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The ubiquitous copepod species Arctodiaptomus salinus (Daday, 1885) and Calanipeda aquaedulcis
(Krichagin, 1873) are important components of food chains of numerous fresh- and saltwater areas. These
copepods are suitable for feeding larvae of both marine and freshwater fish species; however, influence
of nutrition on the production characteristics of these species is not well understood. Previously we deter-
mined that monocultures of microalgae Dinophyceae and Prymnesiophyceae are optimal feeding objects
for egg production by females of A. salinus and C. aquaedulcis, survival rate, and development time of these
copepods throughout ontogenesis. The aim of this work was to determine the production characteristics
of copepods A. salinus and C. aquaedulcis under optimal temperature conditions depending on the model
of the feeding with a mixture of microalgae Dinophyceae and Prymnesiophyceae. The highest survival
rates of A. salinus from the naupliar stage to the adult one (93-95 %) were observed when copepods
were fed with a monoculture of microalga Isochrysis galbana (Parke, 1949) or a mixture . galbana + Pro-
rocentrum cordatum (Ostenfeld) J. D. Dodge, 1975; the shortest development time (19 days) — when cope-
pods were fed with a mixture of three microalgae 1. galbana + P. cordatum + Prorocentrum micans (Ehren-
berg, 1834). The shortest development time of C. aquaedulcis from the naupliar stage to the adult one
(13 days) was observed when copepods were fed with a mixture of microalgae I. galbana + P. corda-
tum. The shortest duration of the naupliar stage of development of both copepod species was observed
when their diet included I. galbana as a monoculture or one of mixture components. During the cope-
podit stage, the pattern remains the same, only with P. cordatum. The maximum absolute fecundity
of C. aquaedulcis reached 24 eggs per female (I galbana), of A. salinus — 16 eggs per female (P. cor-
datum). Egg hatching of C. aquaedulcis when being fed with both monocultures of microalgae P. corda-
tum and 1. galbana and with their mixture reached 100 %. The highest egg hatching rate for A. salinus
was reached only when copepod females were fed with a mixture of microalgae 1. galbana + P. micans.

Keywords: copepods, Arctodiaptomus salinus, Calanipeda aquaedulcis, survival, development,
reproduction, microalgae, mixture of microalgae, Dinophyceae, Prymnesiophyceae
For this experimental work, two Calanoida representatives were selected as model species: brackish
water copepods Arctodiaptomus salinus (Daday, 1885) and Calanipeda aquaedulcis (Krichagin, 1873).
One of the main advantages of using these species as food objects in aquaculture is the possibility of us-
ing them for feeding both marine and freshwater larvae of valuable fish species, since both copepod
species can withstand a wide range of salinity (up to 50-60 %o) [4]. Among other technological advantages
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it can be distinguished that, unlike marine Calanoida (for example, those of genus Acartia), these species
lack cannibalism (neither their own eggs nor early naupliar stages are eaten by adult copepods). As a result,
naupliar, copepodit, and adult stages can be grown together.

The main criteria for microalgae nutritional value for copepods are: development time of individuals
when being fed with the same microalgae species; survival rate during embryonic development (egg hatching
rate); success of moults during the transition from one life stage to another; success of metamorphosis
during the transition from the last naupliar stage to the first copepodit one; time of reaching sexual maturity;
female fecundity (egg production rate); survival rate before feeding naupliar stage, and successful transition
of nauplii to exogenous nutrition.

The results of our previous studies [1 ; 3] showed that monocultures of microalgae Dinophyceae
and Prymnesiophyceae are optimal food objects for egg production by A. salinus and C. aquaedulcis fe-
males, as well as copepod survival and development rates throughout ontogenesis. We identified tempera-
ture optimal values of copepod cultivation (+20...422 °C for A. salinus and +20...426 °C for C. aquaedul-
cis [2]), at which the overall development time significantly reduces and the highest values of survival rate
and fecundity of individuals are obtained.

The aim of this work was to determine production characteristics of copepods A. salinus
and C. aquaedulcis under optimal temperature conditions when being fed with a mixture of microalgae
Dinophyceae and Prymnesiophyceae.

MATERIAL AND METHODS

The experiments were carried out on laboratory cultures of copepods A. salinus and C. aquaedulcis
at a temperature of (21 = 1.5) °C. As food for A. salinus, a mixture of microalgae was used: Prymnesio-
phyceae (Isochrysis galbana Parke, 1949, of 3-6 um) and Dinophyceae (Prorocentrum cordatum (Osten-
feld) J. D. Dodge, 1975, of 12—-14 wm; Prorocentrum micans Ehrenberg, 1834, of 28—42 um). As food
for C. aquaedulcis, a mixture of microalgae I. galbana + P. cordatum was used. Concentration of food was
maintained at the level of 0.02-0.08 mg of dry weight per ml (microalgae ratio in a mixture was equalized
by the dry weight of its components). The microalgae used in the experiments were grown in a cumula-
tive mode on the basis of sterilized Black Sea water saturated with Walne’s medium [7], at a temperature
of (24 £ 1.5) °C and round-the-clock illuminance with an intensity of 5000 Ix. Adaptation of copepods
to nutrition with a specific microalgae mixture was carried out for at least 2 to 3 weeks.

Black Sea water [(17.8 = 0.2) %o] was used as a culture medium (microalgae suspension in sterilized
seawater) for copepods; this water was subjected to rough purification, settled, then mechanically puri-
fied by sequential filtration through cartridge filters (with pore sizes of 10, 5, and 1 um), sterilized by ul-
traviolet, and pasteurized twice. For the experiments, 50-ml glass cylindrical vessels were used, which
were illuminated around the clock with an intensity of 2000 1x. Complete replacement of culture medium
in the experimental vessels was carried out every 2—-3 days.

To determine copepod development time, survival rate, and percentage of males and females, we trans-
planted from laboratory cultures of C. aquaedulcis and A. salinus, being adapted to nutrition with a specific
microalgae mixture, 15 hatched N1 nauplii (see the explanation below) (6 replicates for each microalgae
mixture) of each copepod species into 50-ml vessels with culture medium. The experiments were carried
out at a copepod density in vessels of 0.3 ind. per ml.

Copepod survival rate was assessed as the percentage of individuals that survived all stages from the first
naupliar (N1) to adult one (C6). Copepod development time was identified as an average time interval
for the development of individuals from N1 to reaching C6.

Mopckoii 6uonorndeckuii xkypHain Marine Biological Journal 2020 vol. 5 no. 2
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In experiments to determine reproductive characteristics of A. salinus and C. aquaedulcis from labora-
tory cultures of copepods adapted for being fed with a specific mixture of microalgae, 1 female (of each
copepod species) with eggs was transplanted in 50-ml cylindrical glass vessels (n = 25 for each microalgae
mixture). The number of eggs in the laying (absolute fecundity) and hatched viable nauplii (egg hatching
rate) were calculated. All observations of copepods (every 1-3 days) were carried out intravitally using
MBS-12 microscope at a magnification of 2x8 and 4x8.

For comparison, the data on the reproductive characteristics of A. salinus and C. aquaedulcis were used
when copepods were fed with monocultures of microalgae Dinophyceae and Prymnesiophyceae. Those data
were obtained in previous works [1 ; 3].

For all the data obtained, arithmetic means (M), confidence interval (95 % CI), standard deviations (SD),
and reliability (p) of differences in sample means using Student’s ¢-test were calculated.

RESULTS

The survival rate of C. aquaedulcis and A. salinus throughout moults from stage N1 to C6 varied depend-
ing on microalgae species the copepods were fed with. The survival rate of C. aquaedulcis was of 92.5 %
when being fed with P. cordatum; of 83 % — with I. galbana; of 89 % — with a mixture 1. galbana + P. cor-
datum (Fig. 1). The minimum survival rate of A. salinus throughout all the moults from stage N1 to C6
(68.6 %) was observed when being fed with P. cordatum; the maximum survival rate — when being fed with
L. galbana (94.5 %) and with a mixture of microalgae I. galbana + P. cordatum (93 %) (Fig. 1).

The influence of microalgae species on development time of copepod stages was identified (Fig. 2).
When being fed with microalgae 1. galbana and P. cordatum, development time of C. aquaedulcis was
of 14 days; when being fed with a mixture 1. galbana + P. cordatum, it was of 13 days. The shortest devel-
opment time of naupliar stage (6 days) was obtained when copepods were fed with 1. galbana and I. gal-
bana + P. cordatum. The shortest development time of copepodit stage of C. aquaedulcis (C1-5) (7 days)
was obtained when being fed with P. cordatum and I. galbana + P. cordatum.

Development time from the first naupliar stage to the adult one of another copepod species — A. salinus —
turned out to be significantly longer than that of C. aquaedulcis, when being fed with all microalgae species
proposed. The development time of A. salinus when being fed with monocultures I. galbana and P. cor-
datum, as well as a mixture 1. galbana + P. cordatum was of 20 days. The shortest development time
(19 days) was noted when copepods were fed with a mixture of three microalgae I. galbana + P. corda-
tum + P. micans. When being fed with a mixture . galbana + P. micans and with a monoculture P. micans,
the development time of copepods increased to 21 and 22 days, respectively. The longest development time
(25 days) was observed when copepods were fed with a mixture P. cordatum + P. micans.

The shortest time of A. salinus naupliar stage of development was of 7 days (when being fed with
L. galbana and mixtures of microalgae 1. galbana + P. cordatum + P. micans and I. galbana + P. micans),
and the longest was of 10 days (with P. cordatum + P. micans). The shortest time of A. salinus copepodit
stage of development (C1-5) was of 12 days (when being fed with P. cordatum and mixtures of microalgae
I. galbana + P. cordatum + P. micans and I. galbana + P. cordatum), and the longest was of 15 days (when
being fed with P. cordatum + P. micans).

The percentage of males and females of A. salinus and C. aquaedulcis when reaching the adult stage
of development also varied depending on microalgae species the copepods were fed with (Table 1).
For C. aquaedulcis, the lowest percentage of males (21 %) was obtained (reliably) when copepods were fed
with I. galbana; the proportion increased to 43 % when copepods were fed with P. cordatum and a mixture

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2020 vol. 5 no. 2
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L. galbana + P. cordatum. For A. salinus, the highest percentage of males (70 %) was obtained (unreliably)
when copepods were fed with a mixture 1. galbana + P. micans, and the lowest (45-48 %) — when being
fed with monocultures P. micans and P. cordatum.

Fig. 1. Survival rate of Calanipeda aquaedulcis (1) and Arctodiaptomus salinus (II) in the experiment depending
on being fed with various microalgae species (M; 95 % CI; n = 15)

Table 1. Percentage of males (M) and females (F) of copepods Calanipeda aquaedulcis and Arctodiaptomus
salinus when being fed with various microalgae species (M £ SD; n = 15) (95 % CI)

Microalgae C. aquaedulcis A. salinus
M, % F, % M, % F, %
L galbana 20.8+£8.3 79.2£8.3 56.1 £ 12.7 439+ 12.7
P. cordatum 42.7+6.3 573+6.3 477+ 10 52310
P. micans - - 45123 55%+23
L. galbana + P. cordatum 433193 56.7+9.3 6159 39+£59
L. galbana + P. micans - - 70.1 £12.3 299+123
P. cordatum + P. micans - - 59.1+124 409t 124
L. galbana + P. cordatum + P. micans - - 52.8+12.7 472 +£12.7

Mopckoii buonornueckuii xkypHan Marine Biological Journal 2020 vol. 5 no. 2
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Fig. 2. Development time of Calanipeda aquaedulcis (1) and Arctodiaptomus salinus (II) in the experiment
depending on being fed with various microalgae species (M; n = 15)

The average value of absolute fecundity of C. aquaedulcis slightly varied (19.3 + 3.2) eggs per female
(I. galbana + P. cordatum) to (24.2 + 1.8) eggs per female (I. galbana). Egg hatching reached 100 %
when copepods were fed with both monocultures of microalgae P. cordatum and I. galbana and with their
mixture (Fig. 3).

Significant differences were identified in the effect of microalgae species on the absolute fecundity
of A. salinus: the minimum [(8.8 + 1.9) to (10.3 £ 1.3) eggs per female] was noted when copepods
were fed with P. cordatum + P. micans; 1. galbana + P. cordatum + P. micans; I. galbana + P. micans; I. gal-

bana, and the maximum [(13.75 £ 2.3) to (16.4 £ 2.4) eggs per female] — when being fed with P. micans;
L. galbana + P. cordatum; P. cordatum.

The trophic conditions (chemotaxonomic characteristics associated with a species and a class of mi-
croalgae which copepod females were fed with) had the most expressed effect on the embryonic develop-
ment of A. salinus, the norm of which is characterized by the hatching rate from the eggs of viable nauplii.
This index was reliably minimal [(62.63 *+ 10) %] when A. salinus females were fed with P. cordatum.
Then the value of the hatching rate of nauplii varied (unreliably) (84.9 = 7.3) to (97.46 + 2.7) %, reaching
a maximum (100 %) when copepods were fed with 1. galbana + P. micans.

Mopckoii buosnornueckuii xypHan Marine Biological Journal 2020 vol. 5 no. 2
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Fig. 3. Comparative diagrams of absolute fecundity and hatching rate of viable nauplii from the total number
of eggs of females of copepods Calanipeda aquaedulcis (1) and Arctodiaptomus salinus (II) when being fed
with various microalgae species (M £ SD; n = 15) (95 % CI)

DISCUSSION

When comparing values of copepod survival rates and development time, a similarity of the influence
of some microalgae species on indices of C. aquaedulcis and A. salinus is found. The shortest duration
of the naupliar stage of development of both copepod species was observed when their diet included /. gal-
bana as a monoculture or one of mixture components. During the copepodit stage, the pattern remains
the same, only with P. cordatum.

Feeding with small-sized I. galbana turned out to be optimal for the development of copepod nau-
pliar stages. Meanwhile, such nutrition delayed the development of copepodit stages compared to nutrition
with large-sized P. cordatum. The shortened development time during the naupliar stage when copepods
are fed with 1. galbana is leveled out by the shortened development time during the copepodit stage when
they are fed with P. cordatum. Thus, the total development time (naupliar stage plus copepodit stage) was
the shortest for C. aguaedulcis when copepods were fed with a mixture 1. galbana + P. cordatum (13 days),
and for A. salinus — when they were fed with I. galbana + P. cordatum + P. micans (19 days).

Mopckoii buonornueckuii xkypHain Marine Biological Journal 2020 vol. 5 no. 2
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It is known that in most Calanoida copepods, females are always larger than males; smaller sizes
of Calanoida males are usually associated with their faster development [6]. According to hypothesis [11],
under the influence of unfavorable environmental conditions, a shift in the sex ratio towards the predomi-
nance of males can be expected; when the conditions are favorable, a shift towards females can be expected.
In case of C. aquaedulcis and A. salinus, males are smaller than females. Therefore, if the hypothesis is cor-
rect, then a shift in the sex ratio towards males can testify non-optimal environmental conditions: extreme
temperatures and/or high salinity, or inadequate food availability. It is likely that food biochemical com-
position can also affect sex differentiation of developing copepods, as defined for other hydrobionts [13].
Concentration and quality of food affect numerical sex ratio of adult Calanus spp.: an increase in the propor-
tion of females is observed with an increase in the concentration of food in the medium, in which copepods
develop [8]. However, the data obtained on the supposed influence of microalgae chemotaxonomic char-
acteristics on the sex ratio in copepod experimental populations require additional comprehensive studies
of their biology, combined with studies of the biochemical composition of microalgae and copepods being
fed with them.

The chemotaxonomic composition of microalgae, that female copepods are fed with, certainly af-
fects their reproductive characteristics and especially viability of nauplii of both species throughout hatch-
ing. In our experiments, the maximum egg hatching rate (100 %) of nauplii was observed when female
C. aquaedulcis were fed with monocultures 1. galbana and P. cordatum, as well as a mixture of the same
microalgae. However, for A. salinus, some differences were found in the influence of microalgae species
on the survival rate of nauplii while hatching. Thus, the minimum hatching rate of A. salinus nauplii and their
females’ maximum absolute fecundity were obtained when copepods were fed with P. cordatum.

Microalgae Dinophyceae are characterized by a high content of highly unsaturated fatty acids with a pre-
dominance of docosahexaenoic acid (hereinafter DHA) over eicosapentaenoic one (hereinafter EPA) [12].
Prymnesiophyceae are characterized by an increased DHA content with a low EPA content [10]. Content
and ratio of DHA and EPA in microalgae composition, supposedly, are among the main chemotaxonomic
factors, which influence the reproductive characteristics of Calanoida copepods [5 ; 9]. Balanced EPA
and DHA presence in microalgal nutrition throughout copepod ontogenesis has a positive effect on the de-
velopment rate of C. aquaedulcis and A. salinus. At the same time, the nutrition of copepod females with
a mixture of microalgae Dinophyceae and Prymnesiophyceae determines maximum nauplii hatching rate
of both copepod species.

Conclusion. The highest survival rates of A. salinus from the naupliar stage of development to the adult
one (93-95 %) were obtained when copepods were fed with a monoculture of microalga 1. galbana
and a mixture I galbana + P. cordatum, and the shortest development rate (19 days) — when copepods
were fed with a mixture of three microalgae I. galbana + P. cordatum + P. micans. The shortest develop-
ment rate of C. aquaedulcis from the naupliar to the adult stage (13 days) was obtained when copepods
were fed with a mixture of microalgae 1. galbana + P. cordatum.

For C. aquaedulcis, the lowest percentage of males (21 %) was obtained reliably when copepods were fed
with 1. galbana; their proportion increased to 43 % when being fed with P. cordatum and a mixture I. gal-
bana + P. cordatum. No significant differences in the percentage of A. salinus males and females when
reaching the adult stage depending on microalgae species were identified.

The shortest duration of the naupliar stage of development of both copepod species was observed when
their diet included I. galbana as a monoculture or one of mixture components. During the copepodit stage,
the pattern remains the same, only with P. cordatum.

Mopckoii buosnornueckuii xypHaia Marine Biological Journal 2020 vol. 5 no. 2



10 L. O. Aganesova

The maximum absolute fecundity of C. aquaedulcis reached 24 eggs per female (1. galbana); of A. sal-
inus — 16 eggs per female (P. cordatum). Egg hatching reached 100 % when copepods were fed with
both monocultures of microalgae P. cordatum and I. galbana and with their mixture. The highest egg
hatching rate for A. salinus was reached only when females were fed with a mixture of microalgae
I. galbana + P. micans.

Therefore, mixtures of microalgae P. cordatum + I. galbana (for C. aquaedulcis) and I. galbana + P. cor-
datum + P. micans (for A. salinus), due to balanced presence of eicosapentaenoic and docosahexaenoic
acids, were determined as optimal food objects for copepod survival rate and development time throughout
ontogenesis. Also, these microalgae mixtures determined the maximum hatching rate of viable nauplii.

This work was carried out within the framework of government research assignment of IBSS “Investigation
of the mechanisms of controlling production processes in biotechnological complexes with the aim of developing
the scientific foundations for the production of biologically active substances and technical products of marine genesis”
(No. AAAA-A18-118021350003-6).
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IMPOAYKIIMOHHBIE XAPAKTEPUCTHUKH KOIIEITO/I
ARCTODIAPTOMUS SALINUS U CALANIPEDA AQUAEDULCIS
P IATAHAA CMECBHIO MUKPOBO/IOPOCJIEN
DINOPHYCEAE U PRYMNESIOPHYCEAE

JI. O. AranecoBa

denepanbHBI UcclieNOBATENbCKUI NEHTP «HCTUTYT OHuosornu 10xHBIX Mopeit umenn A. O. KosaneBckoro PAH»,
Cesacrononb, Poccuiickas ®eneparws
E-mail: la7risa@gmail.com

YoukBuTHBIE BUAB Komenop Arctodiaptomus salinus (Daday, 1885) u Calanipeda aquaedulcis
(Krichagin, 1873) — BaxkHble KOMIIOHEHTHI MUIIIEBBIX Lierleld MHOTOUMCICHHBIX MPECHBIX U COJIEHBIX
BOAOEMOB. JlaHHBIE KOMEMOIbl MPUTOAHBI AJIs1 KOPMJICHHUSI JTUYMHOK KaK MOPCKHUX, TaK U MPECHOBO[I-
HBIX BHUJIOB pbIO, OJIHAKO BJIMSIHUE MUTAHWS HAa MPOAYKIMOHHBIE XapAKTEPUCTUKU ITUX BHUJIOB KOIie-
0JI U3y4YeHO HenocTtaTouHo. PaHee Hamu ObLIO OMNpeneeHO, YTO MOHOKYJIBTYPbl MUKPOBOAOPOCIEN
Dinophyceae u Prymnesiophyceae sBisioTcsi onTHManbHBIMA KOPMOBBIMU OOBEKTaMH JIJIS1 TIPOIYIIPO-
BaHUA sull caMkamu A. salinus u C. aquaedulcis, BBIXKUBA€MOCTA M CKOPOCTY Pa3BUTHS ITUX KOMENO[
Ha BCEM NPOTSKEHWU WX OHTOreHesa. llenb naHHOW paboTHI 3aKioyaiach B OMpEAeIeHNH MPOIyKIIU-
OHHBIX XapaKTepucTHK konenon A. salinus v C. aquaedulcis B ONTUMAJIBHBIX TEMIIEPATYPHBIX YCJIOBU-
SIX B 3aBUCHMOCTHU OT BapUaHTa MUTAaHUs CMeChi0o MUKpoBojopociielt Dinophyceae u Prymnesiophyceae.
HawuboJiee BrICOKME 3HAUEHHS BBDKMBAEMOCTH A. salinus OT HayIUIMAILHOM JI0 B3POCIION CTaJUU Pa3BU-
s (93-95 %) oTmMedeHsl IpY TUTAHUH KOTIETIO MOHOKYJIBTY PO MHUKPOBOIOPOCTH Isochrysis galbana
(Parke, 1949) u cmecsio 1. galbana + Prorocentrum cordatum (Ostenfeld) J. D. Dodge, 1975; Hanmens-
I1ast MPOAOJIKUTETBHOCTD pa3BUTHs (19 CyTOK) — TIpU KOPMJICHUM CMECHIO M3 TPEX MUKPOBOIOPOCIIEN
I. galbana + P. cordatum + Prorocentrum micans (Ehrenberg, 1834). HaumeHsInas cpeaHss NpogoIKu-
TesbHOCTh pa3BuTHs C. aquaedulcis OT HayTIMaIBHON 10 B3pociion ctaauu pa3sutus (13 cyT.) 3aduk-
CHpPOBaHA MPH MUTAHUU CMECHI0 MUKpoBojopochei 1. galbana + P. cordatum. HauveHbInas mpoJosLKu-
TEJIBHOCTh HAYILIMAJBHOIO MEPUO/a Pa3BUTHsI KOO 000OMX BUIOB OTMEYeHa TOIja, KOrja B COCTaB
YX AueTsl BXxoawia I. galbana B KayecTBe MOHO- WJIM OJJHOTO M3 KOMIIOHEHTOB cMecd. Takas e 3aKo-
HOMEPHOCTh COXPAHSETCS [Tl KOTIEMOJJUTHOTO MEPUOJIA, TOJIBKO Yke ¢ P. cordatum. MakcumanbHast ab-
cofmoTHas rionoButoctsh C. aquaedulcis nocturana 24 suu Ha camky (I galbana), A. salinus — 16 sun
Ha caMKy (P. cordatum). Beiknes C. aquaedulcis mpy MUTaHUM KaK MOHOKYJIbTypaMy MUKPOBOAOPOCIER
P. cordatum w I. galbana, Tak u ux cmecoio pocturai 100 %. Ins A. salinus TOJIbKO TUTaHUE CaMOK
cMechio MUKpoBojiopociiert 1. galbana + P. micans 00ycnaBiMBaeT MaKCUMAJTbHBIN TPOLICHT BHIKJICBA.

KarwueBble caoBa: konenonwl, Arctodiaptomus salinus, Calanipeda aquaedulcis, BbIXVBae-
MOCTh, Ppa3BUTHE, Pa3MHOXEHHE, MHKPOBOAOPOCIH, CMeCh MHKpoBoaopocieit, Dinophyceae,
Prymnesiophyceae
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To increase R-phycoerythrin concentration in red Black Sea alga Gelidium spinosum (S. G. Gmelin)
P. C. Silva, 1996 (Rhodophyta), it was cultivated in laboratory conditions in polyculture microalga
Tetraselmis viridis — mussel Mytilus galloprovincialis — Gelidium; the results of the study are presented.
The positive effect of mussel exometabolites on R-phycoerythrin concentration in Gelidium in polycul-
ture is described. The relevance of the work is determined by the value of R-phycoerythrin, which
is used as a powerful antioxidant, as well as a marker in cytometry and microscopy. The aim of the study
is to increase R-phycoerythrin concentration in Gelidium using the polyculture method. As a material,
Gelidium from the fouling of rocks and coastal protection structures of Karantinnaya Bay (Sevastopol)
was used; it was cultivated in a laboratory installation with eight working volumes, four of which contained
mussels. Mussel decontamination, supplemented with mineral salts and biogens, was used as a nutrient
medium for Gelidium. The combination of mussel exometabolites with previously developed nutrient
medium, based on Black Sea water and enriched with nutrients and mineral salts, results in an increase
in R-phycoerythrin concentration by more than 2 times, while the addition of exometabolites to pure
filtered seawater increases it maximum by 35 %. Approximate ratios of polyculture elements in 1.5-L
volumes, allowing to achieve the desired results in 2 weeks, are as follows: 2 g of Gelidium / 50-60 g
of two-year-old mussels / 0.4-0.6 g of microalga wet weight.

Keywords: cultivation, polyculture, microalgae, molluscs, macrophytes, nutrient medium

Black Sea Gelidium spinosum (S. G. Gmelin) P. C. Silva, 1996 is a valuable raw material source of high-
quality agar and R-phycoerythrin — phycobiliprotein pigment, which is widely used in immune diagnos-
tics, microscopy, and cytometry [13]. Algae containing agar and R-phycoerythrin are cultivation objects
in many countries of the Asia-Pacific [9 ; 14], and the cost of 1 g of purified R-phycoerythrin reaches
$3250-14000 [12].

In previous years, we carried out studies to determine the optimal conditions for Gelidium growth
and R-phycoerythrin accumulation in it: concentrations of mineral salts and biogens, light and temperature
conditions, carbonation of the nutrient medium, as well as its circulation and flow rate [2].

It is known that under natural conditions, Gelidium is often found as an epibiont of molluscs-filtrators.
Such symbiosis is caused by the positive effect of mollusc exometabolites on macrophyte growth, and that
is why hydrobiont cultivation in polyculture has been developed [7 ; 14].

12


https://doi.org/10.21072/mbj.2020.05.2.02
http://ibss-ras.ru/
mailto:belyaevbob@yandex.ru

Influence of mussel Mytilus galloprovincialis exometabolites on R-phycoerythrin concentration. .. 13

Previously, we obtained results on the beneficial effect of exometabolites of Anadara kagoshimenisis,
starving in pure Black Sea water for 15 days, on Gelidium growth and R-phycoerythrin content. With an in-
crease in Gelidium biomass by 11.6 %, R-phycoerythrin concentration increased by 40 % compared with
the control [4].

The aim of this work is to increase R-phycoerythrin concentration during Gelidium cultivation in poly-
culture. To achieve the aim, the following task is set: to determine the optimal ratio of polyculture elements
microalga — mussel — macrophyte.

MATERIAL AND METHODS

As a material, Gelidium spinosum from the fouling of rocks and coastal protection structures in the area
of Martynova and Karantinnaya bays (Sevastopol) was used. It was cultivated in a laboratory installation
with eight working volumes [1] at a temperature range of +15...427 °C and illumination of 10-25 klx
in the mode of 18 h day : 6 h night. The nutrient medium was prepared on the basis of filtered Black
Sea water with an increase in its salinity to 26 %o and addition of nitrogen, phosphorus, iron, magne-
sium, and manganese [3]. Mussels (Mytilus galloprovincialis Lamarck, 1819) of 45-50 mm were picked
from farm collectors located south of the entrance to the Sevastopol Bay, opposite IBSS radiobiological
building. Microalga was cultivated separately in a flat cultivator.

Four of eight working volumes of the installation with a right-angled bottom were modernized to con-
tain mussels: they were blocked by left-angled perforated shelves for placing there 2 to 6 individuals with
an average weight of 9.5 to 11.5 g. Constant bubbling of the working volumes with air was regulated so that
mollusc feces did not stir up and remained in the deepened bottom part.

Mussels were fed with a suspension of Tetraselmis viridis (Rouchijajnen) R. E. Norris, Hori & Chi-
hara, 1980 culture, taken from museum of IBSS biotechnology and phytoresources department, either
once or twice a day or once every two days. Culture density was of 12—-17 mg of microalga wet weight
per 1 ml, ranging 5 to 35 ml per one working volume. The contents of the working volumes with mus-
sels were completely poured into previously dried containers with Gelidium once every two days; in these
containers, a set of minerals and biogens was added [2]. Measurements of R-phycoerythrin concentration
in Gelidium were carried out by a standard method [10] once a week and at the end of the experiment.
Macrophyte initial weight in each working volume was of (2.00 £ 0.05) g. Measurements were made using
Sartorius L 220 S balance.

Experiments were carried out in autumn and winter. In the first experiment, decontamination was
poured into the containers with Gelidium from the working volumes with mussels (4 ind. in each), main-
tained in clean filtered seawater with the salinity of 26 %o and fed with Tetraselmis viridis microalga. Thus,
Gelidium was fed exclusively with mussel metabolites, without mineralization of the medium, the same
as in the experiment with Anadara [4].

In the second experiment, the components of a previously developed nutrient medium were added
to the poured decontamination: nitrogen (8.54 mg per L as KNOj3), phosphorus (1.77 mg per L as KH,PO,),
iron (1.39 mg per L as FeSO,4-7H,0 in combination with 17 mg of Na,EDTA per 1 g of salt), manganese
(0.55 mg per L as MnCl,-4H,0), and magnesium (120 mg per L as MgSO,4-7H,0) [2]. Four mussels with
an average weight of 9.5-11.5 g were placed into each of four modernized working volumes, and (2+0.05) g
of Gelidium were placed into four other volumes. Mussels were fed with microalga: 5 to 20 ml of suspension
per day.

Mopckoii buosnornueckuii xypHain Marine Biological Journal 2020 vol. 5 no. 2



14 B. N. Belyaev and N. M. Beregovaya

The first two experiments were carried out according to our patent [3] with an element of Gelidium
weekly “maturing” to increase R-phycoerythrin concentration. In the third experiment, this element was
excluded because of weekly measuring of pigment concentration.

In the third experiment, the same as in the second one, Gelidium was grown on mussel decontamination
with the addition of minerals and biogens. To identify the dynamics of pigment accumulation in Gelid-
ium and to determine the optimal weight ratio of polyculture elements, different number of mussels were
maintained in the containers: 3, 4, and 5 ind. with a total initial weight of 33.4, 41.4, and 57 g. They were
fed with Tetraselmis viridis suspension in the amount of 15, 25, and 35 ml, respectively. Microalga culture
density was of 17 mg of wet weight per 1 ml and was kept constant throughout the experiment. In two
control working volumes (No. 1 and 5), Gelidium was cultivated on the medium mentioned above [2] with-
out metabolites added; it was supplemented with minerals and biogens only. R-phycoerythrin concentration
was determined after two, three, and four weeks of cultivation.

The peculiarity of the third experiment was as follows: Gelidium was cultivated in five working vol-
umes (No. 1-5) with equal initial mass of 2 g. In three volumes (No. 2—4), the number of added metabo-
lites increased consistently due to both different number of mussels (3; 4; 5) from the volumes No. 6—-8
and increased diet of the molluscs (5; 6.25; 7 ml of culture per ind.).

RESULTS AND DISCUSSION
The results of the first two experiments are presented in Tables 1 and 2, of the third one — in Table 3

and in Fig. 1.

Table 1. R-phycoerythrin concentration in Gelidium grown on exometabolites of Black Sea mussels
with different microalga diet

No. Volume of Tetraselmis viridis culture R-phycoerythrin
of the experiment with the density of 12 mg of wet weight per ml concentration, mg per g
Control 0 58%0.5
1 10 6.4+0.9
2 15 5604
3 20 79+0.8

Table 1 shows that R-phycoerythrin concentration in Gelidium increased within the range 10 to 35 %
in the polyculture microalga Tetraselmis viridis — mussel Mytilus galloprovincialis — macrophyte Gelidium
spinosum, when being fed with mussel exometabolites (if considering the result of the second experiment
an artifact). The last figure shows the results close to that obtained in the experiment with Anadara [4].

Table 2 presents the results of the experiment, in which decontamination was completely poured into
the working volumes with Gelidium from the volumes with mussels and enriched with a set of biogens
and microelements. Four variants of mussel diet were tested; the maximum variant (20 ml per volume)
contributed to an increase in R-phycoerythrin concentration in Gelidium by more than three times.

The results of the dynamics of weight growth and pigment concentration in the third experiment
are presented in Table 3, and R-phycoerythrin accumulation — in Fig. 1.

The results of a 4-week experiment show that on the 12 day of cultivation in variants with the addition
of metabolites from the working volumes with 3, 4 and 5 mussels, R-phycoerythrin accumulation exceeds
the initial control value by 50-100 %, while in the containers with no metabolites added (volumes No. 1
and 5) — only by 16 %.
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Table 2. R-phycoerythrin concentration in Gelidium grown on mussel exometabolites with the addition
of nutrients and mineral salts into the culture medium

No. Volume of Tetraselmis viridis culture R-phycoerythrin
of the experiment with the density of 12 mg of wet weight per ml concentration, mg per g
Control 0 7.9+0.8
1 5 16.1£1.5
2 10 203+ 4.4
3 15 18.3+2.2
4 20 28.8+4.5

Table 3. Dynamics of weight growth and R-phycoerythrin concentration in Gelidium thalli at different
number of mussels in the polyculture

No. Number Vo ml Gelidium weight, g / R-phycoerythrin concentration, mg per g
of the volume | of mussels e 30.01.2019 11.02.2019* 18.02.2019* 25.02.2019*
1;5 0 0 20/69x23 290/8.0%23 300/96%+1.6 | 320/11.1%£1.2
2 3 15 20/69x23 300/11.4+24 255/87+£09 | 3.00/123+1.2
3 4 25 20/69x23 325/124+18 | 3.10/106%+0.8 | 3.22/13.6%+0.9
4 5 35 20/69x23 305/144+14 | 285/149%+1.7 | 330/144%0.1

Note: at the dates marked with an asterisk (*), samples were taken to measure R-phycoerythrin, and Gelidium weight
was returned to W, =2 g; V. indicates volume of microalga suspension.

At the end of the 3™ week of cultivation, there was a significant decrease in pigment concentration
in Gelidium from the working volume No. 2, into which the decontamination was poured from the volume
with 3 mussels. It is 24 % lower than the previous result and 29 % lower than the final one. Since algae
were equally supplemented with minerals and biogens in all the volumes, it could result from a change
in the physiological state of at least one of three mussels, which we did not monitor in our experiments.

This result can be considered an artifact, since nothing was found in this volume that distinguishes
it from the rest ones. Meanwhile, in our other experiments, there were emissions of mussel sex products
(such cases can be the reason for further separate studies of their effect on R-phycoerythrin concentration
in Gelidium).

According to the results of 4 weeks of cultivation, it was noted, that pigment levels in Gelidium
from the working volumes No. 2—4 were arranged in increasing order directly proportional to the expected
increase in the number of exometabolites from 3, 4, and 5 mussels. If R-phycoerythrin level in Gelidium,
cultivated by already known method [3] in the volumes No. 1 and 5, is taken as 100 %, then we can conclude
that the increases from the use of mussel exometabolites are of 11, 12, and 30 %, respectively.

The maximum R-phycoerythrin content obtained in the second experiment (Table 2) was 2 times higher
than the maximum pigment concentration in the third experiment (Table 3). This is explained by the facts
that in the latter case, the algae were taken for measurements immediately after the end of the experiment
and the element of “maturing”, in which the lag of phycoerythrin accumulation in rapidly growing biomass
is eliminated in the dark and at a low temperature, was not used [3]. In this case, the specific rate of biomass
weight growth was quite high: the biomass doubled in less than 10 days.

The change in R-phycoerythrin concentration in Gelidium with a different number of mussel individ-
uals in the polyculture is clearly shown in Fig. 1. After two weeks of cultivation, when the macrophyte
was fed with exometabolites of 5 mussels, we observed a 2-fold increase in R-phycoerythrin content.
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After four weeks of cultivation, the difference with the control decreased and was approximately of 25 %.
Exometabolites of 3 and 4 mussels also caused an increase in pigment concentration after two weeks
of cultivation — by 30 and 40 %.
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Fig. 1. Dynamics of R-phycoerythrin concentration in Gelidium with different number of mussels
in the polyculture (1 — control; 2 — 3 mussels; 3 — 4 mussels; 4 — 5 mussels)

The average results of Gelidium growth in the volumes No. 2—4 for the last two weeks of the third
experiment were of 1 g per week. Thus, a system, including microalga Tetraselmis viridis cultivator with
a productivity of 600 mg of wet weight per day, a 1.5-L volume for maintaining 5 mussels with a total
weight of 60 g, and a 1.5-L Gelidium cultivator, is quite capable of producing 14.4 mg of R-phycoerythrin
in 7 days.

The advantages of macrophyte cultivation in polyculture in comparison with cultivation in mono-
culture are known from literature. Thus, macrophytes accumulate larger biomass and larger amount
of protein [8 ; 14], and agar quality of Gracilaria improves due to creating an optimal diet resulting
from exometabolite extraction by invertebrates [7].

Macroalgae can extract from water up to 60 % of nitrogen compounds, including up to 95 % of ammo-
nium [ 14]. Mussels are known to release ammonium nitrogen into the medium [5]. The chromophore group
of pigment (phycobilin) is covalently bound to a water-soluble protein such as globulin [13], the building
of which requires nitrogen. In addition, phycobiliproteins are considered to be a “depot” of protein in algae
cells. They are destroyed primarily by nitrogen starvation [6 ; 11]. Meanwhile, it is highly possible that
not only the addition of nitrogen, but also the form of its compound affect R-phycoerythrin level. However,
according to the results of previous studies, culture medium contained a sufficient amount of nitrogen [3].
It seems likely that in that case other interactions have an effect (for example, at the level of hormonal regula-
tion). Thus, the use of metabolites, including in polyculture, creates a fundamentally new way of regulating
natural processes [8].

Conclusion. A positive effect of mussel exometabolites on R-phycoerythrin synthesis in the polycul-
ture microalga Tetraselmis viridis — mussel Mytilus galloprovincialis — macrophyte Gelidium spinosum was
revealed. The addition of mollusc exometabolites into clean filtered seawater gave an increase in R-phy-
coerythrin concentration in Gelidium by 10-35 %, and the addition of exometabolites in combination
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with a standard nutrient medium led to an increase in R-phycoerythrin content by more than 2 times. Ap-
proximate weight ratios of polyculture elements in 1.5-L working volumes, allowing to achieve the desired
result after two weeks, were as follows: 2 g of Gelidium / 50-60 g of two-year-old mussels / 0.4-0.6 g
of microalga raw weight.

This work was carried out within the framework of government research assignment of IBSS “Investigation
of the mechanisms of controlling production processes in biotechnological complexes with the aim of developing
the scientific foundations for the production of biologically active substances and technical products of marine genesis”
(No. AAAA-A18-118021350003-6).

. Gudvilovich I. N. The influence of cultivation con-
ditions on growth and the phycobiliprotein con-
tent in the red microalgae Porphyridium purpureum.
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INFLUENCE OF MUSSEL MYTILUS GALLOPROVINCIALIS EXOMETABOLITES
ON R-PHYCOERYTHRIN CONCENTRATION
IN RED ALGA GELIDIUM SPINOSUM WHEN GROWN IN POLYCULTURE

B. N. Belyaev and N. M. Beregovaya!

'A. O. Kovalevsky Institute of Biology of the Southern Seas of RAS, Sevastopol, Russian Federation
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[IpuBemeHbl pe3ysbTaThl MCCIENOBAHMHA KyJbTUBHPOBAHUS KPACHOW YEPHOMOPCKOW BOJOPOCIH
Gelidium spinosum (S. G. Gmelin) P. C. Silva, 1996 (Rhodophyta) B 1a60paTOpHBIX YCJIOBHUSIX B ITO-
JMKYJIbType MUKpoBonopocib Tetraselmis viridis — muguss Mytilus galloprovincialis — remiouym
C LeJbl0 MOBBIEHUS KOHLEHTpauuu R-¢pukospurpuHa B mnocieaHeM. ONMcaHO MOJIOKHUTEIbHOE
BJIMsIHME SK30MEeTa00JMTOB MUIMI Ha KOHLEHTpaLMio R-pukospurpuna B remanyme B NOJUKYJIbTYpE.
AKTYaJIbHOCTh PaOOThI OTIpeAensieTcs IIEHHOCThI0 (PUKOIPUTPUHA, KOTOPHIH MCIIOJIB3YIOT KaK MOIIHbBIN
AQHTHUOKCHUJIAHT, a TAK)Ke KaK METYMK B IIUTOMETPUH U MUKpOCKoIuH. Llesb rccieioBaHus — yBEIUYUTh
KOHLIeHTpauuio R-puKkospuTpuHa B reimanyMe ¢ MpUMEHEHHEM MeTOAa TMOJIMKYIbTYphl. B KauecTBe
MaTepuaga MHCIONB30BAIM TeIUIUyM W3 OOpacTaHusi CKal U OeperoykpenuTesbHBIX COOpPYKEHHI
B paiione OyxTel Kapantunnas (r. CeBacTomnousib); ero KyJbTHBHPOBATM B JIAOOPATOPHOW YCTaHOBKE
C BOCEMbI0 paboYMMHM OOBEMAMH, B UETBIPEX M3 KOTOPBIX COIECpXKaad MHUIMNA. [IeKOHTaT MUAuWi,
JOTOJTHEHHBI MUHEPAIBHBIMU COJISIMU Y OMOTeHAMHU, UCTIOJNBb30BaAIM KaK MUTATEIbHYIO Cpeay AJs refu-
muyma. CoueTaHue 9K30MeTa00IUTOB MUIUN C pa3padOTAHHON paHee MUTATEbHON Cpelioil Ha OCHOBE
YEPHOMOPCKOM BOjIbl, OOOTAlIEHHON OMOTeHaMU U MUHEPAJIbHBIMK COJISIMM, TIPUBOJUT K YBEJIUYEHUIO
conepxkanus R-¢puxkospurprHa 6osee yeM BIBOE, B TO BpeMs KaK BHECEHHE 9K30METa00IUTOB B YHCTYIO
pobIbTPOBAHHYI0 YEPHOMOPCKYI0 BOLY IOBBIIIAET €ro MakcumyMm Ha 35 %. OpHeHTHpOBOYHbIE
BECOBbIE COOTHOLIECHHSI 3JIEMEHTOB MOJIMKYJIbTYPH B 1,5-TUTPOBBIX 00BEMaX, MO3BOJSIONIME AOCTAYb
JKENAaeMOro pe3ysbTara y)Xe uepe3 [Be Hejenu, — 3To 2 T reauauyMa / 50-60 r gByxineTHUX Muaui
/ 0,4-0,6 r cpIpOro Beca MUKPOBOJIOPOCIEH.

KitoueBble cJjioBa: KyJIbTUBHPOBAHHME, IMOJMKYJbTYPa, MHUKPOBOIOPOCIH, MOJUIIOCKH, MaKpO(HTHI,
MUTaTeNIbHAs cpeaa
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This long-term observation of the faunal composition within the Barents Sea provides a benchmark
for monitoring community changes caused by oceanographic variability, fishery activities, and crab preda-
tors (Chionoecetes opilio, Paralithodes camtschaticus), whose populations have been rapidly growing
and spreading in recent years. In the Arctic systems, megabenthic communities comprise a significant
part of benthic biomass and play an important role in carbon cycling on continental shelves. The gradual
accumulation of knowledge on megabenthos may make it possible to assess their role in the ecosystem
and ultimately contribute to a more rational management of the Barents Sea resources. This article rep-
resents an important series of long-term megabenthic observations in the Barents Sea. The main goal
of our research is to identify spatial patterns and temporal trends in the megabenthic part of communities,
including changes in the biomass and production values. As a part of the joint Norwegian-Russian ecosys-
tem surveys, benthic experts have been identifying the invertebrates (megafauna) collected by bottom
trawls during annual assessments of commercial stocks, such as Atlantic cod (Gadus morhua) and north-
ern shrimp (Pandalus borealis). The sampling equipment used was a Campelen 1800 bottom trawl, rigged
with rockhopper ground gear and towed on double warps, and standardized to a fixed sampling effort
(equivalent to a towing distance of 0.75 nautical miles (nm), or 1.4 km). The processing of the biologi-
cal material was conducted in accordance with standardized procedures, following the retrieval of each
trawl. This work represents data from 5016 stations from 2005 to 2017, with a total sampled biomass
of 238.4 tons and 14.9 million individual organisms. In total, 694 megabenthic species (1058 taxa) have
been recorded, with the greatest diversity observed in the depth range of 100—400 m, while the largest
mean catches were taken between depths of 600-800 m. The biomass (B) and production (P) values
of the benthic megafauna were approximately stable during the 9 years of investigation, although there
was a decreasing trend after 2014. The annual production P/B ratio of megabenthos was calculated to be
at 0.3. The distribution, contribution to production, and gross biomass values of the megabenthos had been
underestimated in the previous studies of zoobenthos. The results from this research show that, in the cur-
rent warm period, the majority of the Barents Sea is in an intermediate state between the Arctic and bo-
real regions due to the wide distribution of boreal species toward the north. The dynamics of the mean
biogeographical index (the border between areas of the dominance of boreal and Arctic species) within
the central-southern part of the Barents Sea suggests that a large part of the area can be characterized
as predominantly boreal intermediate since 2013.

Keywords: Arctic, Barents Sea, megabenthos, climate, Atlantic Current, production, species distribution

The effects of global climate change have been particularly noticeable in the Arctic, causing a restructur-
ing of Arctic ecosystem [19 ;25 ; 33] and a northward shift of biogeographical boundaries as a consequence
of warming [5;6;10; 12 ;18 ;21].
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In the Arctic systems, megabenthic communities comprise a significant part of benthic biomass [7 ; 30]
and play an important role in carbon cycling on continental shelves [23 ; 32]. Marine benthic communi-
ties are well-suited for long-term comparative investigations, as comprising species have a relatively long
lifespan and either are sessile or have low motility. These traits make it possible to measure the effects
of environmental change on communities over time. The potential impact of climate change on the marine
environment may be acute, but it is difficult to register due to the lack of baseline data. A recent analysis
showed that 34-59 % of Arctic megafauna taxa have yet to be documented [45].

The Barents Sea is a continental shelf sea with an average depth of 230 m (Fig. 1a); it is characterized
by a transitional zone from warm Atlantic waters to cold Arctic ones (Fig. 1b) [43 ; 44]. Substantial climatic
changes have been observed during the last four decades [8 ; 47]. Water temperatures in the subarctic
Barents Sea during the past decade have reached the highest rates over the period observed [8]. Ice coverage
has declined by about 10 % [4], while water temperature has risen by approximately 1.5 °C [35]. The area
covered by the warmer Atlantic water has increased [28] due to northward shifts in the polar front, where
Atlantic and Arctic water masses meet [43].

Analysis of Barents Sea benthic megafauna shows clear biogeographical patterns, with an Arctic produc-
tive community dominating in the northeast [11] and occasionally in the northwest, and an Atlantic warm
water community in the southwest [29 ; 30]. A deep-cold-water community is found in the northwestern
part of the Barents Sea shelf. A shallow bank community is predominant on the Spitsbergen Bank located
southwards of Spitsbergen and in the southeastern Barents Sea. This shallow bank community is also found
sporadically west and north of Spitsbergen [30].

Fig. 1. The Barents Sea, with: A — a map
showing place names and depth contours;
B — a map of bottom water currents with
arrows showing: 1) the main streams of At-
lantic water (red), 2) coastal currents (green),
and 3) cold Arctic currents (black) [49].
C — % of areas covered by water with dif-
ferent bottom temperatures in the Barents Sea
(N71-79°, E25-55°) (August to September
in 2000-2017) [26]
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It has been suggested that climate change is causing a northward shift of biogeographical boundaries
in the northern hemisphere due to the warming process [21]. The number of boreal species has increased,
while the number of arctic species have declined [31]. The range of some species has expanded, and new
boreal-subtropical species have appeared in the Arctic [52 ; 53].

The gradual accumulation of knowledge on megabenthos may make it possible to assess its role
in the ecosystem and ultimately contribute to a more rational management of Barents Sea resources. This ar-
ticle presents an important series of long-term megabenthic observations in the Barents Sea. The main goal
of our research is to identify spatial patterns and temporal trends in the megabenthic part of communities,
including changes in biomass and production values.

MATERIAL AND METHODS

Benthos sampling. Norwegian and Russian ships were used to survey the Barents Sea annually August
to November. Sampling stations were established at fixed positions along a regular grid (around 35 nautical
miles between each station), covering an area of about 1.5 million km?. The sampling equipment used was
a Campelen 1800 bottom trawl, rigged with rockhopper ground gear, towed on double warps, and stan-
dardized to a fixed sampling effort (equivalent to a towing distance of 0.75 nautical miles, or 1.4 km).
The horizontal opening was 15 m, and the vertical one was 5 m. The mesh size was 80 mm (stretched)
in the front and 22 mm in the cod end, allowing capture and retention of vertebrates (fishes) and large in-
vertebrates (megabenthos) from the seabed. All catch data presented in the article have been standardized
to 1 nautical mile (hereinafter nm).

Data. Benthos specialists from the Polar branch of VNIRO (Russian and Norwegian ships), Institute
of Marine Research, Murmansk Marine Biological Institute, and other international institutions (Norwegian
ships) were involved in the processing and identification of benthos collected by the scientific trawl during
the annual Norwegian-Russian Ecosystem Survey [1].

The processing of the biological material was conducted in accordance with standardized proce-
dures, following the retrieval of each trawl [30]. The invertebrates were separated from the vertebrate
catch in the onboard fish laboratory. Depending on catch weight, the material was processed in total
or as a subsample. Records were made using paper datasheets, to be entered into a database afterward.

The total subsample weight was used to determine the adjustment factor in order to represent the full
catch. All large (> 100 g) species, as well as rare megabenthic ones, were taken from the total catch, while
the remaining species were extracted only from the subsample.

Most of the taxonomic processing was undertaken onboard to the lowest possible taxon. In cases
of identification difficulties, the species were photographed and/or preserved for further processing by tax-
onomic specialists on land. In order to develop standardized species identification across all involved ships
and throughout the entire research period, the naming of all the species was checked using photographs
of each processed catch since 2013.

Following identification, the number of individuals of each species or taxon was counted, and wet weight
was measured on electronic balances (£ 0.5 g).

Totally, 5016 stations were sampled between 2005 and 2017 (Fig. 2). The total sampled biomass of ben-
thic megafauna was 238.4 tons, consisting of over 14.9 million individuals. Some individuals were assigned
to the genus or higher taxonomic level due to difficulties with their species identification. The final list
included 1058 taxa, of which 694 were identified to species onboard (Table 1). As the Campelen trawl
is designed to catch northern shrimp (Pandalidae family), this semipelagic shrimp could be overestimated
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in the data, and therefore it was excluded from the analysis and used only for megabenthic data smooth-
ing. Similarly, all pelagic species, such as jellies (Scyphozoa), were also excluded from the analysis.

Values are presented as mean * standard error (hereinafter SE) unless otherwise stated.

Fig. 2. Location of 5016 trawl stations
covered during 2005-2017 by the joint

Norwegian-Russian Ecosystem Survey

Table 1. Summary of the analyzed megafauna from the joint Norwegian-Russian Ecosystem Survey
(2005-2017)

Number Total ' Average A.verage Amount
Year . Abundance Biomass abundance biomass .

of stations i X 1 _1 species taxa

(ind.) (tons) (ind..-nm™") (kgnm™)

2005 224 107,114.0 2.6 522.5 12.7 142 218
2006 637 964,569.0 25.9 1576.0 42.1 261 388
2007 551 633,761.5 22.9 1240.2 44.6 222 351
2008 431 901,885.1 14.8 2183.7 35.7 157 244
2009 378 769,129.3 15.9 2056.4 42.2 283 391
2010 319 285,322.8 8.6 900.0 27.3 273 360
2011 391 1,333,887.2 13.4 3411.4 34.3 282 442
2012 443 4,345,807.4 55.6 9832.1 125.5 354 513
2013 487 1,888,138.0 34.8 3885.0 71.7 362 538
2014 165 463,108.6 6.0 2806.7 36.7 220 333
2015 334 606,272.4 6.6 1815.1 19.9 398 599
2016 317 1,340,958.8 11.5 4230.1 36.3 266 423
2017 339 1,277,828.3 19.8 3769.4 58.6 319 500
Total 5016 14,917,782.4 238.4 2940.7" 45.2" 694 1058

Note: * indicates the mean value across all years.

To determine whether there were any temporal differences in abundance and smoothed mean biomass
among megabenthic fauna across the Barents Sea, the mean values per grid cell (N0.5°, E2°) were calculated

both for early (2005-2011) and late (2012-2017) time periods of the study (see Figs 8 and 9).
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Data smoothing. An examination of megabenthic biomass values in the Barents Sea indicated exten-
sive inter-annual variations (Table 1). Therefore, the following steps were taken to minimize the chances
of a possible sampling error and a distortion of results: 1) data collection was restricted to the area be-
tween N68-80°, E15-62° in order to exclude sectors covered only occasionally; 2) catches of > 1 ton were
excluded; 3) shrimps of the Pandalidae family were excluded from the overall calculations and analyzed
separately because all species of this family are benthopelagic, and the Campelen trawl possesses high
catchability for such shrimps [51].

A smoothing function was constructed using a second-degree polynomial equation that was considered
to minimize fluctuations in megafauna data. This was done for both Russian and Norwegian data samples,
followed by a merge into a consolidated database. The smoothing procedure was conducted in three steps:
1) smoothing Pandalid data; 2) smoothing sessile epifauna data; 3) smoothing data of two other ecological
groups (mobile epifauna and infauna).

The smoothing of Pandalid shrimp annual biomass data showed that the majority of shrimp biomass
values had insignificant variations when compared to the smoothing curve. From the adjusted Pandalid
values, correction coefficients were used to adjust the sampled biomass data of other taxa.

After this process, the megabenthic biomass was divided into three categories: “sessile epifauna”,
“mobile epifauna”, and “infauna”. Because epifauna biomass fluctuated more than biomass of Pandalid
shrimps, a second correction coefficient derived from the second-degree polynomial equation was calculated
in the same way as for Pandalid shrimp biomass.

For mobile epifauna and infauna, the real values were divided by the second correction coefficient.
Thereafter, modified biomass values of the mobile epifauna and infauna were smoothed in the same way.
Smoothed data were used for further analysis in special cases, which are discussed below.

Production was calculated by multiplying taxon biomass by production to biomass (P/B) ratio.
Two types of P/B ratio were used. The first was calculated for the major taxonomic groups from Degen
etal. [11], and the second was calculated from the Manushin formula [37] (Table 2), except for taxa Porifera,
Cnidaria, and Bryozoa, that were taken from Degen ef al. [11]. Community production was calculated
from the summarized production value of each taxon/species per station.

Table 2. Equations describing the dependence of the P/B ratio on mean body weight (W, g of wet weight)
for different taxa

Taxon Equation
Annelida P/B=0.365x W3
Arthropoda P/B=2.190 x W0276
Chordata P/B=0.073 x W57
Echinodermata P/B=0.730 x W03
Total P/B=0.694 x W03%

Biogeographical analysis. The biogeographical status of the Barents Sea can be assessed by determin-
ing the boundary lines between the Arctic and boreal communities at different points in time. The fluctuation
of these boundary lines over time reflects the effects that water temperature changes have on benthic fauna.
Here the Biogeographical Indices (hereinafter BGI) [38] are used to show the ratio between the boreal
and Arctic components of the fauna:

Bb — Ba
BGl = ———, 1
Bb + Ba S

where Bb and Ba are biomasses of the boreal and Arctic species, respectively.

Mopckoii 6uosnornueckuii xypHaa Marine Biological Journal 2020 vol. 5 no. 2



24 D. V. Zakharov, L. L. Jgrgensen, I. E. Manushin, and N. A. Strelkova

Each species from the stations was placed into one of three biogeographical categories: “boreal”, “Arc-
tic”, or “boreal-Arctic” [S0]. Afterwards, all species classified as “boreal-Arctic” were excluded from further
analyses, leaving only pure “boreal” and “Arctic” species to be used in the calculation of the boreal-Arctic
ratio per station [46]. The station value of the BGI varied from —1 (only Arctic species) to +1 (only boreal
species). In the case of absence or equal amounts of boreal and Arctic species, the BGI for a station is zero.
The stations with such BGI values represent the hypothetical boundary line between the Atlantic boreal
and Arctic biogeographical regions.

To illustrate the BGI distribution, the Barents Sea and adjacent waters were divided into grid cells
(10° long., 1° lat.), and the mean values of all stations per grid cell over a 3-year period were calculated
and used as input for the map.

To show the distributional dynamics of borderlines between areas dominated by either boreal or Arctic
species (i. e., BGI = 0) 2005 to 2017, the centroid of each grid cell was used to plot the BGI in Map Viewer
(Golden Software) [20]. The inverse distance to a power method was performed for gridding, and the moving
average method was used for calculating the time series. Henceforth, the name “boreal-Arctic boundary”
is used for the hypothetical boundary lines (BGI = 0) between the Atlantic boreal and Arctic biogeographical
regions.

Dynamics of boundary shifts in the region of N69-76°, E20-55° 2005 to 2017 was described using
the BGI per cell over a 3-year period and calculated using the moving average method. The area delimited
by N69-76°, E20-55° was chosen for the analysis because it provided the most informative annual station
coverage during the research period, with the exceptions being 2005 and 2014 due to the lack of data
from the Norwegian participants of the study.

RESULTS

Biomass dynamics. The mean biomass 2006 to 2017 was estimated to be 31 kg-nm™'. The mean
biomass varied year to year, with the highest mean observed in 2012 (54 kg-nm™) and the lowest one regis-
tered in 2010 (22 kg-nm™) (Fig. 3A). The smoothed annual biomass reduced the maximum values of 2012
and 2017 considerably, resulting in a relatively stable curve, although variability increased after 2013, with
the lowest biomass means observed in 2016 and 2017 (Fig. 3B). The average smoothed biomass 2006
to 2017 was estimated at 27 kg:-nm ™!, with annual means varying —6 kg-nm™! in 2016 to +7 kg-nm™" in 2014.

Fig. 3. Inter-annual variations in mean (* SE) biomass (kg~nm‘1) in the Barents Sea for observed (A)
and smoothed (B) data (2006-2017)
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Biomass of different taxa. The surveys in the Barents Sea have revealed patterns in the distribution
of the megabenthic fauna. For the region as a whole, Porifera biomass dominated the fauna, followed by that
of Arthropoda and Echinodermata (Fig. 4).

Fig. 4. Biomass distribution of the main
megabenthic groups from 2005-2017 trawl sur-
veys in the Barents Sea

Patterns were also noted in the spatial distribution in phyla biomass within the survey area (Fig. 5).
Porifera was predominant in the western and northern peripheral areas; Arthropoda was predominant
in the central and northwestern areas, while Echinodermata dominated mostly at the northern stations
of the Barents Sea. Cnidaria dominated in the deep stations in the northern periphery but also had a no-
ticeable presence in several locations in the central Barents Sea. Chordata (mainly Ascidiacea) biomass
was dominant sporadically but with no apparent pattern. Areas with even phyla distribution were par-
ticularly prevalent in the shallow areas of the Novaya Zemlya Bank (eastern Barents Sea), Spitsbergen
(northwestern Barents Sea) and other bank areas, due to the diversity of biotopes and environmental
conditions there.

Fig. 5. Biomass distribution of the main phyla (Arthropoda, Echinodermata, Mollusca, and Porifera) and other
groups (Annelida, Bryozoa, Sipuncula, Cnidaria, Chordata, and Brachiopoda) shown as mean values per grid
cell (N1°, E5°) in 2005-2011 and 2012-2017
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Several changes were observed in phyla dominance from the early period (2005-2011) to the late one
(2012-2017). The northernmost stations, adjacent to the Arctic Ocean, shifted from being dominated by ei-
ther Arthropoda or Echinodermata to becoming almost entirely dominated by Porifera. Along the west coast
of Novaya Zemlya, the previously high diversity of phyla changed to domination by Arthropoda. Mean-
while, the central-eastern Barents Sea (N72-77°, E40-50°) has shifted from mostly Arthropoda to being
dominated by Echinodermata.

Inter-annual variation in biomass (smoothed values) of five most dominant taxa revealed that Porifera
remained relatively stable, except in 2017 when the biomass increased. The biomass of Cnidaria and Echin-
odermata experienced rapid decreases from 2015, while Arthropoda and Mollusca were more variable,
ending with low values in 2017 (Fig. 6). Arthropoda and Echinodermata biomass were inversely related
(linear regression is as follows: Echinoderm biomass = —1.4 x Arthropod biomass + 19.1; R? = 0.64).

Fig. 6. Inter-annual  variations
in the mean biomass (+ SE) of the most
dominant megabenthic groups in the Bar-
ents Sea: A) Porifera; B) Cnidaria;
C) Echinodermata; D) Arthropoda;
and E) Mollusca (2006-2017)
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The number of species. Species of the Barents Sea, presented as the mean number of species recorded
during 2005-2017 (Fig. 7), had the highest values around Spitsbergen, while the lowest value was found
in the northeastern region, which had the poorest coverage during the research period. However, low species
diversity was also recorded in the southern areas of the Barents Sea that had experienced regular coverage
as in the western and central areas of the sea.

Fig. 7. Mean number of megabenthic
species in the Barents Sea per grid cell
(NO.5°, E2°) across the research period
(2005-2017)

Abundance and biomass distribution during two time periods (2005-2011 and 2012-2017).
The mean abundance was generally similar for both periods (the early one — (5489 + 226) ind.-nm™'; the late
one — (5023 + 363) ind..nm™!). However, the maximum catch nearly doubled between the early and late
periods: 388,000 to 793,000 ind.-nm™. F-test shows that the differences between periods are statistically
significant (Fy,, (0.38) < F,; (0.93); p-value = 0.0).

For both the early and late periods (Fig. 8), high mean abundances (up to 50,000 ind..nm™)
were recorded in the central region of the Barents Sea. However, in the late period, high abundances were
also frequently noted in the northeastern region. The lowest abundances were observed in the southern area,

particularly around Cape Kanin Nos that had regular coverage, but also in the northwest in the early period
with poor coverage.

Fig. 8. Mean abundance (ind. nm™) per grid cell (NO.5°, E2°) for the early (2005-2011) and late (2012-2017)
research periods
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The smoothed mean biomass decreased both in the early and late periods: (70.6 + 6.6) kg-nm™" in the ear-
lier period to (63.0 £6.2) kg‘nm_1 in the later one (Fig 9). F-test showed that these differences were statis-
tically significant (F,,, (1.12) > F,,;, (0.07); p-value = 0.0025). Meanwhile, the maximum catch increased
8.5 t.nm™! in the early period to 9.8 t-nm™ in the late one.

In the early period, the largest catches (> 1 ton) were obtained in the southwestern part of the Barents
Sea (Fig. 9) due to the abundant sponge fields in this area; these were intentionally avoided in the late period
due to the risk of damage to the bottom fauna and the gear. While relatively large catches have been made
within a large area of the central Barents Sea in the early period, similar catches were mostly observed
in the northeastern part of the Barents Sea during the late period. Late period data showed that large areas
of the southeastern Barents Sea had the lowest biomass amounts (< 1 kg'nm_l).

Fig. 9. Mean biomass (kgnm™', smoothed values) per grid cell (N0.5°, E2°) across 2005-2011
and 2012-2017

The depth-related species richness, abundance, and biomass are shown in Fig. 10A, and a sampling
frequency — in Fig. 10E. The highest sampling frequency and, therefore, more robust results were observed
at 100—400-m depth. Stations shallower than 50 m or deeper than 600 m were less frequently sampled.
In terms of species richness, the greatest diversity was seen at depths of 100—400 m (642 species), with
lower richness on stations at < 50 m (179 species) and a steady decline in richness at 500 m and deeper
(< 347 species). The largest biomasses (average catch > 100 kg:-nm™!) were caught at 700-m depth, while
the lowest biomasses (< 20 kg:-nm™!) — at > 900 m. The highest abundances were noted at 200-300-m depth
(more than 5000 ind.-nm™), while the lowest (less than 500 ind.-nm™) took place at < 50 m and > 700 m.

Production. When comparing the results for calculating production (see Fig. 11), the inter-annual vari-
ation showed similar trends between two methods, but at different scales, with the Manushin values being
almost twice as large as those obtained with using the Degen et al. method (Fig. 11). Inter-annual vari-
ations of average megabenthic production in the Barents Sea in 2006-2017 reached the highest in 2008
and 2014 and the lowest in 2017. Most years showed a range 3—4 kg-nm™"-year™' (Fig. 11A) with a mean
of (3.6 + 0.6) kg-nm™!.year ! or 7-10 kg:-nm™!-year! with a mean of (8.1 + 0.1) kg-nm™'.year™! (Fig. 11B).

The distribution of the Arctic versus boreal taxa of the Barents Sea. The distribution of the BGI val-
ues (see “Material and Methods”) in the Barents Sea during 2005-2017 showed Arctic species dominating
in the northern and eastern sectors of the Barents Sea, while the southern and western areas were dominated
by the boreal species. These two regions are separated by a boreal-Arctic boundary line that has varied over
time (Fig. 12).
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Fig. 10. Species richness (A); mean species
number per trawling (£ SE) (B); mean biomass
(z SE) (C); mean abundance (= SE) (D);
and number of stations per depth category (E)
for 2005-2017

Fig. 11. Inter-annual variation of mean megabenthic production (+ SE) in the Barents Sea in 2006-2017
calculated with two different P/B ratios: A) Degen et al. [11] and B) Manushin [37]
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The location of the boreal-Arctic boundary line closely follows three main currents of Atlantic wa-
ter in the Barents Sea: along the western slope of the Barents Sea shelf, to the Central Bank, and along
the western shelf of the Novaya Zemlya archipelago (see also Fig. 1A).

Fig. 12. Temporal distribution of the Arctic (blue) and boreal (red) areas of the Barents Sea (2005-2017).
The black line shows the position of the boreal-Arctic boundary

The position of the boreal-Arctic boundary (BGI = 0) varied between years and locations (Fig. 13).
In the southeastern part of the sea, the positions of the boundary have changed spatially by approximately
150-200 nm during 2005-2017, around 150 nm on the Spitsbergen Bank, and less than 50 nm in the central
part of the sea.

The inter-annual fluctuation in the boreal-Arctic boundary position is most distinctive in the south-
eastern part of the Barents Sea. The results show that the boundary moved towards the southwest (up-
per five pictures in Fig. 12) during 2006-2010, indicating a prevalent distribution of Arctic species
over boreal, while over the course of the next six years (2011-2016) it moved back in a northwards
direction.

An area-based mean BGI for the central-southern part of the Barents Sea (Fig. 14) demonstrated
a prevalence of Arctic species during 2007-2014, with a minimum value in 2010, followed by a preva-
lence of boreal species during 2014-2017. The years 2005 and 2014 are excluded from the calculation
due to the lack of Norwegian data. The lowest and highest presence for boreal species in the constrained
area is observed in 2010 and 2015-2016, respectively. Values below zero indicate the dominance of Arctic
biomass, while values above zero indicate boreal dominance in the defined area (see embedded map
in Fig. 14).
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Fig. 13. Annual position of the boreal-Arctic
boundary (BGI = 0) calculated 2005 to 2017

Fig. 14. Temporal variation of the mean BGI
calculated for the central-southern Barents Sea
constrained by N69-76°, E20-55° (map em-
bedded) (2006-2017)

DISCUSSION

Throughout 13 years (2005-2017) of annual monitoring of the benthic megafauna, 21 % of 3245 species
previously known [36] from Barents Sea, have been recorded. More than 5000 stations, 200 tons, and 14 mil-
lion individuals of megafauna have been sampled. This achievement has become possible with using exist-
ing annual stock surveys, already being conducted by national governmental institutions, with the addition
of benthic expertise, thereby making it possible to identify and evaluate the benthic by-catch from the com-
mercial fish/shrimp trawl. It has proven to be a time- and cost-efficient approach for conducting long-term
monitoring of the benthic habitats without additional seabed impact.
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As the surveys were carried out using a trawl, animals in the catch were characterized by size
as megabenthos [1]. Previous studies of zoobenthos mainly used material collected by grabs [15], but trawls
and dredges of various design are better suited for sampling large invertebrates [17]. This was confirmed
when studying the echinoderm fauna in the Kara Sea [2]. Taking into account the fact that the distribution,
contribution to production, and gross biomass of 694 species (1058 taxa) studied here have been previ-
ously undervalued, it is therefore assumed that zoobenthos in previous studies had not been fully taken
into account.

In 2005-2014 (the first nine years of investigation), the mean biomass and production values
of the benthic megafauna were mostly stable, but they tended to decline after 2014.

The spatial distribution of the biomass showed that the highest values of megabenthos were recorded
on the continental slope in the areas of hydrological fronts where water masses meet [39 ; 40 ; 42]. Similar
results have previously been obtained for macrobenthos in the Barents Sea [2 ;9 ; 14 ;15 ;34 ; 41], indicat-
ing that the same environmental factors are structuring these two faunal components. Prior to the ecosys-
tem survey of the Barents Sea, however, there was no data on the distribution of megabenthic or-
ganisms in the Barents Sea, thus making it difficult to compare megabenthic and macrobenthic parts
of the communities.

The depth range of 100-300 m accounted for 65 % of sea area [34] and included 79.5 % of the total
number of stations used in the ecosystem survey, meaning that the investigated area was approximately
evenly covered by bottom trawling. The highest species variety was observed in the 100—400-m depth
layer, and a reduction in the number of species coincided with an increase in depth. This is also in accor-
dance with prior investigations of macrobenthos [24], and has previously been explained by the depletion
of food resources [34]. However, the mean numbers of species per trawling (Fig. 10B) show that species
diversity in general is remarkably high in both shallow coastal areas and deep sea of the investigated parts
of the Barents Sea.

The largest average catches of megabenthic fauna were taken at a depth range of 600—800 m, along
the continental slope of the western and northern parts of the Barents Sea. Communities of high benthic
biomass (predominantly sponges) have previously been reported [9 ; 34] in the area of the warm Atlantic
Current of the West-Spitsbergen branch [39 ; 40 ; 42] and in Saint Anna Trough near Franz Josef Land [22]
where they filtrate water current for food particles.

The average biomass of Arthropoda was at its highest in 2006—2007, coinciding with the introduction
of red king crab (Paralithodes camtschaticus) to the southern part of the Barents Sea, and in 2013-2016,
when the population of snow crab (Chionoecetes opilio) rose dramatically in the eastern part of the Bar-
ents Sea. The decrease in crustacean catches in recent years is most likely related to the spreading of snow
crab over a larger area and the beginning of fishing in the areas of its maximum concentrations in the eastern
part of the Barents sea in 2016 [48], where up to 8,000 tons of crab are caught annually.

It can be suggested that the decline observed in the biomass of Cnidaria and Echinodermata after
2014, was caused by predation and competition from the snow crab. Echinoderms and cnidarians are fre-
quently found in crab stomachs [54], which may indicate feeding on these animals by large populations
of snow crab.

Apart from a few exceptions, the Mollusca biomass tended to increase until 2016. Taking into account
only the area populated by snow crab, the average biomass of Mollusca has increased, while across the Bar-
ents Sea as a whole, biomass was stable, which suggests that snow crabs may have only a small influence
on the Mollusca biomass.
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Molluscs are one of the main macrobenthic groups in snow crab diet [54]. However, large molluscs with
strong shells, that could be caught by trawls, were not present in its diet, which suggests that the biomass
of large molluscs is driven by other factors.

Both methods used to calculate the inter-annual variation of the megabenthic production in the Bar-
ents Sea showed similar trends; however, the use of Manushin formula doubled the resulting values of pro-
duction. Using the mean biomass (27 kg-nm™), the annual P/B ratio was calculated to be 0.14 [11]
and 0.3 [37]. There is a difference between the P/B ratio calculated by the Degen et al. method in this paper
(0.14) and the value in the original article (0.15) [11]. This difference is explained by the selection of area
of the Barents Sea (see “Material and Methods”), exclusion of catches > 1 ton, and the longer research
period. It is assumed that the values obtained from the calculation with using the Manushin method [37]
are more realistic because his formula is based on taxonomic status and an individual average body weight
of ectothermic animals. It could be suggested that Degen ef al. [11] calculations had not taken into ac-
count small-sized groups of animals, due to the low catchability of small animals by the Campelen trawl.
In Manushin formula [37], this underestimation is minimized because both available materials and author’s
own data are used to create production equation for a wide size range of animals. Similar results were
obtained in a study of scallop (Chlamys islandica) near the Kola Peninsula, being a similar megabenthos
size group, where P/B ratio was estimated to be 0.25 [13]. Comparing P/B ratio of macrobenthos (0.2-5.3;
mean (1.44 £ 0.06) [54]) and megabenthos (0.3), the level of megabenthic production seems to be realistic.

The boreal-Arctic boundary line in the Barents Sea (also called the biogeographical border between
the Arctic and boreal regions) has been known since the mid-XIX century, but without general consensus
of its position due to different criteria for setting the biogeographical boundaries [27].

The results from this research show that, in the current warm period, the majority of the Barents Sea
is in an intermediate state between the Arctic and boreal regions due to the wide distribution of boreal
species toward the north. Dynamics of BGI mean value within the central-southern part of the Barents Sea
(see Fig. 14) suggests that since 2013, a larger part of the Barents Sea could be characterized as a predomi-
nantly boreal intermediate area. Moreover, it is suggested that the shift in the boundary line between the Arc-
tic and boreal areas toward its most southern position in 2009-2011 may have been caused by the coldest
year prior to the research period (2003, i. e., six to eight years beforehand), resulting in the largest negative
anomaly for the megabenthos biomass.
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[pencrapneHs! pe3ysbTaThl MPOrPaMMbl MOHUTOPUHra MerabeHToca bapeHiieBa MOpst U conpeieTbHbIX
akBatopui, BemosHsieMoln Poccueit u Hopeerueii ¢ 2005 r. MeraGeHToC sIBIsieTCsl OOHUM M3 BaXHEW-
[IIMX KOMIIOHEHTOB JIOHHOUM COCTaBJISIONIEH dKocucTeMbl bapeniieBa Mopsi, (pOpMUpYsT 3HAYUTEIbHYIO
JIOJTIO JKMBOTO BEIECTBA, BKIIOUYEHHOTO B IMUINEBBIE IIENM M CUCTEMY IKOJIOTHUECKMX B3aMMOOTHOIIIE-
HUIA. B yacTHOCTH, OpraHn3Mbl MerabeHTOCa UTPAIOT CYIIECTBEHHYIO, a 3a4aCTYI0 U ONPEJIEIISIONIYIO POJb
B MMUTaHWU JOHHBIX PHIO M pakooOpasHbIX bapeHrieBa Mopsi, B TOM YKCIe BaKHEUIIUX MPOMBICTIOBBIX
BUJIOB: TPECKH, MUKIIH, KaMYaTCKOro Kpaba, Kpaba-cTpuryHa omwivo u ap. Hepenko mpencraBurtenu
JaHHOW TpymIisl (hOPMUPYIOT CrielrduuecKrue OUOTOIIB, OTPEIEIISIONIIe YCIOBUSI CYIIIECTBOBAHUS MHO-
JKECTBa APYTMX BUOB KUBOTHBIX. [locTereHHOe HaKOIUIeHHe 3HAHUI O MerabeHToCce TIO3BOJIUT OLIEHUTD
€ro poJib B 9KOCHCTEME M B KOHEYHOM HMTOTe MOCHOCOOCTBYET PallMOHAIbHOMY YIIPABJICHHIO pecypcaMu
BapennieBa mopsi. OcHOBHasI I1eJb HAIIETO MCCIIE0BAHUS — OMMCATh ITPOCTPAHCTBEHHOE pacipeaesie-
HUE U BBISIBUTD AMHAMUKY OMOMACCH U IpoAyKiuu MerabeHroca B bapennesom mope. C 2005 r. B pam-
Kax OIIEHKH 3allacoB MPOMBICIIOBHIX BHUIOB PHIO ¥ OECIIO3BOHOYHBIX MPOBOIUTCS 00pabOTKa MpHIoBa
MeradeHToca 13 JOHHBIX Tpanenuil. 3a 2005-2017 rr. BeinosHeHO 5016 TpanoBbIX cTaHLMiA, 00padoTa-
HO 238,4 T BanoBO OMOMacchl MerabeHToca, MPOCMOTPEHO OKoIo 14,9 MIIH 3K3. KUBOTHBIX. Matepu-
an cobupamu ¢ nmomoipio qoHHOro Tpana Campelen 1800 — HU3KOCEIEKTUBHOTO aKTUBHOTO CETHOTO
OpY/IHs JIOBA, BHITOJTHEHHOTO U3 KAIPOHOBOU JIENIN C IIaroM sider 125 MM, C MeJIKOSTIeUCTON CETHOU Ky-
TOBOM BCTaBKOHM C pa3MepoM sTder 22 MM M PE3MHOBBIM TPYHTPOTIOM THIIA «POKXOMIEP» C AUAMETPOM
katkoB 40 cMm. [l ynoOcTBa CpaBHUTENIHPHOTO aHATIM3a KOJMYECTBEHHBIE MApaMeTphbl, PEACTABICHHbIC
B CTaThe, PACCUMTHIBAIN Ha CTAaHJAPTHYIO AWUCTAHIIMIO TpajeHus B 1 Mopckyio Mo (nm). O6paboTKy
MaTepraia IpOBOIMIIM Ha OOPTY Cy[IHA HEMOCPEICTBEHHO MEX Iy IIOCTAHOBKaMHU TpasioB. B xone uccie-
JIOBaHUSI 3aperrCTpUpoBaHO 694 Brga MeraOeHTOCa; BHICOKOE BUIOBOE pa3HOOOpasue 3apUKCUPOBAHO
Ha rryouHax 100-400 M, HaubombIMe cpeiHre 3HaYeHUs] OMOMACChl M YMCJICHHOCTH OTMEUEHBI Ha TITy-
6unax 600-800 M. Bromacca (B) u nmponykiws (P) Merabentoca ObUTH CTAaOWIBHBI HA TIPOTSKEHUH TIep-
BBIX JIEBSATH JIET MCCIeAO0BaHWi, HO mocie 2014 r. mosBWiIach TEHASHIMS K UX CHIDKEHHIO. 3HaYeHUe
ko3(dunmenta P/B nis meraGenrtoca onenuBaetcs Ha ypoere 0,3. TIpearnosaraercss, Yto npeablayInie
rccienoBanus 6eHToca B BapeHiieBoM Mope HeI0OIIEHUBAJIM BKJIa] KAK MUHUMYM 694 BUIOB U3 TPYIIITHL
MerabeHToca B BUJIOBOE OOTraTCTBO, BAJIOBYI0 OMOMAcCCy, YUCIEHHOCTh U MPOAYKIHI0. [luHaMuKka Ouoreo-
rpaguyeckoro uHjaeKca (rpaHuIa Mexay OOpealbHOW U apKTHUECKOW 30HaMM) B 103KHOM yactu BapeH-
1IeBa MOPsI MO3BOJISIET TIPE/OIOKUTH, 9T ¢ 2013 1. GOJBIIYI0 YacTh MOPSI MOKHO OXapaKTepU30BaTh
Kak OOpeasbHYI0 TPOMEKYTOUHYIO 00J1aCTb.

KuroueBbie caoBa: Apkruka, BapeHieBo Mope, MeraOGeHTOC, KJIMMAT, ATIAHTUYECKOE TeueHUe,
NPOAYKIIMs, BUIOBOE OOraTcTBO
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Status of Myfilus galloprovincialis populations in the natural habitat is known to directly depend on de-
velopment of Black Sea mussel at all its stages, including initial stages of larval ontogenesis, which
are very sensitive to environmental pollution. Organic pollutants adversely affect mussel larvae by in-
hibiting their growth and development. Patterns of mussel reproduction are well studied, which makes
it possible to obtain larvae from artificially fertilized eggs of this mollusc species in controlled laboratory
conditions. In this work, the fatty acid composition of M. galloprovincialis larvae at the trochophore stage
on the 3" day in the control experiment and under artificial contamination with polychlorinated biphenyls
(PCBs) in different concentrations is studied for the first time. The fatty acid composition of total lipids
in the biomass of larvae obtained on the 3 day of the experiment was studied by means of gas chro-
matography — mass spectrometry. Totally, 14 fatty acids were identified in the samples; 59 % of them
were saturated fatty acids, 24 % were monounsaturated fatty acids, and 17 % were polyunsaturated fatty
acids. Statistical analysis was performed using Statistical Toolbox of MATLAB software (version 8.2).
The totals of monounsaturated and polyunsaturated fatty acids significantly differed in lipids of M. gal-
loprovincialis trochophores in the experiment with different PCB concentrations. The totals of saturated
fatty acids did not significantly differ. The major saturated fatty acids in all mussel trochophores stud-
ied were palmitic (C16:0) and stearic (C18:0) acids. Their concentration did not significantly change
under the exposure to PCBs. The main monounsaturated fatty acids were oleic (C18:1w9), palmitoleic
(C16:1w7), and vaccenic (C18:1w7) acids. The fraction of monounsaturated fatty acids was twice as low
when exposed to the PCB concentrations 0.1 and 1.0 ug-L™!. However, when the PCB concentration was
10 ug-L™, the total of these acids did not differ from the control. Among polyunsaturated fatty acids hav-
ing biological essentiality, it was possible to identify arachidonic (C20:4w6), eicosapentaenoic (C20:5w3),
and docosahexaenoic (C22:6w3) acids. The total fraction of omega-3 and omega-6 acids in mussel larvae
in the control did not exceed 12.8 %. With an increase of the PCB concentration in the growth medium
0.1 to 1.0 pug-L™!, the fraction of polyunsaturated fatty acids increased 2.5-fold. At the PCB concentration
10 ug-L™! and in the sample with pure acetone added, the total fraction of polyunsaturated fatty acids was
comparable with that in the control. The results of the study indicate that fatty acid response is the highest
when the medium is exposed to the PCB concentrations ranging 0.1 to 1.0 ug-L™'. At the PCB concentra-
tions equal to 10 ug-L™! or higher, biochemical processes in larvae seem to slow down. The results of this
study will contribute to a better understanding of biochemical rearrangements that allow molluscs at larval
developmental stages to adapt to environmental pollution with organic xenobiotics.

Keywords: polychlorinated biphenyls, fatty acids, larvae, trochophore, mussel Mytilus galloprovincialis,
Black Sea
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The study of the effect of contamination of Mytilus galloprovincialis living in the natural conditions
of Sevastopol marine area and being cultivated in coastal marine farms has been the subject of a number
of works, focused mainly on adult mature individuals [11 ; 12 ;19 ;24 ; 31], as well as their gametes [7].

Mussels are known to be resistant to various types of pollution. Being filtrators, these molluscs ac-
tively accumulate pollutants in the organism. One of the most toxic environmental pollutants is organochlo-
rine compounds (hereinafter OCC). The widespread prevalence of OCC in Black Sea water determined
the pollution of natural mollusc populations in many marine areas off Sevastopol, since mussels accumu-
late hydrophobic OCC even with their relatively low concentration in seawater. In mussels from Martynova,
Karantinnaya, and Golubaya bays, the total concentration of polychlorinated biphenyls (3_PCBg) varied
from 3.8 ng-g”! (hereinafter on wet weight) in gills to 459 ng-g™! in hepatopancreas [6]. In Laspi Bay, where
the anthropogenic impact is not so pronounced, OCC concentration was lower and ranged from 0.21 ng-g™!
in gills to 10.3 ng-g™" in gonads [6]. OCC accumulation in mussel organs positively correlated with the con-
tent of total lipids in them [6]. Since embryos and larvae are the most sensitive stages of mussel ontogenesis,
the influence of pollutants can lead to inhibition and arrest of their growth [8]. Under experimental con-
ditions, chromosomal aberrations in cells under the influence of solutions of toxicants, such as surfactants,
on fertilized eggs have already been established [9]. A few years ago, we showed in vivo a positive correla-
tion of OCC concentration in water with pelagic eggs mortality and a negative correlation with the number
of fish larvae at early stages of postembryonic development [23].

The aim of this work was to determine fatty acid composition of trophophores of the cultivated mussel
M. galloprovincialis, grown under experimental contamination with polychlorinated biphenyls.

MATERIAL AND METHODS

The object of research was the bivalve mollusc Mytilus galloprovincialis Lamarck, 1819, taken in spring
2019 from collectors of a mussel-and-oyster farm located in Karantinnaya Bay water area (Sevastopol,
Crimean Peninsula). To prepare for the study, 150 spec. of mussel with a shell length of 7-10 cm were

selected. During that season, the molluscs were mainly at the spawning stage of development.

Larvae were obtained in laboratory conditions; the laboratory did not contain toxic fumes and gases.
The ambient temperature in the laboratory was (20 % 2) °C. The indoor lighting was combined [5]. To clear
the digestive tract, 150 spec. of mussel were kept for 4 hours in filtered seawater, collected by a bathometer
in Karantinnaya Bay water area. In the mussel-and-oyster farm area, the total polychlorinated biphenyls
(hereinafter PCBs) concentration in water did not exceed 3 ng-L™!, which corresponded to the average
value for the open areas of the Black Sea [6 ; 10].

Each mollusc was placed the umbo down in a 0.5-L glass beaker. The glassware for the experi-
ment was chemically clean. The seawater filtered through a membrane filter (with the pore size 3—5 um)
and heated to +25 °C was poured into each glass beaker, so as to cover the upper edge of the mussel
cusps, thereby stimulating spawning [3]. The seawater, in which the larvae spawning and rearing took place,
had the following physiochemical characteristics: temperature +23...+25 °C; pH 8.1-8.3; Ca®* concentra-
tion 210-290 mg-L™!; Mg?" concentration 460-640 mg-L™'; salinity 18 %o; dissolved oxygen saturation
in the surface water layer 100-110 %.

During the mollusc spawning, which occurred 4 hours after the stimulation, the eggs deposited
on the bottom in the form of bright orange sediment, and sperm was released into the water in the form
of a white cloud. After the isolation of gametes, the molluscs were removed from the glass beaker. The re-
sulting solutions with eggs were joined and transferred to a 3-L container. The solutions with sperm were
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collected in another 3-L container. Then, 10 mL of the mussel sperm solution was added to the egg con-
taining solution. Since the fertilization process is fast [16], the solution with fertilized eggs was dispensed,
3 minutes after joining the solutions, in five separate 1-dm? reactors. A solution of PCB mixture in acetone
(Aroclor 1254, Supelco, USA) was added to 3 reactors. PCB concentrations in water of the reactors affect-
ing the larvae were 0.1, 1, and 10 ug-L™!. Acetone was added to the 4™ reactor in the same amount as in the re-
actors with the PCBs. The 5™ reactor was a control one. The experiment was carried out in triplicate.

The temperature in the reactors for larvae growing was (20 * 2) °C. The light in the reactors was both
artificial (fluorescent lamps) and natural. The combined illuminance measured with a Yu-116 lux meter
did not exceed 750 Ix. Mussel larvae were grown for 3 days when they were fed endogenously. At this
stage, the development of the digestive system and the increase of the body cavity were only at the very
beginning [16].

Lipid extraction and production of fatty acid methyl esters. The fatty acid composition was studied
in total lipids isolated from the biomass of larvae obtained on the 3" day of the experiment (in vitro). To ob-

tain fatty acids, the larvae were separated from water by filtration through a filter with a pore size of 84 um.
The larvae were thoroughly washed from the filter with several 5-ml portions of a mixture of ethanol : chlo-
roform (1 : 1). The resulting solution with 20 mL in volume was centrifuged for 10 minutes at 1500 rpm with
a double volume of distilled water. The lower chloroform layer was collected with a capillary. The chlo-
roform fraction was triply washed with water and evaporated on a rotary evaporator. After evaporation
of chloroform to saponify lipid residues, 5 mL of an alkaline methanolic solution (10 mL of a 3 N solu-
tion of NaOH mixed with 90 mL of 90 % methanol) were added into the flask. The resulting solution was
refluxed until complete saponification for two hours. After cooling, a few drops of a 1 % solution of phenol-
phthalein were added into the solution, and the extraction of unsaporifiable lipids was performed three times
with hexane. The water-alcohol phase was acidified with hydrochloric acid by adding 300 uL. of 6 N HCl.
Then the repeated extraction of fatty acids was carried out with 3—4 portions of hexane, 5 mL each. The hex-
ane fraction was evaporated to dryness on a rotary evaporator at a temperature +30...435 °C;SmL of a3 %
solution of hydrogen chloride in methanol was added to the residue for methylation. The mixture was re-
fluxed for 2 hours; after cooling, it was subjected to triple extraction with hexane (5 mL each portion).
The hexane layer was filtered using an ashless filter. Before the determination of fatty acid methyl esters
(hereinafter FAME), the hexane fraction was stored for no longer than a day at a temperature +5 °C [4].
Identification of fatty acid methyl esters. FAME identification was performed at IBSS “Spectrometry
and Chromatography” core facility using a Crystal 5000.2 gas chromatograph (SKB “Chromatek”, Yoshkar-

Ola, Russia) with a quadrupole mass detector and a capillary column DB-5ms (“Agilent Technologies™)
30 m long, with the inner diameter of 0.25 mm and the film phase thickness of 0.25 um. The measure-
ments were carried out in the electron impact ionization mode with a potential of 70 eV. The carrier gas
was helium; the flow rate was 1 ml-min™'. The sample injection was carried out in the splitless mode. The in-
jector temperature was +280 °C. The column temperature was as follows: initial temperature +60 °C; delay
for 1 minute; temperature ramp 5 °C-min™" to +180 °C; temperature ramp 5 °C-min”" to +290 °C; final tem-
perature +325 °C maintained for 10 minutes. The volume of the sample injected was 1.0 ul. The FAME
identification was carried out in the total ion current. The FAME identification was carried out by com-
paring the relative retention time of the experimental chromatograms with that of the standard FAME
mixture chromatogram (Supelco 37 component FAME mix) and by matching the obtained mass spectra
of FAME — against the NIST 14 library counterparts with a degree of agreement exceeding 92 %. The cal-
culation of FAME percentage in the sample was carried out by the normalization to the sum of the peak
areas. The standard deviation of the output signal of the chromatograph did not exceed 6 % [15].
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Statistical data processing. For the statistical analysis, we used Statistical Toolbox package embedded

integrated in MATLAB software (version 8.2). Statistically significant differences between the samples were
determined using one-way ANOVA and the Tukey — Kramer post-hoc test.

RESULTS AND DISCUSSION

It is known that the level of PCB accumulation by mussels depends on many factors such as tissue fat,
mollusc size, and sexual maturation stage. It is individual differences of these factors that determine wide
ranges of variation in the concentration of organochlorine toxicants in individuals collected in one region.
Thus, PCB concentration in soft tissues of mussels in the sampling area varied 14 to 162 ng-g”! and averaged
68 ng-g”! (n=24). A comparison of PCB levels in the mussels with the maximum permissible concentration
(2000 ng-g™! for the PCB according to the Technical Regulation of the Customs Union [13]), shows that
there is no hazard for humans in case of consumption of the cultivated mussels from the farm. Moreover,
according to the criteria established in the EU countries, the quality of mussels is ranked as very high, since
the values do not exceed the established threshold for PCB concentration of 250 ng-g* [16].

In the experiments on the effect of environmentally significant PCB doses on mussel larvae, their re-
sponse to this kind of pollution was revealed, which manifested itself in the variation of the fatty acid
composition (Tables 1 and 2).

Table 1. Fatty acid fractions (% of the total) in trochophore lipids of mussel M. galloprovincialis grown
in a medium with different concentrations of polychlorinated biphenyls

PCBs concentration, ug-L™!

Identified fatty acid Control Acetone
0.1 1 10

Lauric (dodecanoic) (C12:0) 1.4+£0.6 06103 1.3+04 1.0+£0.3 1.4+0.5
Myristic (tetradecanoic) (C14:0) 6.210.2 5720.6 7.7+0.7 64104 6.510.6
Pentadecanoic (C15:0) 44+0.8 53+1.1 85205 58102 47+0.7
Palmitoleic (cis-9-hexadecenoic) (C16:1w7) 11.0x£0.6 6.810.6 7.0+£0.2 96104 | 10.8%£0.8
Palmitic (hexadecanoic) (C16:0) 293+43 338204 [(30.1+£03 |347+£06 |31.7+£23
cis-10-heptadecenoic (C17:1w7) 3915 1.2+204 1.2+£0.2 14204 2415
14-methylhexadecanoic (anteiso-C17:0) 24105 1.8+£0.3 231202 2.0%0.1 26108
g;gﬁi%?c (cis.cis,cis.cis-5,8, 11, 14-eicosatetraenic) |y 44 5 105415 | 128406 | 33203 | 1.0£04
Linoleic (cis,cis-9,12-octadecadienoic) (C18:2w6) 22%0,6 3.0£0.3 4.8 +0.6 1.3+£04 1.6 0.7
Oleic (cis-9-octadecenoic) (C18:1w9) 144+1.5 1.5£0.2 1.2+£02 |1532£04 | 146%1.1
Vaccenic (cis-11-octadecenoic) (C18:1w7) 24103 58103 57102 24103 25107
Sum of two isomers of octadecenoic acids 16.8 £ 1.8 73105 69+04 (177207 |17.1+£1.8
Stearic (octadecanoic) (C18:0) 144 £0.5 8104 |103+03 92203 13305

Eicosapentaenoic (cis,cis,cis,cis,cis-5,8,11,14,17-
eicosapentaenoic, EPA) (C20:5w3)

Docosahexaenoic (cis,cis,cis,cis,cis,cis-4,7,10,13,16,19-
docosahexaenoic, DHA) (C22:6mw3)

42+0.6 3.0+£02 4.0+0.1 4.6+0.3 43+03

24+1.0 29+0.2 3.1+£02 28+04 25+05

Total saturated fatty acids (SFA) 58.2 55.3 60.2 59.1 60.3
Total monounsaturated fatty acids (MUFA) 31.6 15.3 15.1 28.8 30.3
Total polyunsaturated fatty acids (PUFA) 10.2 29.4 24.7 12.1 9.5
Total unsaturated fatty acids (UFA) 41.8 447 39.8 40.9 39.8
Total SFA / total UFA ratio 1.4 1.2 1.5 1.4 1.5
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Table 2. Significant differences (denoted by pluses) in fatty acid composition of mussel M. galloprovincialis
trochophores as found from one-way ANOVA (df = 4) and Tukey — Kramer post-hoc test

Pollutant Pollutant concentration,
Fatty acid concentration, | Control ugL™! F p
ug-L™! 0.1 1 10
0.1 - - -
1 _ _ _
Lauric 0.620 0.66
10 - - -
acetone - - - -
0.1 - - -
.. 1 - — _
Myristic 1.81 0.20
10 - - -
acetone - - - -
0.1 - - -
. 1 + - - )
Pentadecanoic T 5.40 1.4-10
acetone - + - -
0.1
. 1 4
Palmitoleic . 13.32 5.1-10
acetone - + + -
0.1 - - -
.. 1 - - -
Palmitic 1.11 041
10 - - -
acetone - - - -
0.1 - - -
. . 1 - - -
cis-10-heptadecenoic 10 1.48 0.28
acetone - - - -
0.1 - - -
1 _ _ _
14-methylhexadecanoic 10 0.58 0.68
acetone - - - -
0.1 +
Arachidonic ! * - * 124 1.8.10°
10 - + +

acetone - + + -
0.1 - - -

1 _ _
Linoleic A 6.80 6.6107
10 - - +

acetone - - + -
0.1
1 - +

Oleic 71.3 2.6-107
10 - + +

acetone - + + -

Continue on the next page...
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Pollutant Pollutant concentration,
Fatty acid concentration, | Control ug L™ F D
ugL™! 0.1 1 10
0.1 + - +

1 + - +

Vaccenic 23.1 4.9-107
10 - + +

acetone - + + -
0.1 +
1 + - -
10 +
acetone - + + +
0.1 - - _
Eicosapentaenoic 110 — — — 3.52 5.0-1072
acetone - - - -
0.1 - - -
Docosahexaenoic 110 — — — 0.344 0.84
acetone - - - -
0.1 - - _
Total SFA ! — — — 1.00 0.45
10 - - -
acetone - - - -
0.1 + - +
1 +

Total MUFA 37.3 5.6:1073
10 - + +

Stearic 41.2 3.5-107°

acetone - + + -
0.1
1 - +

Total PUFA 65.5 3.9-107
10 - + +

acetone - + + -

@ »

Note: “+” indicates significant differences (a = 0.05; n = 3); indicates lack of significant differences (o = 0.05; n = 3);
F indicates Fisher’s F-test; p indicates probability. The components with significant differences are in bold.

It was found that in lipids of M. galloprovincialis trochophores the totals of monounsaturated fatty acids
(hereinafter MUFA) and polyunsaturated fatty acids (hereinafter PUFA) significantly differed. The to-
tal of saturated fatty acids (hereinafter SFA) did not statistically change. The main SFA were palmitic
(C16:0) (35-39 %) and stearic (C18:0) (8—14 %) acids. Saturated acids with a carbon number of 14 and 15
ranged 4 to 7 %. A relatively high level of SFA in trochophores is associated with high metabolic activity
of molluscs during the spring spawning [30]. For example, when studying a seasonal fatty acid composition
of the pearl oyster Pinctada fucata martensii, it was determined that the major SFA were myristic (C14:0),
palmitic (C16:0), and stearic (C18:0) acids. Myristic (C14:0) acid in animals is rarely the main component.
In our studies, its percentage varied 5.7-7.7 %.

The most common MUFA are represented by palmitoleic (C16:1w7), oleic (C18:1®9), and vaccenic
(C18:1w7) acids. Palmitoleic (C16:1w7) and oleic (C18:1w9) acids are derivatives of palmitic (C16:0)
and stearic (C18:0) acids [14]. Vaccenic (C18:1w7) acid is an isomer of oleic (C18:1w9) acid,
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which is synthesized in animal cells (endoplasmic reticulum and mitochondria) from stearic (C18:0) acid
by the double bond formation. The presence of cis-vaccenic (C18:1w7) acid, which is characteristic
of anaerobic bacteria [18], in trochophore samples indicates non-sterile experimental conditions.

The monounsaturated oleic (cis-9-octadecenoic) (C18:1w9) acid, found by us in mussel trochophores,
has two possible origins: exogenous (via the digestion of diatoms) and endogenous (via the conversion
of palmitic (C16:0) and stearic (C18:0) acids) [20]. The increased content of irreplaceable oleic (C18:1®9)
acid in mollusc trochophores may be due to its additional synthesis under the toxic effects of pollutants
in order to bind and detoxify xenobiotics [22]. An increase in the level of isomers of octadecenoic (C18:1)
acids may indicate an enhanced metabolism in larval cells [14].

The following PUFA were identified in trochophore lipids: arachidonic (C20:4w6), eicosapentaenoic
(C20:5w3), and docosahexaenoic (C22:6mw3) acids. The total fraction of omega-3 and omega-6 acids in mus-
sel larvae of the control experiment did not exceed 12.8 %. The concentration of the essential arachidonic
(C20:4w6) acid in trochophores was not constant and varied over a wide range 1 to 21 %. For comparison,
the concentration of arachidonic (C20:4w6) acid in gastropods reached 5.73 % [25]. As is known, liv-
ing organisms can synthesize arachidonic (C20:4w6) acid from the essential omega-6-unsaturated linoleic
acid [1]. The biosynthesis of linoleic (C18:2w6) acid can be carried out only in plants. Then, it is transferred
to animals through food chains. Since linoleic (C18:2w6) acid was found in mussel larvae in almost every
sample, it can be assumed that it is necessary for the biosynthesis of arachidonic (C20:4w6) acid at further
stages of the mollusc development. Arachidonic (C20:4w6) acid is also a major component of membrane
phospholipids in animals. In addition, it is necessary for prostaglandin biosynthesis [29]. Probably, higher
levels of this fatty acid in trochophores are related to more intense synthesis of prostaglandins [21].

PUFA are involved in the adaptation of the organism to the environment. Most invertebrates are not
able to synthesize PUFA and get them with food, satisfying their needs for these essential components
to maintain normal functioning of the organism [28]. For example, docosahexaenoic (C22:6w3) acid can
affect the activity of Na'/K*-ATPase, an enzyme of cell membranes that selectively pumps out sodium
ions from a cell and accumulates potassium ions in it. The difference in concentrations of monovalent
cations created by the enzyme is used for key reactions of vital activity: excitation of a nerve impulse
and water-salt metabolism and for the regulation of cellular metabolism [26]. In our study, the fraction
of eicosapentaenoic (C20:5w3) acid in all samples was low and did not exceed 4.5 %, and the percentage
of docosahexaenoic (C22:6mw3) acid did not exceed 3.1 %. Since eicosapentaenoic (C20:5w3) and docosa-
hexaenoic (C22:6w3) acids are produced by phytoplankton [27 ; 29 ; 30], their low levels can most likely
be explained by the endogenous feeding of the larvae at the trochophore stage.

It is known that the environmental pollution by PCBs affects fatty acid composition [14]. Our exper-
iments showed that the total fraction of SFA in larvae exposed to the PCBs varied in a rather narrow
range 52.2 to 65.3 %. Accumulation of these acids indicates their participation in maintaining membrane
structure integrity [14]. The lowest percentage of stearic (C18:0) acid in the larvae was observed when
they were exposed to the PCB concentration 0.1 ug-L™". Under the effect of the PCB concentrations
1 and 10 pg-L™", the fractions of stearic (C18:0) acid practically did not differ, but became lower than
in the control and in the sample with acetone. This fact suggests that larvae reaction to the PCB appearance
in the medium was manifested in a decrease of the plasma membranes permeability, which could reduce
the toxic effect of the PCBs.

MUFA fraction decreased about 2-fold at the PCB concentrations 0.1 and 1 ug-L™!, while PUFA fraction
increased about 2.5-3-fold at the PCB concentrations 1 and 0.1 pg-L™" and 1.3-fold at the PCB concentration
10 ug L.
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With a low PCB concentration 0.1 and 1 ug-L™!, the proportion of octadecenoic acids (C18:1) decreased
more than 2-fold compared to the control experiment; at 10 ug-L™!, their percentage was equal to the propor-
tions in the control. It is possible that at low PCB concentrations, a change in the MUFA proportion is caused
by several catalytic mechanisms, including peroxidation, in addition to the P450 cytochrome monooxyge-
nase pathway. Enzymes of cytochrome P450 system hydroxylate C-H bonds of substrates and catalyze
omega-oxidation of saturated fatty acids and peroxidation of unsaturated fatty acids [14]. Prior to the devel-
opment of digestive organs, trochophores are fed endogenously, while fatty acids are used mainly to form
biomembranes and storage lipids [14 ; 16 ; 17 ; 25].

The change in MUFA and PUFA proportions with an almost constant fraction of SFA under the ef-
fect of PCBs is associated with the protective function of unsaturated fatty acids in the larval organism.
It is explained by the fact that the synthesis of unsaturated fatty acids proceeds from SFA. PUFA, for ex-
ample, have lower melting points compared to saturated acids and form a looser lipid bilayer structure.
The asymmetric structure and melting point are two characteristics of polyenes, which increase fluidity
of biological membranes and determine high metabolic activity of membrane enzymes [14]. The effect
of pollutants can affect resistance and tolerance of cultivated organisms directly, especially at an early stage
of ontogenesis, or indirectly, through changes in material and energy flows in the ecosystem [2].

An increase in the concentration of arachidonic (C20:4w6) acid from 1.3 % in the control to 20.5 %
when exposed to the PCB concentration 0.1 ug-L™! is also explained by its ability to act as a hormone,
activating cell receptors, while playing an important role in immune response. At higher PCB concentrations
(1 and 10 ug-L'l), the fraction of arachidonic (C20:4w6) acid decreases, which indicates its intensive use
in enzymatic processes [14].

Conclusion. The data obtained allow us to conclude that the type and composition of fatty acids in mus-
sel trochophores changed depending on the level of PCB pollution of mollusc habitat. The fraction of SFA
(for example, stearic (C18:0) acid) and octadecenoic (C18:1) acid isomers decreased sharply when ex-
posed even to the PCB concentration 0.1 ug-L™, although the total SFA fraction was practically unchanged
at the PCB concentrations 0 to 10 ug-L™!, and the fraction of octadecenoic (C18:1) acid isomers increased
almost 3-fold with an increase in PCB concentration to 10 pug-L™. This tendency is associated with struc-
tural features of both larvae cell membranes and SFA and MUFA molecules. On the contrary, the fraction
of PUFA, for example, arachidonic (C20:4w6) acid, increased under the effect of the PCB concentration
0.1 ug-L™", which is probably due to its ability to act as a hormone in immune response.

The results of the work can be used in the management of production processes in mollusc farms.
A study of the dose-dependent effect of the PCBs on the ratio of SFA, MUFA, and PUFA in mussel larvae
tissues can contribute to a better understanding of biochemical rearrangements that allow molluscs to adapt
to the effects of adverse environmental factors.

This work was carried out within the frameworks of government research assignment of IBSS ‘Fun-
damental studies of the population biology of marine animals, their morphological and genetic diversity”
(no. AAAA-A19-119060690014-5), “Molismological and biogeochemical fundamentals of homeostasis of marine
ecosystems” (no. AAAA-AI8-118020890090-2), and ‘Investigation of the mechanisms of controlling production
processes in biotechnological complexes with the aim of developing the scientific foundations for the production

of biologically active substances and technical products of marine genesis” (no. AAAA-A18-118021350003-6).
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COCTAB KUPHBIX KNCJIOT
B TPOXO®OPAX MUJUMN MYTILUS GALLOPROVINCIALIS,
BBIPAIIIEHHBIX B YCJIOBUAX 3ATPA3HEHHOCTHU MOJINXJIOPEU®EHNIAMU

JI. JI. KanpanoBa, JI. B. Manaxosa, M. B. Hexopomes, B. B. JIo6ko, B. . Paoymxko

DeniepalibHBIN UCCIIENOBATENBCKUE HEHTP «HCTUTYT Ouosioruu 0k HbIX Mopeit umenu A. O. Kosanesckoro PAH»,
CesacroroJb, Poccuiickas ®eneparnus
E-mail: lar_sal980@mail.ru

CocrosiHue YepHOMOPCKUX nonysiumid Mytilus galloprovincialis B ecTecTBeHHOH cpeie OOUTaHWUsI HAIpsi-
MYIO 3aBUCUT OT Pa3BUTHsI MUIUM HA BCEX CTAUSX, B TOM YHUC/EC Ha HAYAIBHBIX CTAAUSX JTMUMHOUHBIX
opm, HanboJiee YYBCTBUTENILHBIX K 3arpsiI3HEHUI0 OKpYXKawoiien cpeipl. [I0/T0TaHThl OPraHUuYecKoro
TIPOVCXOKIEHUS OKA3BIBAIOT HETATUBHOE BIIMSIHAE HA IMYMHKU MOJUTIOCKA, TIPOSIBIISIONIEeCs] B TOPMOXKe-
HUM UX POCTA U Pa3BUTHs. 3aKOHOMEPHOCTH Pa3MHOKEHUSI MUVIA XOPOIIIO U3Yy4YeHbl, 9TO TAET BO3MOX-
HOCTh TIOJTyYaTh B KOHTPOJHMPYEMBIX JTAOOPATOPHBIX YCIOBUSX JIMUMHKHM U3 UCKYCCTBEHHO OIUIOJOTBO-
PEHHBIX SUIEKJIETOK 9TOTO BUJIa MOJUTIOCKOB. B paboTe BriepBble UcCieJ0BaH KUPHOKUCIOTHBINA COCTaB
OOIIUX JIMITUJIOB, BbIJIEIEHHBIX U3 OMOMAacChl TKaHel JIManHOK M. galloprovincialis Ha cramuu Tpoxogopbt
B KOHTPOJIE U TIOCJIE X TPEXAHEBHOM SKCIIO3UIIUM B Cpejie ¢ T0OABJIeHUEeM Pa3InYHbIX KOHIIEHTPALIUH T10-
JuxjiopoudeHmIoB. JKUpHOKUCIOTHBIN COCTAB CyMMAPHBIX JIMITUAOB B OMOMACCe JTMYMHOK, TTOJTyYEHHBIX
Ha TPEThH CYTKH SKCIIEPUMEHTA, UCCIIEIOBAI METOJIOM XPOMAaTO-MacC-CIIeKTpOMeTpur. Beero nueHTH-
(purpoBano 14 KUpPHBIX KUCTOT: 59 % U3 HUX OTHOCWIUCH K HACBILLEHHBIM, 24 % — K MOHOEHOBBIM,
17 % — x noaueHoBbIM. 1S CTaTUCTUYECKOTrO aHalu3a ucnosb3oBaiu nporpammy MATLAB (Bepcust
8.2). B ycnoBusAX mpoBeJEHHOIO IKCIIEpUMeHTa B unuaax tpoxodop M. galloprovincialis nocToBepHO
OTIMYATUCH 3HAYEHU s CYMMBl MOHOHEHACHITIEHHBIX ¥ TIOJIMHEHACHIIIIEHHBIX KUPHBIX KUCIOT. Cymma Ha-
CHIINIEHHBIX JKUPHBIX KUCIOT CTATUCTUIECKH 3HAYUMO He M3MeHsIach. OCHOBHBIMH HACHIIIIEHHBIMU KUP-
HBIMH KHCJIOTAaMH BO BCEX HMCCIIEIyeMbIX Tpoxodopax MUANH ABIsUTHCH nansmuTuHOBas (C16:0) u crea-
punOBas (C18:0). IX KOHIIeHTpayy 3HAYUTEIPHO He U3MEHSUITUCH ITOJT ASHCTBHEM TOJMXJIOPONEHIIIOB.
Hawu6oee 3HauMMBle MOHOHEHACHIIIIEHHbBIE KUPHbIe KUCI0TH — osiertHoBast (C18:1w9), mansmuroneu-
HoBasi (C16:1w7) u BakueHosas (C18:1w7). Cogep:xaHue MOHOHEHACHIICHHBIX KUPHBIX KUCIIOT MOHU-
KaJI0Ch BIIBOE MPH ICHCTBUU MOINXI0pordeHmoB ¢ koHneHnTparmsmu 0,1 u 1 MKr-1 TIpY KOHIIEHTpa-
1uu nonuxsiopoudenmos 10 MKL-JT ) CyMMapHOe coJiepKaHHe 3TUX KUCIIOT ObUIO PABHO TAKOBOMY B KOH-
Tposie. Cpeyl MOJTMHEHACHIIICHHBIX )KUPHBIX KUCIIOT, 00JIa/IAI0IIMX TOJIOKUTEILHON OMOJIOTMYeCKON aK-
TUBHOCTBIO, ObLIH UIeHTU(UITMPOBaHbI apaxuioHoBas (C20:4w6), siikosanenraeHosast (C20:5w3) u no-
ko3arekcaeHoBas (C22:6w3). CymmapHoe copepkanrie Omera-3 u Omera-6 KHCIOT B JINUMHKAX MUTUN
B KOHTPOJILHOM OITbITe He npeBbiano 12,8 %. C yBeqryeHHeM KOHIECHTPAIUK TOIUXJIOPOr(EHUIIOB
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B cpejie BpamuBanus Tpoxodop ¢ 0,1 10 1 MKr-n1~! KOHIEHTpAIKs MOMHEHACHIIIEHHBIX KUPHBIX KIC-

JIOT MOBBIIATIACK B 2,5 pa3a. [Tpu KoHIeHTpariu nomxaopoudenmnon 10 Mxr-m~! 1 B mpode ¢ aneToHOM
CYyMMapHOE COJepKaHHe MOJMHEHACHILEHHBIX KUPHBIX KUCIOT OBUIO COMOCTABUMO C TAaKOBBIM B KOH-
TPOJILHOM OIbITE. Pe3ynbTaThl UccieOBaHUsl CBUAETENILCTBYIOT O TOM, UTO )KMPHOKUCIOTHBIA OTKJIMK
tpoxodop muauit M. galloprovincialis MakciManeH TIpy BO3/IEMCTBUM KOHIEHTpaLMA MOJIMXJIopoude-
munos ot 0,1 g0 1 mxr-n~!. TIpu KoHneHTpauu 3arpasuuteneit 10 Mkr-1~' 1 Bbillle GHMOXMMUYECKHE
MIpOIIeCChl B JIMYMHKAX, MO-BUJUMOMY, 3aMeAJIA0TCA. Pe3ynpTaThl JAHHOTO HCCIEJOBaHUS MOTYT CIIO-
cOOCTBOBATD JIyUIlIeMy OHUMAHUIO NIEPECTPOEK, TIO3BOJISIONIMX MOJUTIOCKAM Ha JIMYMHOYHBIX CTaJUsIX
Pa3BUTHUS aJAITUPOBATBCS K YCIOBUAM 3arpsI3HEHUS Cpefibl OOUTAHHSI OPraHUUECKUMH MOJUTIOTAHTAMHU.

KuioueBble cioBa: nojauxjaopoudeHubl, KUPHbIE KUCIOTH, JUYMHKH, Tpoxodopa, munus Mytilus
galloprovincialis, Y€pHoe Mope
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The effect of extremely low frequency electric and magnetic fields (ELF-EMF) on plants and animals
including humans is quite a contentious issue. Little is known about ELF-EMF effect on hydrobionts, too.
We studied the effect of square voltage waves of various amplitude, duration, and duty cycle, passed
through seawater, on Trichoplax organisms as a possible test laboratory model. Three Placozoa strains,
such as Trichoplax adhaerens (H1), Trichoplax sp. (H2), and Hoilungia hongkongensis (H13), were used
in experiments. They were picked at the stationary growth phase. Arduino Uno electronics platform
was used to generate a sequence of rectangular pulses of given duration and duty cycle with a fre-
quency up to 2 kHz. Average voltage up to 500 mV was regulated by voltage divider circuit. Am-
lodipine, an inhibitor of calcium channel activity, was used to check the specificity of electrical pulse
effect on voltage-gated calcium channels in Trichoplax. Experimental animals were investigated under
a stereo microscope and stimulated by current-carrying electrodes placed close to a Trichoplax body.
Variations in behavior and morphological characteristics of Trichoplax plate were studied. Stimulating
and suppressing effects were identified. Experimental observations were recorded using photo and video
techniques. Motion trajectories of individual animals were tracked. Increasing voltage pulses with fixed
frequency of 20 Hz caused H2 haplotype individuals to leave “electrode zone” within several minutes
at a voltage of 25 mV. They lost mobility in proportion to voltage rise and were paralyzed at a voltage
of 500 mV. Therefore, a voltage of 50 mV was used in further experiments. An animal had more chance
to move in various directions in experiments with two electrodes located on one side instead of both sides
of Trichoplax. Direction of motion was used as a characteristic feature. Trichoplax were observed to mi-
grate to areas with low density of electric field lines, which are far from electrodes or behind them. Ani-
mals from old culture were less sensitive to electrical stimulus. H2 strain was more reactive than H1 strain
and especially than H13 strain; it demonstrated stronger physiological responses at frequencies of 2 Hz
and 2 kHz with a voltage of 50 mV. Motion patterns and animal morphology depended on the dura-
tion of rectangular stimulation pulses, their number, amplitude, and frequency. Effects observed varied
over a wide range: from direct or stochastic migration of animals to the anode or the cathode or away
from it to their immobility, an increase of optical density around and in the middle of Trichoplax plate,
and finally to Trichoplax folding and detach from the substrate. Additional experiments on Trichoplax sp.
H2 with pulse duration of 35 ms and pulse delay of 1 ms to 10 s showed that the fraction of paralyzed
animals increased up to 80 % with minimum delay. Nevertheless, in the presence of amlodipine with
a concentration of 25 nM, almost all Trichoplax remained fast-moving for several minutes despite expo-
sure to voltage waves. Experimental animals showed a total discoordination of motion and could not leave
an “electrode trap”, when amlodipine with a concentration of 250 nM was used. Further, Trichoplax plate
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became rigid, which appeared in animal shape invariability during motion. Finally, amlodipine with a con-
centration of 50 uM caused a rapid folding of animal plate-like body into a pan in the ventral-dorsal
direction and subsequent dissociation of Trichoplax plate into individual cells. In general, the electrical
exposure applied demonstrated a cumulative but a reversible physiological effect, which, as expected,
is associated with activity of voltage-gated calcium channels. Amlodipine at high concentration (50 uM)
caused Trichoplax disintegration; at moderate concentration (250 nM), it disrupted the propagation of ac-
tivation waves that led to discoordination of animal motion; at low concentration (25 nM), it prevented
an electric shock.

Keywords: rectangular electric pulses, Trichoplax, Placozoa, voltage-gated calcium channels

Electromagnetic radiation in the range from units to several thousand Hz does not have a direct thermal
effect on living tissue, but influences indirectly on certain cellular mechanisms and causes corresponding
physiological effects [18 ; 29]. It was found that extremely low frequency electric and magnetic fields (here-
inafter ELF-EMF) can induce gene expression [41 ; 48] and cause cell proliferation [43]. Laboratory stud-
ies showed that ELF-EMF affect cell membranes and ion channels [22], especially voltage-gated calcium
channels [12].

It is of interest that calcium channel blockers significantly reduce various effects of ELF-EMF [26].
In addition, biophysical properties of voltage-gated channels can explain molecular mechanisms of ELF-
EMF biological effects. For example, a downward regulatory cellular response to such effects can be medi-
ated through Ca*/calmodulin stimulation of nitric oxide (NO) synthesis, while physiological reactions may
be a result of stimulation of NO-dependent cGMP protein kinase G, and pathophysiological processes may
result from NO-peroxynitrite oxidative stress. Other Ca?*-mediated regulatory pathways, non dependent
of nitric oxide, have been also described [11 ; 16 ; 25].

There are several types of calcium channels: high-, intermediate-, and low-voltage-activated calcium
channels [27]. L-, P- and N-type calcium channels are activated at high values of membrane potential. Four
proteins with many isoforms Ca,1.1-Ca,1.4 belong to L-type channels, encoded in humans by CACNAIS,
CACNAIC, CACNAID, and CACNAIF genes; they are expressed mainly in skeletal muscle and are respon-
sible for the contraction of cardiac and smooth muscles [21]. P- and N-type channels are represented in neu-
rons by Ca,2.1 and Ca,2.2 proteins, respectively; they are responsible for the release of neurotransmitters.
R-type calcium channels, intermediate-voltage-activated ones, include Ca,2.3 protein family [24 ; 35]. Low-
voltage-activated channels are of T-type. Cells with pacemaker activity possess them, for example human
pacemakers [5]. These channels are represented by Ca,3.1-Ca,3.3 proteins and are encoded by CACNA G,
CACNAIH, and CACNAII genes, respectively [46]. The obvious role of T-type Ca,3 channels is manifested
in cellular excitability, where their low activation voltages make it easy to depolarize the membrane. T-type
channels also play a role in triggering exocytosis mechanism in vertebrates and invertebrates [32 ; 45].
Ca,3 channels are present in primitive animals and in unicellular organisms [23 ; 40].

Members of the phylum Placozoa, in particular Trichoplax adhaerens [30], can be a useful model
for studying ELF-EMF effects. Trichoplax has a body of irregular shape (its size is about 1 mm);
it is formed by two layers of epithelium with a doughy cell layer between them. This tiny marine animal
is built of six basic cell types [7 ; 39]. Trichoplax aroused interest in terms of minimum requirements
for metazoa after F. E. Schulze made an initial description in 1883 [31]. The lack of organs symme-
try, nerve and muscle cells, basal plate, and extracellular matrix did not leave doubts about the anciend
origin of Trichoplax. However, despite the primitive structure, these animals are able to coordinate mo-
tion activity during feeding [37] and demonstrate chemotaxis [13], confirming the existence of complex
mechanisms of intercellular interaction and integration. Rapid rhythmic contractions of Trichoplax dor-
sal epithelium were found [30], and animal motion model based on Voronoi diagrams was proposed [38].
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Structure, function, and ionic selectivity of a single T-type calcium channel from Trichoplax (TCa,3) were
characterized using the patch-clamp technique after cloning it in HEK-293T human kidney embryonic
cells [36]. Taking into account the fact that Ca, channels play a decisive role both in intracellular and inter-
cellular signal transmission [23] and the fact that Trichoplax has in its genome a complete set of Ca, 1, Ca 2,
and Ca,3 genes encoding Ca, channels [15 ; 40], it became possible to study molecular targets and mecha-
nisms underlying ELF-EMF effects on multicellular organisms.

The aim of this work was to study Trichoplax response to sequences of square-shaped pulses that sim-
ulate the effects necessary for opening the calcium channels in vivo. Rectangular pulses were chosen to in-
fluence Trichoplax because they cause greater effects on biological objects than vibrations of any another
shape. We also found it appropriate to use square waves as an idealized, “discrete” model of electromagnetic
radiation.

MATERIAL AND METHODS

Cultivation. Three Placozoa strains were used in experiments, such as Trichoplax adhaerens (hap-
lotype H1), Trichoplax sp. H2 (haplotype H2), and Hoilungia hongkongensis (haplotype H13), of which
the last strain can be attributed to a separate species [8 ; 9]. Animals were cultivated in glass Petri dishes
with a diameter of 90 cm on mats of unicellular green alga Tetraselmis marina in artificial seawater (ASW,
Red Sea Salt, Red Sea Fish Pharm LTD, Israel) with a salinity of 35 %o at a temperature of +25 °C ac-
cording to the standard protocol [17]. Seawater was replaced at least once a week. The pH value was
maintained in the range of 7.8 to 8.0. One hour before the start of the experiment, animals were placed
in ASW on plastic dishes without algae.

Amlodipine preparation. Dihydropyridine derivative amlodipine (CpyHpsCIN,Os, 3-O-ethyl 5-
O-methyl 2-(2-aminoethoxymethyl)-4-(2-chlorophenyl)-6-methyl-1,4-dihydropyridine-3,5-dicarboxylate
as besylate, Teva) was added in 96 % ethanol or in water (ASW), and the concentration was calculated
according to the solubility of this compound in those solvents.

Electrical stimulation. To generate a sequence of rectangular pulses of given duration and duty cycle,
standard Arduino Uno R3 platform based on 8-bit AVR microcontroller ATmega328P was used. LED1 was
used for visual control; a diode (D1, 1N4001) was connected in series with resistors R1 and R2 to prevent
accidental short circuit. The average voltage value was adjusted from +10 mV to +1.5 V on voltage divider
using potentiometer R2 (10 k€2), as shown in Fig. 1. The electrodes were placed in seawater near the animal’s
body at a distance of about 1 mm from each other. We used plastic or wooden sticks, or metal electrodes
disconnected from the controller as a base test of possible influence of foreign objects on animal behavior.

Software meander. Pulse duration and delay (duty cycle) were set by a program in the range of 0.5 ms
to 10 s; the program was executed on the controller in an infinite loop (see supplementary file No. 1:
https://doi.org/10.21072/mbj.2020.05.2.05). Conversion of time intervals (ms) into frequency (Hz) was
carried out taking into account that 1 Hz corresponds to 1000 ms. To create packages of square-shaped
pulses with changing duration and delay inside the package, incremental and decremental program cycles
with a step of 1 ms were used (see supplementary file No. 2: https://doi.org/10.21072/mbj.2020.05.2.05).

Microscopy and data processing. The animals were stimulated with electric current under ZEISS
Stemi 305 stereo microscope at magnifications X8 and x40. Variations in behavior (motion activity, direc-
tion, and trajectory) and morphological characteristics of the body (opalescence, shape) were evaluated.
Stimulating and suppressing effects, i. e. leading to speed up of animal motion activity or to its retarda-
tion, shock, and paralysis, were identified. Trichoplax structure was studied under Nikon Eclipse Ts2R
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inverted microscope with DIC optics at maximum magnification x600. Images and behavioral activity of an-
imals were documented using photo and video techniques. The video was processed using FFmpeg utility
on Huawei FusionServer RH2288 V3. Trichoplax motion trajectories were tracked using ImageJ wrMTrck
plugin (National Institutes of Health, USA) on Dell Precision T5810 graphics station.

Arduino

D1
1N4001

™~
1

LED1
Red (633nm) \\:

Fig. 1. Electronic circuit for Trichoplax electrical stimulation

RESULTS

Culture growth dynamics. Trichoplax culture was at the state of adaptation to new conditions for sev-
eral days, showing no rise in number and size of individuals, after animals placement on fresh algal mats.
Trichoplax began to grow with subsequent division after this lag phase. At the next stage, which corresponds
to the exponential phase of the culture growth, Trichoplax grew actively and split in half once every 3—4 days
by forming a constriction in cell division with a fall in the size of daughter individuals. Entry into the sta-
tionary phase of the culture growth was observed after 2—3 weeks, and it was accompanied by a twofold
decrease in the average size of animals and by a sharp slowdown in the growth rate of their number. We
observed decreasing size of individuals, change in their shape (elongation or, conversely, formation of small
spheres detaching from the substrate and floating), as well as death of animals in old cultures. Therefore, Tri-
choplax were transplanted on fresh algal mats in the amount of 10-20 individuals per dish after 5—6 weeks
of growth, and the cultivation process was repeated. In common, animals selected at the stationary phase
of the culture growth were used.

Single electrode experiments. No pronounced reaction of animals to foreign objects was observed
in tests in which small plastic, wood, or metal rods were applied. The animal usually moved away from an
electric stimulus by a distance of one to three sizes of its body (1-3 mm) and continued to move slowly
in a random direction, when electrodes connected to Arduino Uno controller, one of which (anode or cath-
ode) setting near Trichoplax (H2 strain) and the other one at a considerable distance (more than 1 cm), were
used. Trichoplax ran away immediately with pulse duration of 100 ms and a delay of 1 ms; they crawled
away from the electrodes with a pause of several tens of seconds in the case of a delay of 1 s. It was noted that
experimental animals taken from the old culture were less sensitive to an electric stimulus, which appeared
in an increase in time of reaction delay and in a decrease in the distance they moved.
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Two electrodes experiments. 7richoplax showed motion activity: it began to “explore” the space, ap-
proaching the electrodes and moving away from them, until it found a “comfortable” position in result-
ing weak electric field, when two rods made of metals with different electrochemical potential, forming
a galvanic pair near the animal, were placed (Fig. 2).

Fig. 2. Electric field lines in “electrode trap” for Trichoplax: (a) “electrode zone” with electrode gap no more
than 1 mm; (b) immobilization zone corresponds to one Trichoplax body size (1 mm) from the center of the trap;
(c) intermediate zone; (d) zone away from electrodes; () “comfort zone” just behind the electrodes (see the text
for details)

Trichoplax avoided the cathode, when a direct current source (of 200 mV) was used, but did not ap-
proach the anode, crawling to the side and sometimes wandering between the electrodes. In case the animals
crawled too close to the anode, they remained near it and wrinkled after a while. Reaction rate and motion
direction depended largely on the initial position of the animal and the distance between the electrodes.
A voltage of 1.2 V was lethal for the animals, i. e. they were paralyzed, radically changed their morphology,
detached from the substrate, and subsequently desagregated.

Test studies were carried out in seawater with a salinity of 35 %o, using pulse duration and delay of 35 ms
(~ 30 Hz) with an average voltage of 50 mV. It is of interest that in the case of an industrial frequency
(of 50 Hz), Trichoplax did not substantially change their morphology; they began to move, preferred the an-
ode, crawled away from the electrodes, sometimes came back, and again moved away from the electrodes.

Voltage effect on Trichoplax was estimated by varying pulse amplitude using voltage divider at a fixed
frequency of 20 Hz (see supplementary file No. 1: https://doi.org/10.21072/mbj.2020.05.2.05). The main
evaluation criterion was the fraction of immobilized animals that did not leave the “electrode zone”
within a few minutes. An additional criterion was pathological changes in the morphology of animals,
such as the thickness of the rim of plate, rounding of the shape and reduction of opalescence. Their frac-
tion increased in proportion to voltage rise (Fig. 3). Eventually, almost all animals left the “electrode zone”
ata voltage of 25 mV, and they remained, on the contrary, within its boundaries, acquiring pathological signs
at a voltage of 500 mV, although the intact features were recovered the next day after exposure withdrawal.
A voltage of 50 mV was used in further experiments based on the results obtained.

We used mostly two active electrodes located in close proximity on both sides of Trichoplax plate.
As one of effective options, pulses with a duration of 100 ms and a delay of 1 ms to 10 s were applied.
For the experiments, 139 animals of H2 strain were used. We observed immobilization of animals, opacity
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Fig. 3. Fraction of immobilized Trichoplax sp. H2 versus active animals at various voltage values
of rectangular pulses at a frequency of 20 Hz. Totally 59 animals were used in the experiment

along the plate periphery and in its center with a subsequent reduction in size and wrinkling or folding
of Trichoplax for different duty cycle values in 67 % of cases on average. These changes in physiological state
and morphology of animal were not fatal. Trichoplaxes recovered several tens of minutes after the stimulus,
which was became apparent in their flattening on the substrate and acquiring motion activity.

Probability of leaving the zone of stimulating electrodes increased in experiments with two electrodes
located on one side of the plate. Moreover, the animal had the opportunity to move in different directions.
This fact was later used as a characteristic feature for different strains. An average of 56 % of Trichoplax
remained in immobilization zone near the electrodes.

In order to clarify the data obtained, an additional series of experiments was conducted on 121 an-
imals using two significantly different duty cycle values, namely a delay of 1 ms and 1 s, with a pulse
duration of 100 ms. In the case of placing the electrodes on both sides of Trichoplax plate, the fraction
of animals crawled out from the zone of exposure was insignificant and amounted to 30 % with a delay
of 1 ms and 52 % — with a delay of 1 s. The fraction of runaway animals was greater and amounted to 47 %
for each pulse delay of 1 ms and 76 % — of 1 s, when the electrodes were placed on one side of Trichoplax
plate (Fig. 4). It should be noted that in the experiments with two electrodes on both sides of the animal, 7ri-
choplax took time to “decide” in which direction to crawl out of the “electrode trap”. More often Trichoplax
moved toward greater part of its body, located outside the electrodes.

Different Trichoplax strains testing. Various animal behavior patterns were revealed for different
Trichoplax strains in comparative experiments on the effects of rectangular pulses with an average volt-
age value of 50 mV, a duty cycle of 0.5, and a frequency of 2 Hz and 2 kHz. The number of individu-
als moving from the anode to the cathode or vice versa — from the cathode to the anode — was counted.
In the experiments, 143 individuals of Trichoplax were used. Of them: H1 strain — 51; H2 strain — 47;
H13 strain — 45 individuals. The animal had to get out of the “electrode trap” — two electrodes on opposite
sides of the body — in each experiment (Fig. 22). Long-term monitoring of shape change and Trichoplax
trajectory was carried out (see supplementary file No. 3: https://doi.org/10.21072/mbj.2020.05.2.05).
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Fig. 4. Fraction of active Trichoplax sp. H2 versus immobilized animals at pulse duration of 100 ms and de-
lay of 1 ms or 1 s; white color indicates the electrodes on one side of Trichoplax plate; gray color indicates
the electrodes on opposite sides of Trichoplax plate. Totally 121 animals were used in the experiment

Trichoplaxes of H1 and H13 strains moved toward a low density of the lines of electric field intensity
and sometimes stretched out along these imaginary lines (Fig. 5). Animals of H2 strain crawled to the op-
posite side of electrodes — to the “comfort zone” with a low density of lines of electric field strength —
without significant moving away from the electrodes (Table 1). In most cases, individuals of H1 strain
leaved the electrodes along an elongated path and often crawled behind one of the electrodes into the “com-
fort zone” at a low frequency (of 2 Hz). Animals of H2 strain preferred to move beyond the cathode,
although sometimes they wandered between the electrodes and eventually crawled a short distance or left
the anode. Representatives of H13 strain more often leaved the anode towards the cathode and moved
beyond it. When using a high frequency (of 2 kHz), individuals of H1 strain preferred the anode, often
remained in the “electrode zone”, lost their motion activity, and wrinkled. Individuals of H2 strain quickly
crawled to the anode or remained close to the electrodes, which often led to their immobilization. Indi-
viduals of H13 strain usually leaved the anode and moved to the cathode and crawled behind the cathode.
Reaction lag, immobilization, and wrinkling at a frequency of 2 kHz were also observed for them.

Table 1. Behavioral patterns of Trichoplax between electrodes when exposed to rectangular pulses of various
frequencies

R 1 Ise f
Haplotype ectangular pulse frequency
2 Hz 2 kHz
H1 moves remotely moves away from the cathode towards the anode
behind one of the electrodes or remains in the area of the electrodes
) wanders between the electrodes, approaches the anode quickly,
moves behind the cathode or anode, crawls away wanders, stays close to the electrodes

H13 crawls off the anode distinctly leaves the anode,

and sometimes behind the cathode crawls behind the cathode
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Fig. 5. Change of Trichoplax adhaerens H1 shape and motion trajectory from the “electrode trap”: (a) seeking
activity and elongation of Trichoplax along the line of electric field intensity; the directed motion of Trichoplax
into the “comfort zone” located: (b) behind the anode, (c¢) far from the electrodes, and (d) behind the cathode.
Arrows demonstrate Trichoplax motion direction; numbers in the figure indicate identification code assigned
to the animal; “+” is the anode; “~” is the cathode; every bar length = 1 mm; graphic insert in the upper left
corner explains the image

Experiments in the modes of calcium channels functioning. In order to presumably open Trichoplax
calcium channels TCa,3 in vivo, we used rectangular pulses with an average voltage of 50 mV, a duty
cycle of 0.5, and frequencies of 2.5 Hz, 5 Hz, and 2 kHz. Frequencies are borrowed from [3 ; 20 ; 33].
Significant differences in the effects were found at frequencies of 2.5 Hz and 2 kHz. Trichoplax did not
change the morphology, slowly crawled from the anode toward the cathode and moved beyond the cathode
at a frequency of 2.5 Hz. On the contrary, Trichoplax mainly moved to the anode at a frequency of 2 kHz,
but did not move far from the electrodes, changed the bulk tissue from transparent and shiny to opaque
and dark, ultimately decreased in size, twisted, and detached from the substrate.

When applying the frequencies used in the patch-clamp technique [33], that is pulse duration and delay
of 2 ms (500 Hz) or 500 ms (2 Hz), Trichoplax in the case of a frequency of 2 Hz did not change visible
morphology and crawled from anode to the cathode, and in the case of a frequency of 500 Hz, they mainly
moved from the cathode behind the anode or remained stationary and twisted.

In order to presumably open Trichoplax calcium channels TCa,3 in vivo, we used rectangular pulses
with average voltage of 10 to 120 mV, corresponding to delays of 10 s to 1 ms. Pulse duration was of 35 ms,
as in [36]. To assess cumulative TCa,3 channel-mediated effect of square-shaped pulses on Trichoplax sp.
H2, delays of 1 ms to 10 s were used. Physiological effect of total pulses action was revealed after several
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tens of seconds and looked like a dependence of animal mobility on the duty cycle in pulses sequence.
The fractions of paralyzed animals were high — 78 and 80 % for delays of 1 and 10 ms, respectively, at low
duty cycle, i. e. high frequency and large number of incoming signals (Fig. 6). As the duty cycle increased,
the fractions of paralyzed Trichoplax decreased up to 44 % and 17 % in the case of one pulse per 1 s and one
pulse per 10 s, respectively. Immobilized Trichoplax were absent in control experiments without electrical
exposure.

Fig. 6. Fraction of immobilized Trichoplax sp. H2 versus active animals at pulse duration of 35 ms and delay
of 1 ms to 10 s. Totally 65 animals were used in the experiment

Calcium channels blocking. Amlodipine, an inhibitor of the activity of Trichoplax voltage-gated
calcium channels TCa,3, was used to prove the specificity of pulse currents effect on these channels.

In the presence of a small amount of amlodipine (25 nM), despite exposure to electric pulses of a du-
ration of 35 ms with a delay of 10 ms, almost all Trichoplax (H2 strain) retained their native morphology
and mobility for several minutes, preferring to move to the anode and then to leave it, which indicated
the prevention of electric shock, observed at low duty cycle (Fig. 6). To identify possible targets, we exposed
Trichoplax to rectangular pulse packages of variable width and duty cycle with a step of 1 ms, covering a fre-
quency range of 1 Hz to 1 kHz (see supplementary file No. 2: https://doi.org/10.21072/mbj.2020.05.2.05).
Immobilization of animals and formation of pans were observed, and their fraction decreased in the pres-
ence of 25 nM of amlodipine. However, all Trichoplax dissociated on individual cells under amlodipine
treatment after several hours.

Effect of large doses of amlodipine on Trichoplax was studied in final series of experiments. Amlodipine
at a concentration of 50 uM caused a rapid folding of Trichoplax plate-like body into a pan in the ventral-
dorsal direction and subsequent dissociation of the plate into individual cells (Fig. 7). The pan formation
continued for several minutes with amlodipine concentration reducing to 2.5 uM, which made it possible
to register motion of the animals to the anode with a duration and a delay of pulses of 35 ms each [36] that
corresponds to a frequency of 28.57 Hz. When using amlodipine with a concentration of 250 nM, gradual
darkening of Trichoplax was observed — first along the periphery, then in the plate center. The outer rim
thickened, Trichoplax rounded, forming a rugged scalloped edge, the blades of which were torn off the sub-
strate, bent upward, and formed a rosette. Being in an “electrode trap”, animals moved discoordinated
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and could not leave it. Further, rigidity of Trichoplax plate occurred, which was stated in the rigidity
of the shape of the animals when moving. Nonetheless, motion patterns of individuals in electric field
persisted: Trichoplax moved mainly to the anode. Later, plate rims resembling blades bent up and in. Ani-
mals dissociated into individual cells approximately 1 h after adding amlodipine, first along the periphery,
then throughout the body.

Trichoplax H1 and H13 strains showed, like H2 strain, a change in morphology under the influence
of 25 nM of amlodipine and a violation of amoeboid motion over time. In experiments without amlodipine,
no similar phenomena were observed. Animals wandered between the electrodes, placed in the “comfort
zone” or moved away at a safe distance from the electrodes in the absence of chemical effects. It should be
noted that non-dihydropyridine Ca-channel blockers, such as verapamil and diltiazem with a concentration
of 100 uM, did not significantly affect Trichoplax H2 strain, which remained viable in the presence of these
substances within one day [data is not given].

Fig. 7. Time-dependent effect of amlodipine (of 50 uM) on Trichoplax sp. H2: (a) intact animal; (b) folding
into a pan after 30 minutes; (c¢) dissociation into individual cells after 60 minutes; bar length = 100 um

DISCUSSION

Because of widespread distribution of extremely low frequency electric and magnetic fields, causing
multiple physiological effects in humans [26 ; 44], the search for test objects for studying the mechanisms
of ELF-EMF action is relevant. Trichoplax adhaerens was recently proposed as a test laboratory model [1].
We studied the effect of rectangular electric pulses of various amplitude, duration, and duty cycle on three
laboratory Trichoplax strains (H1, H2, and H13).

In control tests using wood, plastic, or metal rods, no reaction of the animal to foreign objects placed
near it was observed, except the cases of galvanic pair formation. Under the effect of a weak direct current
with a voltage of 200 mV, Trichoplax H2 strain crawled away from the electrodes. However, reaction rate
and motion trajectory were largely dependent on animal initial position in relation to the electrodes. When
using active electrodes, one of which (the anode or the cathode) was placed near Trichoplax, the animal
usually moved away from the stimulus. When placing both electrodes near Trichoplax plate, various mo-
tion patterns to the anode or the cathode were registered, depending on the stimulation mode and animal
strain: “positive” migration to the anode, “negative” migration to the cathode, and “variable” migration
when the animal changed preference anode — cathode several times. In the case of Trichoplax getting into
the zone of close proximity to the electrodes, the animal was not always able to get out of the “electrode
trap”, which directly depended on the rise of amplitude and number of pulses. Far from the electrodes,
Trichoplax sometimes stretched along the lines of electric field strength and headed to the hypothetical
“comfort zone” with the lowest electric field intensity on back side of the electrodes.
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In comparative experiments on the effect of rectangular pulses with a frequency of 2 Hz and 2 kHz
on different Trichoplax strains, it was revealed that Trichoplax sp. H2 is more reactive and shows more pro-
nounced physiological responses at frequencies of 2 Hz and 2 kHz compared with H1 strain and especially
with H13 strain, which mainly migrates from the anode to the cathode. Therefore, most experiments were
conducted with H2 strain. Despite preferable motion of Trichoplax H2 strain toward the cathode at low
pulse current frequencies (about 2 Hz), a tendency was observed to gradually change a migration direction
towards the anode with increasing pulse frequency (up to 2 kHz). Nevertheless, attention should be paid
to unexpectedly wide individual variability in Trichoplax behavior, which complicates such interpretations
and requires further research.

Sufficient attention was paid to time regimes previously used by other authors in detailed studies of L-
and T-type calcium channels [3 ; 20 ; 33 ; 34 ; 36]. We investigated effects in frequency range of 2 Hz
to 2 kHz. Trichoplax behavioral reactions were not unambiguous: extreme frequencies sometimes did not
have an expected effect or led to an electric shock of the animal, which might be due to Trichoplax physio-
logical state and/or initial position of the animal in the “electrode trap”. The motion absence, plate clouding,
size reduction, and wrinkling were reversible, and after a while or after the animal returned to the algal mat,
Trichoplax revived their motion activity.

Depending on duration of stimulating pulses and their number, motion reactions and morphology of an-
imals changed: from stochastic or directed migration to/from anode/cathode to immobilization of animals,
optical density elevation, first along the periphery, then in plate center, to Trichoplax wrinkling, and even
to separating it from the substrate. The effect applied was cumulative in its nature, which is probably re-
lated to the work of calcium channels and the activity of downstream regulatory cascades [10]. It is known
that glandular cells located on Trichoplax periphery express voltage-gated calcium channels [32 ; 39].
Morphological changes observed in Trichoplax plate can be associated with calcium channel-mediated re-
sponses of secretory cells containing regulatory neuropeptides [42]. On the other hand, it was shown that
ELF-EMF pathophysiological effects are associated at the molecular level with regulation of Ca®*/nitric
oxide/peroxynitrite, and positive ELF-EMF physiological effect is explained by the alternative pathway
of Ca**/itric oxide/cGMP/protein kinase G [19]. Mutually exclusive Trichoplax behavioral reactions,
such as positive and negative electromigration, to varying modes of electrical exposure (Table 1) may be
due to the various signaling pathways involving calcium ions in behavioral reactions.

It is believed that amlodipine, when binding to dihydropyridine receptors, blocks L- and T-type calcium
channels, which leads to a drop-off in Ca?* transfer to the cell. Amlodipine also has antioxidant properties
and contributes to the production of the neurotransmitter nitric oxide due to regulation of Ca* ions con-
centration in the cell [4 ; 11 ; 14 ; 16 ; 25]. Additional experiments with amlodipine showed that this
calcium channel blocker at low concentrations (of 25 nM) is capable of briefly neutralizing the shock effect
of rectangular electric pulses in a duration of 35 ms and a delay of 10 ms, which usually leads to immobi-
lization of Trichoplax sp. H2 without amlodipine. We also scanned potential cellular targets in frequency
range of 1 Hz to 1 kHz and studied Trichoplax responses to packages of rectangular pulses using a soft-
ware meander with a step of 1 ms. A decline in ELF-EMF negative effect within this range with amlodip-
ine at a concentration of 25 nM may indicate that ELF-EMF affects L- and/or T-type calcium channels
of Trichoplax.

In addition to silencing the effect of electric stimulus on the animals with amlodipine, we observed
other effects. Thus, use of this calcium antagonist in high concentration (of > 2.5 uM) resulted in 7ri-
choplax dissociation into individual cells, which is directly caused by the destruction of calcium bridges [28].
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When using this calcium blocker in moderate concentration (of < 250 nM), a violation of amoeboid motion
of Trichoplax was noted, which can result from a decrease in the functional activity of the cells initiating
motion, a distortion of activation waves propagation, or a violation of nitric oxide synthesis, which may play
a role in rapid contractions of the dorsal epithelium [2 ; 11 ; 16 ; 25]. It should be noted that at the same
time, the residual mobility of rigid animals provided by the cilia was observed, which indicates independence
of the mentioned process from regulation by calcium ions.

Our data show that amlodipine inhibits Trichoplax calcium channels functioning, which is manifested
both in a decrease in animals’ reactivity at a low concentration of Ca*" channel blocker and in the dis-
sociation of the cells, that make up the animal, at a high concentration of calcium antagonist. It should
be noted that amlodipine effect is similar to that of a compound ML218 — a specific blocker of T-type
calcium channels in humans. Thus, electrophysiological studies of neurons of the subthalamic nucleus
in the presence of ML218 revealed the inhibitory effect of MLL218 on T-type calcium channels, suppression
of the low-voltage-activated response, and inhibition of neuron activity burst [47].

The assumption in favor of T-type Ca** channels was confirmed in additional experiments on Trichoplax
H2 strain, where besides amlodipine, one of dihydropyridine calcium channel blockers, non-dihydropyridine
calcium channel blockers, such as verapamil and diltiazem, were tested. Amlodipine led to Trichoplax
dissociation into individual cells, while verapamil and diltiazem did not have such an effect on animals.
This fact confirms that amlodipine blocks Trichoplax low-voltage-activated Ca®* channel TCa,3, because
amlodipine is a blocker of L- and T-type calcium channels, while verapamil and diltiazem are only blockers
of high-voltage-activated L-type calcium channels.

It should be noted that Trichoplax motion was not strictly targeted, but resembled a “stochastic”
taxis [38], kinesis, or motion to a target by trial and error. It points out that Trichoplax has no central
regulator and indicates, possibly, distributed control and collective decision making between cells, which
leads in some cases to a delay in system response to stimulus [6].

Conclusion. The study of Trichoplax electrophysiology is important in connection with the prevalence
of ELF-EMF and is of interest because of simple structure of the animal and ease of cultivation, which
makes it possible to understand the mechanisms of its behavior and motion in the future. The diverse
responses of Trichoplax to electrical stimulus discovered in our experiments indicate latent possibilities
of this organism, based on the collective action of its cells.
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JENCTBHE ITPAMOYTOJIBHBIX JIEKTPUYECKHUX UMITY/IbCOB
HU3KOM YACTOTHI HA TPUXOITJIAKCA (THIT PLACOZOA)

A. B. Ky3nenos'?, O. H. Kyremosa!, A. IO. IIpono3un?,
0. B. Kpusenko!, O. C. 3aBpaioBa’

! denepanbblil nccnenoBaTeNbeKHii HeHTp «MHCTUTYT GHoNoruy I0KHBIX Mopeil uMern A. O. Kopasnesckoro PAH»,
CesacronoJb, Poccuiickas ®enepanus
2I/IHCTI/ITyT muronioruu u reaetrikn CO PAH, HoBocubupck, Poccuiickas ®enepanus
3CeBacToONONBCKMIA TOCYIapCTBEHHBII yHIBepcuTeT, CeBactonons, Poceniickas denepanms
E-mail: kuznet6 1 @gmail.com

BiusHue HU3KOYAaCTOTHOIO 3JeKTpoMarHuTHoro usnydeHuss (HOMMUM) Ha pacteHuss U KUBOTHBIX,
BKJIIOYAsl 4E€JIOBEKA, JOCTATOYHO CMOpHO. Mao m3BectHO W o BozaedctBun HOMMU Ha runpoOHoH-
TOB. MBI M3y4WsM JEUCTBUE NPAMOYTOJbHBIX MMITYJIbCOB HAIPSKEHUS PA3IMYHON aMIUTUTYIbI, M-
TEJIBHOCTH U CKBaXHOCTH, IPOMYILIEHHBIX 4Yepe3 MOPCKYI0 BOJy, Ha Tpuxomakca (tun Placozoa)
KaK Ha BO3MOXHYIO TECTOBYIO JJaOOpaTOpHYIO MoJesb. B onbiTax vicnons3oBanu Tpu mramma Placozoa,
Trichoplax adhaerens (H1), Trichoplax sp. (H2) u Hoilungia hongkongensis (H13), oToOpaHHbIX Ha CTa-
[MOHAPHOW CTaJWU pOCTa KyJbTYphl. I reHepanyy MocieoBaTeIbHOCTH MPSIMOYTOJbHBIX MMITYJTb-
COB 3aJJaHHOM JUINTEJIBHOCTH M CKBa)XKHOCTU C YacTOTOHM O 2 Kl MpUMEHsUIN anmapaTHyIo IaTgop-
My Arduino Uno. CpenHee 3HaueHue HanpsokeHus 1o 500 MB peryaupoBaiv ¢ HOMOILBIO CXEMbl [1e/IU-
TeJd HanpspkeHusA. i ToKas3aTesnbcTBa CHelM(UIHOCTH AEHCTBUSA JEKTPUUYECKUX UMITYJIbCOB Ha IO-
TeHIMAI3ABUCHMBIE KaJIbLIEBbIe KaHaJbl TPHXOIJIAKCA UCTIONB30BATM MHTMOUTOP aKTUBHOCTH KaJlbLIUe-
BBIX KAHAJIOB aMJIOAWTIMH. KMBOTHBIX CTUMYJIMPOBAIH JIEKTPUIECKUM TOKOM TOJ CTEPEOMHUKPOCKOIIOM.
DNIeKTPO/IBI pacoiaraid B HEMOCPEACTBEHHON OJIM30CTH OT KUBOTHOTO. MccienoBay comyTCTBYIONIHe
W3MEHEHNs MOBEIEHUA U MOP(OJIOTUH IJIACTUHKY TPUXOILIaKca. BeIIeIsin CTUMyIMpYIOIIe U TIOaB-
Jsoie Bo3zaeiicTeus. HabmopeHns: JOKyMEHTHPOBAIN € MOMOIIBI0 (POTO- U BUIEOChEMKU. OTCIIEKU-
BaJIM TPAEKTOPUM ABMXEHHS OTHENBHBIX 0COOEH. YBeJMUeHUE HaNpsDKeHHUs Ha 3JIeKTpoJax mpu (puk-
cupoBaHHO# vactore 20 [l mpUBOIMIO K TOMY, YTO KMBOTHbIe IITaMMa H2 mokupanu «30HY 3JeK-
TPOJIOB» B T€UYEHHE HECKOJbKUX MMHYT NpH 25 MB, OIHAKO TEPsUTH MOJABMKHOCTH NMPONOPLIMOHAIBHO
pocty HanpsbkeHus1 M 00e3nBrkuBaIUCh 1pu 500 MB. FIMeHHO Mo3TOMY B JIbHEHINMX OIBITAX MPH-
MeHs Hanpstkerre 50 MB. B skcniepuMeHTax ¢ OBYMs 37IEKTpOJaMy, HaXOASIIFIMUCS C OIHOM CTO-
POHBI TPUXOIUIAKCA, Y JKMBOTHOTO ObLJIO OOJIbIlIe BO3MOKHOCTEH MEPEMELIaThCsl B Pa3HBIX HAIIPABJICHU-
SIX, YEM B CJIy4ae pacroJIOKeHHs JIEKTPOAOB M0 00enM CTOpOHaM IIaCTUHKY. Hanpasienue nprxeHus
UCTIOJB30BAIM KaK XapaKTepUCTHUECKU Mpu3HaK. OTMEUEeHO, YTO TPUXOIUIAKCHI MUTPUPYIOT B 00Ja-
CTU C HU3KOH IJIOTHOCTHIO JIMHUI 3JIEKTPUUYECKOTO TOJIsI, KOTOPBIE PacIOJIOKEeHbl BAAIN WU 3a dJIeK-
Tponamu. 7KHBOTHBIE U3 CTApO KyJIbTYPbl OTINYAINCh MEHBILIEH YyBCTBUTEIbHOCTHIO K JIEKTPUIECKO-
My pasapaxutemo. [lItamm H2 Obu1 Hanboee YyBCTBUTENBHBIM U IEMOHCTPUPOBAJ OOJiee BbIpaXeH-
Hble (pU3MOJIOrMYecKre peakiu Ha vactotax 2 ' u 2 kI ¢ Hanpspkenuem 50 MB, yem mramm H1
u ocobenHo wtamm H13. B 3aBucumMocTy OT AMTEIBHOCTH CTUMYJIUPYIOIINX MPSIMOYTOJIbHBIX UMITYJIb-
COB, UX YWCJIa, aMIUIUTYIbl U BapbUpPYIOIIEH YacTOTHl MEHSJINCh JBUTaTeNIbHbIE peaklu U MOpgoJo-
IS KUBOTHBIX: OT HAIIPaBJIEHHOMN WJIM CTOXaCTUYECKOM MUTPALIMK B CTOPOHY aHOZAA/KaToja WM OT HEro
10 00€3[BIKMBAHUS KUBOTHBIX, YBEJTMUYEHHS ONTUIECKOHN TUIOTHOCTH MO nepudepun U B LIEHTpe ILIa-
CTUHKH W JI0 CBOPAYMBAHUS TPHUXOIUIAKCA M OTAENEHUsI €ro OT cyOcTpaTa. B JOMOJIHUTENBHBIX OIIbI-
tax Ha Trichoplax sp. H2 mokazaHo, 4To HpH JJMTETLHOCTH UMITYJIbCOB 35 MC M 3a[iepKKe UMITYJIbCOB
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ot 1 mc 10 10 ¢ 107151 06e3ABMKEHHBIX JKUBOTHBIX yBeIMurBaeTcs 10 80 % npu MUHUMAJILHOM 3aepIKKe.
Tem He MeHee B cilyyae TpUMEHEHHs] aMJIOJUIMHA B KOHLIEHTpAaluK 25 HM NpaKkTHYecKH BCe TPHUXO-
TUIAKCHI B TeUEHHE HECKOJIBKUX MUHYT COXPaHSUTH MOIBUKHOCTh HECMOTPSI Ha 00Pa00TKY JIEKTPUIECKHU-
MU UMIyJIbcaMu. Mexay TeM Ipy UCMOJIb30BaHUM aMJIOAUIUHA B KOHIeHTpauuu 250 HM KUBOTHBIE
JBUTQIMCH TUCKOOPAMHUPOBAHHO U HE MOIJIM MOKUHYTh «3JIEKTPOAHYIO JIOBYIIKY». [lanee muacTuHKa
TPUXOITIAKCA CTAHOBUJIACH PUTHIHOM, UTO BHIPAKAIOCHh B HEM3MEHHOCTH (POPMBI JKUBOTHOTO TP JIBU-
skennn. Hakowerl, amyiogunuH B KoHieHTpard 50 MKM BbI3bIBaJ OBICTPOE CBOpPaYMBAHUE KPaEB TPU-
XOIUIaKca B PO3ETKY B BEHTPAILHO-IOPCATbHOM HAIIPABJIEHUH U TIOCIIEAYIONIYIO TUCCOITUAITIIO TUTACTHH-
KU Ha OT/IeJIbHBIC KJIETKH. B 11e510M npuMeHsieMoe 3JIeKTPrIecKOoe BO3ICHCTBUE NMEIO KYMYJISTUBHBIH,
HO oOpatuMblii 3(PeKT, KOTOPBIA, KaK MPeoiaraeTtcsi, MOKeT ObiTh CBsi3aH C PaOOTOM MOTEHIUAI-
3aBUCUMBIX KAJIBIIMEBBIX KaHAIOB. AMJIOOUITMH B OObIION KOHUEeHTpauuu (50 MKM) BI3bIBJT pas3py-
IIEHNEe TPUXOIUIaKca, B yMepeHHOH (250 HM) oH Hapymiaj, BEepOSTHO, paclpOCTPaHEHHE BOJH aKTH-
BalliH, YTO TIPUBOAUJIO K JVICKOOPAWHAIIMH JIBKEHUH KUBOTHOTO, a B Majiol (25 HM) mpenoTBpariat
3JIEKTPOIIIOK.

KioueBbie ciioBa: MMPpAMOYTOJIBHBIE  JICKTPUYECKUE HMITYJILChI, TPUXOIUIAKC, IUIAaCTUHYATHIC,
TIOTCHIHAJI3aBUCUMBIEC KAJIBIIMECBBIC KaHAJIbI
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In the second half of the XX century, Black Sea ecosystem has undergone significant changes: a number
of storm winds and upwellings decreased, precipitation abundance increased, coastal waters salinity de-
creased, temperature increased; moreover, ctenophores invaded. As a result, in the late 1980s, Black Sea
pelagic ecosystem abruptly got restructured. This research is based on the studies performed in 1965-1966
and 2007-2012 near Sevastopol (Western Crimea) using the remote sensing data. Analysis of satellite data
over the past 20 years showed the presence of positive dynamics in surface water temperature in Sevastopol
water area. In the mid-1960s, the annual bioluminescence was characterized by seasonal peaks of dino-
phytes luminescence. In recent years, this rhythm has changed due to ctenophores invasion. The increase
in Mnemiopsis leidyi abundance leads to a decrease in bioluminescence of luminous microalgae being con-
sumed by these ctenophores. Due to Beroe ovata invasion and reproduction, M. leidyi biomass decreased;
as a result, bioluminescence increased.

Keywords: Black Sea, bioluminescence, ctenophores, salinity, monitoring

Biophysical studies in the Black Sea began in the 1960s when D. Sc. E. Bityukov (IBSS) made the first
annual measurements of bioluminescence in Sevastopol area [2]. Thus, in 1965-1966, 18 expeditions were
carried out for instrumental measurements, and 72 net samplings of plankton were taken. Continuation
of these works was initiated by D. Sc. Yu. Tokarev (IBSS); the studies were carried out in 2008-2015.
So, it became possible to evaluate the long-term changes of coastal water bioluminescence under conditions
of climate changes.

The climate changes in Black Sea ecosystem have led to the invasion of huge number of new lumi-
nous species: they were brought in with ballast waters from other regions. Therefore, all past experience
and knowledge about Black Sea bioluminescence are subject to minor adjustments.

Before ctenophores invasion, bioluminescence field in Black Sea photic layer was formed by luminous
dinoflagellates [4]. In the early 1980s, ctenophore Mnemiopsis leidyi A. Agassiz, 1865 invaded the Black
Sea, which led to a significant reduction in plankton base and fish food [18]. In the late 1990s, another
ctenophore, Beroe ovata Mayer, 1912, invaded the Black Sea and began to consume Mnemiopsis leidyi [6].
Now, the system is balanced: when the number of one species increases, the number of other species
decreases. Therefore, it was suggested that these invader species should make a significant contribution
to changing the seasonal dynamics of coastal water bioluminescence.

The aim of this work is to determine influence of these two species on the seasonal dynamics of coastal
water bioluminescence.
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MATERIAL AND METHODS

The fieldwork was carried out at the 10-mile station off the Kruglaya Bay (No. 1) and at two
stations in the Sevastopol Bay (No. 2 and 3) (Western Crimea) (Fig. 1). The research was based
on the real-time instrumental measurements of bioluminescence amplitude-frequency parameters, as well
as on the determination of their spatial conjugacy with biological and hydrophysical characteristics
of water masses.

Fig. 1. Map of stations

Station No. 1, located near the Kruglaya Bay (depth of 60 m), has water exchange with the open sea
and is characterized by a fairly stable stratification of water column, which determines the vertical structure
of temperature and salinity. Stations No. 2 and 3 are located in the Sevastopol Bay, and water exchange with
the open sea is limited. In addition, the Sevastopol Bay includes the mouth of the Chernaya River, which
is the flow of fresh water into the bay; this results in mixing of river water and seawater [15]. Depending
on the volume of river flow, the impact of fresh water extends to different zones of the bay, which sig-
nificantly affects region ecological conditions. Water area of Konstantinovskaya Bay (station No. 2, depth
of 19 m) is relatively clean. Gollandiya Bay (station No. 3, depth of 18 m) is located in the central part
of the Sevastopol Bay in the zone of active mixing of river water and seawater [8].

Bioluminescence intensity and background parameters were recorded using a submersible complex
“Salpa-M” [21]. It allows taking simultaneous measurements of bioluminescent potential, temperature,
hydrostatic pressure, turbidity, and photosynthetically active radiation. “Salpa-M” has four rows of black-
ened impellers, consisting of two groups of rows mutually perpendicular to attack angles and forming
a moving light trap. This ensures the attenuation of light energy by 2-107 times, which is especially im-
portant during the daytime. The weight of the submersible complex does not exceed 15 kg; it is designed
for autonomous power supply of 24 V.

Discreteness of the measurements during the “down” operation at a speed of 1.2 m-s™! was about 0.25 m.
To construct graphs of vertical profiles, the data were integrated up to 1 m. The method of collecting
and processing the data using the “Salpa-M” complex was previously described in details [21]. On processing
its data, profiles of bioluminescence, temperature, salinity, and conditional density of water were calculated.
Results of the measurements were processed and added to a database [13].

Simultaneously with measurements with the “Salpa-M” complex, phytoplankton samples were taken
using a bathometer. The fieldwork was carried out both at night (the period of maximum bioluminescence)
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and at daytime (the period of minimum bioluminescence). At each station, measurement with the “Salpa-M”
complex was carried out twice. During several cruises of RV “Professor Vodyanitsky”, 10 to 30 continuous
soundings were made by the “Salpa-M” complex at station No. 1.

Changes in sea surface temperature (hereinafter SST) in Sevastopol area were analyzed for 2008-2017
based on the analysis of remote sensing data. Under the conditions of a sea expedition, methodologi-
cal approaches described in this article were tested, which will be applied in the scientific researches
in the Antarctic region.

RESULTS

Mean annual SST values (°C) have a negative trend since 1982 reaching its minimum in 1987; then,
the period until 2017 is characterized by a significant positive trend (Fig. 2). Since trend lines were con-
structed by least squares calculation, the accuracy of the approximation was estimated by the coefficient
of determination. This graph clearly shows that during the period of ctenophores invasion in the area studied,
substantial warming of surface waters occurred.

16.51 R-squared = 0.682, F = 70.883, Fcrit =4.13, a = 0.05
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Fig. 2. Mean annual sea surface temperature values (°C) calculated for 1982-2017 with a spatial resolution
of 0.0417° in latitude and longitude. R-squared (R?) is the coefficient of determination; F is Fisher’s F-test;
Fecrit is the critical value of Fisher’s F-test for the data considered at the accepted confidence probability o [14]

Data analysis showed that in 1965-1966, two seasonal peaks of bioluminescence were ob-
served (Fig. 3A), which were associated with spring and autumn phytoplankton blooming [5]. In recent
years, global warming has changed this rhythm. Thus, in 2008-2012, the seasonal dynamics of biolumi-
nescence on Sevastopol coast was characterized by the appearance of additional peaks in the warm sea-
son, associated with the outbreaks of warm-water invader ctenophores — M. leidyi and B. ovata (Fig. 3A).
Under favorable conditions, abrupt outbreaks of B. ovata abundance are possible, often alternating with
recessions up to its complete disappearance (this, for example, is typical of North America coast [11]).
It resulted in significant imbalance in the seasonal dynamics of the coastal water bioluminescence near
Sevastopol.
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Fig. 3. A — seasonal dynamics of bioluminescence intensity; B — inter-annual dynamics of bioluminescence
(mean values are indicated by a blue line) and water temperature (red line) in Sevastopol coastal waters
in 55-m layer (1966, 2008-2012)

The inter-annual dynamics of temperature and bioluminescence (Fig. 3B, Table 1) was char-
acterized by the presence of a positive annual mean trend — an increase in mean values of wa-
ter temperature in 0-55-m layer from +12.11 °C (2008) to +12.89 °C (2010). The maximum
summer values of the mean temperature increased from +18.00 °C (August 2008) to +22.62 °C
(August 2011).

The peaks of bioluminescence (Fig. 3B) were observed in June 2008 (3594-1072 W.cm™.L™), in July
2009 (4200-102 W-cm™.L™), and in September 2009 (6029-107'2 W.cm™2.L™), as well as in spring and au-
tumn regularly due to phytoplankton blooming (Table 1).

The vertical structure of bioluminescence in all the seasons was determined by hydrological conditions,
especially thermocline layer location. Bioluminescence is mainly represented by a structure of two maxima
separated by a water column where bioluminescence is reduced. The upper stationary layer was almost
always observed at a depth of 0-6 m; the lower layer with a higher luminosity migrated within 15-64 m
and was located in thermocline area.

Mopckoii buonornueckuii xkypHan Marine Biological Journal 2020 vol. 5 no. 2



Influence of invader ctenophores on bioluminescence variability off the coast of Western Crimea 71

Table 1. Mean values of water temperature (T, °C) and bioluminescence (B, 10712 W.cm™2.L1) at station
No. 1 (I-XII indicate months January till December)

Year 1966 2008 2009 2010 2011 2012

Index T B T B T B T B T B T B
I 8.5 1094 9.3 8.62 929 | 10.16 | 1204 | 10.45 | 2048 8.35 42
I 7.7 781 7.7 859 8.38 | 2643 9.42 | 1326 8.5 691 7.29 17
I 7.7 703 7.7 352 7.9 1274 8.72 | 1233 8.07 544 7.94 68
v 8.7 1016 9.0 391 10.84 733 9.62 | 1801 8.92 850 9.58 618

v 10.2 3516 11.3 781 11.75 700 | 11.48 | 1754 | 12.04 | 1104 | 10.06 76
VI 11.3 3047 12.3 3594 | 17.03 371 16.81 974 | 11.27 412 | 11.88 249
viI 15.4 781 17.7 1172 | 14.9 1011 13.43 | 4200 | 12.89 772 | 13.46 248
VIII 17.2 703 18.0 195 | 14.91 1970 | 17.24 126 | 22.62 | 1534
IX 15.9 1094 17.0 469 | 16.62 | 6029 | 17.07 386 | 16.92 | 1898 13.71 1254
X 15.2 2344 16.2 781 19.36 675 16.81 | 2257 | 13.30 | 2410
XI 13.0 2574 13.3 5000 | 13.57 608 | 15.87 | 6545 11.37 | 2256
XII 9.8 2188 10.2 2813 | 12.00 900 | 12.00 | 4000 9.70 | 1304

Studies of the inter-annual dynamics of invader ctenophores abundance near Sevastopol
in 2009-2010 [1] showed that seasonal peaks for M. leidyi and B. ovata do not coincide (Fig. 3)
due to differences in diets of these species. Increase in B. ovata abundance leads to decrease in M. leidyi
abundance, which restores the number of luminous dinoflagellates. Recently it has been found out [20]
that even M. leidyi larvae and post-larvae are likely to consume significant amounts of microphyto-
and zooplankton including dinoflagellates, ciliated infusoria, and other flagellates.

B. ovata is the main consumer of M. leidyi in the Black Sea. Peaks of its seasonal abundance occur
at the end of summer, when M. leidyi biomass reaches its maximum value. After density of food resource
reduces, Beroe populations continue to persist due to a decrease in the mean body size of individuals [12].

Using the statistical analysis (Pearson’s correlation coefficient, ) on the data on invader ctenophore
abundance and bioluminescence dynamics showed that correlation between M. leidyi traits studied
and the bioluminescence is low (—0.49) (Figs 4, 5). Correlation between B. ovata traits studied and the bi-
oluminescence was assessed as strong (0.71). It can be concluded that in cases of r = —0.49, the increase
in M. leidyi biomass moderately affects the decrease in bioluminescence intensity. In cases of r = 0.71,
the increase in B. ovata biomass significantly affects the increase in bioluminescence intensity. Correla-
tion between these data was measured by the Chaddock scale. Criteria for evaluation were as follows:
0.1 < r < 0.3 (weak); 0.3 < r < 0.5 (moderate); 0.5 < r < 0.7 (noticeable); 0.7 < r < 0.9 (strong);
0.9 <r <1 (very strong).

DISCUSSION

Because of the global warming, intensive distribution and development of gelatinous plankton has oc-
curred in various marine areas of the world in recent decades. Significant secular trends of increasing air
temperature (by 0.4—0.8 °C per 100 years) are observed along Black Sea coast, which corresponds to global
warming estimates [9]. During the second half of the XX century, the recurrence of strong winds and up-
wellings decreased three times; a significant increase in precipitation and a decrease in evaporation were
observed [10 ; 14]. This created the conditions for the resettlement of invader species, which have radically
changed Black Sea ecosystem.
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Fig. 4. Inter-annual dynamics of Mnemiopsis leidyi and Beroe ovata abundance (A) and biomass (B) [1]
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In the Black Sea, warm-water ctenophores appeared about 40 years ago [17 ; 18], as well as in the Sea
of Azov [12] and the Caspian Sea [19]. Everywhere, M. leidyi invasion led to catastrophic changes
in marine ecosystems [23]. For a decade, due to the absence of natural predators, M. leidyi de-
velopment in the Black Sea was controlled only by temperature and food availability [7]. In 1997,
its consumer, new carnivorous ctenophore B. ovata, was firstly discovered in the Black Sea; in 1999
and 2000, Mnemiopsis population density began to decline rapidly due to Beroe mass development [22].
Before the invasion of this predatory ctenophore, Mnemiopsis had abundance peaks in warm sea-
son. Now, in the summertime, the second minimum of its abundance is formed, due to B. ovata
intensive development.

Till now, there are practically no studies on the effect of these invaders on the overall variability
of Black Sea bioluminescence. Prior to their invasion, the total luminosity of coastal waters was deter-
mined by seasonal peaks of dinoflagellates development [2 ; 3 ; 4 ; 5]. Invader ctenophores do not only
actively luminesce on their own, but also have a decisive influence on species composition and abundance
of other bioluminescents.

According to the results of the detailed study of the long-term variability of bioluminescence
in 2009-2012 in the research area [16], seawater luminescence in winter occurs due to the develop-
ment of microalgae Ceratium fusus Ehrenb., C. tripos Ehrenb., C. furca Ehrenb., Protoperidinium diver-
gens (Ehrenb.) Balech, P. crassipes (Kof.) Balech, P. pallidum (Ostenf.) Balech, P. depressum (Bailey),
and Balech oblongum (Auriv.) Parke & J. D. Dodge. The second peak of the development of microalgae,
Gonyaulax, Scrippsiella trochoidea (F. Stein), Scrippsiella Balech ex A. R. Loeblich III, 1965, and Lingulo-
dinium polyedrum (F. Stein) J. D. Dodge, was observed during the springtime. This study has shown that
the seasonal variability of total bioluminescence occurs in spring and autumn till now, as it was observed
in the 1970s. Meanwhile, now bioluminescence peaks are sometimes twice as high as they were 50 years ago.
It is likely that, in addition to microalgae contribution, in certain seasons of the year, the total area of lu-
minous water increases due to ctenophores bioluminescence contribution. The authors of the present study
very often register rapid increases of bioluminescence level in areas of ctenophores swarms in Sevastopol
coastal waters. However, the incompleteness of these data does not allow one to estimate direct ctenophores
contribution to the total water luminosity. On the other hand, ctenophores abundance is not comparable with
that of phytoplankton determining the total bioluminescence of coastal waters.

Thus, the results of this study showed that differences in food modes of ctenophores have a significant
impact on the seasonal dynamics of the bioluminescence of Black Sea coastal waters. The invasion of a new
predatory species has led to the emergence of a balance, that depends on the nature of regional climatic
and seasonal changes in the aquatic environment.

This work was carried out within the framework of government research assignments of IBSS “‘Superposition of phys-
ical, chemical, and biological processes in the formation of the quality of the marine environment and the functional
state of aquatic organisms in the Sea of Azov — Black Sea basin” (No. AAAA-A18-118020790154-2) and “Functional,
metabolic, and toxicological aspects of the existence of hydrobionts and their populations in biotopes with different
physical and chemical regimes” (No. AAAA-AI1S8-118021490093-4) and partly supported by the grant of the Rus-
sian Foundation for Basic Research (No. 18-45-920015). Method development was carried out within the frame-

work of the project “Comprehensive studies of the current state of the ecosystem of the Atlantic sector in the Antarctic”
(No. AAAA-A19-119100290162-0).
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Bo Btopoii nonoBuHe XX Beka MPOU3OILIM 3HAUMTEIbHbIE U3MEHEHUsI B KocucTeMe YEPHOro Mopsi.
Tak, 4MC/IO ITOPMOBBIX BETPOB U ANBEJIMHIOB YMEHBIIMIIOCh, OCA/IKU CTAIM OOUJIbHEE, CONEHOCTD MPH-
OpekKHBIX BOJ| CHU3MJIACH, TEMIIEpaTypa BOJAHBIX MacC MOBBICHIACh. KpoMe TOro, mpou3oIuIo BeeleHne
rpebHeBrKOB. B utore B koHie 1980-x rr. nenarnyeckast skocucrema YEPHOro Mopsi pe3Ko IepecTpou-
nack. JlaHHast paboTa OCHOBaHA Ha UCCIIEIOBAHUSIX, BHIMOJTHEHHBIX TP MOMOIIY AUCTAHIIMOHHOTO 30HIH-
poBanus B 1965-1966 u 2007-2012 rr. B paiione r. CeBacronois (3anagHbiidi Kpeiv). AHaIN3 CIyTHUKO-
BBIX JIaHHBIX 3a nocyieanue 20 JeT NoKa3al HaTUYue MOJIOKUTEIbHON TUHAMUKY TeMIIepaTyphl OBEPX-
HOCTHBIX BoJ1 B akBaTopuu CeBacromnois. B cepenune 1960-x rr. rogoBast JMHaMuKa OUOTIOMUHECTICHIIUT
XapaKkTeprU30BaJIaCh CE30HHBIMU MTUKAMH CBEYEHUs1 JMHO(HUTOBBIX MUKpPOBOAOpOCiel. B mocieanue ro-
Il 3TOT PUTM M3MEHWICS M3-3a BCEJICHUsI rpeOHEBUKOB. YBEIWUEHHe YMCIeHHOCTH Mnemiopsis leidyi
MIPUBOJIUT K YMEHBIIEHUIO OMOIOMUHECIIEHIINH CBETAIINXCSI MUKPOBOIOPOCIIEH, KOTOPBIX 3TOT rpedHe-
BUK ToTpebisieT. Beenenne u pasMHOkeHUe Beroe ovata o0yclOBUIIO pe3Koe YMeHbIIeHHe OUOMacChl
M. leidyi n, xak clieiIcTBUe, poCcT OUOTIOMUHECTICHIIUH.
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An increase in anthropogenic pressure on coastal water areas requires regular monitoring of marine
ecosystems. The appropriate bioindicators for indirect assessment of the quality of the near-shore en-
vironment are benthic diatom algae, which are a key element of coastal communities and are highly sen-
sitive to environmental impact. Changes in the development of diatoms under the influence of various
toxicants may be used as relevant tool for monitoring of marine environment quality. However, scien-
tific and methodological approaches to application of benthic diatom algae as test objects remain unstud-
ied. One of the important methodological problems is the assessment of the significance of the samples
in experimental vessels when counting cells abundance at different stages of toxicological test. The study
is focused on assessment of the statistical significance of the equality of the initial mean number of cells
of clonal culture inoculum placed into each of the replicates, as well as the statistical uniformity of cell
distribution over the entire bottom area of Petri dishes. We used clonal cultures of three benthic diatom
species belonging to different classes of Bacillariophyta: Thalassiosira excentrica Cleve, 1903 (Coscin-
odiscophycea), Ardissonea crystallina (C. Agardh) Grunow, 1880 (Fragilariophyceae), and Pleurosigma
aestuarii (Bréb. in Kiitz.) W. Smith, 1853 (Bacillariophyceae). They significantly differ in valve mor-
phology and life history (floating in water mass, attached to substrate, and motile). The results of statis-
tical comparison of cell number variability in the experiment for all studied species confirmed the ab-
sence of significant differences between the mean values of the tested parameter at a standard signif-
icance level (0.05). It was shown that despite specific differences in cell growth rate during the exper-
iment, the variability in cell number in the microscope viewing fields varies irregularly. The highest
value of the variability coefficient was observed on the 5" day for the small-sized species 7. excentrica
(Cv =42...55 %), and the lowest variability — for the large-cell species A. crystallina (Cv = 27...31 %).
The absence of significant differences in cell number between three replicates (for each species) was
established both during the initial placing of inoculum into the dishes and on the following days of the ex-
periment. The conclusion is applicable for each of diatom species studied, which allows to consider all
replicates as subsamples of the replicate sample and to average the results obtained at different stages
of the toxicological experiment. The uniformity of cell distribution throughout experimental dishes bot-
tom, which does not depend on species and absolute cell number, was statistically proven. The results
obtained allow to statistically reliably estimate the changes in cell number at different stages of tox-
icological experiment according to replicate sampling, based on cell counting in a limited number
of viewing fields.

Keywords: toxicological experiment, methodology, statistical estimation, Bacillariophyta, Thalassiosira
excentrica, Ardissonea crystallina, Pleurosigma aestuarii, Black Sea
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Due to the significant anthropogenic pressure on the Black Sea, which is especially evident in coastal
waters off the coast of Crimea, it is necessary to monitor changes in the state of planktonic and benthic
communities. As one of the most appropriate objects for bioassay and bioindication, planktonic microalgae
are widely used, and there are numerous methodological developments for their applying [3 ;8 ; 12 ; 19].

Extensive literature on the effect of different toxicants on microalgae is mainly devoted to Chloro-
phyta [10] and Cryptophyta [17 ; 25], while the contribution of these phyla (they include 23 and 2 species,
respectively) to Black Sea benthic microalgae cenoses is quite insignificant, in contrast to the contribution
of the phylum Bacillariophyta (1094 species and intraspecific taxa) [13], representatives of which bring up
99 % of the abundance and biomass in the World Ocean microphytobenthos [29]. The fact mentioned above
indicates an insufficient level of knowledge for obtaining a comprehensive data of the effect of toxicants
on microphytobenthos communities.

Many mass benthic diatom species (Bacillariophyta), being important structural components of ma-
rine ecosystems, are characterized by development only within the certain microbiotopes and high sensitiv-
ity to the influence of adverse environmental factors [14]. This allows to apply benthic diatoms as ap-
propriate test objects, and the changes in their physiological parameters (specific growth rate, mortal-
ity, and chloroplast state) under the impact of different pollutants can be a convenient tool for indirect
assessment of environmental quality [3; 10; 12 ; 18 ;24 ;25 ; 27].

Within the tasks of hydrobiological monitoring of coastal water areas, the use of benthic diatoms
as test objects is a poorly developed scientific and methodological problem [9 ; 23]. Its solution allows
to obtain new experimental data on the tolerance ranges of various marine diatom species when exposed
to model toxicants (copper sulfate, synthetic surfactants, pesticides, etc.) during subacute and chronic
experiments [1 ; 10 ; 11 ; 24 ; 25]. In addition, it becomes possible to solve a number of issues
of a methodological nature, which affects the reliability of conclusions based on the results of toxicological
tests [19].

One of the main methodological problems is to check the significance of sample assessment when
counting cell number in experimental vessels (in our case, Petri dishes) at different stages of a multi-day
toxicological experiment. The accuracy of results may be affected by the uneven number of cells initially
contained in the inoculum aliquot (1 ml) input in Petri dishes at the beginning of each experiment, as well
as by possible uneven cell distribution on dishes bottom in the following days of exposure.

Due to small size and high abundance of diatom algae, direct total cell counting in each dish at different
stages of experiment is hardly possible. Therefore, cell number is counted under a microscope in a cer-
tain number of discrete viewing fields of known area, and then the numerical data obtained are recounted
for the entire bottom area of experimental vessel. In case of such indirect counting of the total cell num-
ber in dishes, the final results can vary greatly, which can lead to distortion of conclusion about the degree
of toxicant impact on cell number changes. These difficulties determined the need for special method-
ological study, the results of which can be used to optimize the carrying out of toxicological experiments
on benthic diatoms and to provide reliable conclusion when interpreting the quantitative data obtained.

The purpose of the work carried out using clonal cultures of three benthic diatom species is to verify
the validity of the following methodological hypotheses based on an assessment of the statistical significance
of the results obtained:

1) the mean number of clonal culture inoculum cells, input into each Petri dish at the beginning of the exper-
iment, should be approximately equal, i. e. the initial cell numbers in each of three replicates, that are put
in each line, should not statistically differ from each other;
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2) cell distribution in each dish, controlled during repeated counting in viewing fields over the entire bottom
area, is relatively uniform, i. e. there is no statistically significant spatial heterogeneity in cell numbers
in vitro.

The possible aggregation of cell distribution when counting a certain number of viewing fields (their sum
area is not more than 4-5 % of Petri dish total bottom area), when recounting on experimental vessel entire
bottom area, can lead to a significant overestimation (or underestimation) of the total cell number. Thus,
such results may distort the conclusion concerning the degree of impact of different toxicant concentrations
as well as the time of exposure on the total changes in cell numbers.

MATERIAL AND METHODS

Research objects. To assess microalgae distribution in experimental vessels, three benthic diatom
species were used: Thalassiosira excentrica Cleve, 1903 (Coscinodiscophycea), Ardissonea crystallina
(C. Agardh) Grunow, 1880 (Fragilariophyceae), and Pleurosigma aestuarii (Bréb. in Kiitz.) W. Smith, 1853
(Bacillariophyceae). The choice of species was based on the following reasons: 1) significant differences
in valve morphology (diskoid, linear, and sigmoid); 2) different life history (planktonic — floating in wa-
ter mass, benthic — attached to substrate, and motile — moving on substrate); 3) ability to form colonies;
4) species-specific rate of reproduction, and therefore, the presumably different nature of cell distribution
on dishes bottom, as well as growth rate of cell numbers during a long-term experiment; 5) affiliation
with three different taxonomic classes of Bacillariophyta (according to taxonomic system [28]). A compar-
ative statistical assessment of cell distribution features, having cardinal differences in life history, allows
us to verify the reliability of results when conducting further toxicological experiments using representatives
of different classes of Bacillariophyta.

According to the results of molecular genetic studies and experiments on sexual reproduction, the sys-
tematic position of A. crystallina, previously transferred from the class Fragilariophyceae to Coscinodisco-
phycea, is questioned. It is assumed that Ardissonea (and other representatives of Toxariales) can represent
a unique evolutionary group isolated from the pennate diatoms [22]. Taking into account the fact that this
species is more similar to Fragilariophyceae in terms of its valve outline and ability to form bundle-shaped
colonies attached to substrate, we consider A. crystallina as belonging to this class for the purposes of our
experiment.

Selected diatom algae species were isolated into clone lines by micropipetting and 7-fold single cell
washing under MBS-10 binocular at magnification x40 [2 ;5 ; 18].

Thalassiosira excentrica strain was isolated from microphytobenthos of soft substrate, sampled in Laspi
Bay in September 2017 at a 9-meter depth. The species is marine, bento-planktonic, and able to float in water
column or dip to bottom. It is characterized by high abundance in Black Sea sublittoral zone. Cells form
chain-shaped colonies of 4-6 individuals connected by a thin transparent filament [13 ; 15]. The valves
are flat-cylindrical; disk diameter is of 25 um’; height is of 3 um (Fig. 1A, D).

Ardissonea crystallina strain was isolated from phytoperiphyton of artificial substrate, sampled
in Kazach’ya Bay in April 2018 at a 5-meter depth. The species is marine, benthic, often found
in coastal areas. Cells attach to substrate, forming bundle-shaped colonies of 4-30 individuals [4 ; 13].
Valves are narrowly linear; length is of 410 wm; width is of 18 um (Fig. 1B, E).

“Hereinafter, cell sizes are indicated as they were at the beginning of the experiment.
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Pleurosigma aestuarii strain was isolated from microphytobenthos of rocky substrate, sampled
from Cape Aya in July 2018 at a 3-meter depth. The species is marine, benthic, often found
in the Black Sea sublittoral zone. Cells are single, motile; they quickly move along substrate sur-
face [13 ; 16]. Valves are narrow-lanceolate, sigmoid curved at the ends; length is of 135 um; width
is of 22 um (Fig. 1C, F).

Fig. 1. Benthic diatoms used in experiment: A, D — Thalassiosira excentrica; B, E — Ardissonea crystal-
lina; C, F — Pleurosigma aestuarii. Light microscope — A, B, C (scale bar = 10 um); scanning electronic
microscope — D (scale bar = 5 um), E (scale bar = 50 um), F (scale bar = 20 um)

Cultural media maintenance. Clonal cultures were maintained in natural seawater media by Gold-
berg [7 ; 21] modified for the cultivation of marine benthic diatoms, at a constant temperature of (22 +2) °C
in ambient light on the north window of IBSS laboratory. To prepare the medium, seawater was
taken in a 12-mile off-coast zone and filtered through a 0.45-um filter, then pasteurized three times
at a temperature of +75 °C and enriched with nutrients according to the protocol (Table 1).

Experiment design. Possible discrepancies between three replicates in mean cell number in each Petri
dish after 1 day and 5 days of exposure were assessed in an experiment with clonal cultures of three di-
atom species. For each species, the experiment was carried out using modified natural seawater media
by Goldberg, without adding a toxicant. Totally, 30 ml of natural medium and 1 ml of clonal culture inocu-
lum were added to each dish (inner diameter of 85 mm; bottom area about 5700 mm?); then the contents
were thoroughly mixed, and the dish was sealed with Parafilm film to prevent medium evaporation.
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Table 1. Recipes for modified natural seawater media by Goldberg

No.' Substance Amount of substance Quantity of solution used
of solution per 100 ml of dH,0 per 1 L of seawater, ml

1 KNO; 10.1g 2.0

2 NaH,PO,x2H,0 1421 ¢ 0.5

3 MnCl,x4H,0 0.01979 g 10
CoCl,x6H,0 0.02379 g

4 Na,EDTAx2H,0 0244 ¢ 10
FeCl;x6H,0 0.144 ¢

5 FeNH,-citrate 0072 ¢g 0.5

6 Na,Si0;x5H,0 15¢g 2.0

7 Thiamine (vitamin B;) 0.05 mg 0.5

8 Cyanocobalamin (vitamin B,,) 0.5 mg 5.0

To control distribution uniformity of random viewing fields over the entire area, dish bottom was divided
by lines into 8 equal parts (Fig. 2). Within the boundaries of each sector, photographies of 8-9 viewing
fields were carried out. Viewing fields were selected randomly over the whole bottom area; so, 64—72 fields
were taken into account in each dish. Microphotography was carried out under Carl Zeiss Axiostar Plus
light microscope with an Achroplan x10 lens using Canon PowerShot A640 digital camera (IBSS RAS,
Sevastopol) and under JEOL JSM-6390LA scanning electron microscope (Komarov Botanical Insti-
tute RAS core facility, Saint Petersburg). Taxonomic identification was carried out according to species
guides [6 ; 15 ;16 ; 26].

Fig. 2. Estimation of distribution heterogeneity of random viewing fields over the entire Petri dish bottom
area in the experiment

Cell counting was performed using photographs of each sector. The area of one viewing field was about
4.0 mm>, i e. during the viewing, 4.5-4.9 % of bottom area of each dish was counted. Further, when
assessing distribution uniformity of diatom cells over dish bottom at different stages of the experiment,
the mean values of cell number in viewing fields in 4 sectors of dish bottom (A, B, C, and D) were com-
pared, and the previously obtained calculation data for viewing fields from 8 adjacent parts were combined
inpairs: 1 +2,3+4,5+ 6, and 7 + 8. These methodical features were related to the fact that the absolute
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variation in cell number, when comparing individual viewing fields even within one of 8 sectors, could be
significant, especially on the 5™ day of exposure. For example, for A. crystallina the range of variation was
16+41 cells, for T. excentrica — 11+48, for P. aestuarii — 36+-91. The coefficient of variation, when counting
cell numbers in individual sectors separated by lines, could also reach 70-78 %. When making comparative
estimation for 4 sectors (A—D) with combined data from adjacent parts of dishes bottom, the variability
indexes of cell number (variance and standard error) were significantly lower due to taking into account
the doubled number of measurements for each replicate. To assess discrepancy degree between the repli-
cates (dishes), the statistical significance of pairwise differences in mean cell number was counted both
between 4 sectors of the same dish (i. e. the degree of cell aggregation within the bottom of one dish was
assessed) and between sectors belonging to different dishes.

Since these diatom species are characterized by different growth rates of cell number during the ex-
periment, for the correct assessment of statistical differences by the mean number, the relative cell growth
rate (V) for all studied species was calculated using the formula [19 ; 20]:

V= (N(t+At) - Nt) / (At ) Nt) )

where N, is the mean cell number in a culture in a Petri dish at time t (the 1% day of the experiment);
Nt+ar) 18 the mean cell number in a culture at time t+At (the 5" day of the experiment);
At is the period of exposure (four days).

Statistical data processing. Statistical processing of the experimental results was carried out
using standard routines of parametric and rank analysis included in the statistical analysis platform
“SigmaPlot 12.5” [30].

Normality of cell distribution mode in the sample (cell number in 64—72 viewing fields in each Petri
dish) was estimated according to Shapiro — Wilk or Kolmogorov — Smirnov criterion with preliminary
data testing and exclusion from calculations of sharply differed values in each sample estimated by quintile
method. Such aggregations with an abnormally high cell abundance are not the result of a natural increase
in their number during the experiment, but occur sometimes either as a result of the initial placing into
the Petri dish of inoculum, which already contains cell aggregation linked by polysaccharides, or as a result
of fluctuations of dish contents while photographing.

Comparison of variances for 3 and more independent subsamples was carried out using the Fisher crite-
rion (ANOVA), as well as the Kruskal — Wallis test by ranks (in case of the non-normal distribution mode)
for significance level P = 0.05. The following comparison of the statistical significance of differences
in mean feature values (mean cell number in random viewing fields in 4 sectors of dishes taking into ac-
count various exposure stages) was performed using Student’s z-test (in case of normality of the distribution
mode in samples and the equality of variances). To compare independent samples, in which the distribu-
tion mode differed from the normal one, non-parametric Holm — Sidék test (for samples equal in amount)
and Dunn’s test (when different-sized samples were compared) were applied [30].

RESULTS AND DISCUSSION

The results of the analysis showed that the variability of data, when counting cell number in viewing
fields, can significantly differ both when comparing different species and in one species but at different
exposure stages (Table 2).
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Table 2. Variation characteristics for three benthic diatom species reflecting the changes in mean cell number
in Petri dishes (3 replicates) on the 1% and 5™ days of the experiment

Species Replicate The 1% day The 5% day

n N = SE Cv, % n N = SE Cv, %

| 65 6.16 £0.41 51.3 63 22.70 £0.82 314

Ardissonea crystallina I 63 6.82+0.41 44.8 62 24.71 £0.90 32.2
11 62 6.79 £ 0.42 46.2 68 24.65%0.76 26.7

I 63 9.19+£0.39 34.1 63 20.68 £ 1.42 54.6

Thallassiosira excentrica I 64 9.67 £0.44 37.3 63 2091+ 1.21 46.1
I 62 11.45+£041 28.3 62 24.00 £ 1.26 41.6

I 65 17.37 £0.38 29.6 72 63.44 £ 1.37 22.3

Pleurosigma aestuarii II 67 18.55 £0.54 24.0 72 60.78 £ 1.71 23.9
I 72 19.79 £ 0.52 22.8 72 61.83 £ 1.80 24.7

Note: n — total number of examined viewing fields in each Petri dish minus the sharply distinguished values (statistical
outliers); N = SE — mean cells number * sampling standard error; Cv — coefficient of variation.

Possible statistical differences in distribution pattern of diatom cells on dish bottom at different stages
of the experiment could be caused by the fact that on the 1% day cell distribution was mainly determined
by thorough mechanical mixing of the inoculum before and after placing it into a dish, which theoretically
caused a more uniform cell distribution in viewing fields. On the 5" day of exposure, distribution pattern
of diatom cells on dish bottom could be mainly determined by individual motility of cells and by ten-
dency to attach to substrate and to form aggregations or to soar passively in the cultural medium. The fac-
tors mentioned above could influence the non-uniformity of values when counting cell numbers in random
viewing fields.

The highest coefficient of variation was observed in A. crystallina samples on the 1* day of the experi-
ment (45-51 %), as well as in T. excentrica samples on the 5" day (42—54 %), although the mean cell number
in viewing fields of these species differed by 3.5 times. The high variability of the data could be caused
by distribution heterogeneity of these species, when along with single cells in viewing fields there are ag-
gregations, in which cells are bound by polysaccharide secretions (7. excentrica) or form bundle-shaped
colonies (A. crystallina) attached to dish bottom at single point. Thereby, P. aestuarii samples in viewing
field are characterized by minimal variability (23-29 %) in terms of abundance, regardless of exposure
stage, which was explained by cell motility of this species that freely move throughout dish bottom during
the experiment and do not concentrate in one point.

The results of analysis for studied diatom species showed that the variances between the sam-
ples did not differ statistically, when comparing three replicates: the probability (P) of the accepting
the null-hypothesis is much higher than the critical one (0.05) and ranges 0.27-0.49 on the 1% day
and 0.16-0.47 on the 5™ day. The results of a pairwise comparison of the mean values of cell num-
ber in each Petri dish (comparison between replicates) at different stages of the experiment are shown
in Table 3.

For A. crystallina, all pairwise differences in the mean cell number between replicates on both the 1%
and 5™ days of exposure were insignificant (P, >> 0.05).

For T. excentrica, on the 1% day, significant differences in the mean cell number in viewing fields were
identified between pairs of replicates I —IIl and I - III (P,,,, < 0.003). The differences were unreliable when
comparing the pair I - II (P,,, = 0.416). On the 5™ day, there were no significant differences in the mean
cell number values between all pairs of replicates.
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Table 3. Results of testing the differences between the mean cell numbers in Petri dishes under pairwise
comparison of three replicates for diatom species at different stages of experiment

. Pair Mean value Mean value
Species ) P P
of replicates (the 1* day) (the 5™ day)
- 6.16 6.82 0.252 22.70 24.71 0.090
Ardissonea crystallina I-1II 6.16 6.79 0.283 22.70 24.65 0.092
I - 111 6.82 6.79 0.951 24.71 24.65 0.747
I-1I 9.19 9.67 0.416 20.68 20.91 0.906
Thallassiosira excentrica I-1II 9.19 11.45 0.000 20.68 24.00 0.084
1T -1 9.67 11.45 0.003 20.91 24.00 0.080
I-1I 17.37 18.55 0.163 63.44 60.78 0.077
Pleurosigma aestuarii I-1II 17.37 19.79 0.001 63.44 61.83 0.200
II-1I1 18.55 19.79 0.135 60.78 61.83 0.671

Note: P — probability of acceptance of the null-hypothesis that there are no differences between the mean values of cell
number in samples compared (P, = 0.05). Statistically significantly different results are indicated in bold.

For P. aestuarii, on the 1% day, there were no reliable mean differences under the pairwise comparison
between replicates I — II and II — III. Only when comparing the pair I — III, the differences in mean cell
number values were reliable (P,,,, < 0.001). On the 5" day, there were no significant differences in mean
cell number values when comparing all replicates (P,,, > 0.05).

The rate of relative increase in cell number was in average higher in P. aestuarii (0.59) and T. excen-
trica (0.40), than in A. crystallina (0.37), which could affect the variability indexes, although the resulting
differences in cell number between replicates of the experiment turned out to be not significant for both
species (see Table 3).

Thus, it can be assumed that the variability range of the mean cell number for each species in different
replicates in most cases does not exceed the statistical error. This fact gives reason to consider all replicates
(random subsamples of cells) as corresponding to one initially taken sample (inoculum of each species cells)
with a similar degree of variability.

The results of assessment of cell number distribution uniformity in 4 sectors of Petri dishes bottom
showed the following.

The 1* day. For all diatom species studied, there were no statistically significant differences (P >> 0.05)
between the mean values of parameter (cell number in 16—18 viewing fields) at pairwise comparison
of 12 sectors, i. e. three replicates (4 sectors in each dish — A, B, C, and D). Consequently, at the initial stage
of experiment, cell distribution over dishes bottom was statistically uniform, and there were no noticeable
differences between dishes in the results of counting the total cell number by the mean values from selected
viewing fields.

The 5" day. Considering that the distribution of cell number in samples in many sectors differs
from the normal one (Kolmogorov — Smirnov test: 0.125-0.210) and has significantly different variances,
the testing of significance of possible differences between dish sectors was carried out using rank criteria
(Kruskal — Wallis test).

Ardissonea crystallina. The results of 66 pairwise rank comparisons of the mean cell number values
in each sector of Petri dish bottom showed the absence of statistically significant differences (P,,, = 0.067)
both between sectors of the bottom of one dish and between dishes (replicates).
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Thallassiosira excentrica. The results of 66 pairwise rank comparisons of the mean cell number values
in each sector indicate the absence of statistically significant differences (P,,, = 0.071) both between sectors
of the bottom of one dish and between dishes.

Pleurosigma aestuarii. In all 66 pairwise rank comparisons of 12 sectors from three replicates, only
in pairs of sectors where the data from 1D sector were considered (1D vs 2A; 1D vs 2B; 1D vs 3B),
the differences in the mean cell number values were significant (Pexp was of 0.001, 0.003, and 0.008,
respectively). For the other pairwise rank comparisons of the mean values, performed by the Dunn’s
test, differences between sectors were not significant (P,,, > 0.05). In case of exclusion of sector 1D
(the only one with abnormally high cell number in the viewing fields) from the analysis, no statistically
significant differences were identified both between sectors of the bottom of one dish and between dishes
(P, =0.272).

The data obtained confirm statistical uniformity of cell distribution pattern of benthic diatoms through
bottom of experimental vessels even in case when not more than 5 % of dish bottom area is considered
by direct visual counting. The results remain valid regardless of microalgae species used, their morphological
structure, and life history, as well as differences in the values of their absolute number in dishes at different
stages of experiment.

Conclusion. The results of statistical comparison of degree of variation in cell number in experimental
dishes of three marine benthic diatom species belonging to three different classes of Bacillariophyta (Tha-
lassiosira excentrica, Ardissonea crystallina, and Pleurosigma aestuarii) confirmed that overwhelmingly there
were no statistically significant differences between the mean values of the studied parameter at standard
significance level (0.05). It was shown that despite species-specific differences in cell number growth rate
during the experiment, the variability of parameter varied irregularly. After a 5-day exposure, the high-
est variability coefficient in cell number in viewing fields (Cv = 42...55 %) was observed for the bento-
planktonic small-sized species T. excentrica, mainly soaring in water mass, and the lowest (Cv =27...31 %)
was noted for large-cell species A. crystallina, that attaches to dish bottom.

It was found that the counted mean diatom cell number did not differ significantly between three repli-
cates both on the 1% day, after the initial placing of inoculum into the dishes, and at the final stage of experi-
ment. The conclusion is valid for all studied diatom species used as test objects, and this allows us to consider
all replicates as subsamples of one sample and to average the results obtained on them at different stages
of toxicological experiments.

Cell distribution uniformity within experimental dishes bottom was statistically proven (even when
counting not more than 5 % of bottom area). The uniformity of distribution pattern is not species-specific
and does not depend on the absolute number of diatom cells in the dishes. The results obtained make it pos-
sible to statistically reliably assess the changes in cell number of studied species at different stages of tox-
icological experiment according to replicate samples, obtained on the base of cell counting in a limited
number of viewing fields.

This work was carried out within the framework of government research assignment of IBSS “Patterns of formation
and anthropogenic transformation of biodiversity and biological resources of the Sea of Azov — the Black Sea basin
and other parts of the World Ocean” (No. AAAA-A18-118020890074-2).
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OIEHKA HEO/JTHOPO/JJHOCTH PACIIPEJIEJIEHUA KJIETOK
NP TOKCUROJIOI'NMYECKUX 9KCIIEPUMEHTAX
C KJIOHOBBIMHU KVYJIbTYPAMHU BEHTOCHBIX TMATOMOBBIX BOJTOPOCJIEN

A. H. Iletpos, E. JI. HeBpoBa

denepaabHBIA HCCTeAoBaTeIbCKIN 1IeHTp «HCTUTYT OGrosiornu 10xHbX Mopel umeHn A. O. KoBaneBckoro PAH»,
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VBesMueHre aHTPOTIOTEHHOUM HArpy3KU Ha MPUOPEXHbIe aKBATOPUH TpeOyeT MOCTOSHHOIO OTCJIekKUBa-
HUSI COCTOSIHUSI UX SKOCUCTEM. YJOOHBIMM OMOWHIUKATOPAMMU JIJISI OMIOCPEIOBAHHON OIIEHKU KauecTBa
MOPCKOH Cpefibl CJIyKaT JOHHBIE AUATOMOBBIE BOJOPOCIIH, SIBJISIOIIMECS KJIIOUEBHIM 3BEHOM MOPCKHX
MPUOPEKHBIX COOOIIECTB M 00J1aJAI0IINE BHICOKON YyBCTBUTEILHOCTBIO K BJIMSTHHIO 9KOJIOTMYECKUX (hak-
TOpOB. V3MeHeHue Moka3aTenieil pa3BUTUS MUKPOBOAOPOCIEH MMOJ BO3JEHCTBUEM PA3JIMYHBIX TOKCH-
KaHTOB MOXeT ObITh MOIXOASAIIMM MHCTPYMEHTOM MPU MOHMTOPHHIE KauyecTBa MOPCKOM Cpefibl, OTHA-
KO Hay4YHO-METOANYECKHE MOAXO/IBI UCIIOIB30BaHNsT OEHTOCHBIX IUATOMOBBIX KaK TeCT-O0BEKTOB OCTa-
I0TCSl HEJIOCTATOUYHO pa3padoraHHbiMH. OJHOW M3 BaXKHBIX MPOOJIEM SIBJISIETCS OLIEHKA JIOCTOBEPHO-
CTU BBIOOPOK TpM MOJACUETEe OOWIIMS KJIETOK B COCY/IaX Ha pa3HbIX ITANax TOKCHKOJOIMYECKOTO SKC-
nepumenTa. Lleab paboThl — MPOBECTH CTATHCTHYECKYIO OLIEHKY JOCTOBEPHOCTH PAaBEHCTBA CPEIHErO
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WICXOIHOTO YHCJIa KJIETOK MHOKYJISATA KIIOHOBOH KYJIBTYPbl, BHOCUMOTO B KaX/yI0 U3 IOBTOPHOCTEH, a TaK-
e JOCTOBEPHOCTH PaBHOMEPHOIO paclipelelsieH!st KJIETOK Mo Bcell momaau aHa vamek [lerpu. Uc-
TOJIb30BaHbl KJIOHOBBIE KYJIBTYpPBl TPEX BUIOB OEHTOCHBIX NUATOMOBBIX Bojopocieil — Thalassiosira
excentrica Cleve, 1903 (Coscinodiscophycea), Ardissonea crystallina (C. Agardh) Grunow, 1880
(Fragilariophyceae) u Pleurosigma aestuarii (Bréb. in Kiitz.) W. Smith, 1853 (Bacillariophyceae). 91u Bu-
JIbI OTHOCATCS K pa3HbIM KJtaccam Bacillariophyta n 3HaunTebHO pa3nudaiotcs o MopgoIorun MaHuMpst
1 00pa3y Ku3HH (Mapsiiiye B BOJHOM Macce, IPUKPEILIEHHbIE, MOABMKHbIE). CTaTUCTUYECKOE CPaBHEHUE
BapHATHBHOCTH YKCJIa KJIETOK B 9KCIIEPUMEHTE TIOATBEPANIIO OTCYTCTBUE JOCTOBEPHBIX PA3TIMUNA MEKIY
CpeTHUMH 3HAYEHUSIMU HCCIIe[yeMOro fapaMeTpa y BCeX BUIOB MPU CTAHIAPTHOM ypOBHE 3HAUMMOCTH
(0,05). [lokazaHo, 4yTO, HECMOTPSI HA BUAOCTIEHU(PUUECKUE OTIMYMS B TEMIIE MPUPAIICHUS YHCIA KIETOK,
BAapUATHUBHOCTh YUCNA KJIETOK B MOJISIX 3PEHUsI MUKPOCKOIIA B XO/I€ SKCIIEPUMEHTa MEHSIEeTCS] He3aKOHO-
MepHo. Hanbonblnass BapuaTMBHOCTh OTMEUeHa Ha S5-€ CYyTKHM y MelKopasMepHoro Buna 1. excentrica
(Cv=42...55 %), a HauMeHbIasi — y KPYIMHOKJIETOUHOTO BHaa A. crystallina (Cv = 27...31 %). Ycra-
HOBJICHO OTCYTCTBHE IOCTOBEPHBIX Pa3IMUUi B YMCIEHHOCTH KJIETOK MEXIy TpeMs MOBTOPHOCTSIMH
(IU1s KaK/I0TO M3 BUJOB) KaK TIPH UCXOJJHOM BHECEHUM WHOKYJISTA B YaIlKH, TaK M B MOCJIEYIONIHE THU
orbITa. BEIBOI CIipaBesIMB Ui KaXJOr0 U3 M3YUYEHHBIX BUIOB JUATOMOBBIX, UTO IO3BOJISIET PacCMaT-
pHBaTh BCE MOBTOPHOCTH KaK BBIOOPKU OJHON COBOKYITHOCTU U OCPEIHSITh PE3YJIbTaThl, TIOTyUSHHBIE
HA Pa3HBIX CTAIUSAX TOKCUKOJIOTHYECKOTO IKcriepuMeHTa. CTaTUCTUIECKH JOKa3aHA pABHOMEPHOCTD pac-
npeesieHns KJIETOK IO IHY SKCIIEPUMEHTAIBHBIX YallleK, KOTOpasi He 3aBUCUT OT BUJOBOU MpPUHAJITICK-
HOCTH KJIETOK U X aOCOJTIOTHOM YUCJICHHOCTU. Pe3ysIbTaThl MO3BOJISAIOT HA/IEKHO OIIEHUBATh N3MEHEHMUS
YHCIEHHOCTH KJIETOK TECTHPYEMBIX BUIOB JHATOMOBBIX BOAOPOCIIEH HAa pa3sHBIX dTamax SKCIepUMeHTa
0 BBIOOpKaM, ITOJyYeHHBIM Ha OCHOBE TO/ICUETA KJIETOK B OTPAaHMUYSHHOM YHCIIE TTOJIel 3peHUsI.

KiaoueBble cJOBa: TOKCHKOJIOTWYECKMM 3SKCIIEPUMEHT, METOIWMKA, CTAaTUCTHYECKas OIeHKa,
Bacillariophyta, Thalassiosira excentrica, Ardissonea crystallina, Pleurosigma aestuarii, YépHoe Mmope
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The topic of interactions between plastic and natural communities is now more relevant than ever before.
Gradual accumulation of artificial polymer products and their fragments in the natural environment has
reached a level at which it is already impossible to ignore the affect of these materials on living organisms.
First and foremost, microorganism colonies inhabiting different biotopes, both aquatic and terrestrial,
have been affected. These species are at the front-end of interaction with plastic, including those present
in marine ecosystems. Nevertheless, in order to understand these processes, it is necessary to take into ac-
count several aspects of such interactions: the impact of different types of plastic on microbial community
through the release of their decomposed products into the environment, the forms of plastic usage by mi-
croorganisms themselves, including mechanisms for surface colonization, as well as possible biodegrada-
tion processes of polymers due to the actions of microorganisms. At the same time, types of plastic may dif-
fer not only in mechanical strength, but also in their resistance to biodegradation caused by microorganisms.
Experiments with surface colonization of types of plastic, which are different in composition and mechan-
ical strength, provide a wide range of results that are not just relevant for understanding modern natural
processes involving plastic: these results are also important for application in certain areas of technology
development (for example, when creating composite materials). In particular, researches into the forms
and mechanisms of sustainable colonization of particularly strong polymers by diatoms from natural com-
munities are of great interest. Due to the fouling of surface of particularly strong synthetic polymers by di-
atoms, it is possible to form a single diatom-polymeric composite with general properties being already
substantially different from those of the polymer itself. For example, when a polymer is fouled with di-
atoms that are firmly held on its surface due to physiological mechanisms that ensure their reliable fixation,
total surface area of the composite increases by 2—3 orders of magnitude compared with this of bare poly-
mer. Such composites and their properties are formed due to mechanisms of substrate colonization used
by diatoms from natural marine cenoses — during the transfer of these mechanisms to a new material
being prospective for diatom settlement. The practical applications of these composites lie in the sphere
of heat and sound insulation, as well as in the field of creating prosthetic tissues for bone operations.
In our experiments, we tracked the sequence of development of a stable composite when diatoms colo-
nized the surface of samples of a particularly strong synthetic polymer being resistant to corrosion. In this
case, the sample population process took place on the basis of colonies formed in accumulative cultures
from the natural marine environment. Samples of ultra-high molecular weight polyethylene (UHMWPE)

88


https://doi.org/10.21072/mbj.2020.05.2.08
https://ocean.ru/en/
https://www.skoltech.ru/en/
http://www.ox.ac.uk/
https://www.msu.ru/en/
https://en.misis.ru/
mailto:fil_aralsky@mail.ru

Features of formation of colonial settlements of marine benthic diatoms. .. 89

with a smooth and porous surface structure (with an open cell, bulk porosity up to 80 %) were colonized
by diatoms Karayevia amoena (Hust.) Bukht., 2006, Halamphora coffeaeformis (C. Agardh) Levkov,
2009, and Halamphora cymbifera (W. Greg.) Levkov, 2009. These laboratory experiments lasted for three
weeks. Accumulative microphyte cultures, on the basis of which the experiments were conducted, were
obtained from the Baltic Sea (Baltiysk area, Russia) and the Arabian Sea (Mumbai area, India). The types
and stages of development of colonial settlements on various elements of the frontal surface microrelief
and in the underlying caverns were studied using a scanning electron microscope on samples subjected
to stepwise thermal drying. Individual cells of K. amoena, H. coffeaeformis, and H. cymbifera, their chain-
like aggregates, and outstretched colonial settlements occupied varying in degree non-homogeneous mi-
crorelief surface elements, forming structures with a thickness of 1-2 layers with an average settlement
height of 1-1.3 single specimen height. K. amoena cells were tightly fixed to the polymer substrate using
the pore apparatus of the flap of the frustule. Observations using scanning electron microscope revealed
shell imprints on the substrate, which were signs of a polymer substrate introduction into hypotheca are-
oles. The spread mechanisms of diatoms of three mentioned species on various elements of UHMWPE
surface were explored, as well as the formation of the characteristic elements of colonial settlements, in-
cluding for K. amoena — consecutively in the form of “pots” and spheres, by means of interaction with
polymer surface and its extension with the increase in the number of tightly attached cells in the colonial
settlement.

Keywords: diatoms, diatom algae, Bacillariophyta, plastic colonization, UHMWPE, sustainable materials,
plastic in the marine environment, aquaculture

For many decades, diatoms attract the attention of a wide range of scientists because of their role
in the ecology of the biosphere as a whole: as producers of about Y4 of terrestrial organic matter and al-
most Y3 of all oxygen generated on the planet. More recently, in the field of materials science, the study
of a hierarchical multilevel organization observed in diatom shells structure and, as a consequence, of their
biomechanical characteristics has begun. Many issues of cell interaction with various substrates have been
studied in detail [6 ;7 ; 14 ; 15 ; 16 ; 17 ; 24], but a number of questions still have no adequate response.
A deeper understanding of these aspects is expected to be obtained using modern FIB-SEM methods (fo-
cused ion beam scanning electron microscopy) [6 ; 20 ; 25]. The use of aquaculture technologies can expand
the use of diatoms as a sustainable resource for biofuels, biomineralization, and material production. The po-
tential biodegradation of hydrosphere-contaminating polymers by fouling with diatoms is also considered
as an important environmental problem [2 ; 6 ; 22 ; 23 ; 26].

Ultra-high molecular weight polyethylene (hereinafter UHMWPE) commercialized by Celanese [9]
is a polymer with high mechanical properties that has been used in marine practice for the manufacture
of ropes and sails since the 1990s. Due to bioinertness, as well as acceptable mechanical properties and wear
resistance, the field of UHMWPE application in surgery is growing: when creating implants for bones
and joints and, more recently, in reconstruction processes at the cellular level, as scaffolds for tissue en-
gineering [13]. Being colonized by mesenchymal stromal cells, UHMWPE scaffolds with open porosity
demonstrate a high ability to osseointegration and vascularization [21].

The main idea of this study is as follows: if certain diatom species from natural marine communi-
ties are able to colonize the surface of various types of plastic [4 ; 5 ; 6], including UHMWPE, in some
cases this process can be classified as a way to create a new class of biocorrosion- and strain-resistant ma-
terials — diatom-polymer hybrids. Theoretically, a number of processes accompanying synthetic polymer
colonization can be considered:

A. “Surface single-layer colonization” will take place without significant proliferation of diatoms
in the depth of the substrate due to the lack of porosity. If the colonized surface is destroyed as a result
of biodegradation, over time this process will end with disintegration of polymer products into frag-
ments of various size, and it can be used as a technology for combating environmental pollution with
macroscopic plastic.
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B. In contrast to “surface single-layer colonization”, formation of a sufficiently thick, dense, and me-
chanically strong multilayer coating with barrier or other properties, valuable for practical application,
is possible on the surface of biostable polymers.

C. “Colonization of volume” due to intensive proliferation in depth of the porous (cellular) polymer is ex-
pected to create a stable bulk diatom-polymer composite with a wide range of technical characteristics,
that are important for solving structural, tribological, filtration, and thermal problems, as well as for use
in the field of vibration- and sound insulation. The expansion of the spectrum of possible applications
is due to a significant increase of the total surface of the composite — by 2-3 orders of magnitude
compared with the non-colonized surface of the polymer.

Since UHMWPE has significant chemical and biological stability, it is an important candidate material
for studying the process of colonization of its surface and volume. In this article, we discuss the first results
on the structural aspects of the interaction of marine diatoms from natural microphytobenthos communities
with porous UHMWPE surface.

MATERIAL AND METHODS

UHMWPE samples of two types were used to study the surface colonization process: smooth and porous
ones. Samples of both types were exposed in the accumulative cultures of diatoms isolated from the sandy
littoral: I — in Mumbai area (the Arabian Sea); II — in Baltiysk area (the Kaliningrad Bay, the Baltic Sea).
In both accumulative cultures, diatoms grew under natural diffused light, in the conditions of alternating
day and night (on the windowsill in the laboratory of P. P. Shirshov Institute of Oceanology), in the tem-
perature range of +5 to +30 °C (from the coldest winter months to the warmest summer ones), cover-
ing the walls of 1-L laboratory vessels of polyethylene terephthalate (hereinafter PET) and high density
polyethylene (hereinafter HDPE). Culture growth occurred without additional aeration, in the same vol-
ume of water into which they were transferred from natural biotopes. The salinity of seawater in the first
vessel was of 30 %o, in the second — of 5 %o. The age of culture I at the time colonization experiments
began was of 21 months, of culture II — of 20 months. In culture I, representatives of the genus Ha-
lamphora (Cleve) Levkov dominated: Halamphora coffeaeformis (C. Agardh) Levkov, 2009 (Fig. 1c—e)
and Halamphora cymbifera (W. Greg.) Levkov, 2009 (Fig. 1f); in culture Il — Karayevia amoena (Hust.)
Bukht., 2006 (Fig. 1a, b).

The choice of cultivation conditions — sufficiently rigid for marine benthic diatoms taken from the nat-
ural environment — was dictated by the need to obtain mixed accumulative cultures from several species,
maximally adapted for joint development over a long period of time with no additional aeration and no
feeding with biogenes from the outside, as well as with significant changes of lighting conditions and ambi-
ent temperature. The act of colonization of vessel walls surface by different diatom species deserved special
attention and became the basis for experiments with UHMWPE colonization.

Samples of smooth UHMWPE were obtained by thermal cutting of a dense (non-porous) cylinder
with a diameter of 26 mm into 2-3-mm high “tablets” with surfaces smoothed due to reflow.

Samples of porous UHMWPE were prepared in accordance with the method presented in [12].
UHMWPE powder (4120 GUR Ticona®) was mixed with edible rock salt (NaCl) with a particle size
of 80-700 um. The dry mixture with a weight ratio of 1 : 9 was carefully mixed using planetary ball mill
Fritsch Pulverisette 5 (Fritsch GmbH, Germany) in 500-ml agate centrifuge filled with corundum balls
with diameter of 8 mm. Thermal pressing was carried out under a load of 70 MPa at +180 °C. Salt removal
was then carried out using distilled water at +60 °C, using an ultrasonic cleaner. This process resulted
in the formation of porous structures with open pores, with a bulk porosity of about 80 %.

Mopckoii buonorrueckuii xkypHain Marine Biological Journal 2020 vol. 5 no. 2



Features of formation of colonial settlements of marine benthic diatoms. .. 91

Fig. 1. The most common diatom species that formed fouling on the surface of porous UHMWPE samples:
a, b — Karayevia amoena (in storage culture I1); c—e — Halamphora coif feaeformis; f — Halamphora cymbifera
(in storage culture I)

To obtain experimental fouling of smooth and porous UHMWPE surface (with different surface mi-
croreliefs), various samples of this material — three replicates for each sample — were exposed in accumu-
lative cultures over a period of 21 days under constant diffused light with LED1106 G2 2.3 W, 18 mA,
35 Im/W. The dimensions of rectangular samples of porous UHMWPE were of 40x19x3 mm, and the diam-
eter of smooth samples was of 25 mm. Laboratory vessels made of colorless PET and HDPE with a capacity
of 1 L (2 pieces each) with accumulative cultures were located at a distance of 45 cm from the light source.
Light intensity was of 135 Ix.

Three-week duration of the experiment is explained by the fact that by the end of this period, extensive
placers of brown fouling spots had formed on the surface of porous UHMWPE samples, which were clearly
visible to the naked eye. This allowed us to proceed to the stage of material microscopy.

Colonial settlements of diatoms from accumulative culture II grew on the walls of vessels 1 and 2 (PET);
on the walls of vessels 3 and 4 (HDPE) — colonial settlements of diatoms from accumulative culture I.
In vessel 1, samples of porous UHMWPE No. 8 and 9 were exposed in three replicates, in two rows, three
in a row. In vessel 2, sample of porous UHMWPE No. 10 were exposed in three replicates, the upper
row, and “tablets” of smooth UHMWPE - three replicates, the lower row. In vessel 3, samples of porous
UHMWPE No. 1 and 2 were exposed, by analogy with vessel 1. In vessel 4, a sample of porous UHMWPE
No. 3, in three replicates, and three “tablets” of smooth UHMWPE, by analogy with vessel 2, were exposed.
General scheme of the experiment is shown in Fig. 2.

During the experiment, UHMWPE samples were suspended in water column, on threaded loops made
of copper wire (Glorex, 20 m x 0.4 mm, with anti-corrosion coating) at a distance of 5—10 mm from aquar-
ium walls covered with diatom fouling, at an angle of 30—40° to light source. Fouling of Halamphora species
was obtained on samples No. 1, 2, and 3 (three replicates for each), and of Karayevia amoena — on samples
No. 8,9, and 10 (also in triplicate). During the experiments, control extracts of samples were not performed
in 21 days of exposure; therefore, it is not possible to determine time and place of appearance of the first
diatom cells on specific samples.
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Fig. 2. General scheme of the experiment with colonization of the surface of porous and smooth UHMWPE
samples by marine diatoms from various storage polycultures. 1a — scheme of the experiment, top view: A —
PET-mini-aquariums (1-L bottles); B — HDPE-mini-aquariums (1-L bottles); C — samples located at an angle
to light source; D —layer of diatom colonial settlements on the bottle wall; E — vector of the direction of the light
flux from the source. 1b — layout of samples in bottles No. 1 and 3: F — porous UHMWPE samples; H — sea
soil; J — copper wire fixing UHMWPE sample in water, near the bottle wall; K — sea water level. 1c¢ — layout
of samples in bottles No. 2 and 4: G — smooth UHMWPE samples

When preparing samples for microphotography using a scanning electron microscope, we used
a new author’s method of three-stage drying: exposure in a drying cabinet at +50 °C for 8 hours,
at +80 °C — for 3 hours, and at +100 °C — for 1 hour. The methodology proposed, never published before,
was based:

1) on the results of Ph. V. Sapozhnikov for drying diatom periphyton on filamentous algae in a dry-
ing cabinet, obtained in 1996 at Belomorsky Biological Station of Moscow State University, whose goal
was to create permanent preparations from dried diatom shells on filamentous algae surface without loss
of periphyton spatial organization;

2) on the data on changes in UHMWPE properties upon heating, which made it possible to estimate
the degree of density of shell association with sample surface.

The temperature of +80 °C is the limit, beyond which UHMWPE begins to soften, acquiring the prop-
erties of thick resin. However, small diatoms, such as K. amoena (up to 15 wm long), cannot immerse into
the thickness of this polymer due to their own weight, since their mass is too small, the specific surface
area of wide ovaloids of revolution, which geometrically are their frustules, is quite large, and the soft-
ness of the substrate itself is insufficient for this. This is also evidenced by the fact that larger cell diatom
species used in the experiments (Halamphora coffeaeformis and H. cymbifera having length of less than
30 and 50 wm, respectively, and the geometric shape of a wide ovaloid of revolution) did not immerse
in the polymer thickness when heated above +80 °C. Moreover, at +90 °C UHMWPE samples begin to be
affected by the shape memory effect (common materials science designation of this process is “cylinder
narrows and extends”), due to which small objects, immersed in it under their own weight, are pushed out.
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Thus, after the final stage of drying for one hour at +100 °C, one should not expect the effect of sponta-
neous fusion of diatom shells into the surface of this polymer. Rather, if loosely associated with the polymer,
they would separate from the surface due to buoyancy shape memory effect.

After primary drying, the samples exhibited in accumulative culture I were heavily coated with salt;
therefore, they were additionally washed by two-day exposure in the distillate, and then dried again
for 4 hours at +60 °C. Microphotography of diatom fouling was carried out at a magnification
x500 to x700 using three different scanning electron microscopes: Hitachi TM 1000, Tescan LYRA,
and Tescan MAIA3.

Counting of the shells on the surface of UHMWPE samples was carried out manually using micropho-
tographs, marking the specimens counted as a part of both chains and “cloak-like” settlements. When isolat-
ing discrete spots, markers of different colors were used. The number of intervals when separating the size
classes of spots was approximately calculated using the formula:

h=2IQ)n"'/3,

where h is the length of the interval;

(IQ) is the difference between the upper and lower quartiles (according to Freedman — Diaconis
formula [8]).

RESULTS AND DISCUSSION

Surface colonization of smooth UHMWPE samples did not occur in any of diatom accumulative cul-
tures. The result obtained is important because of its potential application in the design of marine antifouling
underwater structures of UHMWPE with a smooth surface.

Experiments with surface colonization of porous UHMWPE samples showed a number of important
features of this process, including common ones, for various diatom species. So, in accumulative cultures,
where many diatom species developed on a sandy substrate, and only a few species settled on the walls of ex-
perimental vessels (with the predominance of mentioned above), only certain taxa transferred to UHMWPE
samples.

In particular, accumulative culture II consisted of 10 species of benthic diatoms. Of them,
Karayevia amoena formed numerous and dense colonial settlements on the walls of PET vessels and sparse
settlements — on grains of sand at the bottom of the vessel; Melosira nummuloides C. Agardh formed
few short chains; other species from the genera Amphora Ehr. ex Kiitz., Diploneis (Ehr.) Cleve, Nitzschia
Hassall, and Fallacia Stickle et D. G. Mann were often found in the sand and occasionally — on the walls
of the vessel. Only the first two species mentioned — K. amoena and M. nummuloides — have moved
on to living on a new substrate (porous polyethylene).

Scanning electron microscope studies did not reveal the development of bacterial colonies
on UHMWPE samples. In turn, K. amoena formed different types of colonial settlements on the surface
of various UHMWPE samples.

In accumulative culture I, three species from the genus Halamphora were noted, two — from Karayevia
Round et Bukhtiyarova ex Round, two — from Nifzschia, and one — from Navicula Bory. All benthic di-
atoms lived not only in sand at the bottom of the vessel, but also on the walls, forming on them dense spots
of colonial settlements with a predominance of H. coffeaeformis. Only H. cymbifera, H. coffeaeformis,
and K. amoena settled on porous UHMWPE samples. The third species in culture I had morphological dif-
ferences from that in culture II; it was seen rarely and by separate cells, while the first two species formed
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colonial settlements of various types. The dominant species forming the most extensive colonial settle-
ments on the porous UHMWPE was H. coffeaeformis. No bacterial colonies were observed on the surface
of UHMWPE samples in this experiment either, but individual cells of rod-shaped bacteria were found.

All three species that showed active growth on porous UHMWPE (K. amoena, H. coffeaeformis,
and H. cymbifera) are benthic ones and lead an attached lifestyle in nature, colonizing various substrates
(surface of mineral grains of sand and plant debris, chitinous shells of dead invertebrates). Moreover, ac-
cording to shell macro- and micromorphology, ability to move actively, and way of fixing on the substrate,
representatives of the genus Karayevia differ significantly from those of Halamphora [3 ; 10 ; 11 ; 19].
Extremely inactive K. amoena attaches very tightly to substrate surface, and all movements of its cells
are reduced to upper daughter cell crawling away from the lower one after division over a distance not ex-
ceeding, as a rule, its length. To date, no independent movement of K. amoena over distances significantly
exceeding its shell length has been reported. The transfer of cells of this species to new habitats, signifi-
cantly remote from the previous ones, occurs solely due to action of external factors during water movement
or during the movement of substrate particles already populated by them. In particular, we assume the possi-
bility of transferring cells to UHMWPE surface (from the composition of colonial settlements on the walls
of the vessels and from the surface of sandy soil) using bubbles of oxygen released by microphytes, because
the walls of these bubbles, being separated from the fouling, often had a brownish color. On the contrary,
H. coffeaeformis and H. cymbifera cells, although they lead an attached lifestyle and are inactive, are still
able to transfer over distances many times larger than the length of their shell, which can affect the nature
of the settlements formed by them [18].

We observed three main types of colonial settle-
ments with transitional forms between them. This sug-
gests that the process of populating porous UHMWPE
with K. amoena occurs in three successive stages. First,
the cells of this diatom propagate along the substrate,
forming primary colonization chains (Fig. 3). To do this,
they use the tops (ridges) or the edge areas of folds
and surface flocculent fragments. Chains of this type
are characterized by terminal (apical) growth; they
are formed as a result of cell division and the subsequent
movement of each upper daughter cell from the lower
one over a small distance along the surface of the high- ) o _

. . . Fig. 3. Primary colonization chains of porous
est protruding microrelief elements of the sample. In-  yEMWPE by Karayevia amoena  cells.
tercalar doubling of cells in such a chain occurs locally, In the foreground, the chains pass along
and only in places of microrelief “branching”: lateral the crests of substrate folds (crsf)
processes are added to the main growth direction, also elongating terminally. It can be assumed that the for-
mation of these chains is not only the primary surface colonization, but also the process of searching
for areas, where the formation of more compact colonial settlements is possible.

When such chains reach relief areas characterized by either a high density of folds (especially on hill-
shaped elevations), or, conversely, by the relative surface smoothness (including the bottom of small gaps),
the formation of secondary colonization chains begins. These structures are formed due to the doubling
of not only the terminal cell in the chain, but also of all its other cells that have reached such an area.
As a result, oblong sinuous or branching structures are formed from cells arranged in two rows according
to the “herringbone principle” (parquet “herringbone”) (Fig. 4). If primary colonization chain has significant
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intervals (gaps) (at least of 1-1.5 cells long) then sev-
eral secondary colonization chains can form from it.
Given the quasihomogeneous nature of the microre-
lief, primary and then secondary colonization chains
are able to cover substrate surface with a rather dense
net (Fig. 4).

Secondary colonization chains give rise to “nuclei”,
or to the most dense, initial groups of cells, during
the growth of colonial settlements. Continuing to double
frequently in secondary colonization chains, K. amoena
cells efficiently spread over an area with a high density
of folds (often along a “hill”) or over a limited area
on a relatively flat surface, filling its entire available area.
This forms the third stage of colonization, or “cloak-
like” settlement (Fig. 5).

The area covered by such a settlement depends
on the space scale of the elements of microrelief, that en-
sures its development. Such vast settlements, often
formed from hundreds and thousands of cells, consist
of smaller fragments of mosaics, or “spots” of a sim-
ilar configuration [1]. “Spots” can be clearly distin-
guished by narrow winding gaps between them, as well
as by the direction of the axes of the cells of which
they consist. As a rule, these “spots” look like tuber-
cles in the composition of the settlement, are located
at different angles in relation to each other, and corre-
spond to centers of intense cell division. With the de-
velopment of a particularly dense “cloak-like” settle-
ment, they reflect the features of microrelief surface
on which they are formed. On UHMWPE samples
of different porosity, such “spots” differ in the abun-
dance of cells. When the maximum packing density
is reached and the cells of the settlement already cover
the substrate in 1-1.3 dense layers and begin to rise
above it in the form of a knoll, they cease to massively
divide, as noted in the composition of extensive open
“cloak-like” settlements. It was also registered that peri-
odically, in conditions of a small area of accessible rela-
tively flat surface, the cells continue doubling and begin
to actively transform the substrate, as it will be described
below.

On the surface areas of sample No. 8, repre-
sented mainly by relatively smooth 20(30)-80 wm wide
flakes being torn along the edges, the size of primary

Fig. 4. Secondary colonization chains (ch2)
of porous UHMWPE by diatom K. amoena:
cell structures arranged in two rows according
to “herringbone principle” (“herringbone” par-
quet). The substrate is represented by small floc-
culent fragments (fIfr) of a relatively flat surface

Fig. 5. View of “cloak-like” areas of K. amoena
settlements on the surface of porous UHMWPE
(at different magnification)
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colonization chains ranged from 2 to 12 cells (3 on average), with a predominance of chains of 3—4 cells.
The size of secondary colonization chains at the stage of the abundant formation of “herringbones”
and the coating of the substrate with a dense net varied from 3 to 23 cells (9.94 on average), with a predom-
inance of chains of 6-11 cells (they accounted for a total of 48.75 % ) (Fig. 6). In turn, the size of “spots”
ranged from 9 to 73 cells (31.01 on average), and the largest of them had branched outlines.

Fig. 6. Frequency distribution of size classes of “spots” in “cloak-like” colonial settlements on the surface
of sample No. 8

However, in the structure of “cloak-like” settlements, “spots” with a size of 19-35 cells prevailed (65 %
in total) (Fig. 6). Totally, location of 12,404 shells in 400 “spots” was taken into account.

On the surface of sample No. 10, the folding was significantly higher: the microrelief was sinuous
and finely folded; it consisted of three-dimensionally branching structures covered with a mosaic of small
flat sections (of 40-60 um along the largest axis), located in different planes and separated by thin low
folds-barriers. Primary colonization chains were 2—8 cells long (3—4 cells on average); secondary coloniza-
tion chains consisted of 3—15 cells (5-8 cells on average; chains of this size accounted for 60 %) (Fig. 7).
“Spots” consisted of 5-26 cells (17 on average), but structures of two types prevailed among them: formed
of 14-16 and 19-21 cells, depending on characteristics of the surface microrelief (Fig. 7). In this sample,
9520 shells in 560 “spots” were taken into account.
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Fig. 7. Frequency distribution of size classes of “spots” in “cloak-like” colonial settlements on the surface
of sample No. 10

It is important to note the ability of K. amoena, which we established, to modify UHMWPE microrelief:
on the one hand, due to a very tight attachment of cells to sample surface, and on the other, due to their
synchronous division in rows. When examing fragments of the developed fouling at a magnification x3000,
the following types of deformation of polyethylene surface by diatom cells were noted.

The first type consisted of ridges with a length of 20-30 um, squeezed out by diatom shells due to foul-
ing compaction on both fold sides. Successive doubling of cell rows tightly attached to the substrate, on both
sides of a low but wide fold, with the integration of newly formed rows between them, led to stretch-
ing of the substrate itself: the fold was stretched into a narrow ridge. On such ridges, several cells grew,
which were in the substrate in the wells depicting the outlines of the shell (Fig. 8). The wells could be formed
due to the compression of these cells, which continue to hold tightly in place, while raising the edges
of the crest apex due to its extension in height, accompanied by squeezing the edge into the fold.

The second type was formed by squeezed and thinned edges of flat surface areas, along the edges
of which there were diatoms in the wells in the shape of a shell (Fig. 8).
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Both types of elements of large (in relation
to the shells) deformation were formed due to the growth
of cell chains in width (doubling), and due to the fact
that the shells were tightly attached to the sur-
face, and the newly formed cell rows were embed-
ded between already attached rows, thus stretching
the substrate.

Absolutely special secondary structures formed
by K. amoena from UHMWPE were noted on the sur-
face of sample No. 8 (Fig. 9). Upon reaching the maxi-
mum population density of an even and relatively small
area, the cells began to transform its surface using
tight attachment to the substrate, as well as increas-
ing of the number of adjacent rows, thereby stretching
the polymer substrate.

First, an annular row located along the area edge
was formed (Fig. 9a), and its doubling began on both
sides with a gradual extrusion of the substrate surface

Fig. 8. UHMWPE surface deformations by
K. amoena cells during the formation of a “cloak-
like” settlement. Cells on the edge of the crest
(crec), squeezed from a wide fold of the substrate
in dense cell rows (cr), sit in the wells formed by
extruding the brow in the form of a fold. The cell
in the well (cw) is visible on the left in the wrung-
out part of the marginal area (the squeezed fold
frames the cell on the left)

into a low annulated fold. Then, separating more and more new rows in both directions — in and out of the an-

nular row — the diatoms squeezed the fold already into the annular wall (Fig. 9b). Rows inside such a “well”
under construction received obviously less light and biogens than rows outside, because a semi-enclosed
space was formed. As a result, the number of rows outside grew faster, including due to their intercalary dou-
bling up and down along the entire height of the “well”. Because of this, the walls of the “well” bent outward,

forming a “pot” (Fig. 9c).

Fig. 9. Deep deformation of the surface of porous UHMWPE by the growing K. amoena colonial settlement:
a — formation of an annular fold; b — stage of fold extrusion in the annular wall; ¢ — stage of the “pot”; d —
formation of a fragment of a “cloak-like” settlement in the form of a sphere, inside the fouling there is a frag-
ment of UHMWPE surface extruded by dense cell rows in the form of a “pot”; e — location of the protruding
fragments of the “cloak-like” settlement in the form of “pots” and balls on frontal surface of porous UHMWPE
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In the late stages of the formation of such a structure, light and biogens almost ceased to enter its internal
space through a narrow gap. During this period, the increase in the number of cells continued only outside,
and the diatoms in the rows already formed short sequences of 3—4 cells, forming “end-specks” of the mem-
brane. Such “end-specks” were located at different angles to each other. In the final stage, a similarity
of a sphere was formed (Fig. 9d): the terminal hole of the bloated “pot” covered the “spot” of the di-
atoms of the outer membrane. The diameter of these extruded structures was of ~ 60 um at the stage
of fold and of ~ 80 um at the stage of “pot”; the volume formed was of ~ 270-290 um?. The distance be-
tween the “pots” on the front surface of the sample reached 300(400)-600(700) wm with their rare location
and 10(40)-700 wm — with frequent location, including doubles (Fig. 9¢).

The surface of porous UHMWPE in sample thickness was colonized up to a depth
of 150-200 um — both in the form of primary colonization chains along the bottom of the caverns
and due to the wide “cloak-like” settlements in the areas of deep folding of the front surface.

The successive formation of the same three stages of the colonization of porous UHMWPE was noted
for H. coffeaeformis, but with its own characteristics. Firstly, primary colonization chains of this species
were significantly sparser (due to the movement of daughter cells over longer distances after division). Sec-
ondly, intercalular cell division was more often observed in their composition, and this was not always
accompanied by the growth of lateral “branches” along suitable microrelief areas. Thirdly, primary colo-
nization occurred not only in the protruding, multi-folded areas (on samples No. 1 and 2), but also in con-
cave relief elements — as on the surface of sample No. 3 (Fig. 10). Here, wide, being devoid of additional
folding, and smoothly curving “blades” (with the width of 200-400 um) often interspersed with wide cav-
erns (of 200-700 um along the largest axis), the depth of which reached 200-500 um. In turn, the blades
themselves, due to their bends, could reach a height of 300-700 um. Nevertheless, the formation of sec-
ondary colonization chains occurred along “ridges” and edges of caverns in the front UHMWPE surface
according to the same principle of parquet row doubling as for K. amoena, or by an increase in the num-
ber of cells in the chain in the form of bundles. Fourthly, the development of particularly large “cloak-
like” H. coffeaeformis settlements was most often observed along the edges of large caverns (Fig. 11),
and of smaller ones — along the upper edges of the “blades” (on sample No. 3) or along the “hills” (on sam-
ples No. 1 and 2) (Fig. 12). Due to the sparseness of the chains of primary and secondary coloniza-
tion, as well as the net nature of “spots”, it is not possible to reliably distinguish their characteristic sizes
for H. coffeaeformis.

Fig. 10. Primary (chl) and secondary (ch2) colonization chains of surface of porous UHMWPE
by Halamphora coffeaeformis cells
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Fig. 11. Large “cloak-like” settlement of Halamphora coffeaeformis along the edge of a large cavern
on the frontal surface of porous UHMWPE. In the center of the image there is a separate large cell
of H. coffeaeformis (H.c.)

Fig. 12. Small “cloak-like” Halamphora cof feaeformis settlements along the tops of hill-shaped uplifts (shu)
of the densely folded surface of porous UHMWPE

Finally, H. cymbifera did not form primary colonization chains at all to search for topologically suitable
surface areas. Large cells of this species either settled on shaded microrelief areas and gave rise there to very
dense, compact colonial settlements (on sample No. 3) (Fig. 13), or settled alone along the edges of caverns,
among dense H. coffeaeformis settlements (on samples No. 1 and 2) (Fig. 11).

The size of compact H. cymbifera populations varied from 6 to 32 cells (17.08 on average). Groups
of 14-18 cells prevailed (a total of 32 %).

Fig. 13. Dense and compact Halamphora cymbifera colonial settlement in the shaded (“cavernous”) area (sha)
of porous UHMWPE microrelief
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Conclusion. The results of the experiments on the study of diatom fouling of UHMWPE samples
with different surface microrelief structures revealed a number of general characteristics of the process.
Surface fouling of smooth UHMWPE did not occur. Samples of porous UHMWPE were colonized
by cells with different morphologies: achnantoids (Karayevia amoena) and amphoraids (Halamphora spp.),
which have different mechanisms of adhesion to the substrate surface, but have shown common strate-
gies for accustoming samples differing in microrelief. For species of similar sizes (K. amoena and H. cof-
feaeformis, size class of ~ 10-18 um), three common successive stages of colonial settlements formation
were revealed: 1) primary colonization chains, with the help of which the cells settled on the substrate;
2) secondary, or planar, colonization chains; 3) open, or “cloak-like”, settlements formed from “spots”.

The first and second stages of colonization spread mainly along the protruding elements of the microre-
lief, and the third stage — in relatively flat areas or areas speckled with tiny, densely arranged folds, where
each cell was attached immediately to two or three folds. In the areas with the densest folding or with
a relatively smooth surface, both species formed extensive “cloak-like” settlements, being the most abun-
dant on the “hills” and “lobes” rising above the general level of the frontal surface. In all samples, where
the minimum repeating area of the folded surface was comparable with the size of the cells [from ~ 10 : 1
to ~ (50...100) : 1], the formation of “spots” from a more or less certain number of cells was noted, with their
location repeating microrelief features and forming “cloak-like” settlements.

For K. amoena, the ability to modify UHMWPE surface was noted for the first time — due to extremely
tight attachment of cells to the substrate and, as a result, due to stretching of this surface with an increase
in the number of cell rows. In some cases, the modification was expressed in point stretching of marginal
zones of the smallest flat areas suitable for the growth of open settlements. In other cases, the transformation
consisted of squeezing of area surface in the form of a ring and of further formation of a “pot” with convex
walls. On the surface of the sample with minimal folding, H. coffeaeformis (size class of ~ 10-18 um) used
shaded areas for large compact settlements — along cavern edges, in dents along the bends of the “blades”,
and on narrow isthmuses between the caverns. In this case, minimum relatively homogeneous area signif-
icantly exceeded the area of the cells of this size class, and they preferred the areas protected from water
movement and direct lighting. Larger H. cymbifera cells (size class of =~ 30-35 um) with minimal folding
also went into “shadow”, but used more comparable areas at the bottom of shallow caverns.

Thus, it was revealed that during the colonization of various samples of porous UHMWPE, diatoms
form stable settlements, tightly associated with the surface, the morphology of which is closely related
to the features of surface microrelief. With appropriate processing of composites obtained, which allows
us to get rid of the organic content of diatom cells and to clean their shells, it becomes possible to ob-
tain UHMWPE samples with a stably biomineralized surface, the total area of which is several orders
of magnitude larger than that of the original surface.

This work was partially supported by the grants of the Royal Society of London (No. IEC/R2/170223)
and of the Russian Foundation for Basic Research (No. 19-55-80004).
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Tema B3aUMOJICHCTBUI TIACTHKA U TIPUPOJIHBIX COOOMIECTB K HACTOSIIEMY BPEMEHU aKTyallbHa KakK HHU-
Koraa npexzae. IlocteneHHoe HakoIUIEHUWe W3AEINNA U3 UCKYCCTBEHHBIX MOJIMMEPOB U UX (PparMeHTOB
B MPUPOJHON cpelie NOCTUINIO TOTO YPOBHSI, P KOTOPOM YK€ HEBO3MOXHO HE CUMTAThCS C BIIMSIHU-
€M STHX MaTEepPUAJIOB Ha XXKUBbIE OpraHU3Mbl. B mepBylo ouyepes BO3AEHCTBHIO MOJBEPraloTcs COOOIIe-
CTBAa MUKPOOPraHU3MOB, HACEJSIONIMX pa3Hble OMOTOIBI (KaK BOAHbBIE, TaK M Ha3eMHbIE). DTH CyLIECTBA
HaXOAATCA Ha NepeJHeM Kpae B3aMMOJAEHCTBHSA C IUIACTHKOM, B TOM YHMCJE B MOPCKHMX KOCHCTEMAX.
Tem He MeHee /JIs1 TOHUMAHUS JAHHBIX MPOIECCOB HEOOXOUMO MPUHUMATh BO BHUMaHUE HECKOJIBKO
ACTEeKTOB TAKWX B3aMMOJICHCTBUN: BJIMSIHUE Pa3HBIX BUJIOB IUIACTHKA Ha COOOIIECTBA MHUKPOOPraHU3-
MOB 4epe3 BbJEJIeHUEe B CpeAy MPOAYKTOB MX pas3jiokeHUs, (pOpMbl MCHONb30BAaHUS IUIACTUKA CaMU-
MU MHUKPOOpPraHM3MaMH, B TOM YMCJIE MEXAHWU3MBbl KOJOHM3ALMU €T0 MOBEPXHOCTH, & TAKKE BO3MOXK-
HBIE TPOIIECCH OMOJIECTPYKIIUHU TOJIMMEPOB 3a CUET AESITeIbHOCTU MUKpPOOpraHu3moB. [Ipu stom pas-
HbIe BUJIBl TUIACTHKA MOTYT OTJIMYAThCS HE TOJIBKO MEXaHMYECKOW MPOYHOCTHIO, HO M YCTONYHMBOCTHIO
K OMOJIECTPYKIIMH, BHI3BIBAEMOW MUK POOPraHU3MaMU. DKCTIEPUMEHTBI C KOJIOHM3AIIUE TIOBEPXHOCTH BU-
JIOB IJTACTHKA, Pa3HBIX M0 COCTABY M MEXaHMYECKOW IPOYHOCTH, TIO3BOJISIIOT TIOJTyYUTh IIMPOKHUI CIIEKTP
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Pe3yJIbTAaTOB, aKTYAJIbHBIX HE TOJIHKO /ISl IOHUMAaHWsI COBPEMEHHBIX TPUPOTHBIX MPOIIECCOB C YYaCTH-
€M IIJTACTHKA: 3TH Pe3yJIbTAThl BAXHBI U 1J1s1 IPUMEHEHHS B HEKOTOPHIX 00JIACTSAX Pa3BUTHUS TEXHOJIOTUI
(HanpuMep, MpY CO3JaHUU KOMIIO3UTHBIX MaTE€pUasioB). B yacTHOCTH, IPeACTaBIAIOT OOJIBIION HHTEPEC
uccneioBausl GOpM U MEXaHHU3MOB YCTOMYMBOM KOJOHHU3ALMKM OCOOO MPOYHBIX MOJMMEPOB BUAAMU
JMATOMOBBIX BOZIOPOCJIEH M3 COCTaBa MPHUPOAHBIX cOOOMIEeCTB. 3a cU€T 0OpacTaHus MOBEPXHOCTH OCO-
60 MPOYHBIX CHHTETHUECKUX MOJIMMEPOB IMATOMESIMUA BO3MOKHO (hOPMUPOBAHKE EITHOTO THATOMOBO-
MOJIMMEPHOTO KOMITO3HTA, OOIIHE CBOMCTBA KOTOPOTO YK€ CYIIECTBEHHO OTINYAIOTCS OT CBOMCTB TOJHU-
Mepa Kak TakoBoro. Hampumep, nmpu obpactaHun mosmuMepa TUaToMes MU, TUIOTHO YA€ PKUBAIOIIIMMUCS
Ha ero MOBEPXHOCTH 3a CUYET (PU3HOIIOTMYECKUX MEXaHU3MOB, OOECTIEUNBAIOIINX UM HAIEXHYIO (PUKCa-
1110, CyMMapHasi IJIOMIab OBEPXHOCTH KOMITO3UTAa BO3pacTaeT Ha 2—3 MOpsiIKa 10 CPABHEHHUIO C TaKO-
BOI1 rojioro nosmMmepa. Takue KOMIIO3UTHI M UX CBOWCTBA (hOPMUPYIOTCS 32 CYET MEXaHU3MOB KOJIOHU-
3aIiK CyOCTPATOB, UCHIOJIb3YEMBIX AUATOMESIMU U3 €CTECTBEHHBIX MOPCKHX LIEHO30B, — MIPU NepeHece-
HUM 9TUX MEXaHW3MOB Ha HOBBIH, MIEPCIIEKTUBHBIN IS 3aCe/IeHUsI TUaToMesIMU Matepuall. BodmoxHoO-
CTU MPAKTUYECKOTO IPUMEHEHHS STHX KOMITO3HUTOB JieKaT B chepe TerIo- M 3ByKOM3OJIALNH, a TaKxkKe
B 00JIaCTH CO3[JaHUS TIPOTE3UPYIOIIEeN TKaHU TIPU OMepanusx Ha KOCTAX. B Hammx akcriepuMeHTax oT-
CJIEKEHBI TTOCIIEIOBATEIbHOCTH PA3BUTHUSI YCTOWYMBOTO KOMIIO3UTA MPY KOJOHU3AIWY JUATOMESIMH TI0-
BEPXHOCTU 00Pa3IOB 0CO00 MPOYHOTO CHHTETUYECKOro MoJIMMepa, CTOMKOro K kopposuw. [Iporecc 3a-
ceJieHHsI 00pa3lOB MPOUCXOIUT Ha Ga3e cooOIIecTB, chOPMUPOBAHHBIX B HAKOMUTEIBHBIX KYyJIbTypax
W3 TIPUPOIHON MOPCKOH cpesibl. OOpasiibl CBEPXBBICOKOMOJIEKYJISIPHOTO TTOJMITUJIEHA HU3KOTO JIaBJie-
Hust (CBMIID) ¢ riagkoi v IOPUCTON CTPYKTYPOH MOBEPXHOCTU (C OTKPHITOMN sTUeikor, 10 80 0OBbEM-
HBIX % TOPUCTOCTH) OBUTH MOJBEPTHYTHI KOJIOHU3AIMY TUATOMOBBIMH BOIOpoCisMu Karayevia amoena
(Hust.) Bukht., 2006, Halamphora coffeaeformis (C. Agardh) Levkov, 2009 u Halamphora cymbifera
(W. Greg.) Levkov, 2009. JlabopaTopHble SKCIIEpUMEHTHI MPOIOJKAINUCH TP Heeau. HakonmresbHble
KYyJIbTYPBl MUKPO(UTOB, Ha Oa3e KOTOPBIX MPOBOIMIN IKCIIEPUMEHTHI, ObUTH TIONTy4YeHbl 13 Bantuiickoro
Mops (paiion 1. Banruiicka, Poccust) u Apasuiickoro mops (paiiod r. Mymoau, Muaus). Tunst u cra-
IV Pa3BUTHS KOJOHHMAJIBHBIX MOCETIEHUI Ha pa3jIMUHBIX JIEMEHTaX MHUKpopenbeda (PpoHTaATbHON TIO-
BEPXHOCTH U B MOJUIEKAIINX MOJIOCTAX U3YYAIU C TIOMOIIBIO CKAHUPYIOIIETO JIEKTPOHHOTO MUKPOCKO-
rma Ha oOpasiax, MOJBEPTHYTHIX MOCTAVHHON TepMUYecKol cyrike. OtnenbHble KIeTKu K. amoena,
H. coffeaeformis u H. cymbifera, ux 1IeIOYKOBUIHBIE arperaThl U pacrnpocTépPThie KOJIOHUAbHBIE TIO-
CeJICHUsI 3aHMMAIOT Pa3JIMYHBIE MO CTEIeHH HEOJHOPOAHOCTH JIEMEHTHI TIOBEPXHOCTH MUKpopeibeda,
00pasysi CTPYKTypbl MOLITHOCTBIO B 1—2 CJI0s1 CO cpejiHeli BhIcOTOM mocesieHusi 1—1,3 BBICOTHI eIMHUYHON
ocobu. Knetku K. amoena niotHo (pUKCUPYIOTCS Ha MOJIMMEPHOM CyOCTpare, UCTIONb3Ysl TIOPOBBI arl-
rapaT HIDKHeW CTBOPKM MaHIWps. [Ipy 5TomM HabmofeHus ¢ TIOMOIIBI0 CKaHUPYIOIIETO JIEKTPOHHOTO
MUKPOCKOIIA BHISIBIJIM OTIIEYATKH MAHIMpPed Ha cyOcTparte, SIBISIONINAECS MPU3HAKAMH BHEPEHUS TIO-
JIMMEPHOU TIO/ITIOKKHY B apPEOJThl TUTIOTEKH. PaccMOTpeHbI MEXaHU3MBI PACIIPOCTPAHEHU ST IMATOMEN TPEX
YKa3aHHBIX BUIOB IO pa3/IMYHbIM 3jieMeHTaM nmoBepxHoctu CBMIID, a takxke (popMupoBaHHs XapaKkTep-
HBIX 2JIEMEHTOB KOJIOHUAIBbHBIX MOCENEHHUH, B TOM uMcie 1 K. amoena — nocieoBaTesibHO B (hopMme
«TOPIIKOB» U chep, MOCPEACTBOM B3aUMO/IENCTBHS C TOBEPXHOCTHIO MIOJIMMEPa U €€ PACTSKEHHS 110 Mepe
HapacTaHWs KOJIMYECTBA TUIOTHO MPHUKPETUIEHHBIX KJIETOK B KOJIOHUAJTBHOM MOCEJICHUH.

KuaroueBble caoBa: nuatomen, JUaToMOBBe Bojopociu, Bacillariophyta, komoHuzamusi miactuka,
CBMIID, ycroitunBble MaTepHaJbl, INIACTUK B MOPCKOM cpefie, akBaKyJIbTypa
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A possible response to light of larvae of Black Sea ctenophore Mnemiopsis leidyi of two age groups (first
to fourth day and one-two weeks after hatching) was experimentally studied. The larvae were placed
in a Petri dish with seawater, in which two areas (light and dark) were created using a light source
and a black opaque background. The number of larvae in each area was recorded for an hour after the start
of the experiment. It was found that on average 77 % of the early stage larvae (first to fourth day) migrated
to the dark area after an hour. We hypothesized that Mnemiopsis leidyi early stage larvae have negative
phototaxis. Similar response of the older larvae (one-two weeks) was not recorded.

Keywords: Mnemiopsis leidyi, ctenophore, larvae, phototaxis, migration

Ctenophores are planktonic predatory gelatinous marine animals. The species Mnemiopsis leidyi belongs
to the order Lobata. The animals of this order move using ctenes of cilia, which create water current. Syn-
chronous movement of the cilia is coordinated by the nervous system [6]. The complex of the aboral organ
is the main sensory structure of the animal; it controls movement and, possibly, is a light sensor.

The development of Mnemiopsis leidyi is direct.
However, after hatching, the larva passes the cydippid
planktonic stage (body length 0.3 cm (when hatching)
to 3 cm); the larva has a pair of long branching tenta-

Tentacle

\

cles and actively moves in a water column (Fig. 1). Dur- gfgl,?:\l
ing development of Mnemiopsis larva, its body structure v
becomes similar to an adult sexually mature individual — -
(3 to 15 cm): tentacles are reduced, and typical long
lobes appear [4].
Modern taxonomists consider that Ctenophora — Stomach

are a “sister taxon” in relation to all other Metazoa;
the development of their nervous and muscular systems 0

.S5cm
is unique [3]. Identification of the presence of behav- Mouth— — —
ioral l‘e.fletl.OIlS to light intensity changes of ctenophf)re Fig. 1. Mnemiopsis leidyi larvae on the first day
larvae is important for understanding the operation  after hatching
of these systems.
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Previously, Schnitzler et al. [5] performed a comprehensive analysis of the genes involved in the pro-
duction and absorption of light in Mnemiopsis leidyi larvae; it was shown that the expression of opsin
genes, which are involved in light perception, occurs in the apical sensory organ, namely, in nerve cil-
iary cells. A joint localization of the expression of photoprotein genes and two opsin genes in devel-
oping Mnemiopsis leidyi photocytes was also revealed. The authors suggested that there is a connec-
tion between bioluminescence and phototaxis in ctenophores, and photocytes probably not only emit,
but also perceive light [5].

According to the results of the study [1], it was suggested that one of the factors stimulating Mne-
miopsis leidyi to perform vertical migrations is the avoidance of bright light (over 10 uE-m™2sec™). It was
found that only small animals (up to 22 mm) perform migrations. The authors consider the animals
swim to the upper layers following food objects only in the night, while in the daytime they swim down
avoiding sunlight.

Information on laboratory experiments aimed at studying the response of ctenophores to the light
has not been found in the literature.

The aim of this work is to study the effect of light intensity changes on the behavior of ctenophore
larvae.

MATERIAL AND METHODS

Adult Mnemiopsis leidyi individuals were collected from the sea from IBSS mooring (Karantinnaya
Bay, Sevastopol) in September 2019. The animals were brought to the laboratory, placed in 5-L containers
with seawater (5—7 animals per container) and left overnight in a darkened room. In the morning, the ap-
pearance of eggs and larvae was observed. On the first day after hatching, the larvae were moved with
a pipette into separate 0.5-L glass beakers. The experiments were carried out on larvae in the early stages
of development (first to fourth day). They were kept in room temperature seawater (+22 °C); food ob-
jects were not introduced. For each subsequent experiment, we selected larvae, which were not involved
in previous ones.

A small Petri dish (10 cm in diameter, 1 cm high) filled with filtered seawater was placed on the frosted
glass above a light source — a LED element installed at a distance, at which the water in the dish
did not heat up. A black opaque background was placed under the dish, so that one its half was dark-
ened, and the other one remained completely illuminated (Fig. 2). An impenetrable plastic partition was
installed at the light — dark border. Totally, 20 Mnemiopsis larvae were placed on the side of the illuminated
area, and then the partition was removed. We observed larvae behavior for an hour after the start of the ex-
periment and counted larvae number in dark and illuminated dish areas. The experiments were carried out
within four days after larvae hatching, 5 replicates per day; in total, 20 experiments.

During the 1 10" cruise of RV “Professor Vodyanitsky” (4-20 October, 2019), in the Sea of Azov 1-cm
to 2-cm larvae were sampled (the estimated larvae age is one to two weeks). The reactions to light were
studied under the same experimental conditions in the laboratory of biodiversity and functional genomics
of the World Ocean (hereinafter BIFGWO) onboard the vessel. Totally, 10 experiments were conducted.

RESULTS AND DISCUSSION

Observations of the behavior of early stage larvae within an hour after the start of the experiment showed
that within the first 30 minutes, the larvae migrate throughout the entire dish volume, and after 1 hour about
77 % move into the dark area, avoiding bright light (Table 1).
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Fig. 2. Scheme of the exper-
iment.
Partition 1 — start of the experiment:
Larvae of Mnemiopsis the Petri dish with seawater
is placed above the light
source, a black opaque back-
ground is placed under one
half of the dish, a partition
is installed at the light — dark
border, Mnemiopsis larvae
are placed in the light area.
2 — exposure of larvae
in a dish without partition
for one hour after the start
of the experiment

Petri dish
with sea water

Dark background Light area Dark background Light area

Table 1. Percentage of larvae in the dark area of the Petri dish within one hour after the start
of the experiments

Age of larvae, Percentage of larvae
days " in the dark area, %
1 5 85
2 5 64
3 5 76
4 5 83
For all the time 20 77

The response of early stage larvae to light intensity change does not manifest itself immediately, but over
time. A rapid light intensity change triggers a cascade of internal processes of the animal, which takes
a certain time. It is known that phototaxis mechanism of all eukaryotes includes three main stages [2]:

1) light absorption and primary reactions in photoreceptors;

2) transformation of stimuli and transmission of signals to the motor apparatus;

3) change in movement.

Thus, it can be assumed that Mnemiopsis leidyi larvae in the early stages of development have negative
phototaxis.

For older larvae, it was not possible to reliably establish the presence of a response to light. In some
experiments, almost all the larvae migrated to the dark area of the dish within an hour; in others, they
occupied the entire dish volume and did not move even two hours after the start of the experiment.

Due to the fact that Mnemiopsis leidyi larvae perform vertical migrations in water column, the larger
larvae may not have enough water in the Petri dish to move freely. To identify their possible response to light
intensity changes, other experimental conditions are necessary.

This work was carried out within the framework of government research assignment of IBSS “Structural and func-
tional organization, productivity, and sustainability of marine pelagic ecosystems” (No. AAAA-A18-118020790229-

7) and “Patterns of formation and anthropogenic transformation of biodiversity and biological resources of the Sea
of Azov — the Black Sea basin and other parts of the World Ocean” (No. AAAA-A18-118020890074-2).
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PEAKIIAA JIMYNHOK MNEMIOPSIS LEIDYI HA U3BMEHEHUE OCBEIIEHHOCTH

I0O. C. bassnanna

denepanbHbI UCCIEAOBATENBCKII IEHTD «HCTUTYT Grostornn 10xkHbIX Mopei umeHu A. O. KoBanesckoro PAH»,
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9KCHepI/IMeHTaJIbHO M3Yy4Y€Hbl BO3MOJKHBIE PEAKIIMM Ha CBET JIMYMHOK YEPHOMOPCKOIO Fpe6HeBI/IKa
Mnemiopsis leidyi nByx BO3pacTHBIX T'pyIHII (TIEpBbIe-4ETBEPTHIE CYTKU U OfIHA-JBE HE/IENM T10CJIE BBUTYII-
nenust). JIMIMHOK momerany B éMKOCTh C MOPCKOW BOJOHM, B KOTOPOW C TMOMOIIBI0 UCTOYHMKA CBETa
1 HeIlpo3pavyHoro (hoHa CO3/1aBajii [JBE CBETOBBIE 30HBI (CBET U TE€Hb); KOJINYECTBO JIMUMHOK PETHCTPHU-
POBa/IM B KAXAO0W 30HE B TEUEHHE Yaca Iociie Havyasia sKcriepuMenTa. [lokaszaHo, 4yto B cpeaHeM 77 %
JIMYMHOK, HAXOJSIIMXCS Ha PAaHHMX CTaAUsX Pa3BUTHUsA (IIepBble-UeTBEPTHIE CYTKH), Yepe3 yac MUTPH-
PYIOT B TEMHYIO 00J1acTh. BpICKa3aHO NpearnoiokeHne 0 HAIMYMK OTPULIATeIbHOro (DOTOTAKCHCA Y paH-
HUX JIMIUHOK Mnemiopsis leidyi. TlomoOHble peakiyu y OoJiee B3pOCIbIX JUUUHOK (OJIHA-I[BE HEJIENN)

He 0OHAPYKEeHBI.

KuaroueBbie cioBa: Mnemiopsis leidyi, rpeOHEBHK, JTUIUHKH, (POTOTAKCUC, MUTPAITIN
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In July 2019, three polychaetae specimens of the genus Ctenodrilus were found in oyster cages on silted
oyster shells. The cages from a mussel-and-oyster farm located at the outer roadstead of Sevastopol
Bay were suspended at a depth of 6-8 m. The bottom soil under the mussel-and-oyster farm is silted
sand, and the depth is of 16 m. During the sampling, water temperature was of +23 °C, and the salin-
ity was of 17.7 %o. Thus, according to morphological characteristics, polychaetaec we found should be
classified as Crenodrilus serratus (Schmidt, 1857). Photographs of alive and fixed polychaetae, chaetae
patterns, and a schematic representation of their number by segments are presented. At the beginning
of the XX century, a single specimen of this species was found in the Black Sea.

Keywords: polychaetae, Ctenodrilus serratus (Schmidt, 1857), Black Sea

There is only one known representative of the subfamily Ctenodrilinae of the family Cirratulidae
in the Black Sea — Ctenodrilus serratus (Schmidt, 1857) [2 ; 3]. At the beginning of the XX century, a sin-
gle specimen of this species was found in Sevastopol Bay in the fouling of a pipe near the military hospital
at a depth of 1 m [1]. The respective specimen was probably lost. There were no further observations
of this species in the Black Sea. All references to its presence in Black Sea fauna [2 ; 3] have been based
on the first mention.

In July 2019, three specimens of polychaetae genus Crtenodrilus were found in oyster cages on silted
oyster shells. The cages from the mussel-and-oyster farm located at the outer roadstead of Sevastopol Bay
(44°37°13.3”N, 33°30’07.1”E) were suspended at a depth of 6-8 m. The substrate under the farm is silted
sand, and the depth is of 16 m. During the sampling, water temperature was of +23 °C, and the salinity
was of 17.7 %o. Optical microscopes Mikmed-5, MBS-9, and Olympus CX-41 were used to identify these
specimens. The photographs were taken by cameras Canon Digital IXUS 90 IS and Sony Cyber-Shot 16.2.
Gathered material is lodged in IBSS RAS collection (IBSS-POL / Cirratulidae / No. 7).

The polychaetes have 11-12 segments; their body width is of 0.12-0.13 mm, and the length
is of 1.25-1.5 mm (Fig 1A, B). Alive specimens: translucent body with a greenish tint; black-purple dots
throughout the body; red intestines visible. Fixed specimens in 4 % formalin solution: light-green; with red
stomach.
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Fig. 1. Ctenodrilus serratus (IBSS-POL / Cirratulidae / No. 7): A — alive specimen;
B — formalin-fixed specimen

Prostomium round-conical. Eyes, head appendages, and gills absent. Prostomium and peristomium cili-
ated ventrally. Peristomium and last segment without chaetae. Parapodia not developed; chaetae in two bun-
dles come directly from body side. All chaetae simple, of the same shape — distally expanded. Expanded
part of hooks on one side has 5-6 large triangular teeth; all teeth of nearly the same size (Fig. 2A).
Variable number (1 to 4) of chaetae is in the noto- and neuropodial bundles in different chaetigers
(Fig. 2B). Intestine with an expansion from chaetiger 3 to the beginning of chaetiger 6. Pygidium rounded,
without cirri.

Morphological characteristics of the poly-
chaetes we have found fit the description
of Ctenodrilus serratus (Schmidt, 1857) [5].
The subfamily Ctenodrilinae includes two gen-
era — Aphropharynx Wilfert, 1974 and Ctenodrilus
Claparede, 1863. The main difference between
these genera is chaetal morphology. Aphropharynx
representatives have three types of simple chaetae:
trichoid, serrated with small teeth, and serrated
with large teeth, whereas Ctenodrilus representa-

tives have only one type of chaetae — hooks [7 ; 8].
Fig. 2. A —chaetae of observed speciemen Ctenodrilus v v Y P [ ]

serratus, scale bar 10 um; B — schematic representation The genus Ctenodrilus includes four species.
of the number of chaetae in chaetigers of C. serratus Validity of one of them (Ctenodrilus paucidentatus

in notopodia (upper row) and neuropodia (lower row) g . .
Ben-Eliahu, 1976) is doubtful. Ctenodrilus parvu-
lus Scharff, 1887 is characterized by the presence

of only smooth chaetae without teeth [4]. Recently described species Ctenodrilus pacificus Magalhaes, Wei-
dhase, Schulze & Bailey-Brock, 2016 from the Pacific Ocean (Hawaii) is morphologically quite similar
to C. serratus, and main differences between these species are found at the molecular level [4].

C. serratus is the most common species of the genus Ctenodrilus. According to numerous indications
of its presence in various water areas (Pacific, Atlantic oceans to Mediterranean Sea, English Channel,
and Helgoland), this species appears to be spread worldwide. Due to lack of molecular data in most re-
ports, it is not known whether this species is a cosmopolitan one or a complex of potentially cryptic
species. Representatives of the genus Ctenodrilus found in oyster cages of a farm in South Africa and iden-
tified as C. serratus according to molecular studies were identical to C. serratus from the North Sea [6].
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Taking into account that molecular studies of Black Sea Ctenodrilus have not been carried out, the specimens
we found can be tentatively classified as C. serratus.

This work was carried out within the framework of government research assignments of IBSS ‘“Investigation
of the mechanisms of controlling production processes in biotechnological complexes with the aim of developing
the scientific foundations for the production of biologically active substances and technical products of marine gen-
esis” (No. AAAA-A18-118021350003-6) and “Patterns of formation and anthropogenic transformation of biodi-
versity and biological resources of the Sea of Azov — the Black Sea basin and other parts of the World Ocean”
(No. AAAA-A18-118020890074-2).
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OBHAPYKEHUE PEJIKOTO JIJIA YEPHOI'O MOPSA BUJA IMOJIMXET
CTENODRILUS SERRATUS (SCHMIDT, 1857) (ANNELIDA, CIRRATULIDAE)

E. B. JIucunkaga, H. A. BoaraueBa

denepanbHBIl UcclienoBaTENbCKUI NEHTP «HCTUTYT Ouosiornu 0xHbIX Mopeit umenn A. O. KosaneBckoro PAH»,
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B niose 2019 r. B yCTpUYHBIX caJlkax Ha 3aWJIEHHBIX CTBOPKAX yCTPHL OOHAPYKEHbI 3 9K3eMIUISIpa MOJIH-
xeT pona Ctenodrilus. Cagku ¢ MUIUAHO-YCTPHUYHON (PepMBbl, PACTIONIOKEHHON Ha BHEIIHEM peijie OyX-
Thl CeBacToONoJIbCKast, ObLIM MOJIBEINeHb Ha I1youHe 6—8 M. I'pyHT nox dhepMoii — 3auJIeHHbIH MECOK,
ryouna — 16 m. Temneparypa Bojbl BO BpeMsi 0TOopa Matepuaia cocrariisiia +23 °C, con€éHocTh —
17,7 %o. HaiineHHble IOJMXETH IO MOP(OIOrMIecKUM MPU3HAKaM OTHeCeHbI K BULy Ctenodrilus serratus
(Schmidt, 1857). Ilpeacrasnensl ¢oTorpaduu xKuBoi U (PUKCUPOBAHHON MOJUXETHI, PUCYHKH LIETUHOK
U CXeMa MX KOJIMuecTBa 1o cerMeHTaMm. JanHblil B B YEpHOM MOpe Obll1 OTMEUEeH €AMHCTBEHHBIN pa3

B Hauasie XX Beka.

KuaroueBsble cioBa: nonuxetsl, Ctenodrilus serratus (Schmidt, 1857), UépHoe mope
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CHRONICLE AND INFORMATION

TO THE ANNIVERSARY OF ACADEMICIAN OF THE RAS VIKTOR EGOROV

This year, Viktor Egorov, IBSS Supervisor, Academician of the Russian Academy of Sciences, D. Sc.,
Prof., Editor-in-Chief of “Marine Biological Journal”, celebrates the anniversary. He developed the theory
of mineral metabolism between marine organisms and the aquatic environment, discovered jet methane
gas emissions from the bottom of the Black Sea, and created the basics of the biophysical theory of the eco-
logical capacity of the marine environment in relation to pollutants. Viktor Egorov is the author of more
than 360 articles and 6 monographs.

Staff of IBSS radiation and chemical biology department
congratulates Viktor Egorov on his jubilee! We are
proud to work in a team with the author of scientific
discoveries and the outstanding scientist who has made
a significant theoretical and practical contribution
to the study of homeostasis of marine ecosystems.

At present, V. Egorov, D. Sc., Prof., Academician
of the Russian Academy of Sciences (since 2016)
and the National Academy of Sciences of Ukraine (since
2012), is the Supervisor of A. O. Kovalevsky Institute
of Biology of the Southern Seas of RAS.

From the age of 18, attention of Viktor Egorov, native
of Sevastopol, was riveted to the sea: at the beginning
while working on fishing vessels in the Caspian Sea,
then while modeling the dynamics of the movement
of atomic submarines in the Sevastopol Higher Naval

Engineering School, and since 1968 — in IBSS. Through competitive selection, V. Egorov first entered
functioning of marine ecosystems department headed by Corresponding Member of the Academy
of Sciences of the Ukrainian SSR Tamara Petipa, and later — radiation and chemical biology department
headed by Gennady Polikarpov.

Over the years of work, Viktor Egorov has been steadily growing professionally. In 1968-1970,
he was a senior engineer; then, until 1980, — a junior researcher. In 1975, he defended his candidate
dissertation brilliantly and became a PhD with a degree in geophysics (sea physics). Then, he worked
as a senior researcher; in 1983, he became the head of the laboratory of dynamic radiochemoecology.
In 1988, he defended his doctoral dissertation in radiobiology. In 1989-1993, he was IBSS deputy director.
At the same time (1991), he received a ship’s wheel (a symbol of the head of RCBD) from G. Polikarpov,
Academician of the National Academy of Sciences of Ukraine. Heading the department at the difficult
time (1990s), V. Egorov always made strategically correct decisions and overcame difficulties.
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Gennady Polikarpov passes the ship’s wheel (a symbol of the head of RCBD) to his student,
scientific follower, and successor Viktor Egorov

During those difficult years, he proved himself to be a talented organizer of international marine
research and the head of a creative scientific team. Thanks to him, 16 international grants were received
for studying the Black Sea, and expeditionary work, financed by the European Union, the International
Atomic Energy Agency, and intergovernmental funds, was realized. As a result of such cooperation,
the scientific using of RV “Professor Vodyanitsky” was provided, and up to 70 % of marine expeditionary
work of the NAS of Ukraine on the Black Sea was organized for the fulfilling in 1992-2005.

In the World Ocean science, Viktor Egorov has priority in several directions. These
are the development of the theory of mineral metabolism between marine organisms and the aquatic
environment, the management of research and the generalization of their results on the response
of the Black Sea to the Chernobyl disaster, the discovery of jet methane gas emissions from the bottom
of the Black Sea in the late 1980s, which caused a sensation in the scientific world and laid the foundation
for many years of research on this phenomenon. He created the basics of the biophysical theory
of the ecological capacity of the marine environment in relation to pollutants. The conditions of the stability
of the system of biotic self-purification of the photic layer of seawaters were studied using mathematical
models. It was shown that water anthropogenic pollution increase can lead to a change from the first
to zero order of the metabolic rate of pollutant exchange by marine organisms, as well as to saturation
of the sorbing surfaces of inert and bioinert substances. At the same time, the system of complex
biogeochemical self-purification of waters can lose stability, which results in an increase in the content
of pollutants in the aquatic environment up to levels leading to toxic effects on marine organisms.

The results of V. Egorov’s scientific research are recognized worldwide. He is the author of 365 articles
(more than 70 of them are published abroad) and 6 monographs highly valued and regularly cited
by colleagues. Under his supervision, the students defended seven PhD dissertations on biogeochemistry
of pollutants of different nature in marine ecosystems, as well as the methane problem. In the arsenal
of pedagogical influences of Viktor Egorov, a talented teacher and a delicate person, there are no methods
of coercion. He involves in work, sets a personal example, conveys not only his knowledge, but also his life
experience, skills and abilities, shows interest in the work of students on all the stages, and contributes
to their professional growth.
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V. Egorov is an unrivalled storyteller. His memories of sea expeditions always cause genuine interest
and amaze with lots of vivid details. He participated in 45 research cruises, of which he headed
22 (16 international). During scientific expeditions and business trips, he visited 53 countries of the world,
was in 24 seas of the Atlantic, Indian and Pacific oceans, and completed a circumnavigation.

Since his childhood, Viktor Egorov was fond of fishing, and years later he became the owner of a boat,
on which, for many years, together with colleagues from RCBD and other departments of IBSS, he took
samples of water, hydrobionts, and benthic sediments in Sevastopol coastal areas from Cape Lucullus
to Cape Fiolent. In one of “Antares” expeditions, jet methane gas emissions in Sevastopol coastal waters
were discovered by the hydroacoustic method.

“Antares” boat crew after an expedition to Sevastopol coastal waters. Left to right: V. Popovichev, S. Gulin,
N. Stokozov, “Antares” skipper V. Egorov, L. Malakhova, I. Moseychenko

We are pleased to have the opportunity to study Viktor Nikolaevich’s colossal capacity for work,
scientific intuition, and his brilliant human qualities — steadfast optimism and amazing sense of humor.
With all our hearts, we wish good health to the hero of the day and his loved people, prosperity, happiness,
new achievements in scientific work, and worthy students and followers!

Staff of IBSS radiation and chemical biology department

K IOBMIEIO AKAJJEMHUKA PAH BUKTOPA HUKOJIAEBUYA EI'OPOBA

B mae 2020 r. ucnonaunock 80 et Bukropy Hukosnaesudy EropoBy — M. 0. HAyYHOTO pyKOBOJIUTENS
®ULL UuBIOM, akanemuky Poccuiickoii akageMuu Hayk, JOKTOPY OMOJIOTMUYECKUX Hayk, podeccopy,
IJIABHOMY pefiakTopy «Mopckoro 6uonoruueckoro xypHaia». B. H. Eropos pazpaboran Teopuio MuHe-
pabHOro OOMeHa MeXk1y MOPCKMMU OpraHU3MaMHU U BOJTHOM CPeJION, OTKPBUI CTPYIHBIE METAaHOBBIE ra30-
BbZIeJIEHH S cO JHA YEPHOTO MOps1, CO31a1 OCHOBBI OMO(U3NUECKON TEOPHUH IKOJIOTMUECKON EMKOCTH MOP-
CKOM cpe/ibl B OTHOIIEHMH 3arps3HSIOLIMX BelecTB. Bukrop HukonaeBnu — aBrop 6onee uem 360 crateit
u 6 MoHorpaduii.
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