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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)
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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 ¥3 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 %.
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Fig. 1. The most common diatom species that formed fouling on the surface of porous UHMWPE samples:
a, b — Karayevia amoena (in storage culture 11); 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 1.
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.

Marine Biological Journal 2020 vol. 5 no. 2
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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

Marine Biological Journal 2020 vol. 5 no. 2

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

200 mkm

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.
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to the number of cells

% of the total number of secondary
colonization chains
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19..27 28..36 37...45 46...54 55..65 66..73
Size classes of "spots”, by the number of cells

"cloak-like" coating

% of the number of "spots" in the

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).

Marine Biological Journal 2020 vol. 5 no. 2



Ph. V. Sapozhnikov, A. I. Salimon, A. M. Korsunsky,
98 O. Yu. Kalinina, F. S. Senatov, E. S. Statnik, and Ju. Cvjetinovic

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.

-

a= 1100 mkm

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.)
- _50 mkmt (

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 1418 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 B3aUMOJICACTBUI TUIACTHKA U MIPUPOIHBIX COOOIIECTB K HACTOSAIIEMY BPEMEHU aKTyalbHa KakK HH-
Koraa npesxzae. IlocteneHHoe HakoIUIeHUWe W3AEINNA U3 UCKYCCTBEHHBIX MOJIMMEPOB U UX (PparMeHTOB
B MPUPOAHON cpelie NOCTUINIO TOTO YPOBHSI, IPU KOTOPOM YK€ HEBO3MOXHO HE CUUTAThCS C BIIUSIHU-
€M STHX MaTEepPUAJIOB Ha XXMBblE OpraHU3Mbl. B mepBylo odyepens BO3AEHCTBHIO MOJBEPraloTcsi cooOIIe-
CTBa MUKPOOPraHU3MOB, HACEJSIONIMX pa3Hble OMOTOIBI (KaK BOAHbBIE, TaK M Ha3eMHbIE). DTH CyLIECTBa
HaXoAATCA Ha NepeJHeM Kpae B3aUMOJAEHCTBHSA C IUIACTHKOM, B TOM YHMCJE B MOPCKHMX KOCHCTEMaXx.
Tem He MeHee /11 TOHUMAHUS JAHHBIX MPOIECCOB HEOOXOUMO MPUHUMAThL BO BHUMaHUE HECKOJIBKO
ACTeKTOB TAKWX B3aMMOJICHCTBUN: BIIMSIHUE Pa3HBIX BUJIOB IUIACTHKA Ha COOOIIECTBA MHUKPOOPraHU3-
MOB 4epe3 BbJEJICHUEe B CpeAy MPOAYKTOB MX pas3jiokeHUs, (pOpMbl MCHONb30BAaHUs IJIACTUKA CaMU-
MM MHUKPOOpPIraHM3MaMH, B TOM YMCJIE MEXAHWU3Mbl KOJOHM3ALMUA €T0 MOBEPXHOCTH, & TAKKE BO3MOXK-
HBIE TIPOIECCH OMOJECTPYKIIUU TOJIMMEPOB 3a CUET AESITeIbHOCTU MUKpPOOpraHu3moB. [Ipu stom pas-
HbIe BUJIBl TUIACTHKA MOTYT OTJIMYAThCS HE TOJIBKO MEXaHMYECKOW MPOYHOCTHIO, HO ¥ YCTONYMBOCTHIO
K OMOJIECTPYKIMH, BHI3BIBAEMOUM MUK POOPraHU3MaMU. DKCTIEPUMEHTBI C KOJIOHM3AIIUEH TIOBEPXHOCTH BU-
JIOB IJTACTHKA, Pa3HBIX MO COCTABY M MEXaHWMYECKOW POYHOCTH, TIO3BOJISIIOT TIOJTyYUTh ITMPOKUIN CIIEKTP

Marine Biological Journal 2020 vol. 5 no. 2


https://doi.org/10.1016/j.ibiod.2015.08.006
https://doi.org/10.1016/S1672-6529(16)60431-6
https://doi.org/10.1016/j.biotechadv.2007.12.005
https://doi.org/10.3390/ijms10093722
https://doi.org/10.1017/S0025315407054665
https://doi.org/10.1016/j.pnsc.2017.04.019
https://doi.org/10.1021/es401288x
https://ocean.ru/
https://www.skoltech.ru/
http://www.ox.ac.uk/
https://www.msu.ru/
https://misis.ru/
https://misis.ru/
mailto:fil_aralsky@mail.ru

Ph. V. Sapozhnikov, A. I. Salimon, A. M. Korsunsky,
104 O. Yu. Kalinina, F. S. Senatov, E. S. Statnik, and Ju. Cvjetinovic

Pe3yJIbTAaTOB, aKTYaJIbHBIX HE TOJIBKO /ISl IOHNMAaHWsI COBPEMEHHBIX TIPUPOTHBIX MPOIIECCOB C YYaCTH-
€M IJTACTHKA: 3TH Pe3YJIbTATHl BAXHBI U 1J1s1 IPUMEHEHHS B HEKOTOPHIX O0JIACTSX Pa3BUTHUS TEXHOJIOTUI
(HanpuMep, MpY CO3JaHUU KOMIIO3UTHBIX MaTE€pUasioB). B yacTHOCTH, IPeACTaBIAIOT OOJIBIION UHTEPEC
uccneioBausl GOpM U MEXaHHU3MOB YCTOMYMBOM KOJOHHU3ALMKM OCOOO MPOYHBIX MOJMMEPOB BUAAMU
JUATOMOBBIX BOZIOPOCJIEH M3 COCTaBa MPHUPOAHBIX cOOOMIeCTB. 3a cU€T oOpacTaHus OBEPXHOCTH OCO-
60 MPOYHBIX CHHTETUUECKUX MOJIMMEPOB IMATOMESIMU BO3MOKHO (POPMUPOBAHKE EITHOTO THATOMOBO-
MOJIMMEPHOTO KOMITO3WTA, OOIINE CBOMCTBA KOTOPOTO YK€ CYIIECTBEHHO OTIMYAIOTCS OT CBOMCTB TIOJHU-
Mepa Kak TakoBoro. Hampumep, nmpu obpactaHun mosmuMepa TUaToMes MU, TIOTHO YIEPKUBAIOIIIAMUCS
Ha ero MOBEPXHOCTH 3a CUYET (PU3HOIIOTMYECKUX MEXaHU3MOB, OOECTIEUNBAIOIINX UM HAIEXHYIO (PUKCa-
1110, CyMMapHasi IIOMIa/b OBEPXHOCTH KOMITO3UTa BO3pacTaeT Ha 2—3 MopsiIKa 10 CPABHEHHUIO C TaKO-
BOI1 rojioro nosmMmepa. Takue KOMIO3UTH M UX CBOWCTBA (hOPMUPYIOTCS 3a CYET MEXaHU3MOB KOJIOHU-
3aliK CyOCTPATOB, UCIIONIb3YEMBIX AUATOMESIMU U3 €CTECTBEHHBIX MOPCKUX LIEHO30B, — IIPU NepeHece-
HUM 9TUX MEXaHU3MOB Ha HOBBIH, MIEPCIIEKTUBHBIN IS 3aCe/IeHUsl TUaToMesIMU Matepuail. Bo3moxHoO-
CTU MPAKTUYECKOTO MIPUMEHEHHS STHX KOMITO3HUTOB JieKaT B chepe TerIo- M 3ByKOM3OJIAINH, a TaKxkKe
B 00JIaCTH CO3[aHUS TIPOTE3UPYIOIIEeN TKaHU TPU OMepanusax Ha KOCTAX. B Hammx akcriepuMeHTax oT-
CJIEXEHBI TTOCIIEIOBATEIBHOCTH Pa3BUTHUSI YCTOWYMBOTO KOMIIO3UTA MPY KOJOHU3AIWY JUATOMESIMH TI0-
BEPXHOCTU 00Pa3IOB 0CO00 MPOYHOTO CHHTETUYECKOTo MoJIMMepa, CTOMKOro K kopposuu. [Iporecc 3a-
ceJieHHsI 00pa3lOB MPOUCXOIUT Ha Ga3e cooOIIecTB, cOOPMUPOBAHHBIX B HAKOMUTEIBHBIX KYJIbTypax
W3 TIPUPOIHON MOPCKOH cpesibl. OOpasiibl CBEPXBBICOKOMOJIEKYJISIPHOTO TTOJMITUJIEHA HU3KOTO JIaBJie-
Hus (CBMIID) ¢ riagkoi v IOPUCTON CTPYKTYPOH MOBEPXHOCTH (C OTKPHITON sTUerkor, 10 80 0OBbEM-
HBIX % TOPUCTOCTH) OBUTH MOJBEPTHYTHI KOJIOHU3AIMY TUATOMOBBIMH BOiopocisiMu Karayevia amoena
(Hust.) Bukht., 2006, Halamphora coffeaeformis (C. Agardh) Levkov, 2009 u Halamphora cymbifera
(W. Greg.) Levkov, 2009. JlabopaTopHble 9KCIIEpMMEHTHI MPOIOJIKAINUCh TP Heaeau. HakonuresbHble
KYyJIbTYPBl MUKPO(UTOB, Ha Oa3e KOTOPBIX MPOBOIMIM IKCIIEPUMEHTHI, ObUTH TIOJTy4YeHbl 13 Bantuiickoro
Mops (paiion 1. Banrtuiicka, Poccust) u Apasuiickoro mops (paiiod r. Mymoau, Muaus). Tunst u cra-
IV Pa3BUTHS KOJOHHMAJIBHBIX MOCETIEHUI Ha pa3jIMUHBIX JIEMEHTaX MHUKpopenbeda GpoHTaATbHON TIO-
BEPXHOCTH U B MOJUIEKAIINX MOJIOCTAX U3YYaId C TIOMOIIBIO CKAHUPYIOIIETO JIEKTPOHHOTO MUKPOCKO-
rma Ha oOpasiax, MOABEPTHYTHIX MOCTAVHHON TepMUYecKou cymike. OtnenbHble KIeTku K. amoena,
H. coffeaeformis u H. cymbifera, ux 1IeIOYKOBUIHBIE arperathl U paclpocTéPThie KOJIOHUATbHBIE TIO-
CeJICHUsI 3aHMMAIOT Pa3JIMYHBIE MO CTEIeHH HEOJHOPOAHOCTH JIEMEHTHI TIOBEPXHOCTH MUKpopeibeda,
00pasysi CTPYKTypbl MOLITHOCTBIO B 1—2 ¢JI0sI cO cpejiHeli BhIcOTOM mocesieHusl 1—1,3 BHICOTHI eIMHUYHOMN
ocobu. Knetku K. amoena ninotHO (PUKCHUPYIOTCS Ha MOJIMMEPHOM CyOCTpare, UCTIOJb3Ysl TIOPOBBI arl-
rapaT HIDKHeW CTBOPKM MaHIWps. [Ipy 3TomM HabmofeHus ¢ IOMOIIBI0 CKaHUPYIOIIETO JIEKTPOHHOTO
MHUKPOCKOIIA BHISIBIJIM OTIIEYaTKH MAHIMped Ha cyOcTparte, SIBISIONINAECS MPU3HAKAMH BHEAPEHUS TO-
JIMMEPHOU TIO/ITIOKKHY B apEOJTbl TUTIOTEKH. PaccMOTpeHbl MEXaHU3MBI PACIIPOCTPAHEHHM ST IMATOMEN TPEX
YKa3aHHBIX BUIOB IO pa3InYHbIM 3jieMeHTaM nmoBepxHoctu CBMIID, a takxke (popMupoBaHHs XapaKTep-
HBIX JIEMEHTOB KOJIOHUAJIbHBIX MOCEEHUH, B TOM uMcne i K. amoena — mocieoBaTesibHO B (hopMme
«TOPIIKOB» U chep, MOCPEACTBOM B3aUMO/IENCTBHS C TOBEPXHOCTHIO MIOJIMMeEpa U €€ PACTSKEHHS 110 Mepe
HapacTaHWs KOJIMYECTBA TUIOTHO MPHUKPETUIEHHBIX KJIETOK B KOJIOHUAJBHOM TMOCEJICHUH.
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