MOPCKUX MUKpOBoAopocnelt P. purpureum n T. viridis MOXHO yCHIEIITHO BBIPAIUBATh
0e3 UCIOIb30BAHUSI TPUPOJHOM MOPCKOU BOJIBI, UTO CYIIECTBEHHO CHUXAET TPYA03aTPaThl U ce0eCTO-
MMOCTP TIOJTy4aeMOi OMOMACCHI, a TaKkKe pacIvpsieT reorpapuyeckre MepcrneKTUBB UX MacCOBOTO
KYJIbTUBUPOBAHHUSI.

KaroueBbie cjioBa: MoOpckwe MUKpoBojopocid, Porphyridium purpureum, Tetraselmis viridis,
MpecHas Boja, MPOJYKTUBHOCTh, GUOMACCa, MUTMEHTBI
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Trawl surveys conducted in shelf waters of the northeastern Sea of Marmara revealed for the first time
the occurrence of atypically colored thornback skates, Raja clavata Linnaeus, 1758 (Rajiformes: Raji-
dae), in the region. Since atypical coloring may lead to confusion and misidentification of R. clavata,
an integrated approach of conventional alpha taxonomy and genetic studies is needed to resolve the taxo-
nomic status of Raja species occurring in the Sea of Marmara. Accurate taxonomic resolution is the first
step to properly differentiate the populations of the aforementioned species prior to performing further
study and effective conservation.

Keywords: Rajiformes, polychromatism, aberrations, taxonomy, description

The skates (Chondrichthyes: Rajiformes) currently comprise nearly 304 species representing
four families: Arhynchobatidae, or softnose skates; Rajidae, or hardnose skates; Anacanthobatidae,
or legskates; and Gurgesiellidae, or pygmy skates [Weigmann, Reinecke, 2023]. Members of the fam-
ily Rajidae which includes approximately 160 validly described species from 16 genera vary in size
from small to very large (total length, TL, ranges 33 to 264 cm as adults) and occur in mainly oceans
and seas, from shallow waters down to depth of 4,156 m [Last et al., 2016; Weigmann, Reinecke, 2023].
In the Mediterranean Sea, the family is represented by 4 genera (Dipturus, Leucoraja, Raja, and Rostro-
raja) and 16 species, one of which is the thornback skate, Raja clavata Linnaeus, 1758 [Barone et al.,
2022]. The thornback skate is one of the first described and best-known members of the family Rajidae
which is widespread in the eastern Atlantic and southwestern Indian Ocean, from Iceland to Madagascar,
including the Mediterranean Sea, Sea of Marmara, and Black Sea [Last et al., 2016].

The thornback skate is distinguished from other skates in its range by the presence of strong
thorny tubercles (bucklers) on both dorsal and ventral surfaces of large specimens and lateral rows
of strong hooked thorns along the edge of the tail having dark and light crossbars even in large indi-
viduals [Barone et al., 2022; Last et al., 2016]. However, the coloring pattern on the dorsal surface can
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be remarkably variable which does not correspond to the generally accepted description of R. clavata
leading to misidentifications with several other Mediterranean species, such as the spotted skate, Raja
montagui Fowler, 1910, and the speckled skate, Raja polystigma Regan, 1923 [Capapé et al., 2018;
Chatzispyrou et al., 2019; Mnasri et al., 2009]. Discrimination of these species which are morpho-
logically very similar but have different life cycles [Ebert, Stehmann, 2013; Last et al., 2016] is due
to an unavoidable and unmet need for accurate fisheries management and conservation efforts.

In the present article, the authors report on the occurrence of polychromatic specimens of R. clavata
in the Sea of Marmara and possible implications of unusual color patterns of the thornback skate
on accurate identification.

MATERIAL AND METHODS

During recent scientific bottom trawling surveys in the Sea of Marmara (Fig. 1), several thorn-
back skates with atypical dorsal color patterns (Fig. 2) were caught. On 19 February, 2024, a male
specimen (hereinafter referred to as RC1) was captured on a muddy-sandy bottom at depths ranging
85.2 to 87.6 m (trawl positions: start, 40°86.343’N, 29°00.997’E; end, 40°85.515’N, 29°04.568'E).
Two more males (hereinafter referred to as RC2 and RC3, respectively) were caught on 22 Febru-
ary, 2024, on a similar bottom type at depths ranging 35 to 50 m (trawl positions: start, 40°95.250'N,
28°98.405’E; end, 40°92.498’'N, 28°97.550’E). Morphometric measurements of the captured thornback
skates presented as percentages of total length (TL) or disc width (DW) of the mean + standard devi-
ation (SD) (Table 1) were recorded following the procedure outlined by Hubbs and Ishiyama [1968]:
either with a measuring type for distances = 10 cm to the nearest 0.5 mm or with a Vernier caliper for dis-
tances < 10 cm to the nearest 0.05 mm. TL is the distance from the tip of the snout to the tip of the tail,
and DW is the distance between the outermost tips of the pectoral fins [Barone et al., 2022]. The angle
of the snout in front of the level of the spiracles was measured according to Ebert and Stehmann [2013].
Maturity stages of the examined specimens were determined in accordance with MEDITS (the inter-
national bottom trawl survey in the Mediterranean) maturity scale for oviparous elasmobranchs [At-
las, 2019]. Studied skates are preserved in a deep-freezer (=20 °C) at the Istanbul University, Faculty
of Aquatic Sciences, Department of Fisheries Technology and Management laboratories without pro-
viding catalogue numbers. Raw data, photographs, and frozen specimens are available upon request
for further examination.

All applicable international, national, and/or institutional guidelines for the care and use of animals
were followed. The thornback skates were examined within the scope of the ongoing Stock Identifi-
cation of Demersal Fishes in the Eastern Sea of Marmara project; ethics committee approval granted
by the Local Ethics Committee of Istanbul University Animal Experiments covers the present study
as well (project ID: 2714; approval granted on 17.04.2015). Before dissection, the thornback skates
were kept in well-aerated seawater tanks. Then, each thornback skate was anesthetized by keeping it
in seawater with a sufficient dose of MS-222 for at least an hour, and if it did not show signs of life,
the specimen was measured and dissected.

RESULTS

The following morphometric and morphological characteristics were registered in the examined
specimens. The angle of the snout in front of the level of the spiracles was 114° (RC1), 112° (RC2),
and 116° (RC3). Tail length ranged 52.42 to 55.68% of TL (mean was 53.74% of TL). In the specimens
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studied, mean interorbital length was 2.34 £ 0.28 times the prenarial length (range of 2.03 to 2.72); mean
eye length was 1.25 £ 0.25 times the prenarial length (range of 0.98 to 1.59). Measured morphometric
data are provided in Table 1. Buckler thorns were present only on the dorsal surface of RC1 (Fig. 3);
however, the dorsal surfaces of all three specimens were entirely prickly and not smooth (Fig. 3).
The number of thorns along the midline from nape to the origin of first dorsal fin and interdorsal
thorns were counted as 34/2, 32/1, and 32/2, in specimens RC1, RC2, and RC3, respectively. Widely
spaced minute lateral buckler thorns were also observed along the tail, but these were not as prominent
as those on large juveniles and adults. The dorsal coloring of the examined specimens was yellowish
brown with numerous dark spots of various size, denser in the central parts of the disc and widely
spaced at the margins; there were dark and light crossbars on the tail (Fig. 2). Dark crossbars were
also observed on the dorsal surface of tails of all three specimens (Fig. 3). On the dorsal surface
of RC1, two prominent dark colored eye-spots surrounded by cream-colored small spots were present
along the line connecting the tips of the disc, and the eye-spots were closer to the midline extending
from the snout to the tip of the tail (Fig. 2). Two small but prominent cream-colored spots irregularly
surrounded by small dark spots were also present on the dorsal surfaces of specimens RC2 and RC3,
which were also in line with the axis connecting the tips of the disc and were closer to the snout-tail
tip axis (Fig. 2). The ventral surface was whitish.

The claspers of three specimens were short not reaching the tips of the pelvic fins, not visible
from the dorsal view (Fig. 2), and very soft. Therefore, they were considered immature or at stage 1.

250 m
500m
750 m
1000 m
1500 m

2000 m

27°E 28°E 29°E

Fig. 1. Small map on the top panel depicts the locality (red rectangle) of the Sea of Marmara in the Mediter-
ranean ecosystem. On the lower panel, approximate localities (red circles) of captures of the examined
thornback skates are depicted

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2024 vol. 9 no. 3



Color patterns of the thornback skate, Raja clavata Linnaeus, 1758, from the Sea of Marmara... 19

Table 1. Morphometric measurements and meristic counts of the examined Raja clavata specimens

(N/A denotes missing measurement due to dorsal fin and tail tip aberrations)

thorns

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3

RCl,g | RC2,5 | RC3, & RC1 RC2 RC3 % of TL +SD
Measurement, mm TL TL T bw DW DW of the of the
’ 480 mm | 308.9mm| 307.1mm| 310 mm | 190 mm | 210 mm mean %
% of TL % of DW mean | of TL
Total length 100 100 100 154.84 162.58 146.24 100 0
Disc width 64.58 61.51 68.38 100.00 100.00 100.00 64.82 2.81
Disc length 47.29 48.24 54.05 73.23 78.42 79.05 49.86 2.99
Trunk length 42.08 43.38 46.08 65.16 70.53 67.38 43.85 1.66
Precaudal length 93.75 51.47 N/A 145.16 83.68 N/A 48.41 38.33
Tail length 53.33 55.68 52.43 82.58 90.53 76.67 53.81 1.37
Predorsal-tail length 33.54 3.12 N/A 51.94 5.08 N/A 12.22 15.13
D1 origin to tail tip 19.78 16.75 N/A 30.63 27.24 N/A 12.18 8.7
D1 basal length 5.39 5.55 5.6 8.34 9.03 8.19 5.51 0.09
D1 height 3.31 2.87 3.45 5.13 4.66 5.05 3.21 0.25
D2 basal length 5.88 5.28 3.94 9.1 8.58 5.76 5.03 0.81
D2 height 2.51 2.95 1.79 3.89 4.79 2.62 2.42 0.48
Distance D1/D2 2.46 2.99 2.74 3.81 4.87 4.00 2.73 0.22
Postdorsal length 1.39 3.82 N/A 2.15 6.21 N/A 1.74 1.58
Head length 26.75 28.63 29.18 41.42 46.55 42.67 28.19 1.04
Preocular length 12.41 12.79 14.65 19.21 20.79 21.43 13.28 0.98
Preoral length 10.61 12.35 13.90 16.44 20.08 20.33 12.29 1.34
Prenarial length 9.41 10.84 11.41 14.56 17.63 16.69 10.55 0.84
Internarial length 7.45 6.38 6.51 11.53 10.37 9.52 6.78 0.48
Nasal-curtain length 4.74 4.13 4.33 7.34 6.71 6.33 4.4 0.25
Nasal-curtain width 3.50 3.93 5.06 5.42 6.39 7.40 4.17 0.66
Mouth width 9.56 10.13 10.86 14.81 16.47 15.88 10.18 0.53
Eyeball length 2.91 4.06 4.25 4.5 6.61 6.21 3.74 0.59
Interorbital width 4.63 3.98 5.03 7.16 6.47 7.36 4.55 0.43
Spiracle length 3.43 2.56 2.96 5.31 4.16 4.33 2.98 0.36
Interspiracular width 6.05 6.98 7.57 9.37 11.34 11.07 6.87 0.62
Orbit + spiracle 5.02 5.97 5.88 7.77 9.71 8.6 5.62 0.43
1%t gill slit length 1.55 1.96 1.81 2.4 3.18 2.64 1.77 0.17
31 gill slit length 1.75 1.78 1.99 2.71 2.89 2.90 1.84 0.1
5™ gill slit length 1.72 1.89 1.82 2.66 3.08 2.67 1.81 0.07
1% interbranchial width 15.73 14.96 15.65 24.35 24.32 22.88 15.44 0.35
3" interbranchial width 13.10 12.72 13.04 20.29 20.68 19.07 12.96 0.17
5% interbranchial width 8.41 9.57 9.65 13.02 15.55 14.12 9.21 0.57
Eye-spot length 4.40 1.93 2.31 6.81 3.13 3.38 2.88 1.08
Eye-spot width 4.81 2.12 1.99 7.45 3.45 2.9 2.97 1.3
Between eye-spots 18.43 12.43 14.1 28.53 20.21 20.62 14.99 2.53
Clasper length 5.21 3.56 5.42 8.06 5.79 7.93 473 0.83
Clasper width 1.09 0.86 1.12 1.69 1.39 1.64 1.03 0.12
Weight, g 550 139.5 153.9
Number of thorns
in midline 34 32 32
Number of interdorsal ) | )
thorns
Number of orbital ) ) 3
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T

Fig. 2. Examined specimens of Raja clavata; A, specimen RC1 (TL 480 mm); B, RC2 (TL 308.9 mm);
C, RC3 (TL 307.1 mm)

=

Fig. 3. Squamation and color patterns observed on the examined specimens of Raja clavata. A, arrows
depict the buckler thorns of specimen RC1; B, rectangle depicts the prickles on dorsal disc of RC2;
C, D, and E, dark crossbars on dorsal tails of RC1, RC2, and RC3, respectively. Scale bars are 30 mm

DISCUSSION

Ebert and Stehmann [2013] define R. clavata as a “chameleon” among its congeners, mainly
due to its dorsal ground color and remarkable variety of patterns. The ground color of this species
ranges from brown to grey in light to dark shades, variegated or marbled with dark and light spots
or blotches, and it may show a pattern, such as eye-spots; however, single-colored thornback skates have
also been recorded [Ebert, Stehmann, 2013; Last et al., 2016]. Based on dorsal coloration and patterns,
Mnasri et al. [2009] defined 7 types of polychromatism in R. clavata specimens caught off the Tunisian
coast (the central Mediterranean Sea). Furthermore, 5 out of these 7 types of polychromatism have
also been described in thornback skates captured in the eastern Ionian Sea [Chatzispyrou et al., 2019].
Recently, Capapé et al. [2018] reported one of the atypical coloring patterns (type 7, vermiculated,
sensu [Mnasri et al., 2009]) on the dorsal surface of the thornback skate captured off Izmir coast (the east-
ern Aegean Sea). Although the dilemma of polychromatism or atypical coloring which makes it diffi-
cult to distinguish R. clavata from R. montagui, R. maderensis, or R. polystigma [Capapé et al., 2018;
Chatzispyrou et al., 2019; Mnasri et al., 2009] has been very well documented for the Mediterranean Sea,
the present study is the first to report atypically colored thornback skates from the Sea of Marmara.
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The types of polychromatism observed in the examined specimens are consistent with type 2 (ocel-
lated) and type 4 (spotted) described by Mnasri et al. [2009]. At first sight, the ocellated dorsal pattern
of specimen RC1 could be confused with that of R. polystigma which has not been recorded in the Sea
of Marmara. Furthermore, in contrast to the smooth dorsal surface of R. polystigma [Last et al., 2016],
the dorsal surface of RC1 was completely prickly, and very few large buckler thorns were also present.
On the other hand, the spotted dorsal pattern of specimens RC2 and RC3 resembled the dorsal coloration
of R. montagui, and this species has been reported from the Sea of Marmara by Bilecenoglu et al. [2014].
Nevertheless, dorsal surfaces of RC2 and RC3 were observed to be completely prickly, and those
are completely smooth in young specimens of R. montagui. Therefore, one of the main characteristics
that allows distinguishing atypically colored R. clavata from its congeners R. montagui and R. polystigma
is the presence (R. clavata) or absence (R. montagui and R. polystigma) of prickles.

According to Last et al. [2016], the maximum TLs of R. clavata, R. montagui, and R. polystigma
are ~130, ~80, and ~71 cm, respectively. Furthermore, males of R. clavata, R. montagui,
and R. polystigma reach maturity at 60-77-cm TL, ~40-cm TL, and ~ 53-cm TL, respectively. As for TL
of the examined skates which ranged 307.1 to 480 cm (Table 1), these are clearly juvenile specimens
with respect to the above sizes at which males of R. clavata and R. polystigma reach maturity. However,
as males of R. montagui reach maturity at around 40-cm TL, the observed TLs of the studied speci-
mens suggest that they are mature or subadult R. montagui specimens. According to Last et al. [2016],
one of the key descriptive characteristics of R. montagui and R. polystigma is the dorsal disc of these two
species which is largely smooth due to the absence of prickles. However, the dorsal discs of the examined
specimens were completely prickly and not smooth (Fig. 3). Furthermore, the presence of dark crossbars
on the dorsal surface of the tails of studied skates which is another important descriptive characteristic
of the thornback skate [Last et al., 2016] also confirms that the examined specimens are R. clavata. Al-
though the presence of large buckler thorns is considered as an essential characteristic for positive iden-
tification of R. clavata [Barone et al., 2022; Last et al., 2016], they are confined to the snout of juvenile
and adult males [Last et al., 2016]; those are seen on the snout area of specimen RC1. Moreover, occa-
sional specimens without thorns but with a spinulose dorsal surface have been reported as well [Ebert,
Stehmann, 2013]; those are seen on dorsal discs of specimens RC2 and RC3. Therefore, TLs of the stud-
ied specimens and the observed squamation patterns were consistent with those reported for R. clavata
juveniles [Ebert, Stehmann, 2013; Last et al., 2016].

Ratios of interorbital length to prenarial length (IL/PL) and eye length to prenarial length (EL/PL)
can also distinguish R. clavata (IL/PL ~2 and EL/PL ~1.4) from its congeners R. montagui
and R. polystigma [Last et al., 2016]. Although the mentioned ratios of the examined thornback
skates (IL/PL ~2.3 and EL/PL ~1.25) separate them from the ratios of R. polystigma (IL/PL ~2
and EL/PL ~ 2.1 [Lastetal., 2016]), they were found to be closer to the ratios of R. montagui (IL/PL ~2.5
and EL/PL ~ 1.2 [Last et al., 2016]) than R. polystigma. However, the presence of buckler thorns (RC1)
and fully prickly dorsal surfaces (RC2 and RC3) allowed the studied specimens to be positively identified
as R. clavata rather than R. montagui or R. polystigma.

Although R. montagui has been previously registered in the Sea of Marmara and in the Black
Sea (only 1 record; the specimen caught at 41°10’N, 39°36’E) [Bilecenoglu et al., 2014; Turan,
2008], this species did not occur in the following years in the mentioned marine areas. Therefore,
there is a reasonable uncertainty that: 1) R. montagui was noted as a result of the vagrant occurrence
of the species in the Sea of Marmara and Black Sea and, accordingly, was not found repeatedly in the fol-
lowing years; or 2) atypically colored R. clavata individuals could have been misidentified as R. montagui.
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Although the record of R. montagui in the Black Sea is based on genetic material (GenBank accession
No. EU476889 [Turan, 2008]), the fact that it has not been registered in the region since 2008 [Karadur-
mus, Sar1, 2024] strengthens the possibility of vagrant occurrence or misidentification. According to Bile-
cenoglu et al. [2014], 13 species of the family Rajidae have been described in Turkish marine waters
to date, and 7 out of 13 rajids also occur in the Sea of Marmara. Due to the above-mentioned taxonomic
confusion in congeneric Raja species, taxonomic issues of the rajids occurring in the Sea of Marmara
need to be resolved before conducting future studies on their populations in the region. As highlighted
by PySek et al. [2013], conventional alpha taxonomy integrated with contemporary genetic taxonomic
procedures will certainly improve the accuracy of species identification and further refine the taxonomic
classification at the population level of rajids occurring in the Sea of Marmara. Combining the observa-
tions of Capapé et al. [2018] who reported on the occurrence of vermiculated pattern on the thornback
skate caught off Izmir coast (the eastern Aegean Sea) with our observations, it is clear that types 2, 4,
and 7 of atypically colored R. clavata (sensu [Mnasri et al., 2009]) occur in Turkish marine waters as well.
Atypical coloring in Raja species can also be exhibited by several other types [Gaji¢ et al., 2023; Quigley
et al., 2018], such as the single unilateral ocellus noted in R. miraletus or the xanthochromism observed
in R. montagui which makes it difficult to correctly identify the species.

Conclusion. Atypical coloring may lead to confusion and misidentification of Raja clavata. There-
fore, an integrated approach of conventional alpha taxonomy and genetic investigation is needed to re-
solve the taxonomic status of Raja species occurring in the Sea of Marmara. Accurate taxonomic resolu-
tion is the first step to properly differentiate populations of the aforementioned species before conducting
further studies and effective conservation of them. The Sea of Marmara is considered as an ecologi-
cal gateway from the Mediterranean to the Black Sea ecosystem; accordingly, accurate identification
of the fish fauna of the Sea of Marmara is a clear requirement for a better understanding of the northerly
distribution of fish species. Taxonomic issues of the rajids occurring in the Sea of Marmara need
to be resolved before conducting studies on their populations in the region.
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In the ecosystems of the Black Sea and Sea of Azov, the invasive bivalve mollusc Anadara kagoshi-
mensis is a poorly studied species. This clam is a valuable object in fishery and mariculture. Cur-
rently, there is little information about the element contents in soft tissues and shells of the mollusc
living in these two seas. The aim of this work is comparative analysis of the elemental composition
of A. kagoshimensis from the Black Sea and Sea of Azov. The elemental analysis was carried out
using inductively coupled plasma mass spectrometry. The study presents data on the elemental con-
tents in soft tissues and shells of this clam from the two seas. Noticeable differences in contents
of elements were found between the sampling areas. These elements include: K, Rb, Cs, Ca, and Ba
from the s-element family; the p-elements Al, Ga, Ge, P, As, Bi, and Br; the d-block elements Zn,
V, Nb, Ta, Mo, Fe, Ir, and Au; and the f-block elements Pr and Nd. The elemental composition
of A. kagoshimensis is determined not only by the composition of seawater, which contains mainly
s-elements, but also by mollusc adaptation processes in which p- and d-elements are predominantly
involved. In soft tissues of the clam from the Black Sea, concentrations of K, Rb, and Cs are signifi-
cantly higher than in tissues of A. kagoshimensis from the Sea of Azov, while the concentration of K
is one (the Sea of Azov) to two orders of magnitude (the Black Sea) higher in soft tissues than in shells.
In shells of the clam inhabiting the Black Sea, Ca content is significantly higher, and these shells
are stronger. Against the high calcium content, relatively low phosphorus content is noted in samples
of soft tissues and shells from both seas. In soft tissues of A. kagoshimensis from the Black Sea,
the contents of P, Al, Ga, Bi, and some heavy metals (Pb and Cd) are significantly higher. The con-
tents of toxic elements in the mollusc from both seas do not exceed the maximum permissible lev-
els. Zn and Mo are accumulated in soft tissues, and Fe is more concentrated in shells. In soft tissues
of A. kagoshimensis from the Sea of Azov, Zn content is higher than in this clam from the Black
Sea. Rare earth elements (Sc, Y, La, Ce, Pr, Nd, Sm, Eu, Gd, Tb, Dy, Ho, Er, Tm, and Yb)
are more concentrated in soft tissues of the mollusc from both seas than in shells, with Pr and Nd
contents in specimens from the Sea of Azov being significantly higher than in those from the Black
Sea. Anadara is capable of concentrating elements depending on their contents in the environ-
ment; therefore, the element accumulation in individuals of the same species is primarily a function
of the biotope conditions.

Keywords: Anadara kagoshimensis, chemical element concentrations, mass spectrometry, Black Sea,
Sea of Azov
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In the Black Sea and the Sea of Azov, the bivalve Anadara kagoshimensis (Tokunaga, 1906) is an
invasive and poorly studied species. Due to favorable feeding conditions, high growth rate of anadara
is registered [Sahin et al., 2006]. This clam is valuable as a fishing and mariculture target. Specifically,
in Thailand, its production reaches 80 million tons per year [Suwanjarat et al., 2009].

The content of chemical elements in molluscs is known to be determined by their taxonomic affili-
ation and genetics [Wala et al., 2016]. The concentration of chemical elements in soft tissues and shells
is also dependent on a complex of factors: temperature, salinity, water quality, level of water pollution,
etc. [Moniruzzaman et al., 2021], with salinity being considered as one of the main environmental pa-
rameters altering the functional state of animals [Deaton, 2009]. For example, the concentration of rare
earth elements in seawater depends on depth [Elderfield, 1988], and the data on Ce and Eu content indi-
cate the saturation of the marine environment with oxygen and nutrients [Kasper-Zubillaga et al., 2010;
Webb, Kamber, 2002]. In soft tissues of mussels sampled in Sevastopol Bay, the concentration of most
of the elements considered (54 out of 72) depended on the sampling area [Kapranov et al., 2023].

Levels of chemical elements in molluscs reflect their habitat conditions in different biotopes.
The chemical composition of soft tissues characterizes the short-term state of the environment, while
the content of chemical elements in shells indicates conditions of the entire life cycle of these hydro-
bionts [Ravera et al., 2007]. Therefore, when monitoring the metal pollution in the water environment,
studying shells of bivalves has methodological advantages compared to the analysis of tissues [Pourang
et al., 2014]. At the same time, shells act as accumulators for some metals [Richardson et al., 2001].
Various elements, including heavy metals, can be concentrated in soft tissues and shells of molluscs,
and this allows using them as bioindicators of environmental pollution [Hossen et al., 2014]. For exam-
ple, studies of the content of chemical elements in soft tissues of Anadara spp. from the coast of Vietnam
showed the following features: As, Sr, Mo, Sn, and Pb contents in clams from the central coastal zone
were higher than in clams from other water areas studied, which differences are due to different an-
thropogenic load [Tu et al., 2011]. Trace element concentrations were within the safe levels for human
consumption. Agriculture and fishing are known to result in heavy metals entering the marine environ-
ment and affecting the biota [Wijaya et al., 2019]. To date, there is little information on the accumulation
of chemical elements in a bivalve A. kagoshimensis inhabiting the Black Sea and the Sea of Azov. The aim
of this work is to carry out a comparative analysis of concentrations of chemical elements in soft tissues
and shells of anadara from these seas.

MATERIAL AND METHODS

The object of research is a bivalve A. kagoshimensis from the Black Sea and Sea of Azov (Fig. 1) sam-
pled during the period of its relative sexual maturation resting, when the cellular composition of the go-
nads does not undergo any changes [Suwanjarat, 1999]. In our work, one hundred mollusc individu-
als from each sea were used, with the weight (17.6 £ 1.9) g and the shell length (30.5 £ 1.0) mm.
In the Black Sea, clams were sampled by divers from the collectors of the marine farm in Karantinnaya
Bay, Sevastopol (44°61’83.46”N, 33°50"33.80”E), in October 2022. The sampling depth was 2—-3 m,
the water temperature was +8 °C, and the salinity was 18%o. In the Sea of Azov, live molluscs were
sampled immediately after the storm in Tatarskaya Bay (45°26’51”N, 35°50°46”E) in October 2022.
The sea water temperature was +15 °C, and the salinity was 14.83%o. After the mechanical cleaning
of clam shells from fouling, they were washed in clean seawater taken from the sampling site. Tissues
lining both shells were excised with a plastic scalpel and blotted with filter paper. Soft tissues and shells
were dried at +105 °C.
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Quantitative elemental analysis was carried out using an inductively coupled plasma mass spectrom-
eter PlasmaQuant MS Elite (Analytik Jena, Germany) with parameters indicated in the paper [Kapra-
nov et al., 2021]. All laboratory vessels were kept for 24 h in a 2% solution of purified nitric
acid and rinsed with deionized water. Pre-dried biological samples were mineralized in PTFE tubes
by digesting in purified 65% nitric acid and then diluted with deionized water so that the dilution
was in the range of 1,000-2,000 mg-L™! (on dry weight basis). Calibration curves were plotted using
solutions of a multielement standard IV-ICPMS-71A-D (Inorganic Ventures, the USA, 10 mg-L™).
Samples of the certified reference material (0.1 g) were digested in extra pure nitric acid and diluted
with deionized water according to the procedure described above. Coefficients of determination of linear
regressions for all calibration plots were no lower than 0.998. The error of quantitative determination
in the semi-quantitative analysis of ICP-MS is < 50% [Chen et al., 2008; Krzciuk, 2016]. Two-factor
analysis of variance was performed using the PRIMER 6.1.16 and PERMANOVA+ 1.0.6 software.

___~k

& «fi@@?\% r

Fig. 1. Map of the study area with sampling stations

RESULTS AND DISCUSSION

Differences in the content of chemical elements in anadara from the Black Sea and Sea of Azov
are statistically significant (Table 1). These elements include: K, Rb, Cs, Ca, and Ba from the s-element
family; the p-elements Al, Ga, Ge, P, As, Bi, and Br; the d-elements Zn, V, Nb, Ta, Mo, Fe, Ir, and Au;
and the f-elements Pr and Nd. The differences are due not only to the composition of seawater which
contains chiefly the s-elements, but also to physiological and biochemical characteristics of the mol-
luscs. The p- and d-elements with atomic numbers 24 to 33 are known to be involved in the functioning
of cells of marine organisms as minor constituents of proteins, carbohydrates, lipids, and enzymes [Taka-
rina et al., 2013]. Changes in the chemical composition of clams are likely to result from the effect
of the combination of internal and external factors [Osibona et al., 2009]. Sedentary living and filter
feeding require relatively small energy costs. Apparently, these molluscs have only two processes re-
lated to a significant expenditure of energy: reproduction and linear growth. Therefore, during spawning
and growing, the concentration of elements in anadara soft tissues and shells can increase.
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Table 1. Elemental concentration in Anadara kagoshimensis soft tissues and shells (ug-kgy,,~'). The dif-
ferences are significant (p < 0.05; n = 10): *, between soft tissues and shells of the mollusc from both
the Black Sea and Sea of Azov; A or B, between soft tissues and shells of A. kagoshimensis from either
the Sea of Azov (A), or the Black Sea (B); T, between soft tissues of the clam from the Black Sea and Sea

of Azov; S, between shells of A. kagoshimensis from the Black Sea and Sea of Azov

Element . Black Sea . Sea of Azov
Soft tissues Shells Soft tissues Shells
s-elements
LiAS 501 £ 379 812 £ 499 320 £290 149
Be'TS 11£5 6+3 9+38 817
Na*S 12,178,992 + 2,536,968 3,234,141 + 288,151 13,146,503 £ 2,746,341 1,125,903 £ 273,410
Mg™S 2,875,832 + 333,062 878,669 + 668,271 2,503,012 + 454,165 60,642 £ 15,355
K'TS 3,742,846 + 474,396 83,002 % 20,095 2,057,008 + 227,175 29,845 + 24,088
Ca'Ts 8,311,674 £5,209,732 | 186,445,736 £ 21,517,954 | 25,067,443 £ 14,688,981 | 114,796,479 + 7,733,846
Rb'TS 5,160 £ 1,083 509 + 191 2,681 £ 322 67 + 24
Srs 56,665 + 27,128 951,807 £ 113,927 117,496 £ 55,074 560,106 = 51,275
Cs'TS 44+ 16 70 £32 42+39 26125
Ba'Ts 12,768 + 4,952 17,767 £ 4,834 4,786 + 2,288 7,375 + 3,547
p-elements
B'TS 14,713 £2,132 6,626 = 2,093 11,754 £ 2,206 448 + 363
AI'TS 173,714 £ 69,956 321,109 £ 113,933 44931 £21,499 24,076 £ 7,625
Si*S 177,381 % 38,679 298,780 + 197,663 208,800 * 54,020 30,776 £ 29,529
p*TS 4,845,357 £ 301,948 245,141 £ 72,786 3,777,277 £ 510,623 55,807 £ 10,943
Ga'™s 179 £ 24 59+£25 351 £ 61 1417
Ge'TS 499 £ 151 1,143 £ 275 807 £ 309 508 + 261
As™TS 15,756 £ 2,543 1,583 £ 230 8,936 £ 1,505 2,756 £ 130
Se* 5,035+ 1,729 1,425 £ 954 5,738 £ 1,125 682 + 488
Br'™S 356,136 £ 126,346 176,248 £ 51,213 218,655 + 44,940 23,736 £ 7,763
InBT 3+29 1.2+£0.8 0.7£0.6 0.8+0.5
Sn® 266 = 185 311 £253 139+ 94 95
SbAS 53425 57+42 4110 12+ 6
TeATS 916 106 42+ 19 237
IBTS 31,028 £ 5,276 55,587 £ 17,313 10,552 £ 6,001 7,728 £ 1,904
TIBT 9+3 2+1 32 2%1.8
Pb*TS 1,526 £ 682 776 £213 650 = 408 64 + 39
Bi'TS 101 + 80 100 + 73 5+3 1.3+1.1
d-elements
ScATS 1,056 + 374 945 + 396 409 + 80 66 £ 54
TiAS 3,843 £ 1,266 4,885 + 2,442 500 =200 2,000 = 400
VTS 3,433+ 1,522 1,634 £ 508 42271918 1,530 + 407
Cr's 9,906 % 6,920 7,820 + 4,605 2,115 £ 261 175 £ 97
Mn* 29,278 + 10,694 35,069 + 18,156 19,325 + 10,248 22,933+ 17,129
Fe™™S 293,751 £ 67,269 1,564,344 + 325,172 1,216,741 £ 599,529 5,057,068 + 2,329,125
CoBS 1,367 £ 976 2,195 £ 147 1,134 £283 1,083 £ 137
NiBTS 4,635+ 4,164 31,218 £ 4,999 10,943 + 3,576 8,531 £2,079
Cu?S 61,323 £20,518 74,990 £ 36,886 47,554 £ 15,261 14,424 + 5,599
Zn™™S 115,934 £ 59,902 8,268 + 8,851 181,026 = 57,602 1,151 £ 649

Continued on the next page...
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Element Black Sea Sea of Azov

Soft tissues Shells Soft tissues Shells
YEBT 1,549 + 1,212 215+ 81 608 + 144 144 + 48
7S 312 + 140 345+ 155 107 +48 56 25
Nb*TS 9+3 25+ 19 6+3 3+2
Mo ™S 2,239 + 1,645 1,008 + 704 971 + 285 55+35
RuPS 1+0.5 8+3 22+1.7 3+2
Rh™ 28+38 163 £42 43 + 14 134+ 11
Pd*T 191 + 57 1,193 379 596 + 107 1,058 + 100
Ag 780 + 448 588 +252 815 +243 569 + 465
Cd'T 15,290 + 10,450 192+ 114 6,183 +2,524 147 £ 59
La® 1,076 + 1,002 284 £ 113 759 + 187 231+ 153
HfAT 7+3 4+2 12+9 2+1.5
Ta™Ts 1£0.5 0.3+0.2 5+4 0.6+0.4
WAS 152+ 134 73 +31 64+ 17 7+4
ReAT 0.6+0.3 0.6+0.3 1.3+05 03+0.2
OsAT 2+1.5 1.6+1.2 20+ 14 1.9+0.5
IS 0.2+0.1 0.3+0.04 1.2+1.1 0.2+0.1
ptt 3+2 3+2 54+53 1.1+0.8
Au'TS 15+3 21+6 172 + 86 2+1
Hg" 160 + 90 20+ 11 193 +59 116

f-elements

Ce'T 736 + 490 184 +76 1,100 + 293 473 +308
Pr'TS 85 + 66 2+8 158 +39 52+34
Nd'TS 384 +239 89 +32 662 + 142 200 + 121
Sm*T 65 + 46 19+7 126 + 31 32421
EuA 27+15 165 32+13 15+9
Gd™T 84 +63 19+6 160 + 45 38+24
Tb*T 1349 3+1 21+9 4+3
Dy" 61 +45 15+5 88 +22 15+11
Ho" 11£8 3+1 9+3 2+1
Er* 33+23 8+3 44 + 14 7+6
TmBT 5+3 1+05 12+1.1 0.7+0.6
Yb'T 19+12 6+2 29+ 10 7+5
LuBT 4+3 1+04 1+09 1+0.7
Th 90 + 68 84 + 60 45+ 35 91 +82
U'T 51+16 75 +25 122 +18 72+17

The s-elements are distributed differently in A. kagoshimensis (Table 1). Noticeable differences
in concentrations of K, Ca, Ba, Rb, and Cs were recorded between soft tissues and shells of the clams
from both the Black Sea and Sea of Azov. The content of K, Rb, and Cs in tissues of the molluscs
from the Black Sea is significantly higher than in individuals from the Sea of Azov, which is medi-
ated by the level of dissolved nutrients in these water areas. In the Black Sea, there is a special type
of coastal currents: upwelling. In the areas of upwelling, higher biological productivity is observed due
to the remobilization of nutrients from the bottom to surface waters. Most likely, Rb and Cs replace K
in its compounds. K plays a key role in the formation of the membrane potential of cells; therefore,
K concentration is one (the Sea of Azov) or two (the Black Sea) orders of magnitude higher in anadara
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soft tissues than in its shells. In addition, K can affect the thickness of the mollusc shells, and K defi-
ciency leads to a decrease in the thickness of shells [Elegbede et al., 2023]. Thus, shells of the clams
from the Black Sea are stronger. This fact should be taken into account when processing soft tissues
and shells to produce food supplements, animal feed, mineral fertilizers, etc.

A relatively high content of Ca, Na, Mg, and Sr was recorded in A. kagoshimensis shells
from the Black Sea and Sea of Azov. These are the elements whose compounds make up mollusc shells.
Ca content in shells of the clams from the Black Sea is significantly higher than that for the hydrobionts
from the Sea of Azov. The higher the Ca content, the stronger the mollusc shell [Dickson, 2013]. Na,CO3
and other Na compounds possess binding and moisturizing properties, regulate pH, and provide the shell
layers with the ability to stick together and form a compact structure. In our study, against high calcium
content in A. kagoshimensis soft tissues and shells, relatively low phosphorus concentration was recorded,
just as it was established for Anadara senilis from Guinea [Elegbede et al., 2023].

The concentration of Li in shells of the anadara from the Sea of Azov is an order of magnitude
lower than in shells of the hydrobiont from the Black Sea. Li enters natural springs from sediments;
its content in underground waters is consistent with its concentration in sedimentary rocks through which
they circulate [von Strandmann, 2020].

Significant differences were revealed between the content of the p-elements in A. kagoshimensis soft
tissues (Table 1). The concentration of P in soft tissues of the Black Sea clams sampled from hanging
cages on the mussel-and-oyster farm is higher than that in individuals from the Sea of Azov, and it may
evidence for a more intensive metabolism in hydrobionts inhabiting the Black Sea. Anadara grows faster
in the water column than in bottom settlements [Acarli et al., 2012]. Al is capable of forming insoluble
compounds with P [Haynes, Mokolobate, 2001]; accordingly, Al concentration is significantly higher
in soft tissues of the Black Sea clams. Aluminum is considered a toxic element [Toxicological Profile
for Lead, 2020].

In soft tissues of A. kagoshimensis from the Black Sea, Ga and Bi concentrations are higher
than the values for the molluscs from the Sea of Azov. As the occurrence of Ga in water is related
to the anthropogenic load, it does not play a noticeable biological role in the life of hydrobionts.
The higher content of Bi in soft tissues of the Black Sea clams is likely to result from the higher salinity
of the Black Sea water.

Concentrations of P, S, CI, Pb, Al, Ge, Br, B, Si, Sn, I, Bi, and Sb in shells of anadara from the Black
Sea are significantly higher than those for the individuals from the Sea of Azov (Table 1). Probably, shells
can concentrate elements in dependence on their content in biotopes, which fact indicates the variability
of the elemental composition in both soft tissues and shells of A. kagoshimensis.

This species can serve as a bioindicator of environmental pollution with heavy metals. Pb and Cd
concentrations significantly differ in soft tissues and shells of clams from the Black Sea and Sea
of Azov (Table 1). In general, the content of toxic elements in water from both seas is below the maxi-
mum permissible levels established by the requirements of Technical Regulation of the Customs Union
021/2011 [2011]: Pb, 10.0; Cd, 2.0; and Hg, 0.2 mg~kg_1. The main sources of Pb in the marine envi-
ronment are stormwater runoff from inland areas and wastewater inflow from land [EI-Sorogy, Youssef,
2015; El-Sorogy et al., 2012; Peters et al., 1997]. High concentrations of heavy metals Pb, Cd, and Hg
pose a threat to molluscs [Dabwan, Taufiq, 2016; Isroni, Maulida, 2022].

Concentrations of such d-elements as Zn and Mo are higher in A. kagoshimensis soft tissues, while
Fe content is higher in its shells (Table 1). Iron is important for the metabolism of molluscs [El-
Sorogy et al., 2013]. Fe is evenly concentrated in the outer organic layer of the shell, the periosteum,
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and is uniformly distributed across the aragonite layers [Duncan et al., 2009] with accumulation in the pe-
riostracum. The concentration of Zn is higher in soft tissues of the clams from the Sea of Azov than
from the Black Sea. Zinc is required for the activity of 90 enzymes involved in animal metabolism
and is an essential trace element for all living organisms [Astuti et al., 2022]. Zn concentration in hy-
drobionts is higher than in terrestrial organisms. Zn is concentrated in tissues of hydrobionts in the form
of insoluble inclusions or bound with macromolecules [Pourang et al., 2014].

Currently, there is little information about the content of rare earth elements in the marine envi-
ronment, their accumulation in living organisms, and their effect on the biota. Differences in concen-
trations of rare earth elements (Sc, Y, La, Ce, Pr, Nd, Sm, Eu, Gd, Tb, Dy, Ho, Er, Tm, and Yb)
between the molluscs from the Black Sea and the Sea of Azov are obvious (Table 1). On average,
their content is higher in A. kagoshimensis soft tissues than in its shells. Only Pr and Nd concentra-
tions in tissues and shells differ significantly, as well as the content in the anadara tissues and shells
from the Black Sea and the Sea of Azov. Pr and Nd concentrations in the clams from the Sea of Azov
are higher. Like many other rare earth metals, Pr and Nd do not play a key biological role in living
organisms. Their occurrence may be related to different anthropogenic load on the water areas studied.
Molluscs of the genus Anadara are filter feeders; therefore, the concentration of rare earth elements,
as a rule, is higher in soft tissues than in shells. These elements can enter the body of clams with bacteria.
Bacteria are shown to be able to accumulate metals and, accordingly, affect their transfer in water
column [Beveridge, Doyle, 1989].

Conclusion. Concentrations of chemical elements in soft tissues and shells of molluscs depend pri-
marily on environmental conditions. At the same time, the differences in the content are determined
not only by the composition of seawater which includes mainly s-elements, but also by physiological pro-
cesses of mollusc adaptation, since most of the statistically significant differences in this work were re-
vealed among p- and d-elements. It is p- and d-elements that are involved in the functioning of cells of or-
ganisms as minor components of proteins, carbohydrates, lipids, and enzymes. Molluscs consume macro
elements and trace elements from water and accumulate them in tissues and shells adapting to conditions
of their habitat, including salinity. The element contents in Anadara kagoshimensis soft tissues and shells
are not constant, and the role of certain elements in physiological processes can increase depending
on the physiological state of animals. Not all elements accumulated in soft tissues and shells are essential.
The process of their accumulation is closely related to the anthropogenic load on the water area.
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COJIEP2KAHUE XUMNYECKUX 3JIEMEHTOB
B TKAHAX 1 PAKOBUHAX IBYCTBOPYATOI'O MOJIIIOCKA
ANADARA KAGOSHIMENSIS (TOKUNAGA, 1906)
N3 YEPHOTI'O 1 A3OBCKOI'O MOPEN

JI. JI. Kanpanosa, 10. [I. /Iukapea, C. B. Kanpanos, B. 1. Ps6oymko

®I'BYH PULL «HucTuTyT GMosoruu 10xHbX Mopeid uvMenn A. O. Kosanesckoro PAH»,

Cesactonob, Poccuiickas ®enepanms
E-mail: lar_sal980@mail.ru

B YépHom 1 A30BCKOM MOPSIX JBYCTBOPUYATHIA MOJTIOCK Anadara kagoshimensis siBNsieTCS UHBA3UB-
HBIM ¥ MaJIOM3Y4YE€HHBIM BUIOM. MOJUTIOCKM — IIEHHBI OOBEKT MPOMBICIIA U MapUKYJIbTYphl. B Ha-
CTosilliee BpeMsl MaJio CBeJeHUI 00 OCOOEHHOCTSIX CONEp:KaHUsI JIEMEHTOB B TKAHSIX U PaKOBUHAX
aHajapsl, oduTapIel B 3Tux Mopsix. Llenb maHHON paGOThl — MPOBECTU CPABHUTENILHBIA aHAIHM3
3JIEMEHTHOTO COCTaBa TKaHeU U pakoBuH A. kagoshimensis YEpHOro 1 A30BCKOTO MOped. DIeMeHT-
HBII aHAIN3 TIPOBOJMUIN C TTOMOIIBI0 MAacC-CIIEKTPOMeTpa ¢ MHIYKTUBHO-CBA3aHHOM Tu1a3Moil. B pa-
60Te MPUBEJICHBI JIAHHBIE O KOHIICHTPAIIUSX SJIEMEHTOB B TKAHSX U PAKOBHHAX aHANAPHl U3 JBYX MO-
peit. OOHapyKeHbl 3HAUMMBIE PA3JIMUKsA KOHICHTPAIWE CIEeYIOIUX JIEMEHTOB B aHanape u3 Yép-
Horo u Asockoro mopeit: K, Rb, Cs, Ca u Ba u3 cemeiictsa s-anemeHtoB; Al, Ga, Ge, P, As, Bi
u Br u3 uucna p-anementoB; Zn, V, Nb, Ta, Mo, Fe, Ir u Au u3 cemeiictBa d-anementos; Pr u Nd
u3 yncina f-anementoB. CojiepkaHue 3J1eMEHTOB B TKaHSIX U pakoBUHAX A. kagoshimensis 00yclioBie-
HO HE TOJIbKO COCTAaBOM MOPCKOH BOJIBI, KyJa BXOJAT B OCHOBHOM S-3JIEMEHTHI, HO M aJalTalliOHHbI-
MU TIPOIIeCCAMH B MOJLTIOCKAaX, B KOTOPBIX MPEUMYIIECTBEHHO y4YacTBYIOT p- U d-3eMeHTH. B TKa-
HsX aHagapsl u3 Yéprnoro mops koHneHTpauuu K, Rb 1 Cs goctoBepHO BhIIIE, YeM B TKaHSIX OCO-
Oeil 13 A3Z0BCKOTO MOps, Tpu TOM KoHIleHTparms K Ha oxuH (A30BCKOe MoOpe) WM [1Ba TOpsiI-
Ka (U€épHoe Mope) Bblllie B TKaHIX, YeM B pakoBUHaxX. B pakoBuHax A. kagoshimensis u3 Y€pHoro
Mopsi coaepxkanue Ca 0cTOBepHO Bhillie. PakoBuHbI aHaiaphl u3 Y€pHoro mops npounee. Ha ¢one
BBICOKOTO COJICpKaHMsI KaJIbllMsl B 00pa3liaXx TKaHed u pakoBUH A. kagoshimensis u3 060ux Mopei
3aperucTpUpoOBaHO OTHOCUTEIBHO HU3KOe conepxanue (ocdopa. B Tkansx anamapsl uz YépHoro
Mops KoHreHTpanus P, Al, Ga u Bi, a takxe Tsk€npbix MetauioB (Pb m Cd) moctoBepHO BIIIE.
ConepxaHre TOKCHYHBIX JIEMEHTOB B aHajgape M3 00OMX MOpEH He IMPEeBBIIIAET MpeaesbHO JIOIy-
ctumbix KoHneHTparmid. Copepxanvie Zn u Mo Bbllie B TKaHsX, Fe — B pakoBuHax. B TkaHsx
A. kagoshimensis 13 A30BCKOT0 MOpsI KOHLIEHTpaIUsl Zn BhIIIe, YeM B TKaHsAX ocodeit u3z Y€pHoro
Mopsi. Konnientpanuu penkoszemenbHbix aementoB (Sc, Y, La, Ce, Pr, Nd, Sm, Eu, Gd, Tb, Dy,
Ho, Er, Tm u Yb) Bblllle B TKaHAX aHagapbl U3 000X MOpei, YeM B pakoBuHaxX. B A. kagoshimensis
u3 A30BCKOro Mopsi KoHUeHTpaiuu Pr n Nd 3HaunMo Bblie, yeM B MOJLTIOCKE M3 UEpHOrO Mopsi.
AHaziapa crocoOHa KOHIIEHTPUPOBATh JIEMEHTHI B 3aBUCUMOCTH OT X COJIEPXKaHUsS B Cpejie, MO3TO-
My KOHIIEHTpAIWisl 3JIEMEHTOB B MOJUTIOCKAX, MPUHAJJIEKAIMX K OJHOMY BUAY, B TIEPBYIO OUYepellb
3aBUCHT OT OMOTOIIA.

KuiroueBrble c1oBa: IBYCTBOPYATHII MOJUTIOCK Anadara kagoshimensis, KOHUEHTpaLUA XUMUYECKUX
3JIEMEHTOB, Macc-clieKTpoMeTpus, YEpHoe mope, A30BCKOE MOpe
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A new species of chaetognaths, Sagitfa dimitryi sp. nov., was discovered in the waters of the Sea
of Okhotsk, near the northwestern part of Sakhalin. The aim of this article is to describe the new
species. A table of identification keys for species of the genus Sagitta is given, including Sagitta di-
mitryi sp. nov. The relationship of modern Sagitta with ancient Chaetognatha is discussed, including
possible reasons for the evolution of the intestinal apparatus.

Keywords: Sagitta dimitryi sp. nov., Chaetognatha, Sakhalin, Sea of Okhotsk

The classification of chaetognaths (the phylum Chaetognatha Leucart, 1894) remains a prob-
lem since the discovery of this group by M. Slabber [1769]. Only in 1905, the class Sagittoidea
Claus et Grobben, 1905 was described. The first researcher attempting to classify chaetognaths
was P. Abric [1905]. Despite certain shortcomings, his approach (species classification by the number
of paired lateral fins) was not discarded. It was used later: the occurrence of two paired fins was applied
as a character of the genus Sagitta sensu lato [Ritter-Zahony, 1911]. T. Tokioka [1965] divided the genus
proposed by R. Ritter-Zahony into eight genera, with several species being allocated to the new genus
Sagitta sensu stricto. However, his identification diagnoses did not take into account the occurrence
of sac-like gelatinous structures (SGS). With SGS diversity considered in representatives of the fam-
ily Sagittidae Claus et Grobben, 1905, the subfamilies Flaccisagittinae and Sagittinae were later
identified [Kassatkina, 2007].

The difficulties of working with Chaetognatha are partly related to the simplicity of their orga-
nization. Those lack not only some organs (permanent oviducts and vas deferens), but also entire
organ systems (excretory and respiratory ones). The recently discovered circulatory system is very
primitive [Malakhov, Berezinskaya, 2001].

In this paper, we describe a new species to science, Sagitta dimitryi Kassatkina & Vasileva sp. nov.,
from the subfamily Sagittinae.

MATERIAL AND METHODS

Planktonic chaetognaths were sampled during the 82" cruise of the RV “Professor Gagarin-
sky” on 03.09.2022 and fixed in 4% formalin. The processing was carried out in such a way
as not to damage soft tissues. In a laboratory, the material was examined under an MBS-10 binocular.

34


https://marine-biology.ru/
https://poi.dvo.ru/en
mailto:apkas@mail.ru

A new species of arrow worms, Sagitta dimitryi sp. nov. (Chaetognatha, Sagittoidea)... 35

Photographs were taken with a Stemi 2000-C stereomicroscope equipped with an AxioCam ICc 3
camera in order to show the differences between healthy specimens and morphologically abnormal
animals. The material is kept in the plankton sample storage in the Laboratory for Pollution and En-
vironmental Research of POI FEB RAS (holotype SD N1.82.2022 and four paratypes). Immature
specimens, about 100 ind., were sampled during the Kuril-Sakhalin expedition (1949), the cruise
of the RV “Baidar” (1965), and the 24" cruise of the RV “Akademik Nesmeyanov” (1993). For com-
parison with characters of mature animals, characters of immature specimens from different plankton
samples are given. To establish species affiliation of Sagitta at all stages of maturity, animals were stained
according to the author’s method [Kassatkina, 2008].

RESULTS AND DISCUSSION

Taxonomy. The new species to science belongs to the family Sagittidae, subfamily Sagittinae, genus
Sagitta sensu stricto Quoy et Gaimard, 1827.

Diagnosis of the species Sagifta dimitryi Kassatkina & Vasileva sp. nov. The body is mus-
cular and rigid. The head is the same width as the body; the neck is noticeable. The corona ciliata
is short and has a unique shape: paired convexities at the level of the trunk-tail septum (Fig. 1A, m).
The shape and location of the corona ciliata relative to the head ganglion are reliable taxonomic features
at all stages: both in young, immature animals and in mature ones. The eyes have a dark pigment spot,
with its shape being the same in both immature and mature animals (Fig. 1C). The seminal vesicles
do not touch either the caudal fin or lateral fins (Fig. 1B, v). Alveolar tissue is absent.
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Fig. 1. Sagitta dimitryi Kassatkina & Vasileva sp. nov. general view. A: c, hooks; f1, front fin; f2, rear fin;
f, tail fin; m, corona ciliata; s, ventral ganglion; v, seminal vesicle. B, rear end of the specimen: h, sensory
locomotors organ; r, rays; v, seminal vesicle. C, eye. Scale bar: 1 mm (A); 0.5 mm (B); 0.1 mm (C)

Description of the holotype. Holotype SD N1. 82.2022 (51.3°N, 144.3°E) is a mature individual
at the 4" stage of maturity. Paratype is four mature individuals from one plankton sample taken during
the 82" cruise of the RV “Professor Gagarinsky.”
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The body length is 20.5 mm. The caudal section is 19.5% of the body length. The upper part
of the pharynx is muscular, wider than the midgut (Fig. 2A, d). The midgut wall does not have cells
expanded to vacuoles; such cells occur in species of the genera Parasagitta and Aidanosagitta [Kasatk-
ina, Stolyarova, 2010: Table 3, photos 1 and 3; Table 21, Figs 3—6]. Diverticula are absent, the same
as in all Sagitta species [Kasatkina, Stolyarova, 2010: Table 29, Fig. 3]. The corona ciliata is short; it has
one pair of convexities at the level of the trunk-tail septum. The corona ciliata begins from the brain,
and its trunk part is shorter than the part lying on the head (those are almost of the same length).
The length of the ventral ganglion is 5.8% of the body length. The anterior margin of the fins of the I pair
is located behind the posterior end of the ventral ganglion. The gap between the fins of the I pair
and the posterior end of the ventral ganglion is 1.4 times larger than the ganglion and comprises 8.3%
of the body length. The fin of the I pair is 17.6% of the body length; it is 1.4 times shorter than the fin
of the II pair, and its length is equal to the length of the trunk part of the fins of the II pair. The gap
between the lateral fins of the II and I pairs is slightly larger than the gap between the ventral ganglion
and the fins of the II pair, with the latter gap being about 9% of the body length. The fin of the II pair
is 25% of the body length; its trunk part is 2.3 times longer than the caudal one. The rays in the fins
are complete, and there are no rayless zones (Fig. 3B). Alveolar tissue is absent. Sensory-locomotor bod-
ies are few in number; those occur on the caudal fin (Fig. 1B, h). On the head, there are one pair of rows
of hooks and two pairs of rows of denticles (Fig. 2B, a, b). There are 7 hooks (Fig. 2B, c), 6 anterior denti-
cles (Fig. 2B, a), and 12 posterior denticles on the left and right sides (Fig. 2B, b). The eyes have a weakly
notched central pigment spot (Figs 1C, 3A, g). The seminal vesicles make up 2.6% of the total body
length and 17% of the length of the caudal section. Those are located at a great distance from the paired
lateral fins (approximately 2 times greater than the distance between the seminal vesicles and the cau-
dal fin). The ovaries constitute 15.6% of the body length; those are located in front of the anterior
ends of the fins of the II pair. The diameter of the ovary is equal to the diameter of the egg at its an-
terior end (0.55 mm) or to the size of the cluster of immature eggs (0.49 mm) at the posterior end.
Mature eggs are large; their diameter is 0.55 mm, and it is equal to the length of the seminal vesicles.

A

Fig. 2. Holotype. Sagitta dimitryi Kassatkina & Vasileva sp. nov. A, dorsal view of anterior part of the body
(d, pharynx; k, gut). B, dorsal head (a, anterior teeth; b, posterior teeth; c, hooks; m, corona ciliata).
Scale bar: 0.4 mm
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Fig. 3. Holotype. Sagitta dimitryi Kassatkina & Vasileva sp. nov. A, dorsal side of the head: g, eyes; n, head
ganglion. B, tail fin: r, rays. Scale bar: 0.1 mm (A); 0.5 mm (B)

Morphological features of immature specimens of Sagitta dimitryi sp. nov. A striking feature
is the shape of the corona ciliata: with paired convexities at the level of the trunk-tail septum. It is small
in size and is mainly located on the head. The corona ciliata begins to form already in the embryo
of chaetognath, and its shape and location remain constant at all stages of maturity. Therefore, this
organ is a reliable species character even for identifying immature animals, while the length of the fins
and the distances between the fins change with the growth of an animal.

Description of an immature specimen of Sagitta dimitryi sp. nov. from a plankton sample taken
on 11.08.1993 from a horizon of 55-23 m during the 24" cruise of the RV “Akademik Nesmeyanov,”
station 2393 (Fig. 4).

Fig. 4. Sagitta dimitryi sp. nov. general view. Scale bar: 2 mm

The total body length is 11.1 mm. The muscles are rigid. The caudal section makes up about 13%
of the body length. The upper part of the pharynx is muscular, wider than the midgut (Fig. 5, p).
The trunk-caudal septum is wide; it clearly separates the pharynx from the midgut (Fig. 5, s).
From the very beginning, from the trunk-caudal septum, the midgut is filled with large food which
by its shape may be mistaken for outgrowths of the midgut, i. e., diverticula (Fig. 5, f). However, diver-
ticula are a paired organ (with a clearly defined epithelium). Sagitta dimitryi sp. nov. has no diverticula,
the same as all Sagifta species. The corona ciliata is short; it has one pair of convexities at the level
of the trunk-tail septum. The corona ciliata begins from the brain, and its trunk part is shorter than
the part lying on the head (those are almost of the same length). The length of the ventral ganglion
is about 8% of the body length. The anterior edge of the fins of the I pair is located behind the posterior
end of the ventral ganglion. The gap between the fins of the I pair and the posterior end of the ventral
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ganglion is slightly larger than the ganglion and is about 9% of the body length. The fin of the I pair
constitutes 13% of the body length; it is 1.8 times shorter than the fin of the II pair and shorter than
the trunk part of the fins of the II pair. The gap between the lateral fins of the II and I pairs is slightly
larger than the gap between the ventral ganglion and the fins of the I pair, with the latter gap being about
9% of the body length. The fin of the II pair is about 20% of the body length; its trunk part is 5.7 times
longer than the tail one. The rays in the fins are complete, and there are no rayless zones (Fig. 3B). Alve-
olar tissue is absent. On the head, there are one pair of rows of hooks and two pairs of rows of denticles.
There are 5 hooks, 3 anterior denticles, and 7 posterior denticles.

Fig. 5. Dorsal view of anterior part of Sagitta dimitryi sp. nov. body: p, pharynx; s, trunk-tail septum;
f, lump of food

Description of an immature specimen of Sagitta dimitryi sp. nov. from a plankton sample
taken on 08.08.1949 from a horizon of 200-0 m during the expedition of the Zoological Institute
of RAS, station 75. The length is 9.5 mm. The length of the ventral ganglion is about 8% of the body
length (coincides with the length of the ganglion in the 11.1-mm individual). Other parameters
do not coincide (the caudal section is 1.7 mm, 18%).

Description of an immature specimen of Sagitta dimitryi sp. nov. from a plankton sample taken
on 20.08.1965 from a horizon of 75-0 m during the cruise of the RV “Baidar.” The length is 10.5 mm.
The length of the ventral ganglion is about 7.9% of the body length (almost the same as the length
of the ganglion in the 11.1-mm individual). Other parameters do not coincide (the caudal section
is 1.5 mm, 13%).

Differential diagnosis. The new species difters from Sagitta nagae, S. bedoti, and S. pulchra in the po-
sition of the fins of the I pair relative to the ventral ganglion. Our specimens differ from S. bruuni,
S. izuensis, and S. abyssicola not only in the position of the anterior pair of fins, but also in the location
of the seminal vesicles relative to the fins (caudal one and lateral ones). It differs from S. euneritica
and S. modesta in the length of the gap between the posterior end of the ventral ganglion and the fins
of the I pair (in those species, this gap is smaller than the ganglion). Moreover, the new species differs
from S. modesta in the absence of a rayless zone in the caudal fin.
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The species closest to the new one is Sagitta nutana (by the location of the seminal vesicles
and the length of the gap between the ganglion and the front fins). However, S. nutana has extensive
alveolar tissue on the dorsal side which is absent in specimens of the new species; also, the corona cil-
iata has no convexities in S. nutana. The new species differs from S. glacialis in the shape and length
of the corona ciliata and the absence of alveolar tissue: in S. glacialis, the corona ciliata has no convexi-
ties, and its part on the trunk is 2.5 times larger than the part located on the head. The new species differs
from S. setosa in the location of the seminal vesicles: in S. sefosa, those are tightly adjacent to the lateral
fins. The new species differs from S. sublica in the occurrence of complete rays in the fins and long
fins of the I pair, as well as in the smaller gap of the body between the ventral ganglion and the fins
of the I pair.

Distribution. Mature individuals of the new species were found in the coastal, neritic zone on the Sea
of Okhotsk side of Sakhalin. Immature animals were caught both in the neritic zone and in the central
Sea of Okhotsk. For several years, we encountered hundreds of immature individuals of the species
in the open area of the Sea of Okhotsk; we were unable to describe it, for new species can only be de-
scribed based on mature animals. Apparently, mature individuals come to the coastal zone to spawn.
As noted, mature animals go to the depths after spawning, and part of the population stays in this zone
and reproduces again [Alvarifio, 1968; Kasatkina, Stolyarova, 2010; Russel, 1932]. There is an assump-
tion that adult animals leave the spawning ground after spawning as a part of a conservation strategy
for the species [Russel, 1932].

In order to show the differences between the new species and other ones of this genus, we pro-
vide a key for identification of mature animals of all known Sagifta species in the world fauna
(keys do not include animals at the early stages of maturity).

Key for identification of mature individuals of species and subspecies of Sagitta s. str.
of the world fauna

1 (2) Anterior end of the fins of the II pair and the posterior end of the fins of the I pair appear fused
from the ventral and dorsal sides. However, it is visible from the lateral side that the fins do not touch,

but are located parallel to each other ........... ... ... . .. S. sceptrum

2 (1) Front and rear fins are distant from eachother ............ ... ... .. ... ... i iiiiiiiinn... 3

3 (4) Fins of the I pair begin in front of the anterior end of the ventral ganglion .............. S. nagae

4 (3) Fins of the I pair begin behind the anterior end of the ventral ganglion ....................... 5

5 (10) Fins of the I pair begin almost in the middle of the ventral ganglion ......................... 6
6 (15) Fins of the I pair begin in front of the posterior end of the ventral ganglion ................... 7
7 (10) Front fins are longer than rear fins ....... ... ..o i i i 8
8 (9) Seminal vesicles are located close to both the lateral fins and the caudal fin ............. S. bedoti

9 (8) Seminal vesicles are distant from the lateral fins and touch the caudal fin .............. S. pulchra
10 (5) Fins of the I pair begin at the level of the posterior end of the ventral ganglion ............... 11
11 (12) Seminal vesicles touch both the lateral fins and the caudal fin ......................... S. bruuni
12 (11) Seminal vesicles are distant from either the lateral fins or the caudal fin ..................... 13
13 (14) Seminal vesicles are distant from the lateral fins and touch the caudal fin .............. S. izuensis
14 (13) Seminal vesicles touch the lateral fins and are distant from the caudal fin ........... S. abyssicola
15 (6) Fins of the I pair begin behind the posterior end of the ventral ganglion ..................... 16
16 (17) A gap between the posterior end of the ventral ganglion and the fins of the I pair is less than
Vathe length of the ganglion ....... ... ... . . i S. bipunctata
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17 (16) A gap between the posterior end of the ventral ganglion and the fins of the I pair is equal to the length

of the ganglion or is more than 2 the length of the ganglion ............................... 18
18 (21) A gap between the posterior end of the ventral ganglion and the fins of the I pair is more than
Y5 the length of the ganglion, but less than the length of the ganglion ........................ 19
19 (20) The seminal vesicles touch the lateral fins and are located at a short distance from the caudal fin.
The caudal fin has complete rays; there are no rayless zones ....................... S. euneritica
20 (19) Seminal vesicles are located at a considerable distance from the lateral fins and the caudal fin.
The caudal fin has an internal rayless zone .............. ... ... ... S. modesta
21 (18) A gap between the posterior end of the ventral ganglion and the fins of the I pair is more than
Y5 the length of the ganglion and larger than the ganglion .................................. 22
22 (25) A gap between the posterior end of the ventral ganglion and the fins of the I pair exceeds the length
of the ganglion, but no more than 1.5 times . ..., 23
23 (24) Corona ciliata is smooth and has no convexities; the corona ciliata is mainly located on the trunk part,
notonthe head ........ ... o S. nutana
24 (23) Corona ciliata has paired convexities; the corona ciliata is mainly located on the head part,
noton the trunk part .......... .. S. dimitryi sp. nov.
25(22) A gap between the posterior end of the ventral ganglion and the fins of the I pair
exceeds the length of the ganglion by more than 1.5times ................................. 26
26 (29) There are no rayless zones inany of thefins ............... ... ....ciiiiiieno.... S. glacialis
27 (28) Relative length of the caudal section exceeds 17%:; the length of the fins of the I pair exceeds 13%;
and the length of the fins of the II pair exceeds 19% of the body length ...... S. glacialis glacialis

28 (27) Relative length of the caudal section does not exceed 17%; the length of the fins of the I pair
does not exceed 13%; and the length of the fins of the II pair does not exceed 19%

of thebodylength ....... ... . e S. glacialis baltica
29 (26) There may be rayless zones inthe fins ............c i, 30
30 (35) Seminal sacs either touch the lateral fins or are located at a distance that is significantly shorter

than the SACS .. ... e 31
31 (32) Seminal sacs touch the lateral fins and are located at a distance from the caudal fin ...... S. setosa
32 (31) Seminal sacs are located at a distance from the lateral fins and do not touch the caudal fin . .... 33
33 (34) Corona ciliata has N0 CONVEXILIES . ...\ vvttte ettt ettt ettt et iiieen S. euxina
34 (33) Corona ciliata has paired CONVEXILIES . ... ....ouuttnttnnii e, S. sublica
35 (30) Seminal sacs are located at a distance from the lateral fins and almost touch the caudal fin; this gap

between the sacs and the caudal fin is visible only under high magnification .......... S. kussakini

The genus Sagirta 1s morphologically closer than Parasagitta to the ancient Chaetognatha called pro-
toconodonts. It is Parmia anastassiae [ Gnilovskaya, 1998] from the Proterozoic layers of the northeast
of the Russian Platform (the age of 1 billion years) [Gnilovskaya et al., 2000]. Their evolution was di-
rected towards increasing the complexity of the organization (the appearance of grasping hooks-setae,
eyes, and corona ciliata); it was a response to the oxygenation of the environment; and it was aimed
at protecting metabolic pathways [Fedonkin, 2003: p. 10].

Assumably, with such a tool, hooks, ancient chaetognaths scraped off unicellular organisms
from microbial mats which they fed on, the same as protoarticulates did [Ivanzov, 2011].

The size of food corresponded to the width of the intestine; therefore, the ancient Chaeto-
gnatha (P. anastassiae) had no intestinal diverticula. Their absence was also noted in Protosagitta
spinosa [Hu, 2005] from the Lower Cambrian (540-520 million years). Apparently, there was no larger
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prey in the Vendian and Lower Cambrian [Fedonkin, 2003; Hu, 2005]. This ancient morphological char-
acter (absence of diverticula and narrow intestine) has been preserved in some modern Chaetognatha.
The evolution of chaetognaths (a rise in the level of organization or degradation of the general structure)
depends entirely on external environmental factors [Gasmi et al., 2014; Kasatkina, 2022]. An increase
in the width of the intestine during evolution (the appearance of diverticula) was noted in Paucijaculum
samamithion Schram, 1973 (the Paleozoic Era, Carboniferous Period, from the Pennsylvanian Subperiod
layer). Presumably, it was associated with the ability to feed on larger prey.

For chaetognaths with intestinal diverticula, T. Tokioka [1965] formed the genus Parasagitta which
is close to Sagitta in other morphological features. In 1847, J. Miiller described the species Sagitta se-
tosa [Miiller, 1847] and provided drawings clearly showing the midgut without diverticula. However,
some researchers, e. g., [Miiler et al., 2019], mistakenly attributed S. sefosa to Parasagitta whose rep-
resentatives have diverticula. Genetic studies have shown that the branches with Parasagitta species
are definitely different from the branch with Sagitta species [Gasmi et al., 2014]. We also believe
that the occurrence of diverticula on the trunk (midgut) is a feature of the genus in the taxonomy
of chaetognaths. The species S. sefosa cannot be classified as a Parasagitta one. We have included
S. setosa in the “Key for identification of mature individuals of species and subspecies of Sagitta s. str.
of the world fauna.”

Chaetognaths are a sensitive and convenient indicator of the state of the marine environment. Its an-
thropogenic pollution of any origin (in particular, radioactive) causes changes in the shape of the body
and organs of these animals [Kassatkina et al., 2017]. The pattern of alterations in tissues of chaetognaths
and the percentage of abnormal individuals in samples can be used to predict a forthcoming of such a nat-
ural disaster as the earthquake: when it is coming, intestinal walls (Fig. 2A, k) are destroyed, the sym-
metry of the eyes (Fig. 3A, g) is disrupted, and the central pigment spot disappears. Elevated levels
of radioactivity in seawater affect the fins of chaetognaths. Specifically, the rays on the fins (Fig. 3B, r)
stick out the fin plate [Kasatkina, 1995; Kassatkina, Stolyarova, 2016].

Conclusion. The finding of a new Chaetognatha species adds to our knowledge of marine biodiver-
sity. Comparative analysis of the morphological features of the discovered species showed as follows:
the absence of intestinal diverticula brings Sagitta dimitryi sp. nov. closer to fossil and some modern
species. The new organ (diverticula) is thought to have evolved as a result of animals gaining the ability
to feed on larger prey. In terms of general morphology, the genus Sagitta s. str. is closest to the genus
Parasagitta. However, genetic studies have shown the isolation of these two genera. By the location
of the fins, the occurrence of the gap between the ganglion and the front fins, the location of the sem-
inal vesicles, the occurrence of the gap between the rear and the front fins, the absence of alveolar
tissue, and the occurrence of convexities of the corona ciliata at the level of the trunk-tail septum,
S. dimitryi sp. nov. is an independent species new to science. It is clearly distinguishable from Sagitta
species which is reflected in the “Key for identification of mature individuals of species and subspecies
of Sagitta s. str. of the world fauna.”

Etymology. The species Sagitta dimitryi Kassatkina & Vasileva sp. nov. is named in honor
of a historian and famous writer Dmitry Kasatkin, may his memory be blessed.

This work was carried out within the framework of POl FEB RAS state research assignment for 2021-2023,
registration No. 121021500052-9.
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HOBBIN BU/I IETUHKOYEJJIIOCTHBIX
SAGITTA DIMITRYI SP. NOV. (CHAETOGNATHA, SAGITTOIDEA)
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B cratbe ommcaH HOBbIA BUJ IIETUHKOYEIOCTHBIX Sagitta dimitryi sp. nov., OOHapyKeHHbIH B BOJaX
Oxotckoro mMopsi y ceBepo-3amagHoi yactu CaxanmHa. [laHa TaGnuia ornpeaemMTeNbHBIX KITIoUeil
UL BUAOB pojia Sagifta ¢ BKIoueHueM Sagitta dimitryi sp. nov. O6cyxaaercsi poICTBO COBpEeMEeH-
HbIX Sagitta ¢ npesaumu Chaetognatha, B TOM 4uciie BOZMOXXHbIE MPUYHUHBI SBOJIOLUN KUIIIEYHOTO
anmnapara.

KuiroueBsle ciaoBa: Sagitta dimitryi sp. nov., Chaetognatha, Caxanun, OxoTckoe Mope
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The aim of the present study was to isolate bioluminescent strains from the northern Black Sea
and Sea of Azov, analyze their morphological and biochemical characteristics, and identify them based
on 16S rRNA, recA, and gyrB gene sequences. Nine isolates were isolated from hydrobionts, and twelve,
from seawater. Results of biochemical and molecular genetic identification revealed that isolated lumi-
nous strains represent the genera Vibrio, Aliivibrio, and Photobacterium. All five cultivated lumines-
cent strains isolated from water and hydrobionts of the Sea of Azov belong to the species Photobac-
terium leiognathi. Cultivated luminous bacteria of the Black Sea are assigned to the genera Aliivibrio
and Vibrio. The genus Aliivibrio is represented by two Aliivibrio fischeri strains related to various hy-
drobionts. Fourteen strains of the genus Vibrio belong to the species Vibrio campbellii, V. jasicida,
V. harveyi, V. owensii, and V. aquamarinus sp. nov. Thus, it was shown that taxonomic composition
of the cultivated luminescent bacteria differs greatly in the Black Sea and Sea of Azov.

Keywords: luminous bacteria, identification, taxonomic composition, biodiversity, Black Sea,
Sea of Azov

Currently, bacteria are among the most common model biological objects in basic and applied re-
search. Out of them, bioluminescent bacteria are a special natural phenomenon. Those are intensively
studied all over the world and used in solving various problems of biology, genetics, and biotechnology.

Bioluminescence of bacteria formed the basis of many analysis methods widely applied in prac-
tice. These are bioluminescent testing of humoral and cellular bactericidal blood systems in vitro
and study of the characteristics of the infectious process on models in vivo [Deryabin, 2009].
In the practical application of bioluminescent bacteria, a significant role is played by the analy-
sis of the integral toxicity of various natural environments. Natural and recombinant luminescent
microorganisms have become a recognized tool for environmental monitoring [Baumstark-Khan et al.,
2007; Chugunova et al., 2016; Ivask et al., 2007; Niu et al., 2008; Sazykin et al., 2015, 2016; Sonmez
et al., 2016; Tsybulskii, Sazykina, 2010] and analysis of new substances and materials [Kovalenko et al.,
2013; Kuryanov et al., 2011; Zheng et al., 2010].

Luminescent bacteria studies served as the basis for the discovery of quorum sensing — a phenomenon
of general biological significance [Taga, Bassler, 2003]. First, this genetic mechanism was noted in ma-
rine luminous bacteria Aliivibrio fischeri and Vibrio harveyi; later, it was found in many other species
of bacteria as a regulator of manifestations of numerous properties, including pathogenic ones. Thus, bac-
terial bioluminescence opens up exceptional methodological opportunities in a variety of applications
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in biology, ecology, and medicine. Despite noticeable progress in the investigation of physiology, bio-
chemistry, and genetics of luminous bacteria, many issues of their species composition and distribution
in ecosystems remain unclear.

Bioluminescent bacteria are widespread in nature [Ast et al., 2009; Baumann, et al., 1984; Dunlap,
Urbanczyk, 2013; Thompson et al., 2004; Urbanczyk et al., 2011]. The list of luminescent bacteria
is being expanded by both discovering new species [Ast et al., 2007; Cano-Goémez et al., 2010; Gomez-
Gil et al., 2003; Lucena et al., 2012; Wang et al., 2010; Yoshizawa et al., 2009a, b, 2010a, b, 2012]
and reclassification of long-known ones [Labella et al., 2017; Thompson et al., 2003; Urbanczyk et al.,
2007]. However, due to anthropogenic load, the composition of biological species in ecosystems often
changes. In many cases, the only ways to preserve natural biodiversity, inter alia that of microorgan-
isms, are to carry out a detailed analysis of natural communities of luminescent bacteria by species
and environmental criteria and to provide preservation of biological genotypes in collections.

Bioluminescent bacteria of the Black Sea and Sea of Azov remain poorly studied [Katsev, 2002;
Katsev, Makemson, 2006; Maligina, Katsev, 2003; Tsybulskii, Sazykina, 2010]. Species composition
of luminescent bacteria and their spatial distribution are of great interest due to features of these water
areas. One of the key peculiarities of the Black Sea and Sea of Azov is the fact that many rivers flow into
them; this results in lower salinity compared to values for other seas and oceans (16—18%o for the Black
Sea and 10-13%o for the Sea of Azov).

A distinguishing feature of these water areas is noticeable seasonal variation in temperature which
is more typical for the shallow Sea of Azov. This sea is also characterized by higher values of water
temperature in summer, which, along with low salinity, leads to higher biological activity and more
significant biodiversity compared to those for the Black Sea. Therefore, the aim of this work was to study
species composition, biochemical properties, and characteristics of the distribution of luminous bacteria
in coastal waters of the northern Black Sea and Sea of Azov.

MATERIAL AND METHODS

Sampling. To isolate bacteria in the northern coastal zone of the Black Sea and Sea of Azov, seawater
and various hydrobionts were sampled May to October 2016-2018 (Fig. 1). The samples were placed
in sterile containers and transported to a laboratory for further processing, which was carried out no later
than 24 h after sampling. Details of the sampling location and their characteristics are provided in Table 1.
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Fig. 1. Sampling sites for the isolation of luminescent bacteria
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Table 1. Description of sampling sites

Site No. Sample (water/hydrobiont) ‘ Site
The Black Sea
1 Water Kerch city N45.254692° E36.430439°
2 Water Kerch city N45.230556° E36.414444°
3 Water Sudak city N44.840932° E34.964564°
4 Water Malyi Mayak village N44.603173° E34.372549°
5 Water Partenit village N44.559875° E34.346913°
6 Water Partenit village N44.572081° E34.346930°
7 Water Sudak city N44.831895° E34.987922°
8 Water Solnechnaya Dolina village N44.863852° E35.138874°
9 Water Alushta city N44.647252° E34.401669°
10 Water Partenit village N44.561823° E34.347663°
11 Sudak city N44.816742° E35.049346°
12 The Mediterranean mussel Alushta city N44.633788° E34.392279°
13 Mytilus galloprovincialis Sevastopol city N44.441391° E33.640501°
14 Partenit village N44.549120° E34.347217°
15 ;fcfiﬁi r;jg:;:zl Sudak city N44.797715° E35.070433°
16 | The brown shrimp Alushta city N44.696810° E34.444220°
Crangon crangon
The Sea of Azov
17 Water Shchelkino town N45.426850° E35.809528°
18 Water Shchelkino town N45.445819° E35.846986°
19 Gobiidae gen. sp. (Pisces) Shchelkino town N45.451294° E35.820341°
20 gfgjﬁﬁgjﬁj‘“ green crab | qp elkino town N45.452265° E35.852640°
21 Amphipoda fam. gen. sp. Shchelkino town N45.416109° E35.791470°

Isolation of luminescent bacteria. After transportation to the laboratory, water samples were
concentrated by filtration through a 0.45-um membrane filter (Sartorius AG, Germany). The volume
of the filtration sample varied within 10-50 mL depending on seawater temperature. After sample con-
centration, the filter was placed on the surface of solid media (HiMedia, India) containing 3% of sodium
chloride. In summer (July and August), plating of water on a solid medium was carried out without prior
concentration. In total, 200-500 pL of samples were applied to the surface of the nutrient agar in a Petri
dish. The samples were incubated at +15...+25 °C, with periodical visual analysis of the results in a dark
room. Upon detection of luminescent spots on the surface of the nutrient medium, pure bacterial culture
was isolated by standard microbiological techniques.

Also, experimentally designed selective media based on water salinity in the sampling site were used
for isolation of luminescent bacteria [Patent 2358009 RU, 2009; Patent 2368658 RU, 2009]. Biolu-
minescent bacteria were isolated, and the media were prepared as described in [Tsybulskii, Sazykina,
2010]. To isolate luminescent bacteria from fish samples, pieces of biomaterial less than 1-2 cm in size
were placed in a sterile container and %3 covered with 3% solution of sodium chloride. Following in-
cubation, bioluminescence analysis and bacteria isolation were carried out as described above. When
using other hydrobionts as sources for bacteria isolation, those were removed from their shells (mussels),
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or chitinous exoskeleton (crabs and shrimps) was broken; then, biological material (samples 1-2 cm
in size) was processed as described above using 3% solution of sodium chloride. The isolated pure
cultures of luminescent bacteria were stored as museum cultures in semi-liquid agar under a vaseline
oil layer.

Identification of luminescent bacteria. Bacteria were identified by standard microbiological tech-
niques. Morphological properties of bacteria, as well as their growth and bioluminescence characteristics,
were evaluated at different temperatures (+10, +20, +25, +30, +35, +37, and +44 °C) and NaCl con-
tents (0.5, 1, 2, 3,4, 5, 6, 7, and 8%). Also, their enzymatic properties and ability to ferment various
sugars (maltose, D-mannitol, and sucrose) were examined.

Bioluminescence kinetics. To study the kinetics of the luciferase reaction, enzyme preparations
isolated from biomass of luminescent bacteria were used. Bacteria were cultivated, and the biomass
was accumulated on a liquid nutrient medium under constant stirring at the optimal for each isolate
temperature for 24 h. Bacterial cells were separated from the medium by centrifugation at 5,000 rpm
for 30 min. The obtained biomass was washed with a 3% sodium chloride solution; then, it was sus-
pended in a 0.01 M phosphate buffer in the ratio of 1 / 10 (biomass / buffer solution), pH = 7.0,
at +4 °C. Cell destruction was carried out by 3-fold freezing—thawing, additionally using ultrasonic
treatment and avoiding temperature increase of the samples to values above +15 °C. Leftover cellu-
lar debris was separated by centrifugation at 5,000 rpm for 30 min. The enzyme preparation containing
luciferase was isolated from the resulting supernatant by ammonium sulphate precipitation, 25-80%
of saturation.

To evaluate the kinetic characteristics of luciferase reaction, the protein precipitate obtained
at the previous stage was dissolved in 0.1 M phosphate buffer, pH of 7.0. Then, 500 pL of 0.1 M phos-
phate buffer, pH of 7.0, 20-50 uL of the enzyme preparation (working dilutions were selected experi-
mentally for each strain separately), and 20 pL of the 0.001% aqueous suspension of dodecanal (Sigma-
Aldrich) were mixed in a chemiluminometer cuvette. The suspension of aldehyde was prepared by sol-
vent exchange method. Dodecanal solution in ethanol was mixed with water in ratio 1 : 100. Luciferase
reaction was initiated by adding 400 uL of photoreduced FMNH, (Sigma-Aldrich) at the concentration
of 5 x 10 M containing 1 x 107> M of Trilon B. Bioluminescent signal was registered for 5 min after
adding FMNH, till complete luminescence decay. The obtained graphical dependence of biolumines-
cence intensity on time was used for calculating the constant of the first-order bioluminescence decay
rate (k, s71):

k= (nl,/I)/t,

where Iy and I are intensity of bioluminescence at the initial moment and after the time period t, respec-
tively.

Also, according to the diagrams, half-decay time of bioluminescence (t,, s) was deter-
mined. Bioluminescence intensity dependence on time was recorded with a chemiluminometer
Lum 100 (DISoft Ltd, Russia).

Molecular characteristics. Isolation of genomic DNA from microbial isolates. For the purpose
of molecular genetic identification, total genomic DNA was isolated from the isolates. To isolate ge-
nomic DNA, the overnight culture of microorganisms was grown in 50-mL Erlenmeyer flasks on a lig-
uid LB medium with addition of 3% NaCl. Twenty mL of medium was introduced into a flask and culti-
vated for 18 h in an incubator shaker at +25 °C and 170 rpm. Bacterial cells were precipitated by centrifu-
gation in 2-mL screw-cap microtubes at 6,000 g for 2 min; ~ 75 mg of glass beads, 0.25 mm in diameter,
was added to the obtained precipitate.
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Then, 350 pL of guanidine solution (guanidine HCl 240 mM), 350 uL of detergent solu-
tion (Tris-HC1 500 mM, pH 8.0; SDS 2%, laurylsarcosinate 4%), and 400 puL of phenol-chloroform
mixture were introduced into the tubes. Cells were destroyed by shaking on a laboratory vibrating mill
Mixer Mill MM 400 (Retsch, Germany) for 2 min with a shaking frequency of 30 Hz. After that,
the tubes were centrifuged for 7 min at 14,000 g; supernatant was taken; and 400 puL of chloroform
was added to it and thoroughly mixed with a vortex. Then, it was centrifuged as in the previous step.
Subsequently, the aqueous phase was separated, and DNA was precipitated with an equal volume of iso-
propanol. The precipitate was washed twice with 70% ethanol, dried, and dissolved in 100 pL of deion-
ized water. Discrete PCR amplicon bands were resolved on agarose gel. The PCR amplicon was purified
to remove contaminants by the Cleanup Standard kit (Evrogen, Russia).

16S rRNA, recA, and gyrB gene amplification. To identify the isolated strains, amplification
of 16S rRNA gene, as well as housekeeping genes encoding recombinase A (recA) and DNA gy-
rase B subunit (gyrB), was carried out. It was followed by determination of their nucleotide se-
quence. Sequencing of 16S rRNA gene and gyrB and recA housekeeping genes was performed
by Sanger method [Sanger et al., 1977]. The structure of the primers used to obtain the target am-
plicons was taken from [Ast et al., 2009] and is shown in Table 2. Comparison of the sequence
data and their differentiation was carried out using BLAST (https://blast.ncbi.nlm.nih.gov/). Phylo-
genetic relationships among submitted species were examined by means of MEGA X [Kumar et al.,
2018]. Phylogenetic tree was constructed by neighbor-joining. A bootstrap analysis to investigate
the stability of the tree was performed in 1,000 replicates. Also, the sequences of the following ref-
erence strains (https://www.ncbi.nlm.nih.gov) were added to the phylogenetic tree for comparison:
Vibrio harveyi SB1 (NZ_CP125875.1), Vibrio campbellii BoB-53 (NZ_CP026321.1), Photobacterium
leiognathi subsp. mandapamensis 1L.k8.2 (NZ_CP131594.1), Aliivibrio wodanis Vw11 (LR813705.1),
and Aliivibrio logei 6Go0121 (MZ005969.1).

Table 2. The structure of the primers used to obtain the target amplicons

Gene Forward primer sequence (5’-3’) Reverse primer sequence (5-3”) Amplicon size (bp)
16S rRNA AGAGTTTGATCCTGGCTCAG TACGGYTACCTTGTTACGACTT ~ 1,500

recA TCAAATTGAAAAACAATTTGGTAAAGG ATCTTATCACCATTGTAGCTGTACC ~900

gyrB GAAGTTATCATGACGGTACTTC AGCGTACGAATGTGAGAACC ~ 1,200

To amplify the target genes, the following PCR modes were used. For 16S RNA gene, +95 °C —2 min,
35 cycles (495 °C — 20 s; +48 °C — 15 s; and +72 °C — 1 min); +72 °C — 5 min. For recA gene,
495 °C = 2 min, 35 cycles (494 °C — 20 s; +45 °C — 15 s; and +68 °C — 1 min); +72 °C — 7 min.
For gyrB gene, +95 °C — 2 min, 35 cycles (+95 °C — 20 s; +49 °C — 15 s; and +72 °C — 1 min);
+72 °C — 5 min. Amplicons were purified by cutting an agarose gel (1% agarose, TBE buffer,
6 V-cm™) strip stained with SYBR Green (DNK-Sintez, Russia). The target product was isolated
from the agarose gel using the Cleanup Standard kit (Evrogen, Russia) according to the manufacturer’s
instructions. The amplified fragments of 16S rRNA, recA, and gyrB genes were sequenced at Evrogen
company (Moscow).

RESULTS AND DISCUSSION

Field studies conducted May to October 20162018 in various coastal areas of the Black Sea
and Sea of Azov (Fig. 1) allowed us to identify 21 bacterial isolates with visible bioluminescence.
In the spring—summer season (May to June), when the Black Sea water had not yet fully warmed up,

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2024 vol. 9 no. 3


https://blast.ncbi.nlm.nih.gov/
https://www.ncbi.nlm.nih.gov

Bioluminescent bacteria of the Black Sea and Sea of Azov 49

and its temperature averaged +16...+20 °C, the abundance of luminescent bacteria was low. Accord-
ingly, the bacteria were isolated with preliminary concentration on filters. In summer (July to August),
seawater temperature in the Black Sea reached +25 °C, and luminescent forms of bacteria were plated
from water without additional concentration of samples. Isolation and research on luminescent bacteria
of the Sea of Azov were carried out in August, when seawater temperature reached +30 °C. Luminescent
forms occurred everywhere and were isolated both from seawater and various marine hydrobionts.

Table 3 provides biochemical characteristics of cultured luminescent bacteria strains isolated
from water and hydrobionts of the Black Sea and Sea of Azov. For isolated strains, sequence data
on 16S rRNA gene and gyrB and recA housekeeping genes were obtained (GenBank accession num-
bers were MK692515-MK692535). The results of phylogenetic analysis based on the comparison
of 16S rRNA genes sequences are presented in Fig. 2 (compared to some reference bacteria strains).
The data on molecular genetic identification are also provided in Table 3. The analysis revealed the pres-
ence of three well-supported clades. All the isolated luminous strains tested here resolved unam-
biguously either to the Vibrio clade, or to the Aliivibrio clade, or to the Photobacterium clade. Cells
of all isolated strains are gram-negative. They are capable of growing at +15...435 °C, with the op-
timum of +20...+30 °C, at 0.5-5.0% NaCl (weight/volume, w/v), with the optimum of 1.5-3.0 %,
and at pH 6.0-8.0, with the optimum of 7.0-8.0. All of them are able to ferment glucose and mannose
with acids formation.

E8 Vibrio owensii (12)

Vibrio owensii (10)

Vibrio harveyt SB1 (India)

Vibrio campbellii (6)

Vibrio harvevi strain SB1 (India)

Vibrio campbellii BoB-53 (Bengal bay)
Vibrio campbellii (13)

Vibrio harveyi (2)

Vibrio campbeliii (8)
Vibrio campbellii (1)

Vibrio jasicida (7)

Vibrio jasicida (3)

25

25

Vibrio aquamarinus sp nov (11)

3 Vibrio aguamarinus sp nov (5)

Vibrio aguamarinus sp nov (9)
72 Vibrio jasicida (4)

E Photobacterium leiognathi subsp. mandapamensis Lk 8.2 (Japan)
9

Photobacterium leiognathi (21)

100 Photobacterium leiognathi (20)

Photobacterium leiognathi (19)
Photobacterium leiognathi (18)

25

54 Photobacterium leiognathi (17)
100 —  Aliivibrio wodanis Vw11 (Norway)

L Alivibrio logei 6Go0121 (White Sea, Russia)

100 Alivibrio fischeri (16)
39 Allivibrio fischeri (15)

| |
0.010

Fig. 2. Phylogenetic tree based on the analysis of 16S rRNA sequences, constructed by neighbor-
joining [Saitou, Nei, 1987]. Bootstrap percentages from 1,000 replicates appear next to respective branches.
The scale bar indicates the number of inferred nucleotide changes. The strain numbers (1-21) correspond
to the numbers given in Table 3
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Table 3. Results of identification of cultivated strains of bioluminescent bacteria isolated from the Black
Sea and Sea of Azov

. Kinetics of luciferase reaction Fermentation of sugars
No. Result Qf m(l)lf:cul'ar genetic D-
identification k,s™! tyy, S type maltose mamnitol sucrose
The Black Sea
The genus Vibrio

1 Vibrio campbellii 0.038 18.2 S + + -

2 Vibrio harveyi 0.040 17.3 S + + +

3 Vibrio jasicida 0.036 19.3 S + + -

4 Vibrio jasicida 0.037 18.7 S + + -

5 Vibrio aquamarinus sp. nov. 0.038 18.2 S + + -

6 Vibrio campbellii 0.036 19.3 S + + -

7 Vibrio jasicida 0.043 16.1 S + + -

8 Vibrio campbellii 0.050 139 S + + -

9 Vibrio aquamarinus sp. nov. 0.045 15.4 S + + -
10 | Vibrio owensii 0.059 11.7 S + + +
11 | Vibrio aquamarinus sp. nov. 0.040 17.3 S + + +
12 | Vibrio owensii 0.041 16.9 S + + +
13 | Vibrio campbellii 0.059 11.7 S + + +
14 | Vibrio owensii 0.056 124 S + + +

The genus Aliivibrio

15 | Aliivibrio fischeri 0.38 1.8 + - -

16 | Aliivibrio fischeri 0.43 1.6 F + - -
The Sea of Azov
The genus Photobacterium

17 | Photobacterium leiognathi 0.45 1.5 F - - -
18 | Photobacterium leiognathi 0.48 1.4 F - - -
19 | Photobacterium leiognathi 0.37 1.9 F - - -
20 | Photobacterium leiognathi 0.42 1.7 F - - -
21 | Photobacterium leiognathi 0.36 1.9 F - - -

Note: S, slow-type luciferase kinetics; F, fast-type luciferase kinetics.

The following criteria and recommendations were used for primary identification of isolated bacteria.
The presence of yellow pigment and the fast-type luciferase kinetics, as well as the ability of maltose fer-
mentation, determined the bacteria species A. fischeri [Farmer 11, Michael Janda, 2015; Farmer Il et al.,
2015]. These strains had average range of substrate specificity (3 out of 5 studied carbohydrates). Other
isolates capable of fermenting maltose and D-mannitol, containing no yellow pigment, and characterized
by the slow-type luciferase kinetics were assigned to the genus Vibrio [Farmer 111, Michael Janda, 2015;
Farmer III et al., 2015]. Bacteria not capable of fermenting D-mannitol and sucrose, having no yellow
pigment, and characterized by the fast-type luciferase kinetics were classified as Photobacterium. Isolated
strains of this genus capable of growing at +30 °C and non-fermenting maltose were assigned to Photo-
bacterium leiognathi [Moi et al., 2017; Thyssen, Ollevier, 2015]. Later, molecular genetic identification
of the studied isolates confirmed their belonging to indicated genera.

The obtained data revealed the following phenotypic features of the strains. All the Black Sea Vib-
rio strains isolated from mussels (isolates 11-14) had the slow-type luciferase kinetics and the abil-
ity to ferment D-mannitol and sucrose. On the other hand, vibrions obtained from seawater in various
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coastal zones of the Black Sea (isolates 1-10) were characterized by the slow-type luciferase kinetics
and the ability to ferment D-mannitol, but only 2 out of 10 strains utilized sucrose: V. owensii and V. har-
veyi. None of V. jasicida isolates fermented sucrose; among the isolated V. campbellii and V. aquamar-
inus strains, there were ones capable and incapable of utilizing sucrose. Thus, all Vibrio isolates had
the slow-type luciferase kinetics and an extended range of utilized sugars (4-5 out of 5 studied). This
coincides with the Bergey’s Manual data: as indicated there, only 83% of strains of this genus have
the ability to utilize sucrose [Baumann, et al., 1984; Farmer III, Michael Janda, 2015; Farmer III et al.,
2015].

Cultural, biochemical, and genetic identification of luminescent bacteria isolated from water and hy-
drobionts of the Sea of Azov showed that all of them belong to P. leiognathi. This species has bright biolu-
minescence, the fast-type luciferase kinetics, and a narrow range of utilized substrates (2 out of 5 studied
sugars). It was practically not encountered during the study of samples of the Black Sea water and hy-
drobionts. Apparently, high temperature of seawater, its low salinity, and, consequently, high biologi-
cal activity of the sea cause the predominance of this species in the Sea of Azov water and also lead
to the colonization of hydrobionts inhabiting it.

Fig. 3 provides the results of occurrence of different types of cultivated luminescent bacteria isolated
in the studied water areas of the Black Sea and Sea of Azov. The ratio of isolated strains was as fol-
lows: V. harveyi, 4.76%; A. fischeri, 9.52%; V. jasicida, 14.29%; V. aquamarinus sp. nov., 14.29%;
V. owensii, 14.29%; V. campbellii, 19.04%; and P. leiognathi, 23.81%.

Photobacterium leiognathi Azov Sea
vibrio owensii - [ ]
Vibrio aguamarinus sp. nov. _
vibrojoscias I
Black Sea

ibrio campbetiii - [—
Vibrio harveyi _

Afiivibrio fischeri [ _J

0,0 5,0 10,0 15,0 20,0 25,0 30,0

Occurrence of different species of luminescent bacteria, %

Fig. 3. Occurrence (%) of different species of cultivated luminescent bacteria isolated from water
and hydrobionts of the Black Sea and Sea of Azov

Concerning the object of isolation, it should be noted as follow: 9 isolates were isolated from hydro-
bionts, and 12, from seawater. Strains isolated from seawater belong to the species V. harveyi and V. ja-
sicida. Aliivibrio fischeri strains were isolated from hydrobionts alone, while V. campbellii, V. owen-
sii, and V. aquamarinus sp. nov. strains were isolated from both water and hydrobionts. Interestingly,
all the strains of the genus Vibrio isolated from hydrobionts had the ability to utilize sucrose, while
V. campbellii and V. aquamarinus sp. nov. isolated from seawater did not ferment sucrose. Apparently,
in these species, this ability is associated with symbiosis and depends on the ecological niche occupied
by a certain strain.
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Notably, the new isolates confirmed the occurrence of a new species of the genus Vibrio, V. aqua-
marinus, in the Black Sea. Isolates are deposited in the Russian National Collection of Indus-
trial Microorganisms (V. aquamarinus VKPM B-11245) and German Collection of Microorganism
and Cell Culture (V. aguamarinus DSM 26054).

Conclusion. Studies have shown that a significant difference in environmental conditions between
the Black Sea and Sea of Azov in summer leads to prevalence of different taxa of luminescent bac-
teria. The genus Photobacterium represented by the species P. leiognathi dominates the Sea of Azov
characterized by low salinity and high water temperatures. The genus Vibrio represented by the species
V. campbellii, V. jasicida, V. harveyi, V. owensii, and V. aquamarinus sp. nov. can be considered the pre-
vailing genus of luminous bacteria that inhabit the Black Sea water and live in its mussels. The obtained
results showed variability of V. campbellii and V. aquamarinus sp. nov. strains by the ability to ferment
sucrose depending on the isolate source (water or hydrobionts). Investigations on cultivated luminescent
bacteria of the northern Black Sea have also revealed the occurrence of Aliivibrio fischeri associated with
various hydrobionts (pelagic fish and shrimps).
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Llepio HACTOSINEroO HCCIIEOBAHMS ObUIO BBIIETNTh OMONIOMHHECIEHTHBIE OaKTepUH M3 TPHOpEX-
HbIX aKBaTOpui YEPHOro 1 A30BCKOTo MOpei, U3y4uTh UX MOPQOJIOrnueckrie 1 OMOXMMUYECKHE Xa-
PaKTepUCTUKU U UACHTU(ULMPOBATh UX HAa OCHOBe mocieaoBareiabHocTeil reHoB 16S pPHK, recA
U gyrB. VI3 MOpCKMX rMAPOOMOHTOB BBIIEJEHBI 9 M30JIATOB, U3 MOPCKOM Boabl — 12. Pesysbrathl
OMOXMMHYECKUX W MOJIEKYJISPHO-TEeHETUIECKUX UCCIICJOBAHUIA MMOKA3aIu, YTO BbIIEJICHHBIE CBETS-
myecss GakTepuu OTHOCATCS K popam Vibrio, Aliivibrio nu Photobacterium. YCTaHOBJIEHO, YTO BCE
5 JMIOMHMHECIIEHTHBIX IITAMMOB, BBIJISICHHBIX M3 BOJIBI M T'HAPOOMOHTOB A30BCKOTO MOPS, NPUHAI-
nexat Buny Photobacterium leiognathi. Baktepuu, BblaeaeHHble 13 YEPHOrO MOps, OTHECEHB! K PO-
nam Aliivibrio n Vibrio. Pon Aliivibrio npeacraBned 2 mwrtammamu Aliivibrio fischeri, accouuupo-
BaHHBIMU C Pa3lMYHBIMU THAPOOMOHTaMM; 14 mTammoB poma Vibrio otHeceHbl K Buiam Vibrio
campbellii, V. jasicida, V. harveyi, V. owensii u V. aquamarinus sp. nov. Takum o0pa3om, Takco-
HOMMYECKMI COCTaB KyJbTHBUPYEMbIX JIOMUHECIIEHTHBIX OakTepuii B A30BCKOM M UEpPHOM MOpsIX
CYIIECTBEHHO pa3iInvaeTcs.

KutoueBbie cjI0Ba: JIIOMUHECHEHTHBIE OaKTepuu, WICHTH(UKAIMS, TAKCOHOMUYECKHHA COCTaB,
6uopazHooOpasue, YépHoe Mope, A30BCKOe MOpe
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The content of cationic protein in granulocytes of the bottlenose dolphin Tursiops truncatus (Mon-
tagu, 1821) was established by calculating the average cytochemical coefficient. Its shortcomings were
substantiated in visually determining the intensity of staining of the product of a cytochemical reaction
on blood products and distributing cells into groups according to the amount of protein they contain.
To assess the activity of a substance in a cell, computer programs were applied, and a light micro-
scope was used which allows to minimize errors in morphometric measurements of objects. Individual
parameters were calculated for the degree of filling and intensity of staining of cationic protein in gran-
ulocytes in bottlenose dolphins with and without taking into account the protein content in the entire
blood volume. Such indicators allow carrying out comparative age-related, intraspecific, and interspe-
cific studies in animals. As established, the content of cationic protein in granulocytes can vary greatly
in different individuals of bottlenose dolphins, and its amount changes slightly with age.

Keywords: morphometry, average cytochemical coefficient, integral cytochemical index, cationic
protein, granulocytes, bottlenose dolphin

In Russia, marine mammals are kept in oceanariums and dolphinariums mainly for commer-
cial purposes. Only few of such organizations carry out research to assess health of pinnipeds
and cetaceans and their immune status [Andreeva et al., 2013; Derko et al., 2018; Duvanova,
Denisenko, 2018; Kaganova, 2018; Lauderdale et al., 2021; Romanov et al., 2023; Semenov et al.,
2020; Vasileva, 2019; Zakharenko, 2019]. Clinical, biochemical, and cytomorphological blood tests
are widely used to determine the functional health of marine mammals. To date, a large number
of such studies have been carried out applying hematological and biochemical analyzers, flow cy-
tometers, efc. [CRC Handbook, 2018; Keogh et al., 2011; Lauderdale et al., 2021; Nouri-Shirazi
et al.,, 2017; Tryland et al., 2006]. Sampling of blood from animals in their natural habitat
and its delivery are often limited by the distance from laboratories and acceptable storage peri-
ods for biomaterial. Blood smears from animals, both in captivity and in the wild, can be stored
for a long time and allow describing and assessing the health of mammals later, with modern
equipment used.
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Precise mathematical measurements of cellular structures using computer morphometry allow car-
rying out comparative age, intraspecific, and interspecies studies of animals. Quantitative and qualitative
techniques are effective in establishing the functional activity of mammalian blood cells. Quantitative
analysis is aimed at identifying individual cell groups and determining their ratio (e. g., white blood cell
count), estimating the number of granules and nuclear elements in individual cells, and measuring areas
of a substance stained by various cytochemical reactions. Qualitative analysis allows registering the in-
tensity of staining of the cytochemical reaction product. Each of these techniques involves the use of di-
mensional (length, width, radius, area, and so on) and quantitative (number of granules and segments)
characteristics of the objects investigated.

Qualitative analysis requires determining not only dimensional characteristics, but also color
ones (e. g., optical density) of the reaction product. Such an assessment of the functional activity of a cell
involves the use of special equipment. At the same time, accurate dimensional and color characteristics
do not depend on subjectivity of a researcher and their experience. When determining morphometric
indices of cells on blood smears, absolute and relative parameters are used. Absolute ones are cell area,
its diameter, and its shape, as well as number of granules and cellular elements in the cell. To estab-
lish these parameters, in each smear, cells are measured which are freely located in the visible field
without overlapping and deformation from nearby cells: this allows to exclude their compression depend-
ing on the smear density. The use of relative parameters helps in recording characteristics of cellular
structures regardless of the smear density.

Quantitative characteristics are simple and convenient for determining the functional activity of cells,
but those provide a subjective and only general assessment of the intensity of cellular processes. A semi-
quantitative method is widely used: the calculation of the average cytochemical coefficient [Letsky,
1973] which allows estimating the average cytochemical activity of a living organism based on the dis-
tribution pattern of the stained substance in a cell. White blood cell count is effectively applied; based
on it, leukocyte indices are determined [Davis et al., 2008; Garkavi et al., 1990; Kal'f-Kalif, 1941;
Mustafina et al., 1999; Ostrovsky et al., 2006, 2007; Speransky et al., 2009]. The comprehensive
use of hematological indices provides a large amount of information and helps in assessing develop-
ment, severity, and course of an inflammatory process and endogenous intoxication and in analyz-
ing the general immunological reactivity of an organism. Application of these coefficients and in-
dices is informative both separately and together. At the same time, some quantitative indicators
are not perfect.

The aim of this work is to study the possibility of using additional coefficients and indices to assess
the functional activity of proteins and enzymes in the bottlenose dolphin blood cells on the example
of cationic protein in granulocytes.

MATERIAL AND METHODS

The object of the study are dolphins Tursiops truncatus (Montagu, 1821) aged 1 to 16 years. Ma-
terial from 14 individuals was obtained in the Sevastopol oceanarium. Blood was sampled from caudal
veins of bottlenose dolphins. Blood smears were prepared in accordance with a generally accepted tech-
nique and fixed in methanol for 5 min before staining. The preparations were stained with fast green
after M. Alfert and I. Geschwind [Butenko et al., 1974] and investigated using oil immersion under
an Axio Imager M1 microscope equipped with an AxioCam digital video camera and AxioVision soft-
ware for analyzing images of microobjects (manufactured by Zeiss). To register the content of cationic
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protein (hereinafter CP), the average cytochemical coefficient was calculated [Letsky, 1973], the cell
area was determined, and area and optical density of the cytochemical reaction product were recorded.
Two cytochemical characteristics were established: cell filling index (hereinafter CFI) and integral
cytochemical index (hereinafter ICI) [Slavinsky, 2000].

RESULTS AND DISCUSSION

To calculate the average cytochemical coefficient (hereinafter ACC), the degree of reaction in-
tensity is determined visually by the amount of the stained substance in the cell cytoplasm (Fig. 1).
Granulocytes are divided into groups: O (no staining or granules in the cytoplasm); A, low-
active cells (the occurrence of single granules or staining); B, moderately active (the studied sub-
stance fills almost the entire cell in leukocytes, but unstained areas of the cytoplasm may re-
main); and C, highly active (intensively stained granules [substance] fill the entire cytoplasm).
ACC is calculated by the formula ACC = (3C + 2B + A) / 200. In each smear, 200 granulocytes
were taken into account.
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Fig. 1. Bottlenose dolphin granulocytes. Staining for cationic protein after M. Alfert and I. Geschwind
[Butenko et al., 1974] (see text for explanation)
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Visually, it is hard to distribute cells into the above-described groups, especially to assign them
to categories A and B. Low-active cells with single granules (A) can include both a cell with one granule
and a cell with a small area of the stained substance filling a quarter of a cell or less (Fig. 1a, b, d).
Moderately active granulocytes (B) are also represented by a wide range of patterns: from a third
of the stained substance in a cell (Fig. Ic, 1) to almost complete filling with granules or the active sub-
stance (Fig. le, f, g, h). When distributing cells into groups, highly active granulocytes (C) can be the ones
where the active substance occupies almost the entire cell, with only small areas being free of granules
or the stained substance (Fig. 1g, h); however, according to the classification, this type of staining belongs
to group B.

To reduce the share of stained cells mistakenly assigned to a particular group, we used addi-
tional parameters for assessing the activity of the substance. We determined cell area, optical density,
and area of the cytochemical reaction product (Fig. 2). CFI and ICI were calculated [Slavinsky, 2000].
CFI is the share of the total area of the structures measured (stained CP granules) in the cell area
(Fig. 2a, b). ICI is the product of the total area of the cytochemical reaction product in the cell
and its optical density corresponding to the amount of stained CP (Fig. 2b).
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Fig. 2. Bottlenose dolphin granulocytes: a, the structures of the entire cell are highlighted; b, the area
of the cytochemical reaction product is highlighted; c, the area of the nucleus is highlighted. Staining
for cationic protein after M. Alfert and 1. Geschwind [Butenko et al., 1974]

CFI is a convenient morphometric parameter: it is relative and allows measurements to be taken
regardless of the smear density. At the same time, this index is not informative enough and requires
an addition to the calculation formula. Apparently, it will be more accurate if the area of the nu-
cleus (Fig. 2¢) is subtracted from the cell area (Fig. 2a), and this difference is divided by the total
area of the structures measured (stained CP granules) (Fig. 2b). In this case, it becomes possible to es-
timate the intensity of filling with the active substance directly in the volume of the cell cytoplasm,
not in the entire cell volume. ICI shortcoming is that it requires the analysis of cells freely located
in the visible field, so that the optical density of the stained substance does not change when cells overlap
or are compressed.

The results of determining ACC, ICI, and CFI in granulocytes of the bottlenose dolphin are pro-
vided in Figs 3 and 4. The amount of CP-containing leukocytes (CP + leukocytes), intensity of staining,
and degree of cell filling (CFI) with the cytochemical reaction product (ICI) change in these mammals
with age. ACC values of bottlenose dolphins are higher than those of gray and harp seals, but lower than
those of humans (Fig. 3).
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Fig. 3. The content of cationic protein in granulocytes of adult animals of different species (according
to: [Budyka et al., 2009; Kletikova, 2010; Stoiko, Ermakov, 2004])

We introduced two more coefficients. Thus, mean values of CFI and ICI for samples of 200 gran-
ulocytes were expressed as the cell filling index coefficient (cCFI) and integral cytochemical index
coefficient (cICI). These two parameters were used to compare groups and individual species of ani-
mals that differ significantly in protein activity in cells (ACC is applied for the same purpose). Specifi-
cally, in female bottlenose dolphins aged 4 to 5 years (circled in Fig. 4), against the backdrop of a high
CFI value (i. e., at the highest intensity of filling the cytoplasm of CP + leukocytes with stained gran-
ules) and a medium ICI value, the lowest ACC, cCFI, and cICI are observed which is due to a low
percentage of CP + leukocytes in a mammal. Such individual fluctuations in the distribution of the ac-
tive substance in leukocytes (by CFI) in bottlenose dolphins indicate an age-related decrease accord-
ing to the trend line on the graph. Averaging the data obtained, both on the intensity of cell filling
with granules of the active substance and on the degree of protein staining in cells, shows as follows:
the amount of CP in granulocytes of an animal changes slightly with age. In seals, with medium ACC val-
ues, the content of active cells is high, but the intensity of filling with the active substance is low
or medium.

The above-described indices and coefficients have their advantages and shortcomings. Applica-
tion of ICI requires strict adherence to a staining technique in terms of the ratio of staining com-
ponents and time of the procedure, as well as the use of non-overlapping cells. The core is that
smear compaction leads to the stain thickening and, accordingly, to misinterpretation of the results
obtained. CFI is convenient to use on any smears regardless of their density. Determination of all
morphometric indicators is time-consuming, but computer technologies and automatic measurement
programs allow to reduce time costs. Importantly, the use of ICI and CFI separately provides few
data. It is way more reasonable to apply them combined with each other and with several other
qualitative and quantitative parameters to assess the functional activity of the substance in studied
cells. Consequently, comparative studies of the functional state of an animal organism based on var-
ious color-and-brightness characteristics of cells require calculations of additional indices and coeffi-
cients, as shown on the example of determining the content of CP in the bottlenose dolphin granulo-
cytes. These indicators can be effectively used not only in assessing the content of CP in blood cells,
but also in establishing the activity of other enzymes (alkaline phosphatase, succinate dehydrogenase,
myeloperoxidase, etc.).
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Fig. 4. Age-related changes in cytochemical parameters of the content of cationic protein in granulocytes
of bottlenose dolphins (each individual animal is marked with its own symbol)
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Morphometric measurement of a cell as a separate structure allows determining individual param-
eters for each organism. Despite the labor intensity of additional measurements and calculations when
applying computer morphometry, indices provide accurate quantitative data on the content of substances
in cells. The results of analysis of morphometric cellular parameters of marine mammals can be an impor-
tant source of additional information for assessing the immunological status of animals. This is especially
relevant for pinnipeds and cetaceans during their adaptation and long-term maintenance in oceanariums
and dolphinariums. Biomaterial obtained from marine mammals in their natural habitat is often very
disparate in age, sex, time, weight, and species characteristics of animals or even spoiled or insufficient
in volume (only blood smears are preserved). Precision and maximum information content of microscopy
of blood of animals allow carrying out comparative age, intraspecific, and interspecies studies of marine
mammals.

The work was carried out within the framework of MMBI RAS research plan and state assignment
Sfor 2021-2023, No. FMEE-2021-0009.
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VHJIEKCHI B OIIEHKE ®YHKIIMOHAJIbHOV AKTUBHOCTH KJIETOK KPOBU
NEJb®UHA-APAJIMHBI TURSIOPS TRUNCATUS (MONTAGU, 1821)

T. B. CesmBepcToBa

MypmaHckuii MOpcKoii ouonorundeckuii uHCTUTYT PAH, Mypmanck, Poccuiickas ®enepariust
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ConepxkaHue KaTMOHHOTO Oejlka B TIpaHy/JIOLUMUTax Jeib(uHa-adanauHbl

Tursiops truncatus

(Montagu, 1821) omnpepensuyii MeTOJOM pacy€Ta CpPeAHEro LUTOXUMHMYECKOro Koa(hdUIIUEHTa.
OO6OCHOBaHBEI €TI0 HEAOCTATKU IIpU BU3YaJIbHOM YCTAHOBJICHUM WHTEHCUBHOCTH OKpallvMBaHUS
MPOAIYKTa MUTOXMMUYECKOW peaKIy Ha IIpenaparax KpOBH U P PaCIpe/iesIeHnH KJIETOK Ha TPYIIIThI
[0 KOJMYECTBY B HUX Oeyka. IIpuMeHeHBl cOBpeMEHHbIe METO[B! OLIEHKM AKTHBHOCTH BEILECTBa
B KJIETKE C MCIOJIb30BAaHUEM KOMIIBIOTEPHBIX MPOrpaMM M CBETOBOTO MUKPOCKOIA, YTO MO3BOJISET
MHUHUMH3HUPOBATH TOIPEIIHOCTH MOPGOMETPUYECKMX H3MEpeHHi 00beKToB. PaccuMrtansl vHAUM-
BUJIyaJIbHbIE TIAPaMETPhl 1O CTENEHW 3allOJHEHWs! U MHTEHCUBHOCTH OKPAIIMBAHUSI KaTHOHHOTO
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Oesika B rpaHyJionuTax y adaiud ¢ yu€roM u 6e3 yuéra conepkaHus 6eika Bo BCEM 00bEME KPOBH.

Takue mokazaTeau MO3BOJIAIOT MMpOBOAUTL CPABHUTEJIbHBIC BO3PACTHBIC, BHYTPHU- U MEXKBUIOBBIC
HUCCIIEA0OBAHUA JXHUBOTHBIX. YCTaHOBJ'IeHO, 4TO COACpKaHUE KATUOHHOIO Oeka B rpanyJjionqurax

MOXKET CHUJIbHO Ppa3/in4yaTbCA Y Pa3HbIX ocobei a(bEUII/IH, a C BO3paCTOM €ro KOJIMYECTBO MEHACTCA
HE3HAYUTEJIbHO.

KiaroueBbie cioBa: mMopdomeTpusi, CpegHUH ITUTOXUMUYECKHNA KOI(h(PHUIMEHT, WHTErpaTbHBII
IUTOXUMHUYECKUI TIOKA3aTelb, KATHOHHBIN OEJIOK, IPaHyJIOUTHI, ahaiuHa
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The soft-shell clam Mya arenaria Linnaeus, 1758 is a boreal bivalve. The range of this species cov-
ers coastal waters of the Atlantic Ocean, the northeastern Pacific Ocean, and seas of the Arctic
Ocean (the Barents and White seas). M. arenaria settlements can occupy vast areas along the coasts,
where the molluscs form large aggregations and prevail in biomass among representatives of littoral
macrozoobenthos. This species can withstand fluctuations in environmental factors and affect de-
tritus formation and sedimentation. The mollusc juveniles inhabiting upper layers of the sediment
are an important food object for seabirds and commercial fish species. High tolerance allows consid-
ering M. arenaria as an indicator of the effect of climate change on the Arctic ecosystem. Obtain-
ing new data on peculiarities of the species biology is necessary to identify general patterns of de-
velopment of benthic organisms under varying conditions of the marine environment, to understand
adaptive characteristics of certain long-lived high-tolerant molluscs, and to assess the effect of en-
vironmental factors on them. The investigation of M. arenaria biology may be of practical signifi-
cance as well: this species may become one of promising objects of mariculture in the Arctic region.
The paper provides the results of a study of the current state of the soft-shell clam population and fea-
tures of its distribution in the Kola Bay of the Barents Sea. Material was sampled during MMBI RAS
coastal expedition in 2021. Quantitative characteristics and size and age structure of the mollusc set-
tlements were analyzed. M. arenaria aggregations were recorded in the intertidal zone of the western
and eastern shores of the middle and southern bay areas. The mollusc settlements in the intertidal
zone off the Elovyi Cape (the Tuloma River mouth) were found for the first time during the entire
period of research in the Kola Bay (1921-2021). The highest abundance was registered in the Khleb-
naya Bay (67.1 ind.-m™), and the lowest one was noted in the Belokamennaya Bay (5.0 ind.-m™2). There
were no abundant aggregations in the intertidal zone off the cape Abram-mys and in the Vayenga Bay.
Settlements in the Kola Bay are represented by the soft-shell clams aged 4 to 14 years, with the size
varying 17.5 to 91.2 mm. Apparently, M. arenaria distribution and quantitative and morphometric
characters of its settlements are related to hydrological features of the bay (the intensity of movement
of water masses in small bights and cyclonic movement of water masses in the southern bay area).
An increase in the mollusc abundance and an expansion of its range may be interpreted as a response
to climate change in the Arctic region and an indicator of reduction of anthropogenic load on coastal
communities throughout the Kola Bay.

Keywords: Mya arenaria, distribution, state of the population, density, biomass, size and age structure,
intertidal zone, Kola Bay
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Mya arenaria Linnaeus, 1758 is a bivalve of boreal origin that digs into surrounding sediment
to a depth of 40 cm [Pfitzenmeyer, Drobeck, 1963, 1967; Sveshnikov, 1963]. Its range covers coastal
temperate waters of the northern Atlantic Ocean and northeastern Pacific Ocean, as well as the Bar-
ents and White seas of the Arctic Ocean. The species is reported for the Atlantic and Pacific coasts
of North America and for the Baltic, Black, and Mediterranean seas of the Eastern Atlantic [Carlton,
1992; Fedyakov, 1986; Golikov et al., 1985; Strasser, 1999; Wheaton et al., 2008; Zhang et al., 2018].
M. arenaria settlements can occupy vast areas along the coasts, where the molluscs form large aggre-
gations and prevail in biomass among representatives of littoral macrozoobenthos. The soft-shell clams
are able to withstand fluctuations in environmental factors in wide ranges [Fedyakov, 1986]. This species
is resistant to salinity within 1-30%. [Berger, 1986; Khlebovich, Stankyavichyus, 1979], and its favorable
temperature is within +4...+16 °C [GISD, 2023]. M. arenaria are pretty resistant to hydrogen sulfide
content in water and oxygen deficiency [Sveshnikov, 1963; Thumdrup, 1935]. High tolerance allows
considering the soft-shell clams as indicators of the effect of long-term climate change on the Arctic
ecosystem.

M. arenaria is a key component of coastal communities. Its aggregations affect the processes of de-
tritus formation and sedimentation, and this determines the role of the mollusc as an ecosystem en-
gineer. The soft-shell clam juveniles inhabiting upper layers of silty sediment are an important food
object for seabirds and commercial fish species [Marshall, Elliott, 1997; Piersma et al., 1998; Suther-
land et al., 2000]. M. arenaria filter suspended organic matter of the water column thus improving water
quality [Forster, Zettler, 2004]. Like other filter-feeding bivalves, these molluscs can serve as indicators
of the aquatic environment conditions. By filtering water, the soft-shell clams are capable of accumulat-
ing various toxins, oxidizing organic matter, and even regulating the trophic state of water bodies to some
extent [Loo, Rosenberg, 1996].

Obtaining new data on M. arenaria biology is necessary to identify general patterns of development
of benthic organisms under dynamic conditions of the marine environment, to understand adaptive char-
acteristics of certain long-lived high-tolerant molluscs, and to assess the effect of environmental factors
on them. Studying the biology of soft-shell clams may have practical significance. In North America,
it is an important commercial species [Beal, 2002; Brousseau, 1979; Connell et al., 2007; Newcombe,
1935, 1936]. Interestingly, in Europe, there is practically no commercial exploitation. Nevertheless, there
are publications investigating M. arenaria growth characteristics. Thus, a Danish researcher considered
the possibility of using it as a commercial object [Munch-Petersen, 1973]. The mollusc may become
one of promising objects of mariculture in the Arctic region.

In Russia, studies on this species are concentrated mainly in the White and Baltic seas [Cardoso
et al., 2009; Gerasimova et al., 2016; Maksimovich, 1978]. Also, there are investigations of M. are-
naria from the Sea of Azov-Black Sea Basin [Savchuk, 1970; Savikin, 2020; Zolotnitskiy, Sytnik,
2020] - the area for which this mollusc is an invader. In the Far Eastern seas, comprehensive taxonomic
analysis of Mya japonica Jay, 1857 is carried out — a species closely related to M. arenaria [Zhang et al.,
2018]. The research is focused on clarifying the taxonomic status and geographic range of the soft-shell
clams. It shows that M. arenaria range covers the northeastern Pacific Ocean, while the closely related
M. japonica is distributed in its northern part.

Information on the biology and distribution patterns of the soft-shell clams from the Kola Bay
is patchy. For the first time, the molluscs of the Kola Bay shallows were described by K. Deryu-
gin [1915]. In 1921-1925, the staff of the Murmansk Biological Station studied several coastal areas;
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according to the results obtained, M. arenaria was recorded from the Olenya Bay in the northern bay
area to the Lavna River mouth in the southern one [Gur’yanova et al., 1929]. In the following 40 years,
there were no regular investigations of the bay bottom communities. The monitoring was resumed only
in the 1970s. In 1984, the staff of the Polar Research Institute of Marine Fisheries and Oceanography
studied the central bay. In 1989, the staff of MMBI repeated this survey. These investigations were car-
ried out from a vessel with a Van Veen grab and covered bottom communities of the deep-water bay area.
In 1991-1993, there was a benthic survey of the littoral zone of the Tuloma River mouth, and the mol-
luscs were not noted [Gudimov, Frolov, 1997]. In 2005-2007, during coastal expeditions of MMBI,
M. arenaria was registered in the upper sublittoral of the Kola Bay from the village of Retinskoye
to cape Abram-mys at depths of 4 to 12 m [Frolov, 2009]; in the littoral zone, the soft-shell clams
were not found [Lyubina et al., 2009].

The Kola Bay is the largest bay in the Russian part of the Barents Sea. It is a typical fjord of tectonic,
erosional, and glacial origin [Berega, 1991]. The depth of the bay gradually decreases from the entrance
in the northern area to the head in the southern one. There are many bights jutting into the bay coast,
and the Tuloma and Kola rivers flow into the bay head. The length along the alignment lines is 58.7 km;
the straight line distance from the entrance to the head is 51 km. The total area of the bay is about 180 km?.
Its hydrological regime is affected by the warm Murmansk Coastal Current. In the apex, meteorological
conditions of the adjacent land and freshwater runoff have the most significant effect.

Since the second half of the XX century, the mean global air temperature rises [Zhilina, 2021].
The Arctic is one of the most vulnerable regions of the Earth in terms of climate change: there, warming
occurs faster than on the planet as a whole [Ponomareyv et al., 2005; Zhilina, 2021]. To date, the Arctic
seas are characterized by a tense environmental situation, with the main problems being pollution, effect
of consequences of ongoing global climate change, decrease in biodiversity, and reduction of marine
biological resources [Nersesov, Rimsky-Korsakov, 2021; Stishov et al., 2013; Yakimenko, Ivanenko,
2021]. Over the past 30 years, temperature has risen in all areas of the northern polar region. In general
for 30 years, a linear increase in the mean annual temperature is about 2.43 °C (http://www.aari.ru).
For the Arctic seas in 19362019, the trend sign is positive everywhere. During the last 30-year period,
the Barents Sea water has warmed by about 2.2 °C. Since the 1990s, the consequences of climate change
have been repeatedly recorded in the water area and coastal zone of the Kola Bay [ Antsiferova, Davydov,
2009; Davydov, 2001; Dzhenyuk et al., 1997]. Climate change affects the state of ecosystems, and bo-
real species are especially sensitive to warming; those respond to rising temperature by expanding their
range and increasing abundance [Matishov et al., 2014]. Investigations on the biology and life conditions
of hydrobionts are extremely important for monitoring changes in the coastal zone.

The aim of this work is to study the distribution of the bivalve Mya arenaria in the Kola Bay
of the Barents Sea, to assess the current state of its population, to describe and analyze morphometric
indicators, and to identify factors of the key effect on the mollusc distribution in the bay.

MATERIAL AND METHODS

Data on M. arenaria distribution in the Kola Bay were obtained during a comprehensive coastal expe-
dition of MMBI RAS in 2021. The survey was carried out in the littoral zone of the middle and southern
bay areas, from the Retinskaya Bay to Cape Usov in the Tuloma River mouth on the western shore
of the bay and from the Vayenga Bay to Fadeev Stream on the eastern shore. In the southern bay
area (from the Cape Usov to cape Abram-mys), sampling was carried out in June — after the complete

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2024 vol. 9 no. 3


http://www.aari.ru

Current state of the population and features of the distribution of the soft-shell clams Mya arenaria... 69

melting of the ice cover and fast ice that form there in winter. In spots of the littoral zone of the middle
bay area (the Belokamennaya, Retinskaya, Khlebnaya, and Vayenga bays) which are accessible all
year round, sampling was carried out in March. A total of 234 specimens were sampled during
the research period.

The quantitative recording of the soft-shell clams was carried out in the littoral zone at low tide
with a 0.1-m? frame. The sediment was removed to a 30-40-cm depth and washed through a sieve
with a 0.5-mm mesh. In each area, 10 samples were taken. Water salinity and temperature were mea-
sured simultaneously with the sampling using a portable refractometer and thermometer with an ac-
curacy of 1% and 1 °C, respectively. During the morphometric analysis, the shell length (L, mm),
height (H, mm), and convexity (D, mm) were determined for each mollusc with a caliper with an accu-
racy of 0.01 mm (Fig. 1). The total weight of the soft-shell clam (W, g), the weight of the shell (W,, g),
and the weight of soft tissues (W, g) were measured. The weight of mantle water (W, g) was cal-
culated as the difference between the total weight of M. arenaria and the weight of the shell and soft
tissues. For this purpose, before weighing, the molluscs were kept in containers with seawater. Weighing
was carried out on electronic scales with an accuracy of 0.01 g. The weight of soft tissues was determined
after their drying on filter paper. The proportions of the shell weight and soft tissue weight in the total
weight of the soft-shell clams were estimated (W,/W and W,/W, respectively). When describing size
and weight characteristics, for each study area, mean value (M, mm) and standard deviation (+SD) were
calculated. M. arenaria age was determined by counting the annual rings on the shell; those are formed
during the winter growth cessation and are thickened growth lines [Haskin, 1954; Metody, 1990].

Fig. 1. Scheme of measurements of a bivalve shell [Naumov, 2006]: L, length; H, height; D, convexity

The distribution pattern of quantitative and dimensional characters of the soft-shell clams
was assessed by the Kolmogorov—Smirnov test. The significance of differences was determined
by the Wilcoxon—-Mann—Whitney test. Differences were considered insignificant at p > 0.05. Mathe-
matical calculations and data classification were performed using the STATISTICA 10.0 software pack-
age and MS Office Excel 2010. The relationships within the entire set of morphometric characters
of the molluscs were estimated by cluster analysis. Multivariate analysis was carried out using the val-
ues of morphometric characters (body size and weight). As the main procedures, two methods were
selected — hierarchical analysis and k-means clustering. Distances between groups of characters were as-
sessed by the Ward’s method with Euclidean distances indicated. The significance of differences between
means in groups was tested using variance analysis at a significance level of p = 0.05.
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RESULTS

In the Kola Bay, M. arenaria settlements were registered in the littoral zone in the Retinskaya, Be-
lokamennaya, and Khlebnaya bays and in the littoral zone off the Elovyi Cape (Fig. 2). In the areas indi-
cated, the bivalve forms aggregations chiefly in the middle horizon of the littoral zone. The occurrence
in samples was of 70-100%.
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Fig. 2. Distribution and quantitative characteristics of the bivalve Mya arenaria settlements in the Kola
Bay of the Barents Sea

M. arenaria was also recorded in the littoral zone off the cape Abram-mys and in the Vayenga Bay,
but the molluscs do not form dense aggregations in these biotopes. The occurrence of the soft-shell
clams there was 10-30%. The bivalves were not noted southward of the Elovyi Cape (the Klevnavolok
and Usov capes). The northernmost spot covered by the research was the Retinskaya Bay. In the studied
areas, M. arenaria mean size varied from (32.8 = 5.11) mm in the littoral zone of the Vayenga Bay
to (55.6 = 13.4) mm in the Retinskaya Bay, with the mean body weight of (7.0 £1.5) gand (18.2£9.6) g,
respectively. The molluscs sampled in the Khlebnaya and Retinskaya bays and off the Elovyi Cape were
characterized by the highest values of these characters, while the hydrobionts from the Vayenga Bay
and the littoral zone off the cape Abram-mys were characterized by the lowest ones. The maximum sizes
were 91.2 x 51.5 x 36.8 mm, and the body weight was 36.8 g (this mollusc was found in the littoral zone
of the Khlebnaya Bay).
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Individual settlements differ significantly in the size and age structure. The largest aggregation is con-
fined to the eastern shore of the middle bay area, to the biotope of silted fine sand of the Khlebnaya
Bay. This settlement occupies the southeastern bay area near the stream and is represented by the mol-
luscs aged 4 to 14 years, with a shell length of 30.0 to 91.2 mm. The soft-shell clams inhabit mostly
the middle and lower horizons of the littoral zone. The density of the settlement is 67.1 ind.-m™,
and the biomass is 974 g-m™2. In the settlement, the molluscs aged 7—8 years prevail (40%), with a shell
length of 50.0-59.9 mm (Fig. 3). The littoral zone of the Khlebnaya Bay is flat and is represented by dif-
ferent sediment types. Water salinity in the bay near the waterline is 16—31%o, and water temperature
varies from +1 °C in March to +16 °C in August.
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Fig. 3. Frequency distribution of the size and age structure of the molluscs Mya arenaria
in the Khlebnaya Bay

The southern boundary of M. arenaria distribution in the Kola Bay is a small littoral zone of the south-
ern area off the Elovyi Cape (the Tuloma River mouth). The density of the mollusc settlement there
is 8.2 ind.-m™, and the biomass is 92.3 g-m~2 (Fig. 2). The sizes vary 23.4 to 68.2 mm. The age struc-
ture covers individuals 4 to 11 years. The soft-shell clams aged 6-7 years prevail (56%); their shell
length ranges 40.0 to 70.0 mm (Fig. 4). The proportion of hydrobionts of older age groups (9—10 years)
in the settlement is 17.4%. The bivalves of 4 and 11 years are encountered singly. Based on the sam-
pling data, it can be concluded as follows: 2015 was the most favorable year for replenishment of this
settlement with juveniles. The biotope of the littoral zone of the Tuloma River mouth is distinguished
by the occurrence of numerous littoral baths. Those are separated from each other by ridges of stones
and sand. The largest littoral baths have drains. The littoral zone oft the Elovyi Cape is 150 m long
and is represented by silty-sandy sediment with boulder fractions with fucoids. The biotope is charac-
terized by a high degree of desalination. The salinity at the water’s edge at low tide can be only 7%o;
water temperature in the littoral puddles in June is +7 °C.

In the Retinskaya Bay, M. arenaria settlement is located at the estuary of the inflowing stream.
It is represented by the soft-shell clams aged 5 to 10 years, with a shell length of 30.5 to 80.0 mm. The set-
tlement density is 35.0 ind.-m™, and the biomass is 364.0 g-m™. The molluscs aged 6, 7, and 8 years
prevail (> 60%), with a shell length of 50 mm or more. Water salinity in the bay throughout the year
is 10-25%o, with the value dropping to 3%o in May at the estuary of the stream. The width of the littoral
zone is 30-50 m. The sediment is chiefly silty sand.
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Fig. 4. Frequency distribution of the size and age structure of the molluscs Mya arenaria off the Elovyi
Cape

In the Belokamennaya Bay, the aggregation is situated near the stream flowing out into the littoral
zone. M. arenaria settlement in the littoral zone of this bay is in a depressed state. There, the lowest
values of density and biomass are recorded: 5 ind.-m™ and 48 g-m™, respectively (Fig. 2). The size
distribution is characterized by the occurrence of two groups of the soft-shell clams — 3 to 5 years, with
a shell length of 10-30 mm (39%), and 6 to 8 years, with a shell length of more than 50 mm (47.7%).
The mean size of the hydrobionts is (43.4 + 15.2) mm, and the body weight is (10.0 £ 8.9) g. The Belo-
kamennaya Bay is not sharply separated from the Kola Bay; it is a small bight on its western shore located
to the north of the Belokamenny Cape. The littoral zone is wide (the length from the shore to the water’s
edge at low tide is 130 m), with numerous boulder fractions and a belt of brown algae in the lower horizon.
Water salinity at low tide near the water’s edge varies 14 to 22%eo.

In the Vayenga Bay, M. arenaria are found singly. The density does not exceed (0.3 + 0.04) ind.-m™2,
and the biomass is 0.13 g-m™ (Fig. 2). This bight is situated on the eastern shore of the Kola Bay
and forms a wide open bay. The Vayenga River, a large one, flows into the bay apex desalinating the stud-
ied area to 16%o¢. The sediment in the Vayenga Bay is represented mainly by rocky placers only occa-
sionally replaced by small spots of silt. Their fauna is extremely poor [Gur’yanova et al., 1929]. In the lit-
toral zone off the cape Abram-mys, the soft-shell clams are encountered singly. The distribution density
does not exceed (0.1 * 0.03) ind.-m™2, and the biomass is 0.47 g-m™. The biotope is characterized by in-
tensive water movement and significant fluctuations in salinity due to the runoff of large rivers — Kola
and Tuloma. At high tide, salinity is 34%o, while at low tide, the value is 10%0 [Malavenda, Malavenda,
2012]. The width of the intertidal zone is about 100 m, and the slope of the littoral zone does not ex-
ceed 5° [Kol’skii zaliv, 2009]. The size and weight indicators of M. arenaria found in the littoral zone
of the Vayenga Bay and cape Abram-mys are provided in Table 1.

Table 1. Size and weight indicators of the molluscs Mya arenaria inhabiting the intertidal zone
of the Vayenga Bay and cape Abram-mys

Studied area L, mm H, mm D, mm W, g W,.¢g W,.g W,.g
(\;;‘y_e‘%“)ga Bay 328451 | 249+45 | 15042 | 70+15 | 27+10 | 39409 | 1.5+0.03
(C]\’;‘If gbmm'mys 343+105| 163+1.8 | 84+13 | 121402 | 46+0.1 | 38+02 | 1.2+0.03

Note: N, the number of molluscs. The abbreviations used are explained in “Material and Methods” section.
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In the studied areas, the relative shell weight varies 38 to 61% of the total body weight of the hydro-
bionts (Fig. 5). The highest values were revealed for the Khlebnaya Bay, and the lowest ones, for the Belo-
kamennaya Bay. The proportion of M. arenaria shell weight (W,/W) in the Retinskaya Bay and off
the cape Abram-mys was 55%; in the littoral zone of the Elovyi Cape, 48%:; and in the Vayenga Bay, 39%.
The relative weight of soft tissues is the highest for the molluscs of the Vayenga Bay (56%) and the lowest
for the soft-shell clams of the Belokamennaya Bay (33%). The mean amount of mantle water was 6.5%,
with fluctuations within 2% (the Khlebnaya Bay) to 29% (the Belokamennaya Bay). The ratio of the shell
weight and soft tissue weight in M. arenaria from the littoral zone off the cape Abram-mys and Elovyi
Cape was almost 1 : 1, and the proportion of mantle water did not exceed 0.5%.

100%

) ] I I I I l
0% -

Retinskaya Bay Vaenga Bay Khlebnaya Bay Belokamennay'x cape Abram-mys cape Elovyi

B Shell weight, g I Soft tissues weight, g Mantle liquid weight, g

Fig. 5. The ratio between weight parameters of the molluscs Mya arenaria in the studied areas
of the Kola Bay

No changes were revealed in the body size and weight depending on the latitudinal loca-
tion of the studied areas. Therefore, to determine relationships within the entire set of morpho-
logical characters for M. arenaria sampled in the littoral zone of the Kola Bay, cluster analysis

was applied (Fig. 6).

cape Elovyi —l
Khlebnaya Bay ]J
Retinskaya Bay

cape Abram-mys

Belokamennaya Bay

Vaenga Bay

0 20 40 60

Linkage distance

Fig. 6. Dendrogram of similarity of morphometric characters for settlements of the molluscs Mya arenaria
in the intertidal zone in the studied areas of the Kola Bay

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3



74 O. Smolkova

The analyzed set was divided into two clusters. Cluster 1 consisted of the molluscs inhabiting
the biotopes of the Retinskaya and Khlebnaya bays and the Elovyi Cape. These settlements had the high-
est density and biomass, and the molluscs were characterized by the maximum mean values of the shell
length, height, and convexity. Cluster 2 consisted of the soft-shell clams from the Vayenga and Belo-
kamennaya bays and the cape Abram-mys vicinity. In these biotopes, the settlements had the lowest den-
sity and biomass, and the hydrobionts were characterized by lower values of morphometric characters
compared to those of cluster 1 (Table 2).

Table 2. Classification of morphometric characters of the molluscs Mya arenaria (k-means clustering)
and assessment of the significance of differences (F-test)

Analysis of vari
Charact Cluster 1, Cluster 2, i R va.rlarllfc.e Tovel
aracter M+ SD M+SD F signi 108?)06 eve
Shell length (L, mm) 54.0+1.83 36.8+5.74 24.37953 0.007830
Shell height (H, mm) 32.6 £0.87 22.3+£5.18 11.61329 0.027081
Shell convexity (D, mm) 20.3+1.03 13.1+4.13 8.43078 0.043960

Note: M, the mean value; SD, the standard deviation.

The data obtained were supplemented by the results of k-means clustering. The dispersion analysis
showed noticeable differences between two clusters (p < 0.05). In cluster 1, the highest similarity of size
characteristics was recorded for the molluscs of the Khlebnaya and Retinskaya bays (Euclidean dis-
tance 0.82), and in cluster 2, it was registered for the soft-shell clams of the Vayenga and Belokamennaya
bays (Euclidean distance 1.58).

DISCUSSION

M. arenaria distribution and quantitative and morphometric characters of settlements in different
areas of the Kola Bay are very diverse. The highest settlement density was determined for the Khleb-
naya Bay. Relatively high abundance values were obtained for the Retinskaya Bay. The lowest density
was noted in the littoral zone of the Belokamennaya Bay. In shallow areas off the cape Abram-mys
and in the Vayenga Bay, the molluscs do not form dense aggregations. The abundance values of the hy-
drobionts are comparable with quantitative characteristics of the individuals from other areas. Simi-
lar abundance values were determined for the White Sea [Smolkova, 2021] and for the Kerch Strait
of the Black Sea [Ivanov, Sinegub, 2007]. The quantitative characters of the soft-shell clam settlement
of the Khlebnaya Bay which belongs to moderately polluted areas of the Kola Bay [Informatsionnyi byul-
leten’, 2012] are close to abundance values of M. arenaria in the southeastern Onega Bay of the White
Sea [Smolkova, 2021] and exceed the indicators of settlements in shallow and cleaner areas of the East-
ern Murmansk [Smolkova, Meshcheryakov, 2023]. The size and age composition of the studied settle-
ments of the Kola Bay covers individuals of 30.0 to 91.2 mm and 4 to 14 years, with a prevalence
of middle-aged hydrobionts, 6 to 8 years (frequency of occurrence is 47 to 69%). In the samples, there
were no molluscs aged 1 and 2 years and no yearling; it is quite natural for settlements of this species
and was described earlier [Maksimovich, 2004]. The heterogeneity of the size and age characteristics
of the settlements arises due to differences in the patterns of replenishment with juveniles, intraspecific
and interspecific competition, and M. arenaria death at early stages of its development.
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Apparently, the key factors affecting the soft-shell clam distribution in the bay and quantitative
characters of settlements are hydrological processes (water dynamics, currents, and water exchange).
The total water transport in the bay consists of tidal, runoff, and wind currents. The most significant
role is played by tidal currents caused by the Barents Sea tidal wave. There, tidal currents are regular
semi-diurnal; those vary depending on the cross-sectional area of the bay. The current velocity decreases
from the surface horizon to the bottom; at the horizon of less than 10 m, it does not exceed 5-10 cm-s™!
in the middle bay area and 5 cm-s™' in the northern one. The highest current velocity is characteris-
tic of the southern bay area: there, the values reach 100 cm-s™! [Kol'skii zaliv, 1997]. Tidal currents
in the Kola Bay cover almost the entire water mass in bays and bights and serve as the main source of or-
ganic matter and oxygen necessary for the vital activity of the molluscs. However, with intensive move-
ment of water masses, young individuals that just settled may be subject to postlarval passive transfer

in the water column [Roegner et al., 1995].

As shown for the southeastern North Sea, with intensive movement of water masses together with
bottom sediments, the transfer of M. arenaria juveniles in large numbers, with a shell length up to 15 mm,
is possible [Emerson, Grant, 1991]. In the Baltic Sea, passive transfer in the water column was recorded
for individuals with a shell length up to 25 mm [Kube, 1996]. Coastal areas off the Elovyi and Abram-mys
capes are characterized by the highest dynamics of water mass movement; therefore, juveniles inhabiting
surface layers of the sediment can be transferred by a current into more closed water areas of the bay,
with a less dynamic hydrological regime. The apex spots of the Retinskaya and Khlebnaya bays are closed
from the main bay area; those have a flat littoral and are characterized by weak tidal currents. The streams
flowing into the apex spots of these bays have a moderate desalinating effect and provide the removal
of organic matter suitable for mollusc feeding. There, the conditions are quite favorable for M. arenaria,
and it is reflected in relatively high density and biomass of its settlements.

In addition to hydrological conditions, the distribution of the soft-shell clams in the Kola Bay
can be affected by climate change and associated processes of primary production and suspended matter
transfer. Because of a rise in the mean annual water and air temperature, coastal waters of the bay be-
came more susceptible to desalination due to intensive snow melting in spring. A gain in freshwater runoft
in the bay apex determines an increase in the intensity of water movement [Kravets, 2012]. In the zone
of seawater and freshwater mixing, the content of suspended matter is high [Mityaev, Gerasimova, 2009].
There, intensive formation of primary production occurs due to the production activity of phytoplank-
ton [Makarevich et al., 2004]. The distribution of suspended matter is associated with the cyclonic
movement of water masses in the bay. From the south, desalinated water masses spread along the east-
ern shore of the southern bay area. In the zone of conjugation of the southern and middle bay areas,
those collide with seawater moving from the north and, turning around, return along the western shore
of the southern bay area. The eastern shore of the southern bay area is a zone of transit of suspended
matter, and the western one is a zone of its concentration and, apparently, accumulation [Mityaev, Gerasi-
mova, 2009].

Suspended matter is very important in the vital activity of inhabitants of the littoral zone. M. are-
naria are sedentary seston feeders and filter feeders [Beskupskaya, 1963; Metody, 1990]. The soft-shell
clams need a constant influx of suspended matter for their feeding: these hydrobionts filter the bottom
water and pick up nutrient particles from it. The main food components are suspended detritus, di-
atoms of the genus Coscinodiscus, and particles of a macrophyte Ascophyllum nodosum [Beskupskaya,
1963]. Moreover, a sedentary lifestyle reduces the ability of these molluscs to compete for favorable
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areas of the littoral zone with more mobile invertebrates inhabiting spots with similar conditions (other
Bivalvia species, Polychaeta representatives, etc.) [Sveshnikov, 1963]. Accordingly, M. arenaria have
adapted to inhabit biotopes inaccessible to many other species (highly desalinated apex areas of bays
and gulfs, with salinity of 10%o); there, food resources are sufficient for the soft-shell clams, and the costs
of competition are reduced [Smolkova, 2012].

In the early XX century, the southern boundary of M. arenaria distribution in the Kola Bay
was the pre-estuarine area of the Lavna River on the western shore [Gur’yanova et al., 1929]. When
moving southward along the Tuloma River mouth to the Nemetsky Island, the molluscs were not en-
countered. Starting from the Nemetsky Island, researchers registered a gradual transition from marine
fauna to freshwater one. According to our survey in 2021, the southern boundary of M. arenaria dis-
tribution in the bay is the littoral zone off the Elovyi Cape which is 15 km south of the Lavna River.
The littoral zone off the Elovyi Cape where we have recorded M. arenaria (for the first time during
the entire period of investigation in the littoral zone of the Kola Bay) is located on the western shore
of the southern bay area, in the spot of suspended matter concentration and accumulation.

Differences in the quantitative characters of the mollusc settlements in the bay may also be associated
with the effect of anthropogenic factors on the habitat. Even with a high threshold of resistance to fluctu-
ations in environmental factors, M. arenaria is in a depressed state in silted eutrophic areas of the littoral
zone — in biotopes subject to significant anthropogenic load. Severe siltation negatively affects the vital
activity of the soft-shell clams [Winther, Gray, 1985]. Due to the occurrence of floating layers of the sed-
iment, non-floating burrows cannot be formed, and this leads to the death of the molluscs [Sveshnikov,
1963]. Earlier, when describing M. arenaria aggregations in the littoral zone of the Khlebnaya Bay,
a strong inverse relationship was established between the content of small silt and pelitic fractions
in the sediment and the settlement density [Smolkova, Meshcheryakov, 2023]. In areas with waters sub-
ject to higher anthropogenic load and a more intensive eutrophication (the Vayenga and Belokamennaya
bays and the cape Abram-mys), the settlements are in a depressed state, and the values of quantitative
characters are low. In areas with lower anthropogenic load (the Retinskaya and Khlebnaya bays), aggrega-
tions have higher density and biomass. At the same time, the occurrence of the molluscs in the southern
Kola Bay may be associated not only with the effect of climate change, but also with improved water
quality and a decrease in anthropogenic load.

The Kola Bay is classified as a moderately polluted area of marine waters in the Murmansk coastal
zone of the Barents Sea [Informatsionnyi byulleten’, 2012]. The current level of background pollu-
tion of waters and especially bottom sediments of the bay is still quite high; however, a gradual de-
crease recorded since the 1980s undoubtedly results in an improvement in the state of the bottom
fauna [Pavlova et al., 2019]. According to the annual monitoring of the State Oceanographic Insti-
tute [2021], the water quality in the water post area in the Murmansk Commercial Seaport has im-
proved significantly in 2021. The water pollution index (WPI = 0.70) dropped to class II (“clean”).
In 2018-2020, WPI was of 0.93-1.13 and was attributed to class III (“*moderately polluted”). The con-
tent of phosphates decreased in 2021 by an average of 1.5 times compared to that for the previous year.
The priority pollutants are still petroleum hydrocarbons, copper, and iron. In 2021, the concentration
of petroleum hydrocarbons was below the maximum permissible concentration (MPC) for the first time
and amounted to 0.034 mg-dm™. The highest value, 1.3 MPC, was recorded in May. The mean con-
centration of copper became lower and slightly exceeded the standard (5.2 mg-dm™). The mean annual
content of iron was also lower compared to that for the last year; the value amounted to 0.46 MPC.
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The concentration of oxygen in the surface water layer in the water post area (a water sampling sta-
tion closest to the southern border of the mollusc distribution in the bay) dropped: the mean annual
concentration was 9.3 mg O,-dm™> vs. 11.8 mg 0,-dm™ in 2020.

Conclusion. New data were obtained on the distribution of the bivalve Mya arenaria in the littoral
zone of the Kola Bay of the Barents Sea. For the first time during the research period there (1921-2021),
the molluscs were registered in its mouth, in the littoral zone off the Elovyi Cape. Apparently, it is a re-
sponse to climate change occurring in the Arctic region, and it indicates the formation of favorable
habitat conditions in areas previously unsuitable for this. The largest settlement of the soft-shell clams
is located on the southeastern shore of the middle bay area in the biotope of silted fine sand of the Khleb-
naya Bay. The littoral area of the western shore off the Elovyi Cape (the Tuloma River mouth) is defined
as the southern boundary of the species distribution in the Kola Bay. M. arenaria distribution is most
likely determined by the hydrological features of the Kola Bay (the intensity of movement of water
masses in bays and bights, the cyclonic movement of water masses in the southern bay area, and the de-
gree of siltation and eutrophication of the studied areas). The obtained data on the biology and distri-
bution of this bivalve in the Kola Bay of the Barents Sea will serve as a basis for monitoring possible
changes caused by anthropogenic load or climate fluctuations.

The work was carried out within the framework of MMBI RAS state research assignment No. 9-22-01 (1.6.16)

“Bottom biocenoses of the Barents Sea, its drainage basin, and adjacent waters under modern conditions,’
state registration No. 122020900044-2 (FMEE-2022-0001).
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COBPEMEHHOE COCTOAHUE IOIIVJIAIINN
N OCOBEHHOCTHU PACITIPOCTPAHEHUA
ABYCTBOPYATBIX MOJIVIIOCKOB MYA ARENARIA LINNAEUS, 1758
B KOJIbCKOM 3AJIUBE BAPEHIIEBA MOP#

0. B. CmoubKoBa

MypMaHCcK1ii MOpcKoii 6uostormueckuii uactutyT PAH, Mypmanck, Poccuiickas ®enepanust

E-mail: sm.olj@mail.ru

Mpya arenaria Linnaeus, 1758 (Musi) — AByCTBOpYATHIN MOJUTIOCK OOPEATbHOTO TPOUCXOKIeHUs. Ape-
aJI BUJa OXBATBhIBAET MPUOpPEKHBIE YMEPEHHbIE BOBl ATIaHTUYECKOTO OKEaHa U CEBEPO-BOCTOYHYIO
yacth Tuxoro okeaHa, a Takxe Mopsi CeBepnoro JlemoButoro okeana — BapeniieBo u benoe. Ilo-
CeJIeHWsI MUY MOTYT 3aHMMATh OOIIMpPHBIE MTPOCTPAHCTBA B MPUOPEKHON MOJI0Ce, TIe MOJUTIOCKH 00-
pasyloT OOJIbIIME CKOIUICHUSI M SIBJISIOTCS JIOMHUHUPYIOIIMM 0 GMoMacce BUIOM Cpefiv MpecTaBH-
TeJlel JIMTOPaILHOrO Makpo3ooOeHToca. M. arenaria cioCOOHBI BbIIEPKUBATH (PIYKTyaluK (HaKTo-
POB Cpefibl, a TaKXkKe OKa3biBaTh BIMSHUE Ha IMPOIECCH JAETPUTOOOPA30BaHUS M OCA/IKOHAKOTIICHHSI.
Mosoib MOJLTIOCKOB, 3acelisliolasi BEPXHUE CJIOM TPYHTA, MPEJCTaBIseT COOON BaKHBIA KOPMOBOU
00BEKT JUIsI MOPCKHX TTHUI] U MTPOMBICIIOBBIX BUJIOB PhIO. BhicOKasi SBpUOMOHTHOCTH TIO3BOJISIET pac-
CMaTpHBaTh MHUIO B KaUeCTBE MHAMKATOPA AJIs1 OLEHKH BIMSIHUS KIMMAaTHYECKUX U3MEHEHUI Ha Mpu-
poanyio cpeny Apkruku. [TosydeHre HOBBIX JaHHBIX 00 OCOOEHHOCTSIX Ouosiorun M. arenaria HeoO-
XOJIMMO KaK JUIS BBISIBJICHHsI OOINIMX 3aKOHOMEPHOCTE! pa3BUTHSI OSHTOCHBIX OPraHM3MOB B JIMHA-
MUYHBIX YCIIOBUSIX MOPCKOW Cpellbl, TaK W IJIs1 TIOHMMAaHWS aJalTHBHBIX OCOOEHHOCTEN OTAETbHBIX
BUJIOB JOJITOKVBYIIVX SBPUOMOHTHBIX MOJUTIOCKOB M OIEHKH BIIMSTHHSI HA HUX Pa3JIMYHBIX SKOJIOTU-
yeckux (paktopoB. MzyueHue Ononornu M. arenaria MOKET UMETh MPAKTUUECKOE 3HAUCHHUE: HE HC-
KJIIOYEHO, YTO MUS1 CTaHeT MEePCIIEKTUBHBIM OOBEKTOM MaPUKYJIBTYphl B APKTHUECKOM peruoHe. B pa-
60Te Mpe/ACTaBIeHbl Pe3yIbTaThl UCCIIENOBAHUSI COBPEMEHHOTO COCTOSIHUS MOMYJISALUA ¥ 0OCOOEHHO-
cTell pacnpocTpaHeHust MoJutiockoB B KosbckoMm 3anuBe Bapeniiea Mopst. Matepuan coOpaH B XO-
ne sxcrieauiiii MMBH PAH B 2021 r. W3ydeHbl KOJIMYECTBEHHbIE XapaKTEPUCTUKU U Pa3MEPHO-
BO3PACTHOM cocTaB roceneHnit Muu. CkorieHus: M. arenaria 3apyiKCHpOBaHbI HA JINTOPAITH 3aIla{HO-
T'0 ¥ BOCTOYHOTO OEpEeroB Cpe/THero U I03KHOTO KOJIeH 3aivBa. BriepBrie 3a Bech NiepHo/1 HCCIeJOBAaHUI
Konbckoro 3amuBa (1921-2021 rr.) MOJUTIOCKM OOHApY>KEHBI B 3CTYapHOM €ro YacTu — Ha JIUTOPaIH
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y Mbica Enoslii (yetbe peku Tysoma). Haubosblime nokaszarey oOUvs OTMEUSHbI Ha BOCTOYHOM Oe-
Pery cpeaHero KojeHa 3aamBa — B ryoe Xue6Has (67,1 9K3.-M~2), HAUMEHbIINE 3aperuCTPUPOBAHBI
Ha 3anagHoM Gepery — B rybe Benokamennas (5,0 9k3.-M~2). Ha MeJIKOBOJHBIX yUacTKax B paiioHe
AbpaM-mbIca 1 B TyOe BaeHra musi MJIOTHBIX CKOIUIEHUH He oOpa3syeT. MccienoBaHHbIe TOCEIeHUs
3aJ11MBa NpeJICTaBIeHbl 0COOsSMU B Bo3pacTe oT 4 10 14 siet ¢ Bapuauuei pasmepos oT 17,5 1o 91,2 mm.
Pacripoctpanenue M. arenaria, a Takke KOJIUYECTBEHHbIE M MOP(POMETPUUYECKUE XAPAKTEPUCTUKU
€€ TMOCeJIeHHIT CBA3aHbI, BEPOSITHO, C TMAPOJIOTMIECKUMU OCOOCHHOCTSIMU 3JTBa (C MHTEHCUBHOCTBIO
JBUKEHUS BOJIHBIX Macc B Iy0ax u OyXTax, a TakxkKe C IIMKJIOHNYECKUM TepeMeleHHEM BOJJHBIX MaccC
B I0KHOM KoJjieHe). OTMeUYeHHbIEe YBeIMUeHre YMCASHHOCTA MOJUTIOCKOB U pacCIIMpeHre apeaia MOX-
HO, TIO-BUMMOMY, UHTEPIIPETHUPOBATh KaK OTKJIMK BU/IA HA KJIMMATUIeCKHUE U3MEHEHHUs, TPOUCXO1sI-
e B APKTUYECKOM perroHe, U MoKa3aTelb CHIKEHHSI aHTPOIIOTeHHON HAarpy3KU Ha TIPpUOpEKHbIC
coo0IIecTBa 3aJIMBA B IIEJIOM.

KaroueBbie cJjoBa: BYyCTBOpYATHIA MOJUTIOCK Mya arenaria, pacrpoCTpaHEHHE, COCTOSHHUE
TOMYJISAIMY, TUIOTHOCTh, OMOMAcca, pa3MepHO-BO3PACTHAS CTPYKTYpa, JIUTOPasib, KoNbCKuii 3a1MB
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The results of studies of planktonic algae developing in the Kerch Strait in various seasons
of 2009-2019 are presented. Phytoplankton included 114 species and several taxa identified down

to the genus level covering 11 classes of algae, inter alia 64 Dinophyceae species and 32 Bacillario-

phyceae species. Mean values of abundance and biomass were 140 thousand cells-L™" and 0.386 g-m™,

respectively. Cyanophyceae prevailed accounting for 44% of the total phytoplankton abundance.
Bacillariophyceae and Dinophyceae formed a significant part of the total phytoplankton abun-
dance (19 and 18%) and biomass (62 and 35%). Cryptophyceae, Coccolithophyceae, and Chloro-
phyceae amounted to 18% of the total phytoplankton abundance. In spring, small-cell diatoms
Skeletonema costatum and Cyclotella caspia dominated. In summer, large- and small-cell species
of Bacillariophyceae and Dinophyceae prevailed, along with a Coccolithophyceae representa-
tive Emiliania huxleyi. In autumn, species of Cyanophyceae (Planktolyngbya limnetica), Crypto-
phyceae (Plagioselmis), and Chlorophyceae (Binuclearia and Nannochloris) were the most abundant
ones. Bacillariophyceae (Pseudosolenia calcar-avis) and Dinophyceae (Prorocentrum, Protoperidinium,
and Ceratium species) formed the major part of the phytoplankton biomass.

Keywords: phytoplankton, species composition, abundance, biomass, Kerch Strait

The Kerch Strait connects the Sea of Azov and the Black Sea. Its inhabitants are exposed to effect
of both natural and anthropogenic factors: heavy shipping traffic, construction of hydraulic structures,
operation of port and roadstead transshipment complexes, exploitation of coastal oil terminals in Taman
and the port of Kavkaz, and transshipment of oil and bulk cargo. Also, the problem of the input
of biogenic elements with domestic wastewater is becoming more and more urgent [Zhugailo et al.,
2011]. Against the backdrop of climate change, increase in the shipping intensity, development
of tourism, and industrialization of water recreation, constant monitoring of the environment in the Sea
of Azov-Black Sea Basin is required [Matishov, Ivanov, 2012; Matishov et al., 2013]. In this regard,
the study of current state of a plankton phytocenosis of the Kerch Strait is of significant interest,
for it is one of the most sensitive components of marine ecosystems. Despite the fact that plankton
communities of the Kerch Strait are being investigated, data on the seasonal dynamics of phytoplankton
composition, abundance, and biomass in this area are insufficient. The aim of our research is to analyze
spatial and temporal variability of phytoplankton species richness and abundance under the effect
of environmental factors for 2009-2019.
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MATERIAL AND METHODS

The provided results were obtained during expeditions covering the Kerch Strait water area (Fig. 1)
on the RV “Deneb” of SSC RAS in April 2009, July 2010, June and September 2011, July 2012,
and May and July 2013, as well as on the RV “Peleng” of the Sevastopol Branch of the N. N. Zubov’s
State Oceanographic Institute in August 2016 and 2019, under the projects EMBLAS-II (Improving
Environmental Monitoring in the Black Sea — Phase II, ENPI/2013/313-169) and EMBLAS-Plus
(Selected Measures, ENI1/2017/389-859).

¥ Sea of Azov

Kerch Strait

Dinskoy Bay

Taman Bay

Black Sea

Fig. 1. A scheme of phytoplankton sampling sites in the Kerch Strait waters in 2009-2019

A total of 51 samples were taken and processed. In September 2011, May and July 2013, and Au-
gust 2016, sampling was carried out in the upper layer of the sea, 0—1 m. In April 2009, June 2011,
and July 2010, the vertical structure of phytoplankton was analyzed at two horizons, on the surface
and at the bottom. In July 2012 and August 2019, it was studied at horizons of 0—1 m, 5 m, and 10 m,
as well as at the bottom. Water was sampled during the daytime from aboard the RV with bath-
ometers, thickened by sedimentation, and fixed with 5% Lugol’s solution, neutral formalin, or Water-
mael acidic solution to a final concentration of 1-2% [Makarevich, Druzhkov, 1989]. Phytoplankton
was recorded quantitively under a Mikmed-2 microscope with a magnification of x100, x200, and x400
in a 0.05-mL Nageotte counting chamber. The minimum size of cells to be counted was 3—5 um. For tri-
chome cyanoprokaryotes, a colony 50—100 um long was taken as one conventional unit for counting.
Species were identified according to guidelines [Dedusenko-Shchegoleva et al., 1959; Dodge, 1982;
Gollerbakh et al., 1953; Identifying Marine Phytoplankton, 1997; Kiselev, 1950; Kosinskaya, 1948;
Proshkina-Lavrenko, 1955, 1963]. Phytoplankton biomass was determined based on size and shape
of cells in accordance with their similarity to the closest stereometric figures, and specific weight of al-
gae was considered equal to one [Bryantseva et al., 2005]. In our work, algal classification ranking follows
AlgaeBase [2023]. The Sgrensen—Czekanowski coefficient [Clarke et al., 2014] was applied to assess
the similarity of taxonomic composition for microalgal communities in the Kerch Strait in different
study periods.

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3



86 0. Yasakova

RESULTS

1. Taxonomic composition of phytoplankton. In the Kerch Strait, we registered 114 species
and several algae not identified down to the species level (Table 1). Those represent 11 classes.
Dinophyceae (64 species) and Bacillariophyceae (32 species) were distinguished by high species
diversity.

In June 2011 and August 2019, species composition of phytoplankton (Table 1) was the richest (58
and 53 species, respectively). In July 2013, the lowest diversity was observed (16 species). At other times,
the total number of algal species varied within 34—45. In June 2011 and August 2019, the maximum
diversity of dinoflagellates was noted (37 and 41 species, respectively); in other study periods, the number
of species was 6 to 27. Diatoms were most widely represented in April 2009 (19 species); values in other
periods were 7 to 14. The number of species from other classes varied depending on season and year
in a range from 3 (July 2012 and July 2013) to 10 (April 2009 and July 2010).

Table 1. Species composition of phytoplankton in the Kerch Strait in 2009-2019

Year, month | 2009 | 2010 2011 2012 2013 2016 | 2019
Algal class and species v VII VI IX VII A% vl | vl | VII

BACILLARIOPHYCEAE
Chaetoceros affinis Lauder - + ++ - + - ++ - +
Chaetoceros curvisetus Cleve ++ - + - - — — - _
Chaetoceros peruvianus Brightwell - - - - - - - + -
Chaetoceros scabrosus Proshkina-Lavrenko - - - - - - - + -
Chaetoceros simplex Ostenfeld + - - - - - - + -
Chaetoceros subtilis Cleve + - - - - - - - —
Chaetoceros spp. + + - - - - - - -
Cerataulina pelagica (Cleve) Hendey + ++ + - - - — + —

Climaconeis inflexa (Brébisson ex Kiitzing)
E. J. Cox [= Amphora inflexa (Brébisson + - + - - - - - +
ex Kiitzing) Cleve]

Cocconelis scutellum Ehrenberg + - - - - - - + -
Coscinodiscus granii L. F. Gough ++ + + ++ - ++ - + -
Coscinodiscus janischii A. W. F. Schmidt - - + - ++ ++ - -
Coscinodiscus subtilis Ehrenberg - - - + - - - - -
Coscinodiscus sp. ++ + + + - + — + _
Cyclotella caspia Grunow +++ | +++ - ++ - - - - _
Cyclotella sp. - - - + - + - + -
Cylindrotheca closterium (Ehrenberg) _ _ _ _ ~ ~ ~ .\ ~
Reimann & J. C. Lewin

Dactyliosolen fragilissimus (Bergon) Hasle + - + - - - - - ++
Ditylum brightwellii (T. West) Grunow - +++ - ++ - - - - -
Gyrosigma sp. ++ - - + - - - + —
Halamphora hyaline (Kiitzing) Rimet N _ _ _ ~ ~ ~ ~ .\

& R. Jahn (= Amphora hyaline Kiitzing)

Hemiaulus hauckii Grunow ex Van Heurck - - - + - - - — _

Continued on the next page...
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Year, month
Algal class and species

2009

2010

2011

2012

2013

2016

2019

vl

VI

IX

Vil

v vl

VIII

VIII

Leptocylindrus danicus Cleve

++

Licmophora ehrenbergii (Kiitzing) Grunow

- ++

Licmophora flabellata (Greville) C. Agardh

Melosira moniliformis (Link) C. Agardh

Nitzschia tenuirostris Manguin

Pleurosigma elongatum W. Smith

Pleurosigma sp.

Proboscia alata (Brightwell) Sundstrom

++

Pseudosolenia calcar-avis (Schultze)
B. G. Sundstrom

+++

++

+++

+++

Pseudo-nitzschia pseudodelicatissima (Hasle)
Hasle (complex)

++

++

++

+++

Pseudo-nitzschia sp.

Skeletonema costatum (Greville) Cleve

++

Striatella delicatula (Kiitzing) Grunow
ex Van Heurck

Striatella unipunctata (Lyngbye) C. Agardh

Surirella gemma (Ehrenberg) Kiitzing

Thalassionema nitzschioides (Grunow)
Mereschkowsky

++

++

++

Thalassiosira sp.

++

DINO

Akashiwo sanguinea (K. Hirasaka)
G. Hansenet Moestrup (= Gymnodinium
sanguineum K. Hirasaka)

++

Alexandrium tamarense (Lebour) Balech

Amphidinium sp.

Amphidinium crassum Lohmann

Amphidinium longum Lohmann

Amphidinium flagellans J. Schiller

Amphidinium fusiforme G. W. Martin

Blixaea quinquecornis (T. H. Abé)
Gottschling (= Peridinium quinquecorne
Abé)

Dinophysis acuminata Claparede
& Lachmann

Dinophysis acuta Ehrenberg

Dinophysis caudata Kent

Dinophysis fortii Pavillard

Dinophysis sacculus F. Stein

Dinophysis sp.

Diplopsalis lenticula Bergh

+

Diplopsalis sp.

Continued on the next page...
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Year, month
Algal class and species

2009

2010

2011

2012

2016

2019

1AY

viI

VI

IX

Vil

VIII

VIII

Glenodinium pilula (Ostenfeld) J. Schiller

Glenodinium sp.

Gymnodinium agiliforme J. Schiller

Gymnodinium blax T. M. Harris

++

++

Gymnodinium elongatum B. Hope

Gymnodinium simplex (Lohmann)
Kofoid & Swezy

ot -

++

++

Gymnodinium wulffii J. Schiller

++

Gymnodinium spp.

+++

+++ +

++

+++

Gyrodinium lacryma (Meunier)
Kofoid & Swezy

Gyrodinium fusiforme Kofoid & Swezy

++

+++ | 4+

++

++

Gyrodinium spirale (Bergh) Kofoid & Swezy

++

Gyrodinium sp.

++

++

++

++

Gonyaulax digitale (Pouchet) Kofoid

Gonyaulax spinifera (Claparede
& Lachmann) Diesing

Gonyaulax polygramma F. Stein

Gonyaulax sp.

Katodinium glaucum (Lebour)
A. R. Loeblich III

++

Lingulodinium polyedra (F. Stein) J. D. Dodge

Margalefidinium citron (Kofoid & Swezy)
F. Gémez, Richlen & D. M. Anderson
(= Cochlodinium citron Kofoid & Swezy)

Mesoporos perforatus (Gran) Lillick

Heterocapsa rotundata (Lohmann) G. Hansen
[= Katodinium rotundatum (Lohmann)
Loeblich IIT]

Heterocapsa triquetra (Ehrenberg) F. Stein

Heterocapsa sp.

Ensiculifera carinata Matsuoka, Kobayashi
& Gains

Oblea baculifera Balech

Oblea rotunda (Lebour) Balech

Oxyrrhis marina Dujardin

Oxytoxum caudatum J. Schiller

Phalacroma rotundatum (Claparéde

& Lachmann) Kofoid & J. R. Michener
[= Dinophysis rotundata (Claparede

& Lachmann) Balech]

Polykrikos kofoidii Chatton

+

+

+++

+++

++

Polykrikos schwartzii Biitschli

+

+

Continued on the next page...
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Year, month
Algal class and species

2009

2010

2011

2012

2013

2016

2019

v

vl

VI IX

Vil

vl

VIII

VIII

Pronoctiluca pelagica Fabre-Domergue

++

Prorocentrum compressum (Bailey) T. H. Abé
ex J. D. Dodge

++ +

Prorocentrum cordatum (Ostenfeld)
J. D. Dodge [= P. minimum (Pavillard)
J. Schiller]

++

++ +

++

++

++

Prorocentrum micans Ehrenberg

++

++ |

++

+++

++

+++

++

Prorocentrum sp.

Protoceratium reticulatum (Claparede
& Lachmann) Biitschli

++

Protoperidinium bipes (Paulsen) Balech

Protoperidinium brevipes (Paulsen) Balech

Protoperidinium conicum (Gran) Balech

Protoperidinium crassipes (Kofoid) Balech

Protoperidinium depressum (Bailey) Balech

Protoperidinium divergens (Ehrenberg)
Balech

Protoperidinium excentricum (Paulsen) Balech

Protoperidinium globulus (F. Stein) Balech

Protoperidinium granii (Ostenfeld) Balech

Protoperidinium knipowitschii (Usachev)
Balech

Protoperidinium pallidum (Ostenfeld) Balech

Protoperidinium pellucidum Bergh

Protoperidinium steinii (Jgrgensen) Balech

Protoperidinium spp.

++

Scrippsiella acuminata (Ehrenberg)
Kretschmann, Elbrichter, Zinssmeister,
S. Soehner, Kirsch, Kusber & Gottschling
[= Scrippsiella trochoidea (F. Stein)

A. R. Loeblich III]

++

++

Speroidium fungiforme (Anisimova)
Moestrup & Calado [= Katodinium
fungiforme (Anisimova) A. R. Loeblich III]

Torodinium robustum Kofoid & Swezy

++

Tripos furca (Ehrenberg) F. Gémez
[= Ceratium furca (Ehrenberg) Claparede
& Lachmann]

++

++

++

Tripos fusus (Ehrenberg) F. Gomez
[= Ceratium fusus (Ehrenberg) Dujardin]

++

Tripos muelleri Bory [= Ceratium tripos
(O. F. Miiller) Nitzsch]

++ -

++

++

Warnowia aft. maculate (Kofoid & Swezy)
Lindemann

Continued on the next page...
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Year, month | 2009 | 2010 2011 2012 2013 2016 | 2019
Algal class and species v VIl VI IX VII A" vl | vin | vil
COCCOLITHOPHYCEAE
Emiliania huxleyi (Lohmann) W. W. Hay N . s i N ~ ~ -
& H. P. Mohler
CRYPTOPHYCEAE
Plagioselmis spp. ‘ + ‘ +++ ‘ ++ ‘ ++ ‘ ++ ‘ ++ ‘ +++ ‘ ++ ‘ ++
EUGLENOPHYCEAE
Eutreptia lanowii Steuer + + + - + - ++ + -
Euglena viridis (O. F. Miiller) Ehrenberg - - - - - - - - +
Euglena sp. - + + ++ - - - + —
ULVOPHYCEAE
Binuclearia lauterbornii (Schmidle) . s . - ~ . ~ . ~
Proshkina-Lavrenko
CHLOROPHYCEAE
Ankistrodesmus convolutus Corda + - + + - — - - -
Golenkinia radiata Chodat + - - - - - - - -
Monoraphidium contortum (Thuret)
Komarkova-Legnerova * = * - B + B + B
Scenedesmus bicaudatus Dedusenko - + - - - - - - -
Scenedesmus falcatus Chodat + - - - - - — - -
Scenedesmus obliguus (Turpin) Kiitzing - + - - - - - - -
Scenedesmus quadricauda Chodat + + + + - — — - _
Tetraselmis sp. - - - + - - - - -
TREBOUXIOPHYCEAE
Oocystis sp. + - - - - - - - —
aff. Nannochloris sp. - + + ++ - - - - —
PYRAMIMONADOPHYCEAE
Pterosperma undulatum Ostenfeld - + + - + + - - +
Prterosperma sp. + + - - - - - + —
DICTYOCHOPHYCEAE
Octactis octonaria (Ehrenberg) Hovasse ‘ - ‘ - ‘ - ‘ - ‘ - ‘ - ‘ - ‘ - ‘ +
CYANOPHYCEAE
Anabaena flos-aquae Brébisson ex Bornet B _ B B _ ~ - N ~
& Flauhault f. major Elenkin
Anabaena spiroides Klebahn - - - - - - — ++ —
Anabaena sp. - + - + - - ++ ++ _
Aphanizomenon sp. - + - + - + - - —
Merismopedia punctata Meyen + + - - - - - - -
Microcystis aeruginosa (Kiitzing) Kiitzing - - - ++ - - - - -
Oscillatoria spp. + ++ + - - - - + -
Planktolyngbya limnetica (Lemmermann)
Komirkova-Legnerovd & Cronberg * * * S B + | -
Spirulina sp. + - - - - - - - —

Note: +, rare species; ++, common; +++, abundant; and —, absent. Abundant species formed more than 10% of total
phytoplankton abundance or biomass; common ones, 1 to 10%j; and rare ones, up to 1%.
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The highest similarity rates for taxonomic composition of microalgal communities in the Kerch Strait
[Sgrensen—Czekanowski (Dice) coefficient = 60%] were recorded during the warm season (Table 2),
at maximum water temperatures (+21...4+28 °C). In this period, high species diversity of microalgae
was registered (Table 3).

Table 2. Indicators of similarity [Sgrensen—Czekanowski (Dice) coefficient] of taxonomic composition
for microalgal communities in the Kerch Strait during different study periods

Year, month 2009 2010 2011 2012 2013 2016
v VII VI IX VII VII VIII
2010 VII
2011 VI
2011 IX
2012 VII
2013 \%
2013 VII
2016 VIII
2019 VIII

Note: cells highlighted in pale pink depict the coefficient values within 26-37; light pink, 40-49; pink, 50-59;
and dark pink, 62-67.

Table 3. The basic hydrological and phytoplankton characteristics for the Kerch Strait in 2009-2019

Water ¢ . Phytoplankton
ater temperature, . _
Mo | Year | C) R e
depth, m of species | oo cellsL-! mg-m™
April 2009 +9.8...49.9/7-11 no data 45 130 57
May 2013 | +19...419.8 /1012 E-ES5-9/1-2 34 58 145
June 2011 | +22.6...+24/6-11 0/0 58 62 82
2010 | +26.8...+27/3-15 E-ES2-3/1 44 101 418
July 2012 +22...423/4-14 NW 5.3-5.7/1-2 37 72 217
2013 +24...424.4/10 S2-3/0-1 16 19 242
August 2016 | +26.2...+28/4-16 ES2-3/0-1 39 719 1,922
2019 | +25.8...426/24-28 S2-2.5/0-1 53 22 302
September | 2011 | +21.3...421.5/3-12 SW6-8/1-2 39 77 93
114 140 386
in total on average on average

In phytoplankton of the Kerch Strait, the most abundant species are those common to the Black
Sea and Sea of Azov: diatoms (Cerataulina pelagica, Chaetoceros affinis, Chaetoceros curvisetus,
Chaetoceros subtilis, Coscinodiscus granii, Cyclotella caspia, Ditylum brightwellii, Nitzschia tenuirostris,
Pseudo-nitzschia pseudodelicatissima, Pseudosolenia calcar-avis, Skeletonema costatum, and Thalas-
sionema nitzschioides), dinoflagellates (Akashiwo sanguinea, Diplopsalis lenticula, Gymnodinium sim-
plex, Gyrodinium fusiforme, Prorocentrum cordatum, Prorocentrum micans, Protoperidinium granii,
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Protoperidinium divergens, Protoperidinium steinii, and Scrippsiella acuminata), and a coccolithophore
(Emiliania huxleyi) [Studenikina et al., 1999]. Against the backdrop of noticeable abundance of di-
atoms and dinoflagellates, brackish-water species of the classes Cryptophyceae, Euglenophyceae,
Chlorophyceae, and Cyanophyceae developed significantly; these species are widely distributed
in the Sea of Azov plankton. Low depths and high hydrodynamic activity of the Kerch Strait contribute
to phytoplankton enrichment with periphytic diatoms (Climaconeis inflexa, Cocconeis scutellum, Halam-
phora hyalina, Licmophora ehrenbergii, Licmophora flabellata, Melosira moniliformis, and Pleurosigma
elongatum) and representatives of the genera Gyrosigma and Striatella.

Species richness of phytoplankton we observed in the Kerch Strait in 2009-2019 (114 species)
is higher than that described earlier (42-90 species) [Bryantseva et al., 2010; Chernikova, 2004;
Zaremba, 2013]. This is probably due to longer period of our research and the coverage of three sea-
sons (spring, summer, and autumn). However, taxonomic composition of planktonic algae was signifi-
cantly lower than the number of species recorded for a larger area of the Kerch Strait including Dinskoy
Bay and Taman Bay in 1997-2000 (154 species) [Kovaleva, 2008].

2. Seasonal dynamics of phytoplankton abundance and biomass. In the Kerch Strait, val-
ues of phytoplankton abundance and biomass during the study period (April 2009 to August 2019)
varied widely: 19 to 719 thousand cells-L™! and 0.06 to 1.92 g-m™, respectively. Those averaged
(140 + 220) thousand cells-L™! and (0.386 + 0.587) g-m_3 (Table 3, Fig. 2).

m Bacillariophyceae

A 800
L 700 Others
% 600 ® Cyanophyceae
-E 500 H Coccolithophyceae
g 400 Chlorophyceae
£ 300
= u Cryptophyceae
]
: 200 - i u Dinophyceae
= 100 =
=
=
<

0 4
VI VT VI

2009‘2010‘ 2011 ‘2012‘ 2013 ‘2016‘2019‘

B
2.50
2.00 Others
i
= Dinophyceae
& 1.50 phy
? 1.00 m Bacillariophyceae
A

0.50

VARVIIRAVITIAVITY
2009\2010\ 2011 \2012\ 2013 ‘2016‘2019‘

Fig. 2. Abundance (A) and biomass (B) of planktonic algae in the Kerch Strait area in 2009-2019
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Cyanoprokaryotes dominated by abundance (44 % on average over the study period). Diatoms and di-
noflagellates constituted a noticeable part of the total abundance (19 and 18% on average, respec-
tively) and biomass (62 and 35%). Cryptophyceae, Coccolithophyceae, and Chlorophyceae formed 18%
of abundance and 3% of biomass of the plankton phytocenosis. Representatives of other classes ac-
counted for < 1% of abundance and biomass in total. The maximum development of planktonic algae
was noted in August 2016: 719 thousand cells-L ™" and 1.922 g-m™. Accordingly, mean values of phyto-
plankton abundance and biomass in summer (166 thousand cells-L ™" and 0.531 g-m™, respectively) were
2-5 times higher than values registered in spring and autumn (94 and 77 thousand cells-L™" and 0.101
and 0.093 gm™).

In spring and summer 2009-2019, vertical distribution of phytoplankton abundance and biomass
was uneven and depended on the hydrodynamic activity of waters contributing to a more uniform
distribution of planktonic algae in a water column. Specifically, in July 2012, because of intensive
wind activity, uniform distribution of coccolithophores was noted (those made up 43-50% of the to-
tal abundance) in the water column (0-14 m). In June 2011, in calm weather, coccolithophores
were concentrated (42% of the abundance) in the upper layer of the sea (0—1 m) and were ab-
sent at the bottom (6-11 m). Due to mass development of large species (up to 200 um) of ben-
thic—planktonic diatoms in the bottom layer of the pelagic zone, their biomass at the bottom
was 1.4-2 times higher than in the upper layers of the strait (0-5 m) in April 2009, June 2011,
and August 2019.

Spring. In April 2009, due to intensive development of mostly medium- and large-sized dinoflag-
ellate A. sanguinea (40-200 um) and periphytic diatoms of the genera Gyrosigma and Striatella, phyto-
plankton abundance in bottom layers of the strait was 1.3 times higher than on the surface, and biomass
was 1.9 times higher. Diatoms averaged 65% of abundance and 69% of biomass of pelagic phyto-
plankton; those formed 61% of abundance and 49% of biomass on the surface of the strait and 68
and 79%, respectively, at the bottom. Out of them, S. costatum and C. caspia developed most inten-
sively, while N. tenuirostris and C. curvisetus were subdominant species. Coscinodiscus, Thalassiosira,
and Gyrosigma representatives formed the basis of biomass of diatoms, along with S. costatum, C. caspia,
and C. curvisetus prevailing by abundance. A key role in formation of the total biomass of communi-
ties (21% on average) was played by dinoflagellates: 33% on the surface of the strait and 14% at the bot-
tom. Interestingly, their share in the total abundance did not exceed 2%. Out of them, the main ones
were Oblea baculifera, S. acuminata, A. sanguinea, and P. micans, as well as Gymnodinium and Protoperi-
dinium representatives. Also, high values of abundance were registered for several species of green al-
gae (Binuclearia lauterbornii and Monoraphidium contortum), cyanoprokaryotes (Oscillatoria and Plank-
tolyngbya representatives), and cryptophytes (Plagioselmis spp.). Representatives of these classes
formed 17, 8, and 6% of phytoplankton abundance, respectively, and about 9% of its biomass in to-
tal. Small flagellate algae with a mean abundance of 2 thousand cells-L™! were occasionally encountered
in the studied water area.

In May 2013, diatoms accounted for 9% of phytoplankton abundance and 60% of its biomass.
Out of them, a large-cell species P. calcar-avis developed most intensively (89% of abundance
and 88% of biomass of diatoms). 7. nitzschioides and Coscinodiscus representatives were registered
as subdominants. The main species of coccolithophores, E. huxleyi, accounted for 35% of the total abun-
dance and, due to small size of its cells, only 2% of biomass. Dinoflagellates formed the basis of phyto-
plankton abundance (48%) and a noticeable part of its biomass (37%). Out of them, the most abundant
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species were Gymnodinium and Prorocentrum representatives. The core of biomass of dinoflagellates
included P. micans and large species of the genera Protoperidinium and Tripos. Representatives of other
classes of algae accounted for no more than 6% of abundance and 1% of biomass.

Summer. In June 2011, on the surface, E. huxleyi contribution was noticeable: this coccolithophore
formed 42% of phytoplankton abundance. At the bottom, it did not develop which seems to result
from darkening of the photic layer because of churning. In the upper layer, abundance of algae (98 thou-
sand cells-L™") was almost 4 times higher, while their biomass (0.067 g-m™) was 1.4 times lower than
at the bottom (26 thousand cells-L™! and 0.096 g-m™, respectively). Dinoflagellates prevailed account-
ing for 44 and 54% of abundance and 67 and 56% of biomass on the surface and at the bottom, re-
spectively. Out of them, the main species in terms of abundance were Gymnodinium representatives
and G. fusiforme. P. minimum and Gyrodinium spirale were found in smaller abundance. Biomass
of dinoflagellates chiefly included Tripos furca, Tripos muelleri, and Gyrodinium representatives. Di-
atoms formed 17% of phytoplankton abundance on average (46% at the bottom and 8% on the sur-
face) and 37% of its biomass (27 and 44%, respectively). T. nitzschioides was the most abundant
species; P. pseudodelicatissima, C. affinis, and C. granii were less abundant ones. Biomass was mainly
formed by large cells of P. calcar-avis, C. granii, and an abundant species 7. nitzschioides. Cryptophytes
and green algae accounted for about 5% of the total phytoplankton abundance.

In July 2010, a decrease in abundance was recorded with a change in depth: from 116 thou-
sand cells-L™! on the surface to 86 thousand cells-L™" at the bottom. Biomass was almost equal at all
horizons: 0.41-0.43 g-m™. On the surface, dinoflagellates formed 40% of phytoplankton abundance
and 31% of its biomass; at the bottom, 36 and 27%, respectively. Out of them, Oxyrrhis marina, P. mi-
cans, and representatives of Amphidinium and Gymnodinium were highly abundant on the surface, while
P. cordatum, G. fusiforme, and Katodinium glaucum were abundant at the bottom. The biomass was
mainly formed by large Dinophysis fortii, P. divergens, D. lenticula, and Polykrikos kofoidii, as well
as by abundant P. micans, O. marina, and K. glaucum. Diatoms constituted 15-16% of abundance
and 67-71% of biomass on the surface and at the bottom; C. caspia, D. brightwellii, N. tenuirostris,
T. nitzschioides, and P. calcar-avis prevailed in abundance. The basis of biomass was formed by C. granii,
P. calcar-avis, D. brightwellii, and Coscinodiscus sp. At the bottom, the role of P. calcar-avis rose
(26% of the total biomass), and on the surface, the role of D. brightwellii increased (46% of biomass).
High abundance of cryptophytes Plagioselmis spp. and cyanoprokaryotes of the genera Oscillatoria,
Planktolyngbya, and Aphanizomenon was revealed: 30-38 and 9-10% of the total abundance, respec-
tively. A brackish-water species B. lauterbornii and a marine one Pterosperma undulatum developed
predominantly at the upper horizon forming 4% of the total abundance.

In July 2012, a relatively uniform vertical distribution of phytoplankton abundance and biomass
was established (67-80 thousand cells-L™' and 0.203-0.228 g-m™, respectively). The same as dur-
ing the summer 2011, a coccolithophore E. huxleyi prevailed in abundance (47%). Its maximum
(34-38 thousand cells-L™") was observed in the upper layer of the strait (0-5 m); the value decreased
with depth (29 thousand cells-L™"). Due to small size of its cells, E. huxleyi formed < 2% of the to-
tal biomass. Diatoms constituted 22% of abundance on average (from 15% at the bottom to 21-28%
in the layer of 0-5 m) and 45% of biomass (from 33% on the surface and at the bottom to 67%
at the horizon of 5 m). In terms of abundance, P. pseudodelicatissima, T. nitzschioides, and P. calcar-
avis dominated, with the latter one forming about 42% of the total biomass. Intensive development
of this thermophilic species is associated with high temperature on the surface of the strait (+23 °C).
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C. affinis, Proboscia alata, N. tenuirostris, and P. elongatum were subdominants. Maximum values
for the latter two species were recorded at the bottom. Dinoflagellates formed 24% of phytoplankton
abundance and 53% of its biomass. Gymnodinium and Gyrodinium species developed in abundance;
out of them, Gymnodinium blax, G. simplex, and G. fusiforme predominated. P. cordatum, P. micans,
and P. kofoidii were abundant as well. Biomass of dinoflagellates was chiefly formed by large species
T. furca, P. kofoidii, and P. divergens. Interestingly, the role of the first one increased at the bottom,
while the second and third ones prevailed in the upper layer of the strait (0-5 m). Dinophysis caudata,
Phalacroma rotundatum, D. lenticula, P. micans, and Protoceratium reticulatum contributed to formation
of biomass as well. In the water layer from 5 m down to the bottom, cryptophytes predominated (5%
of the total abundance); on the surface, a mesosaprobic species Eutreptia lanowii, a euglenid, vegetated,
with abundance up to 2 thousand cells-L™". Out of green algae, a marine species P. undulatum was found.

In July 2013, diatoms C. affinis and P. pseudodelicatissima dominated (39% of abundance
and 91% of the total biomass of phytoplankton). The species C. affinis, P. pseudodelicatissima,
and P. calcar-avis formed 58% of the abundance and 96% of the biomass of diatoms. Against the back-
drop of their intensive development, dinoflagellates formed no more than 27% of phytoplankton abun-
dance and 8% of its biomass. Out of them, the key ones were small- and medium-sized species: Gymno-
dinium nana, Gymnodinium sp., O. marina, and P. micans. Biomass was chiefly formed by O. marina,
P. micans, S. acuminata, and Gyrodinium sp. (96% of biomass of dinoflagellates). The share of crypto-
phytes and cyanoprokaryotes of the genera Planktolyngbya and Anabaena accounted for 30% of the total
abundance of phytoplankton. Euglenids were characterized by low abundance (3%).

In August 2016, the highest values of abundance and biomass of planktonic algae (3,046 thou-
sand cells-L. ™! and 4.589 g-m'3, respectively, i. e., at the level characteristic of water bloom) were observed
at individual stations in areas further from the coast; there, we recorded high values for a mesosaprobic
dinoflagellate P. micans (272 thousand cells-L™! and 2.960 g-m™) and for cyanoprokaryotes (2,411 thou-
sand cells-L™" and 0.197 g-m™). The lowest values (34—44 thousand cells-L™! and 0.109-0.664 g-m™)
were revealed at coastal stations. In general, cyanoprokaryotes, Planktolyngbya limnetica and Anabaena
species, dominated in the studied area of the strait: 49 and 20% of the total abundance, respectively. Di-
atoms and dinoflagellates formed a significant part of the total abundance of phytoplankton (11 and 12%,
respectively) and were the main component of its biomass (62 and 36%). Out of diatoms, P. calcar-avis
developed in mass (5% of the total abundance of communities and 60% of their biomass). Also, we reg-
istered vegetation of Leptocylindrus danicus, N. tenuirostris, T. nitzschioides, and species of the genus
Pseudo-nitzschia which formed 56% of the total abundance of diatoms. Out of dinoflagellates, Gymno-
dinium and Heterocapsa representatives prevailed in abundance, along with P. micans and P. corda-
fum (80% of dinoflagellates). A significant part of phytoplankton biomass was formed by P. micans
cells (34%).

In August 2019, diatoms and dinoflagellates dominated accounting for an average of 57 and 28%
of the total abundance of phytoplankton and 69 and 30% of its biomass. A coccolithophore E. hux-
leyi and cryptophytes formed no more than 13% of the total abundance. Other classes of planktonic
algae provided less than 2% of abundance and 1% of biomass. The highest values (24 thousand cells-L™
and 0.361 g-m™) were revealed in the water layer of 12-30 m; the indicators were 1.3-2 times lower
on the surface (18 thousand cells-L™! and 0.185 g-m'3). At lower horizons (30 m), the maximum shares
of abundance (71%) and biomass (92%) were formed by diatoms; at the horizons of 0-25 m, values
decreased (52-56% of abundance and 64-78% of biomass). In the middle water layer (12-25 m),
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shares of dinoflagellates in abundance and biomass were of 32 and 35%, respectively. In the lower
layer (30 m), these algae formed 17% of abundance and 8% of biomass; on the surface, 26 and 21%. Val-
ues for cryptophytes in the entire studied water column were of 9-12% of the total abundance. On the sea
surface, coccolithophores constituted more than 8% of the total phytoplankton abundance. Out of di-
atoms, P. pseudodelicatissima and P. calcar-avis were the most abundant species in the studied area. Sub-
dominants P. alata and T. nitzschioides formed 6% of abundance of communities. Out of dinoflagellates,
the key species were P. micans, P. cordatum, S. acuminata, Pronoctiluca pelagica, K. glaucum, and Toro-
dinium robustum, as well as Tripos, Gymnodinium, and Gyrodinium representatives. The basis of phyto-
plankton biomass was formed by a large-cell diatom P. calcar-avis and dinoflagellates: P. kofoidii, P. di-
vergens, P. reticulatum, Tripos species, and representatives of the genera Prorocentrum, Gymnodinium,
and Gyrodinium prevailing in terms of abundance.

Autumn. In September 2011, cyanoprokaryotes, cryptophytes, and green algae dominated by abun-
dance (50, 13, and 19% of the total abundance, respectively). However, those accounted for < 7% of phy-
toplankton biomass. In the Sea of Azov, the most abundant cyanoprokaryote was P. limnetica; less abun-
dant ones were Microcystis aeruginosa, Merismopedia punctata, and representatives of Aphanizomenon
and Anabaena. Out of green algae, B. lauterbornii and Nannochloris species prevailed; Scenedesmus
quadricauda, M. contortum, and Ankistrodesmus convolutus developed at the level of subdominants. Di-
atoms and dinoflagellates formed no more than 7 and 10% of phytoplankton abundance, respectively,
and the core of its biomass: 22 and 69%. Out of dinoflagellates, the prevailing species were P. micans,
P. cordatum, G. fusiforme, Ensiculifera carinata, K. glaucum, A. sanguinea, P. kofoidii, S. acuminata,
and Gymnodinium representatives. The basis of biomass was formed by P. micans, E. carinata, rare large-
cell species of the genus Protoperidinium, and P. kofoidii. Out of diatoms, the main species were C. caspia,
P. pseudodelicatissima, and T. nitzschioides, while subdominants included P. calcar-avis and Thalas-
siosira sp. In terms of biomass, a diatom P. calcar-avis and abundant Thalassiosira sp. were of greatest
importance (58%). About 40% of biomass was formed by C. caspia, D. brightwellii, T. nitzschioides,
and representatives of Gyrosigma and Coscinodiscus.

DISCUSSION

The hydrological regime of the Kerch Strait is governed by its shallowness, active water ex-
change between the Black Sea and Sea of Azov, and meteorological conditions [Sytnik et al., 2017].
Water masses heat up and cool down quickly throughout the water column. The annual course of wa-
ter temperature is characterized by significant amplitude with a pronounced minimum in Febru-
ary—March (down to —1 °C) and a maximum in July—August (up to +30 °C); mean long-term values
are +2.0 and +24.2 °C, respectively. The mean annual water temperature in the strait is about +13 °C.
In the deeper central area of the strait, the wave height can be of 2—-3 m, while off the coast, especially
with the wind blowing from the shore, the wave height does not exceed 1.5 m. Water salinity usually fluc-
tuates 12.0 to 18.0%0 and depends on the prevailing type of currents. Wind conditions in the strait area
are varied which is determined by the diversity of synoptic situations and the nature of the relief. The fre-
quency of calms is 1 to 2%. The mean annual wind speed is 5.3-6.9 m-s”!, and the maximum one can be
of 40 m-s™!. Water masses in the strait are easily identified by salinity and content of biogenic elements
and also visually: by water color and transparency. The total frequency of currents for the year, with di-
rection of mixed flows taken into account, averages 62% for the Sea of Azov flow and 38% for the Black
Sea one. With southern winds, the Black Sea current becomes dominant.
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A total of 154 algal species were registered in phytoplankton of the Kerch Strait, Dinskoy Bay,
and Taman Bay (Table 4). Those are diatoms, dinoflagellates, green algae, ochrophytes, cryptophytes,
cyanoprokaryotes, prasinophytes, haptophytes, and euglenophytes. Phytoplankton is represented by ma-
rine, freshwater, and brackish-water species. Such diversity was facilitated by wide ranges of water salin-
ity and temperature. High values of phytoplankton biomass were confined to the warm season: Octo-
ber—December 2007, August 2008 and 2009, and July 2010. Medium ones were noted in May 2003,
October 2005, June and September 2008, August 2011, and March 2020. Low values were observed
at other times. In August 2009, abundant development of planktonic algae (at the level characteristic
of water bloom) was recorded. At other times, abundance of phytoplankton cells was noticeably lower.
The results of studies carried out in the western and central Kerch Strait in August 2009 showed as fol-
lows: within this relatively small water area, values of phytoplankton abundance and biomass can vary
by several orders of magnitude [Bryantseva et al., 2010].

In the Kerch Strait area, significant seasonal and interannual fluctuations in species richness,
abundance, and biomass of planktonic algae were noted. In spring, small diatoms S. costatum
and C. caspia dominated which is typical for this time of year [Makarevich, 2022]. In summer,
both small diatoms (P. pseudodelicatissima, C. caspia, and T. nitzschioides) and large ones (P. calcar-avis
and D. brightwellii) prevailed, as well as relatively small dinoflagellates of the genera Gymnodinium, Gyro-
dinium, Oxyrrhis, and Prorocentrum and large ones representing Dinophysis, Tripos, Polykrikos, and Pro-
toperidinium. The role of large species of diatoms and dinoflagellates usually increases in the Black
Sea and Sea of Azov during late summer and autumn [Makarevich, 2022; Yasakova, Makarevich,
2017]. In autumn 2011, the most abundant algae were a cyanoprokaryote (P. limnetica), cryptophytes
of the genus Plagioselmis, and green algae representing Binuclearia and Nannochloris. The proba-
ble reason for the dominance of brackish-water forms of planktonic flora was a drop in salinity val-
ues in September 2011 due to a strong northeastern wind preceding the investigations: it formed
the Sea-of-Azov type of waters in the Kerch Strait [Ivanov et al., 2014]. Throughout the study pe-
riod, the basis of phytoplankton biomass were large species of diatoms (P. calcar-avis) and dino-
flagellates (Protoperidinium and Tripos representatives). Interestingly, P. micans often causes red
tides in the shallow northwestern Black Sea, and the bloom of cyanoprokaryotes during formation
of a blocking layer can result in hypoxia in the coastal zone of the Sea of Azov [Matishov, Fushtei,
2003; Nesterova, 2001].

The development of a coccolithophore E. huxleyi in the Kerch Strait area was observed in June
2011, July 2012, and May 2013, and this species accounted for 34—47% of phytoplankton abundance.
In the Black Sea, abundance of this alga tends now to reach the level characteristic of water bloom annu-
ally; moreover, there is a trend towards its intensifying development which is confirmed by satellite obser-
vations [Mikaelyan et al., 2006, 2011; Silkin et al., 2009]. An abnormally intensive and long-lasting (May
to July) E. huxleyi bloom in the Black Sea was registered in 2012 after a cold winter and active wind mix-
ing [ Yasakova, Stanichny, 2012]. Due to the ability of this species to regulate CO, level in the atmosphere
and, accordingly, to affect the temperature regime and climatic conditions of our planet, investigations
on the dynamics of E. huxleyi development in the modern period are of particular importance [ Yasakova
etal., 2017].

In August 2019, phytoplankton abundance and biomass in the Kerch Strait were noticeably lower
than in 2016: by 32 and 6 times, respectively. The likely reason for such a drop in abundance could have
been the construction of hydraulic structures of the Crimean Bridge in 2017-2019. A significant content
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of heavy metals (1-2.5 MPC) and petroleum products in bottom sediments could negatively affect phy-

toplankton abundance and photosynthetic activity of algae sensitive to the darkening of the photic layer
and to occurrence of various pollutants in water (Table 5).

Table 4. Main hydrological characteristics, number of taxa, and mean abundance and biomass
of phytoplankton in the Kerch Strait and adjacent waters in 1989-2020

Wat
. The Kerch Number ater o Abundance, Biomass,
Study period Strai ¢ ) temperature, °C / thou- 3 Reference
rait area of species salinity, %o sand cells.L-! mg-m
May-September +17...425/ Chernikova,
1989 The northern area| 90 taxa 11-16 - - 2004
June 1997 The Kerch Strait,
and 2000; Dinskoy Bay, Kovaleva,
December 1998 and 154 0...426/5-27 - - 2008
and 1999 Taman Bay
November 2003 | The southern area 44 - 43.5 81.9 Zazrgrlnlba,
October 2005 -— 48 - 69.1 355.1 i
October 2007 - 46 - 275.6 1,514.7 -
September 2008 - 46 - 79.5 378.6 i
June 2009 The southern area 47 - 27.8 111.3 Zazrglgba,
June 2010 = 46 - 26,9 263,3 =
June 2011 == 42 - 90,0 202,3 =—
June 2012 =— 54 - 65.9 209.2 i
Matishov
October 2007 The central area - - 220 4,500 etal, 2013
November 2007 = 42 +7.2..+11/- 365 5,800 =
December 2007 == - - 250 1,500 -
April 2008 = - - 405 200 =
June 2008 = - - 145 400 ="
August 2008 —"— - - 205 1,200 -
The central 2,298 + 1,945 4,128 +£2,023 | Bryantseva
August 2009 and western areas 27 —/ =18 06 12-0.754.4) | (162.2-9.887.55) | et al., 2010
+27.6/ Trotsenko
August 2011 The central area 72 12.29-16.59 45.6 412.95 etal., 2012
May-December Th th : +5...427/ _ 436 Zhugailo
20002011 ¢ southern area 15.11-17.78 (80-1,400) | etal., 2011
Remizova,
September 2018 | The southern area 84 +20...421 /- 105.7 £22 227 +32 Teyubova,
2021
389.2 426.4 Zagorskaya
March 2020 The central area - (356.8-421.6) | (346.0-506.7) | etal., 2021
” 582.9 66.1 ”
June 2020 T - (553.3-612.4) | (53.1=79.0) -
33
” 37.9 28.4 ”
August 2020 T - (35.1-40.6) (26.2-30,6) T
” 24.6 35.8 ”
November 2020 - - (20.6-28.5) (34.1-37.4) -

Note: a dash (—) denotes no data; in parentheses, the range of values are given.
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Table 5. The content of pollutants in bottom sediments (from the surface layer of the bottom, 0.0-0.2 m)

of the Crimean Bridge construction area [Sytnik et al., 2017]

Chemical element / pollutant MPC, mg-kg™! Content mnslzc.lll(r;elnt samples,

Mercury 2.1 3.6-5.5

Petroleum products no data 725.9-1,147.4

Lead 32 14.3-27.4

Arsenic 2 0.9-1.8

Cadmium 0.5 0.6-1.32

Nickel 20 1.1-3.2
3.4-benz(a)pyrene 0.01 <0.01

Conclusions:

. Taxonomic composition of phytoplankton in the Kerch Strait in 2009-2019 included 114 species
of microalgae. The highest species diversity of diatoms was recorded in spring (April 2009),
and that of dinoflagellates, in summer (June 2011 and August 2019). Species richness of represen-
tatives of other phytoplankton classes varied slightly depending on the season. Waters of the strait
were mainly characterized by occurrence of diatoms, dinoflagellates, and coccolithophores common
to the Black Sea and Sea of Azov, as well as brackish-water species and periphytic diatoms.

. The highest similarity rates for taxonomic composition of microalgal communities of the Kerch
Strait [Sgrensen—Czekanowski (Dice) coeflicient = 60%] were registered during the warm season
(June to September).

. In spring, small-cell diatoms dominated; in summer, coccolithophores prevailed, as well as
small and large diatoms and dinoflagellates; and in late summer and autumn, the role of cyano-
prokaryotes and large diatoms and dinoflagellates increased.

. Phytoplankton abundance in the Kerch Strait area in 2009-2019 varied from 19 to 719 thou-
sand cells-L™!, and its biomass, from 0.057 to 1.92 g-m™. The highest values were observed in Au-
gust 2016 when cyanoprokaryotes and dinoflagellates were the most abundant. At this time, biomass
was chiefly formed by a large diatom Pseudosolenia calcar-avis and abundant dinoflagellate Proro-
centrum micans. High biomass values for the summer of 2010, 2012, and 2013 were determined
by the occurrence of a large-cell species P. calcar-avis in plankton. This alga developed intensively
due to the onset of warm weather.

. Vertical distribution of phytoplankton abundance and biomass was uneven and depended
on the hydrodynamic activity of waters.

. The construction of hydraulic structures of the Crimean Bridge in 2017-2019 seemed to cause
a noticeable decrease in phytoplankton abundance and biomass in the Kerch Strait during the late
summer 2019: the values dropped by 32 and 6 times, respectively, compared to those for 2016.

The work was carried out within the framework of SSC RAS state research assignment No. 122011900153-9.
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BHUJIOBOM COCTAB, UHCJIEHHOCTDh 1 BEIOMACCA ®UTOILTAHKTOHA
B KEPYEHCKOM ITPOJIUBE B 2009-2019 I'T'.
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B pabote mpencTaBieHsl pe3yJbTaThl MCCIEA0BAaHUN TUIAHKTOHHBIX Bogopocielr KepueHckoro mpo-
nuBa B BeceHHe-oceHHMI nepuoa 2009-2019 rr. B cocraBe ¢puronnankTona obHapyxeHo 114 Bu-
JOB M HECKOJIbKO TaKCOHOB, OIpPENe/IEHHBIX 10 poaa, u3 11 KJIaccoB BOJOPOCTEH, B TOM YHUCIIE
64 Buga nuHOMUTOBBIX U 32 BuAa AuaTOMOBBIX. CpefHue 3HAYEHUs YMCIEHHOCTH M OMOMACcChl —
140 Thic. k.17 1 0,386 r-M™> cooTBeTCTBEHHO. LIMAHONPOKAPHOTH JJOMUHUPOBAIIH 10 UHCICHHO-
ctu (44 % oOmero 4ucia KieTok). JIuaToMoBbie U AMHO(DHUTOBBIE COCTABMIM OCHOBY (62 u 35 %)
OroMacchl M 3HAUMTENIBHYIO YacTh YicieHHocTH ¢uroruiankToHa (19 u 18 %). IpeacraBurenu kpun-
TO(PUTOBBIX, KOKKOJMTOMOPHU U 3eN€HBIX BoAopociel B cymme popmupoBain 18 % obmero obu-
Jus puToIUIaHKTOHA. BecHOW TOMHUHMPOBaIM MeJIKMe AUAaTOMOBBIe Skeletonema costatum n Cyclotella
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caspia. B neTHuii nepros mpeod1aiaiv MeJIKUe U KPYIHBIE BUIbI JUATOMOBBIX U TMHO(UTOBBIX, a TaK-
xe Kokkonmrodopuna Emiliania huxleyi. OceHplo Handoee MHOrOUMCIEHHBIMY ObLITH ITHAHOITPOKAPHU-
otel (Planktolyngbya limnetica), xpunitocputoBble (U3 poja Plagioselmis) v 3enéHble BOOJOPOCIU (U3 po-
noB Binuclearia u Nannochloris). luatomosbie (Pseudosolenia calcar-avis) u TMHO(PUTOBbIE U3 POOB
Prorocentrum, Protoperidinium v Ceratium (popMUApOBaJIM OCHOBY OMOMACCHI (DUTOTUIAHKTOHA.

KuroueBbie cjoBa: (DUTOIUIAHKTOH, TaKCOHOMWYECKHI COCTaB, YHCIEHHOCTh, Opomacca,
Kepuenckuii nposvs
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THE KUBAN RIVER BASIN,
A NEW PAGE IN THE EXPANSION OF THE ASIAN CLAM
CORBICULA FLUMINEA (O. F. MULLER, 1774) (BIVALVIA: CYRENIDAE)
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The invasive bivalve Corbicula fluminea (O. F. Miiller, 1774) was found in the Kuban River basin. Three
live Asian clams were recorded in the Protoka River near the settlement of Grivenskaya (Krasnodar
Krai) in the autumn of 2022. Assumably, high invasive potential of this species and its ability to with-
stand salinity up to 5%o will allow the clam to inhabit not only freshwater bodies, but also estuarine
zones of rivers and Azov limans. C. fluminea is a food item for fish, and its naturalization can increase
the resource potential of water bodies in the south of Russia.

Keywords: invaders, biological invasion, European Russia, freshwater and estuarine ecosystems

The freshwater gold clam Corbicula fluminea (O. F. Miiller, 1774) is a bivalve with a typical
habitat in Guangzhou, China [Araujo et al., 1993]. In the early XX century, this mollusc pene-
trated into North and South America [Araujo et al., 1993; Counts, 1981]; since the 1980s, it has
been actively settling in freshwater and estuarine water bodies of Europe [Allen, 2019]. In 2015,
this bivalve was first found in European Russia — in the basin of the Northern Dvina River [Be-
spalaya et al., 2016] and in the Gorky Reservoir of the Volga River [Pryanichnikova et al., 2019].
In 2017, C. fluminea was recorded in the Don River basin [Zhivoglyadova, Revkov, 2018]. The listed
findings were confined to water bodies heated by discharge warm water from the Arkhangelsk,
Kostroma, and Novocherkassk power plants. Later, the Asian clam was registered in the Don basin
outside the anomalous temperature zone — in the main river bed, below the Manych River mouth
[Zhivoglyadova et al., 2018].

In 2013-2018, findings of a closely related species, Corbicula fluminalis (O. F. Miiller, 1774), were
reported for water bodies of the Caspian Sea coast [Khlopkova et al., 2019; Nabozhenko, Nabozhenko,
2016]. In 2019 and 2021, C. fluminea settlements were noted in the Dagestan sector of the Caspian Sea,
including those in sympatry with C. fluminalis [Khlopkova et al., 2023].
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This communication provides data on C. fluminea record in the basin of the Kuban River, a major wa-
terway in the south of Russia. Three live freshwater gold clams were found during ichthyological survey
in November 2022 in the Protoka River (right branch of the Kuban River) near the settlement of Griven-
skaya (Kalininsky District, Krasnodar Krai). Coordinates of the spot are N45.656877°, E38.129956°.
Bivalves were noted in shallows along the water edge. The substrate of the sampling area is represented
by silty sand and pebbles. Shell length (maximum distance between its anterior and posterior ends)
was 14.8-16.3 mm; shell height (maximum dorsoventral size measured from the top) was 14.3—-15.7 mm;
and shell convexity (maximum distance with closed valves) was 10.7-11.8 mm. Weight of specimens
after mantle fluid was removed amounted to 1.4-2.1 g.

The species was identified based on conchological characters [Hubenov et al., 2013; Kamburska
et al., 2013; Korniushin, 2007; Son, 2007; Zhadin, 1952]. Shells of all the clams are oval-triangular,
with a broad top in the center (Fig. 1). Shell radial ribs are well pronounced. Each specimen has 10 ribs
per 1 cm of its height. The inner surface of shells is light-colored, with violet darkening in the area
of muscle scars.

——1 1 c™m

Fig. 1. Shell of Corbicula fluminea from the Protoka River (right branch of the Kuban River)

The success of global expansion of Corbicula representatives is likely to be related to their effective
reproductive strategy and ecological plasticity [Allen, 2019]. These clams can reproduce both sexually
and by producing clones [Pigneur et al., 2011]. Also, those are known for their early maturity (starting
from 3 months of age) and high fecundity (up to 570 pediveligers per day) [McMahon, 2000]. These
bivalves can inhabit various substrates [Sousa et al., 2008], are not demanding to the type of water body,
and successfully survive in different ecological environments — from drainage channels to large rivers,
ponds, lakes, and estuaries [Karatayev et al., 2007; McMahon, 2000; Sousa et al., 2008]. These mol-
luscs are relatively resistant to hypoxia: with oxygen concentration 1-3 mg-L™!, their growth slows down,
but they remain viable [Karatayev et al., 2007]. Moreover, C. fluminea is more tolerant to salinity com-
pared to freshwater mussels, such as unionids and Dreissena bugensis (Andrusov, 1897). Under natural
conditions, the Asian clam tends to inhabit only upper estuarine zones with salinity up to 5%o; however,
features of osmoregulation allow this species to withstand salinity up to 14—17%o [Karatayev et al., 2007,
McMahon, 2000].

The distribution of C. fluminea in the Kuban River is still unclear. However, given its high eco-
logical plasticity and tolerance to salinity, it can be assumed as follows: the distribution of the fresh-
water gold clam and its naturalization are possible in freshwater bodies of the lower river basin, in-
cluding reservoirs and irrigation canals, and in estuarine zones of water bodies in the south of Russia.
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Potential recipient ecosystems include the Azov limans as well, with water salinity being up to 5%o. Since
small clams (up to 5 mm in size) are a food object for benthos-feeding fish [Robinson, Wellborn, 1988],
the new invasive species may become an additional food resource and increase the receiving capacity
of water bodies.
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BACCENH PEKU KYBAHb —

HOBAA CTPAHUIA B S9KCITAHCHUU ABUATCKOI'O MOJIJIIOCKA
CORBICULA FLUMINEA (O. F. MULLER, 1774) (BIVALVIA: CYRENIDAE)
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B 0Gacceiine peku KybOanb oOHapykeH ABYCTBOpUYAThi MHBa3UBHBIA Mosumiock Corbicula fluminea
(O. F. Miiller, 1774). Tpu xuBbie ocoOu HaiiieHsl B peke [IpoToka BOi3u cranuiis [ puseHckas Kpac-
HoJapckoro Kpast ocenpto 2022 r. Ilpeanonaraercs, 4To BBICOKMI MHBa3WMOHHBIM OTEHLMAJ BCEIEHLA
U CIIOCOOHOCTh OCBaMBaTh CPEABl C CONEHOCTBIO 10 5 %o MO3BOJIAT STOMY BUAY 3aCEJIUTh HE TOJBKO
[PECHOBOJIHBIE BOZOEMBI, HO M 9CTYapHBIE 30HBI PEK M a30BCKUE JIMMaHbl. MOJUTIOCK SIBJISIETCS] KOPMO-
BBIM OOBEKTOM PBIO, €r0 HATYpAIU3alisl MOKET YBEJIMUUTh PECYPCHBII OTEHIMA BOAHBIX OOBEKTOB

fora Poccun.

KuroueBrble cioBa: BCesIeHIbI, OMOJIOrnyecKast MHBa3Msl, EBpOIeHCKas yacTh Poccuu, IpeCHOBOIHBIE

M 3CTYapHBIC 9KOCUCTEMbI
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In 2022-2023, 8 species and 4 genera of Amphipoda new to the Sea of Azov were found
near the Cape Kazantip (the Crimea; Golubniki, Russkaya, and Shirokaya bays). All specimens
are stored in IBSS Collection of Hydrobionts of the World Ocean. The following species were
recorded: Ampelisca sevastopoliensis Grintsov, 2011 (the family Ampeliscidae); Apohyale crassipes
(Heller, 1866) (Hyalidae); Microprotopus cf. maculatus (Microprotopidae); Monocorophium insidio-
sum (Crawford, 1937) (Corophiidae); Nototropis massiliensis (Bellan-Santini, 1975) (Atylidae); Or-
chestia mediterranea A. Costa, 1853 (Talitridae); Orchestia montagui Audouin, 1856 (Talitridae);
and Pleonexes helleri (Karaman, 1975) (Ampithoidae). New genera were registered: Apohyale Bous-
field & Hendrycks, 2002; Monocorophium Bousfield & Hoover, 1997; Nototropis A. Costa, 1853;
and Pleonexes Spence Bate, 1857. Seven species were represented by adult males and females,
as well as juveniles. Two Orchestia species were identified by adult males. Individuals of species new
to the Sea of Azov were found in the coastal zone in the following biotopes: supralittoral, macrophytes
on the beach (0. mediterranea and O. montagui); detached macrophytes off the coast (A. crassipes);
sand on the bottom at a depth of 0.2—-1.5 m (A. sevastopoliensis and N. massiliensis); seagrass beds
(M. insidiosum and Microprotopus cf. maculatus); and attached macrophytes on the bottom at a depth
of 0.2-1.0 m (P. helleri). The occurrence of these species in the Sea of Azov may be associated with
an increase in the salinity of its waters.

Keywords: Amphipoda, the first findings, Sea of Azov

New crustacean species periodically invade the Sea of Azov [Timofeev, Bondarenko, 2022; Tim-
ofeev et al., 2019], and the order Amphipoda is no exception. In recent years, we have recorded
9 species new for the Sea of Azov and 5 new genera. The material was sampled from various biotopes:
pebble-sandy and rocky beaches (splash), sand on the bottom, algal associations, periphyton, and rocks
on the bottom (Fig. 1). Qualitative samples were taken by hand or with a scraper (0.5-mm net mesh)
or a frame with a net (0.5-mm net mesh). The samples were fixed with 96% ethanol. In the laboratory,
amphipods were selected from the samples under an MBS-9 microscope at x16 or x32 magnification.

In the subcollection of amphipods of IBSS Collection of Hydrobionts of the World Ocean,
the following species are stored:

* Ampelisca sevastopoliensis Grintsov, 2011 (No. IBSS.bent.567 Amph.as. V10);
* Apohyale crassipes (Heller, 1866) (No. IBSS.bent.568 Amph.ac. V200);
* Microprotopus cf. maculatus (No. IBSS.bent.569 Amph.mm. V20);
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Monocorophium insidiosum (Crawford, 1937) (No. IBSS.bent.569Amph.mm. V20);
Nototropis massiliensis (Bellan-Santini, 1975) (No. IBSS.bent.571 Amph.nm. V1);
Orchestia mediterranea A. Costa, 1853 (No. IBSS.bent.572Amph.omd. V1);
Orchestia montagui Audouin, 1856 (No. IBSS.bent.573 Amph.omt. V3);

Pleonexes helleri (Karaman, 1975) (No. IBSS.bent.575Amph.ph. V5).

Shlrokaya Bay

Kazantip Cape
Golubnixki
Bay
Russkaya Bay

-n...-",!r*d

the Sea
of Azov

/‘t;le Black Sea
v

Fig. 1. Map of the sampling

The following species were recorded: Ampelisca sevastopoliensis Grintsov, 2011 (the family Ampelis-
cidae) (Fig. 2A); Apohyale crassipes (Heller, 1866) (Hyalidae) (Fig. 2B); Microprotopus cf. maculatus
(Microprotopidae) (Fig. 2C); Monocorophium insidiosum (Crawford, 1937) (Corophiidae) (Fig. 2D);
Nototropis massiliensis (Bellan-Santini, 1975) (Atylidae) (Fig. 2E); Orchestia mediterranea
A. Costa, 1853 (Talitridae) (Fig. 2F); Orchestia montagui Audouin, 1856 (Talitridae) (Fig. 2G);
and Pleonexes helleri (Karaman, 1975) (Ampithoidae) (Fig. 2H).

The following new genera were registered: Apohyale Bousfield & Hendrycks, 2002; Monocorophium
Bousfield & Hoover, 1997; Nototropis A. Costa, 1853; and Pleonexes Spence Bate, 1857. Seven Am-
phipoda species (with the exception of two Orchestia species) were represented by both adults and ju-
veniles. Two Orchestia representatives were identified by adult males (Orchestia females and juveniles
are morphologically similar). All taxa were previously reported for the Black Sea [Grintsov, 2022, 2023;
Grintsov, Sezgin, 2011]. The appearance of these species in the Sea of Azov seems to be related
to the recent increase in the salinity level of its waters [Kosenko et al., 2017].

Mopckoii 6uosnornueckuii xkypHain Marine Biological Journal 2024 vol. 9 no. 3



110 V. Grintsov

Fig. 2. Habitus of adult Amphipoda specimens not registered in the Sea of Azov earlier: A, Ampelisca sev-
astopoliensis, female; B, Apohyale crassipes, male; C, Microprotopus cf. maculatus, male; D, Monocorophium
insidiosum, male; E, Nototropis massiliensis, male; F, Orchestia mediterranea, male; G, Orchestia montagui,
male; H, Pleonexes helleri, male. Scale bars are 1 mm
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All Amphipoda species were found in the coastal area of the Sea of Azov near the Cape Kazan-
tip at depths of 0-1.5 m. Orchestia species were noted in supralittoral in algae discharge and under
stones (the Shirokaya Bay, the Kazantip Nature Reserve). Few A. sevastopoliensis individuals were
recorded on sand on the bottom at a depth of 0.2—1.5 m in the Russkaya Bay which borders the Kazantip
Nature Reserve. A. crassipes was registered in mass in the Shirokaya Bay in aggregations of detached
macrophytes. Numerous Microprotopus cf. maculatus individuals were found on seagrasses off the coast
in the Russkaya Bay area which borders the Golubniki Bay belonging to the Cape Kazantip. M. insidio-
sum was noted there in mass as well. Few N. massiliensis individuals were recorded on sand on the bot-
tom, in aggregations of detached macrophytes, and in bivalve aggregations in the Russkaya Bay at a depth
of 0.5-1.5 m. P. helleri was registered in all the studied bays on macrophytes off the coast.

This work was carried out within the framework of IBSS state research assignment “‘Comprehensive study
of the functioning mechanisms of marine biotechnological complexes with the aim of obtaining bioactive substances
from hydrobionts” (No. 124022400152-1).
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3aperucTpupoBaHbl cleAyome BUIB: Ampelisca sevastopoliensis Grintsov, 2011 (cemeiicTBO
Ampeliscidae); Apohyale crassipes (Heller, 1866) (Hyalidae); Microprotopus cf. maculatus
(Microprotopidae); Monocorophium insidiosum (Crawford, 1937) (Corophiidae); Nototropis
massiliensis (Bellan-Santini, 1975) (Atylidae); Orchestia mediterranea A. Costa, 1853 (Talitridae);
Orchestia montagui Audouin, 1856 (Talitridae) u Pleonexes helleri (Karaman, 1975) (Ampithoidae).
Otmeuensl HOBbIe Uit A30BcKkoro Mopsi poapl: Apohyale Bousfield & Hendrycks, 2002;
Monocorophium Bousfield & Hoover, 1997; Nototropis A. Costa, 1853 m Pleonexes Spence
Bate, 1857. Cempb BUOOB IPECTaBIECHBl B3POCABIMU CaMLIAMU M CaMKaMH, a Takxke MoJiogblo. [IBa
Buza u3 pona Orchestia MieHTU(UIMPOBAHBI MO B3pOCIBIM camiiaM. OcoOM HOBHIX Uit A30BCKOTO
MOps BUJIOB OOHAPYKEHbI B TPUOPEKHON 30HE B CIIEIYIONIMX OMOTOMNAX: CYIPATMTOPAIIb, MAKPO(HUTHI
Ha 1istke (O. mediterranea u O. montagui); HePUKPeIUIEHHbIe MakpoduThl y Oepera (A. crassipes);
necok Ha ngHe Ha ryouHe ot 0,2 no 1,5 m (A. sevastopoliensis u N. massiliensis); 3apociii MOPCKOR
TpaBbl (M. insidiosum wu Microprotopus cf. maculatus) w TpUKperUIEHHbIE MaKpOoUTH Ha JIHE
Ha rnyoune ot 0,2 mo 1,0 m (P. helleri). TlosiBieHre 3THX BUIOB B A30BCKOM MOpPE MOKET OBITh
CBSI32HO C TIOBBIIIIEHHEM B HEM COJIEHOCTH BO[I.

KuaroueBnle cioBa: Amphipoda, mepBbie HaX0IKH, A30BCKOE MOpe
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The research was carried out in 2023-2024 near the Kazantip Peninsula (the Sea of Azov). In this area,
blisters were found in the shells of the mussel Mytilus galloprovincialis for the first time. The blisters
occupied %5 to ¥5 of the shells area. The blisters contained boring polychaetes. Polychaetes were iden-
tified as Polydora websteri Hartman in Loosanoff & Engle, 1943 (Annelida: Spionidae). The results
obtained must be taken into account when planning and organizing mussel farms in this area.

Keywords: Polychaeta, invasive species, Mytilus galloprovincialis, mariculture

The Sea of Azov is a promising area for aquaculture development. Already in the middle
of the XX century, there were recommendations to farm the bivalve Myfilus galloprovincialis
Lamarck, 1819 in the northern Sea of Azov [Spichak, 1979]. Another potential commercial species
is the bivalve Anadara kagoshimensis (Tokunaga, 1906), the mollusc that invaded the Sea of Azov
and formed dense settlements there [Syomin et al., 2021]. When selecting areas for the organization
of mariculture farms, data are required on biology and ecology of molluscs under natural conditions.
Studying morphophysiological characteristics of the above-mentioned species, we found cavities filled
with black detritus, i. e., blisters containing polychaetes, in M. galloprovincialis shells. The aim of this
work is to identify polychaetes registered in the bivalve shells from the Sea of Azov.

The research was carried out June 2023 to January 2024 in the Kazantip Peninsula vicinity (the Sea
of Azov) (Fig. 1). Bivalves were sampled in the Russkaya Bay (45°26’58”N, 35°49"29”E; 0.1-m
depth; sandy-silty sediments), the Golubniki Bay (45°27°14”N, 35°49’6”E; 1.5-m depth; coastal rocks),
and the Shirokaya Bay (45°28"19”N, 35°51’8”E; 0.5-m depth; rocky-sandy sediment).

To determine salinity, an OHAUS Starter ST20S meter was used. The value in the bays was of 12.9%o.
Monthly, 30 specimens of each species were sampled in the bays investigated. The hydrobionts were
measured with a caliper with 0.1-mm accuracy and opened with a scalpel. The contents of the blisters
were viewed under an MBS-10 binocular. The polychaetes found in the blisters were removed and placed
in Petri dishes with seawater for further identification. Photographs were taken with a Sony Cyber-shot
camera.
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Fig. 1. Map of the study area

Blisters on the inside of the shells were registered in mussels sampled in September and Decem-
ber 2023 in the Russkaya Bay. Out of 30 hydrobionts examined, 2 specimens were affected which
amounted to 7% of the sample. In the Golubniki Bay in November, the blisters were noted in 8 spec-
imens which accounted for 27% of the sample. Sizes of the affected mussels were as follows: shell
length, (57.7 = 2.9) mm; height, (30.1 * 1.6) mm; and width, (22.0 £ 1.4) mm. The blisters occu-
pied ¥ to 15 of the shell surface (Fig. 2A). In the Shirokaya Bay, affected mussels were not recorded.
In A. kagoshimensis shells, there were no blisters.

One live polychaete was found inside each blister in the shells of mussels from the Russkaya Bay.
The blisters of specimens from the Golubniki Bay were filled with black detritus with the smell of hy-
drogen sulfide; extracted worm fragments were macerated, and only 2 live polychaetes were extracted
from one blister. A total of 6 worms were extracted. The live polychaetes were yellow, with translu-
cent red blood vessels (Fig. 2B). The body length was 20-25 mm, and the number of chaetigers
was 80-90.

Fig. 2. Polydora websteri: A, a mussel shell with a blister; B, Polydora from a blister; C, chaetae
of chaetiger V

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2024 vol. 9 no. 3
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The maximum-size worm had 97 chaetigers and reached 28 mm in length and 0.6 mm in width. Pros-
tomium with small notch in front. Caruncle to middle of chaetiger III; no occipital papilla. Eyes 2 pairs,
black in color. Palps long (to about 10-12 chaetigers), transparent, with 2 black longitudinal pigmented
stripes along the groove. Notochaetae absent on chaetiger I, with 3—4 simple chaetae in neuropodia.
From chaetiger II to chaetiger IV, only chaetae in dorsal and ventral branches of parapodia. Chaetiger V
with large specialized dorsal chaetae (6—7), without lateral denticle; in some specimens, a ridge is clearly
visible, and accompanying chaetae are lanceolate (Fig. 2C). Abdominal chaetae capillary. In neuropodia
from chaetiger VII, hooded bidentate hooked chaetae appear (5-9), while in notopodia, only capillary
chaetae appear. Branchiae begin from chaetiger VII; those are absent on the last 24—-32 chaetigers. Pygid-
ium small, in the form of a rounded anal papilla, with a notch on the dorsal side. By morphological char-
acters, the polychaetes extracted from the blisters corresponded to the descriptions of Polydora websteri
Hartman in Loosanoft & Engle, 1943 [Radashevsky, 1999; Read, 2010; Surugiu et al., 2012] and also
were similar to Polydora representatives found earlier in the Black Sea and in the Kerch Strait [Lisitskaya
et al., 2010; Syomin et al., 2021]. The obtained material is stored in IBSS Collection of Hydrobionts
of the World Ocean (IBSS.bent.: 1Ann.aa.vl; 2Ann.aa.v2; 3Ann.aa.v3).

P. websteri is a widespread species in the World Ocean. This Polydora representative perforates
calcareous substrates, as well as shells of gastropods and bivalves; it is one of the main pests of molluscs
grown on marine farms [Read, 2010]. In the Black Sea, P. websteri was registered for the first time
in 2005 among rocks off the Romanian coast [Surugiu, 2005]. In the following years, the polychaete
widely distributed in the northern Black Sea. This worm was reported from shells of cultured oyster
Crassostrea gigas (Thunberg, 1793), shells of the invasive mollusc Rapana venosa (Valenciennes, 1846),
and limestones off the Crimean coast [Boltachova et al., 2021; Bondarev, Boltachova, 2021; Lisitskaya
et al., 2010; Surugiu et al., 2012]. In the Black Sea, P. websteri was not found on mussel shells. In the Sea
of Azov, this species was not registered earlier [Kiseleva, 2004]. In 2020, this boring polychaete was
noted in the Kerch Strait on the invasive bivalve A. kagoshimensis [Syomin et al., 2021].

The expansion of ranges of both native and invasive species is likely to result from an increase
in the Sea of Azov salinity up to 14.83%o [Berdnikov et al., 2022]. As believed, the mass development
of Anadara in the Sea of Azov after the salinization contributed to the distribution of the boring poly-
chaete [Syomin et al., 2021]. Polydora larvae are known to settle on calcareous substrate. In the Sea
of Azov, rocky sediments are rare, and native mollusc species have thin-walled shells. Apparently,
due to the lack of substrate required, P. websteri larvae can settle not only on denser Anadara shells,
but also on mussel shells.

Thus, our results show that the polychaete Polydora websteri has distributed in the Sea of Azov.
This fact should be taken into account when planning and organizing mussel farms in this area.

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

of the functioning mechanisms of marine biotechnological complexes with the aim of obtaining bioactive substances
from hydrobionts” (No. 124022400152-1).
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O HAXOZKJIEHUN
POLYDORA WEBSTERI HARTMAN IN LOOSANOFF & ENGLE, 1943
(ANNELIDA: SPIONIDAE)
B ABOBCKOM MOPE

E. B. JIucunkas, M. A. Ilonos, H. C. Yeassauna

®I'BYH PUILL «MucTuTyT GHosoruu 10xkHbX Mopei uvMenn A. O. Koanesckoro PAH»,
Cesactonosb, Poccuiickas ®enepanms
E-mail: e.lisitskaya@gmail.com

HccnenoBanue mpopoawnu B 2023-2024 rr. B pailoHe mnonyoctpoBa KazanTum, A30Bckoe MO-
pe. Briepeeie B pakoBuHax mumvu Mytilus galloprovincialis oOHapyXeHbl 3allOJJHEHHbIE NeTpu-
TOM OJIMCTepbl, KOTOpble 3aHMMand OT % no Y3 miomamu cTBopok. B Omuctepax Haxomu-
quchk nonuxetsl-nepgoparopsl. Tlomuxersl uaeHTudumpoansl kak Polydora websteri Hartman
in Loosanoff & Engle, 1943 (Annelida: Spionidae). [loyueHHble JaHHBIE HEOOXOAUMO YUUTHIBATH
IIpY [UITAHWPOBAHUY Y OPTaHU3aLUKN MUIUAHBIX (DEPM B TOM PETUOHE.

KuaroueBrle cioBa: Polychaeta, naBasusHsle Bunbl, Mytilus galloprovincialis, MapukyisTypa
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REVIEWS

CYSTOSEIRA PHYTOCENOSIS AS A BIOLOGICAL BARRIER
FOR HEAVY METALS AND ORGANOCHLORINE COMPOUNDS
IN THE SPNA CAPE MARTYAN MARINE AREA (THE BLACK SEA):
REVIEW OF THE ARTICLE

The article “Cystoseira phytocenosis as a biological barrier for heavy metals and organochlorine
compounds in the SPNA Cape Martyan marine area (the Black Sea)” published by V. Egorov and co-
authors in the prestigious journal “Regional Studies in Marine Science” is focused on the genus Cystoseira
and one of its numerous ecological communities [Egorov et al., 2021]. Cystoseira, brown algae of the or-
der Fucales, comprise fucoids; those contain antherozoids without stigmata, few antheridial branches,
trichothallic hairs in conceptacles, large ovoid oospheres, and eggs remaining attached to the surface
of receptacles via mucilaginous stalks until after fertilization [Cystoseira, 2024].

Cystoseira species are currently thought to occur in the Mediterranean and Black seas and Northeast
Atlantic. Species from the Indian and Pacific oceans are now classified within different genera. Cysto-
seira representatives are important habitat-forming species in coastal waters of the Mediterranean Sea
and Northeast Atlantic. They require good water quality and can be used as bioindicators of pollution
levels.

In addition to Cystoseira barbata™ and Cystoseira boshorica” reported for the Black Sea, 19 more
species are listed in [Cystoseira, 2024]. Many of them are poorly studied and require validation. C. bar-
bata and C. bosphorica form significant populations along the Romanian Black Sea coast in the southern
sector between Constanta and Vama Veche — with its hard substrate and rocky bottom — and dominate
in the supra-, mid-, and infralittoral zones [Black Sea Biological Diversity, 1997; Exotic Species, 2001].
Their biomass measurably (up to 80%) decreased after severe frosts in the winter of 1970-1971 [Bologa
et al., 1996]. Now, they seem to be recovering.

The study [Egorov et al., 2021] was aimed at assessing the role of a Cystoseira phytocenosis as a bi-
ological barrier in seawater purification in the specially protected natural area (hereinafter SPNA)
Cape Martyan from pollution by heavy metals (V, Fe, Co, Ni, Cu, Zn, Hg, Mo, Ag, Cd, Sb, and Pb)
and organochlorine compounds (DDT, DDE, DDD, Y DDT, PCB 28, PCB 52, PCB 101, PCB 138,
PCB 153, and PCB 180).

The “Introduction” section provides a description of Cape Martyan. The “Material and Methods”
section presents data of hydrobotanical observations, methods for analyzing pollutants, and the concept
of flows. The results of hydrobotanical studies are given, as well as information on flows of pollutants:
heavy metals and organochlorine compounds (hereinafter HMs and OCs, respectively).

“Note from the Scientific Editor:
1. Cystoseira barbata is unaccepted; the synonym is Gongolaria barbata (Stackhouse) Kuntze, 1891.
2. Cystoseira bosphorica is unaccepted; the synonym is Ericaria bosphorica (Sauvageau) D. Serio & G. Furnari, 2021.
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Based on the results of the research, the following key conclusions were drawn:

1. The parameters of a Cystoseira biotope in the SPNA Cape Martyan marine area were determined:
area of 309,000 m?, algae reserve of 1,425.6 tons, and production of 3,136.3 tons per year.

2. For most of the trace elements studied (Co, Cu, Zn, Pb, Sb, Mo, Cd, Ag, Ni, V, and Hg), concentra-
tions in the SPNA Cape Martyan marine area did not reach international reference values established
for both acute and chronic effects. In general, this evidenced for a favorable environmental status
of the water area in terms of its pollution by HMs.

3. In the Cystoseira biotope, the deposition of 9+99% HMs and 55+96% OCs is governed by its high
specific biomass (4.6 kg-m™2) and the ability to concentrate pollutants characterized by accumulation
factors within the ranges from n x 10? to n x 10° for HMs and from n x 10? to n x 10° for OCs.

4. Localization of Cystoseira phytocenoses in recreational zones is the key biological factor in seawater
self-purification from HMs and OCs. As a result of production processes in the Cystoseira phyto-
cenosis in the SPNA Cape Martyan marine area, the extraction of HMs is 0.1-967.6 kg-year™!,
and the extraction of OCs is 0.044+8.360 g-year '. In the biotope, the turnover of HMs and OCs
varies mainly from daily one to seasonal.

5. An equation is proposed for assessing the maximum capacity of the Cysfoseira phytocenosis to pu-
rify water from HMs and OCs. Preservation of Cystoseira phytocenoses in coastal areas and mea-
sures to increase their reserve and productivity are among optimal mechanisms for high-quality
management of recreational zones, with the factor of pollution of the marine environment taken
into account.

The work concludes with 54 references, 19 of which are related to the Black Sea. Some other liter-
ature sources could be added, for example, the following paper: Celan M. Notes sur la flore algologique
du littoral roumain de la mer Noire. 1. Sur les Cystoseira. Bulletin de la Section Scientifique de I’Académie
Roumaine, 1935, vol. 17, pp. 81-94.

Thus, the publication by D. Sc. V. Egorov and his colleagues is a valuable scientific contribu-
tion to the study of the Black Sea macrophytobenthos based on an original approach, new concept
and methodology. This once again confirms the ecological significance of a Cysfoseira community
in the marine benthic ecosystem.

A. . Bologa
Academy of Romanian Scientists, Section of Biological Sciences,
Bucharest/Constan’ta, Romania
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OB30P CTATbU CYSTOSEIRA PHYTOCENOSIS AS A BIOLOGICAL BARRIER
FOR HEAVY METALS AND ORGANOCHLORINE COMPOUNDS
IN THE SPNA CAPE MARTYAN MARINE AREA (THE BLACK SEA)

IIpoananmsupoBana crates akagemuka PAH B. H. EropoBa u coaBTOpoB, HOCBSIIEHHAsA HCCIIE-
noBaHuio pomu BuoB Cystoseira Kak OHOJNOTMYEcKOro Oapbepa Ul MOTOKOB 3arpsi3HSNMX Be-
LIECTB — TSDKEJIBIX METALIOB M XJIOPOPTraHMUYECKUX COEAUHEHUI — B aKBaTOPUU 0COO0 OXPaHsAEMOM
MpUPOJHON Tepputopur «Mbic MapThbsH».
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