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MOLECULAR-GENETICAL INVESTIGATION
OF OIL POLLUTION EFFECT ON AGUABIOTA
OF KAZAKHSTANY ZONE OF CASPEAN SEA

Abstract. The Study of the impact of pollutants on the aquatic ecosystem for the purpose of biological indica-
tion of areas subject to anthropogenic pollution is extremely important for the Caspian sea. The article presents the
restriction DNA analysis of fishes (Neogobiusgorlap) and polychaetes (Nereisdiversicolor) from three habitats of the
coastal zone of the Caspian sea. Currently, the method of DNA analysis, polymerase chain reaction (PCR), deve-
loped in 1985, is widely used to assess genome stability [1]. The sensitivity of PCR makes it possible to successfully
analyze even degraded DNA from Museum and archaeological samples. In this paper, we used the RAPD-PCR ana-
lysis method. In the total selected sample of 3 biotopes, 4 to 11 fragments were evaluated. Visual analysis of DNA
fragments obtained for samples had a very high degree of differences (difference). All selected primers showed a
different picture of inter-species differentiation. It is absolutely reliable markers (interbreeding specific DNA frag-
ments) to identify phenotypic interbreeding, studied fishes. The most important primers for the samples were OPA-
09 and OPA-10. During the analysis of polymerase chain reaction spectra with polymorphic and monomorphic DNA
of fish caught in sites with different levels of pollution were found. The specific properties of the DNA spectra of the
studied fish and polychaetes were determined. A unique DNA fragment was found in polychaetes from the polluted
environment, which can be used as a DNA marker.

Key words: RAPD-PCR, DNA, electrophoresis, enzyme, restrictase, primers, polymerase chain reaction, poly-
morphism.

Introduction. Restriction DNA analysis of any organism is widely used in molecular genetic re-
search and is one of the most important tools in the study of violations in the DNA molecule. DNA
molecule cleavage products are analyzed using gel electrophoresis in agarose or polyacrylamide and the
resulting pattern of DNA molecule fragment separation in the form of a specific, different for different
enzymes, a set of bands and is the result of restriction analysis of the studied DNA. Many restrictase allow
cleavage of DNA at more than 150 sites of recognition. Restriction analysis is carried out for a variety of
DNA, ranging from small fragments of several tens of nucleotide pairs, and up to the entire eukaryotic
genomes of more than 1 billion base pairs. It was found that in most cases the cleavage of chromosomal
DNA by restriction endonucleases resulted in the formation of clearly visible fragments of a certain
length, which allowed to judge about genome disorders of the studied animals, in particular polymor-
phism in individuals, which living at strong polluted area [1-3].

Actuality of the work. The study of the impact of pollutants on the ecosystem for the purpose of
bioindication of technogenic contaminated areas is of extreme relevance for the Caspian sea area.
Molecular genetic analysis of species of fish and the polychaetes from the coastal zone of the Caspian sea
for assessing the impact of pollutants on the stability of the genome for the first time. Determination of the
accumulation of polycyclic aromatic hydrocarbons (PAHs) and their metabolites as specific xenobiotics in
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the area of oil production, processing and transportation is an extremely urgent problem of the Kazakhstan
shelf of the Caspian sea.

Purpose of research. The purpose of this work is to conduct a reconnaissance study of the effect of
oil pollution on the genome stability of test objects by molecular genetic analysis methods

Tasks:

- analysis by polymerase chain reaction of DNA spectra of fish and polychaetes selected from the
coastal zone of the Caspian sea with different levels of pollution;

- quantitative and qualitative assessment of the isolated DNA from the body of test objects

Research materials and methods. The objects of research were selected goby fish (Neogobius-
gorlap) and polychaetes (Nereisdiversicolor) caught in the coastal zone of the Caspian sea. Three points
were selected for the analysis by polymerase chain reaction of fish and polychaete DNA spectra: Atyrau,
of the river Ural delta and the coastal zone of the Caspian sea with different levels of pollution. These
types of aquatic organisms fully meet the requirements for biomonitoring objects: widespread distribution
in the reservoir, well-studied biology, do not make long migrations. The material for the study served as
the fins of fish and the tissue of the polychaetes.

Quantitative and qualitative assessment of the isolated DNA was performed using spectropho-
tometric and electrophoretic analysis. For spectrophotometric analysis, adsorption of aqueous DNA
solutions was measured at three wavelengths: 260 nm, 280 nm and 320 nm. The size of DNA molecules
and the presence of RNA impurities were determined by electrophoresis in 0.7% agarose gel after staining
with bromide ethidium. Visualization of DNA, RNA was carried out using a transilluminator in ultraviolet
light.

Treatment of DNA by enzymes. Ferments produced of company “Fermentas”, Vilnius, Lithuania
were used in the work." The cleavage of DNA was carried out in the manufacturer's recommended buffers
for restriction of DNA at the optimum temperature for 16 hours. Restriction was carried out in 20 pl of the
reaction mixture to which 5 pl of DNA and 0.5 pl of the enzyme were added. Activity of the enzymes
used: Alul - 10 u/ pl, EcoRI - 10 u/ul, BsuRI - 10 u/ pl.

Electrophoresis. To identify fragments of length from 40 to 2000 p.b. used the electrophoresis in 8%
polyacrylamide gel (on the track we applied 5 pl of the treated DNA) ("Sigma", USA). After the electro-
phoresis, DNA visualized with ethidium bromide and photographed under UV light.

DNA sample. For genomic DNA extraction a set of reagents QIA amp DNA Mini Kit (Qiagen, USA)
was used. Quantitative and qualitative assessment of the isolated DNA was performed using DNA
photometer (Biofotometer Plus, Eppendorf, Germany) and electrophoretic analysis. For photometric
analysis, adsorption of aqueous DNA solutions was measured at three wavelengths: 260 nm, 280 nm and
320 nm. The size of DNA molecules, as well as the presence of RNA impurities, was determined by elec-
trophoresis in 0.7% agarose gel after staining with bromide ethidium. Visualization of DNA, RNA was
carried out using a transilluminator in ultraviolet light. PCR mixture with Taq polymerase, PCR Master
Mix (Thermo Scientific, Lithuania) was used for DNA amplification of the studied and control samples.
Amplification was performed automatically on the programmable master cycler nexus Gradient amplifier
(Eppendorf, Germany) using the "hot start"method. The tubes with reagents were placed in an amplifier
heated to a temperature of 93-94°C. This technique allows to avoid non-specific annealing of primers.

RAPD-PCR analysis. Polymerase chain reaction was carried out with ten members oligonucleotide
primers synthesized in RSE "Institute of General Genetics and Cytology" (Kazakhstan) on a synthesizer
ASM-800 of Bioset company, (Russia) (table). To minimize the error, the reaction was optimized by
selecting the necessary concentrations of each component and preparing the total mixture for the entire
sample.

The PCR reaction was carried out in the following temperature mode: initial denaturation at 94°C for
2 min, 40 cycles consisting of four stages, including 45 C at 92°C, 30 C at 37°C, 15 C at 45°C and 2 min
at 72°C. the Reaction completed a 10-minute elongation stage at 72°C. Negative reaction control
(contamination test) contained a reaction mixture without the addition of DNA.

Electrophoresis. Electrophoresis of amplified DNA fragments was carried out in 2% agarose gel in
Tae buffer (0.89 M Tris, 0.1 M sodium acetate, 0.05 M EDTA), pH 7.8 with bromide etide (5 pg/ml) and
was photographed in transmitted UV light. The size of each fragment was determined by comparison with
marker DNA fragments Gene Ruller 100 kbDNALadder (ThermoScientific, Lithuania).
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Primers used for RAPD-PCR DNA analysis of fish and polychaetes

Primer 5" =3
OPA-02 TGCCGAGCTG
OPA-09 GGGTAACGCC
OPA-10 GTGATCGCAG
OPA-11 CAATCGCCGT

Results. At the first stage of the research, the most informative primers for PCR analysis based on
literature data were selected. Primers with the nucleotide sequence OPA-02 (TGCCGAGCTG); OPA-09
(GGGTAACGCC); OPA-10 (GTGATCGCAG) and OPA-11 (CAATCGCCGT). Then the variability of
randomly amplified DNA was analyzed by RAPD-PCR method with selected standard 10-nucleotide
primers.

During the analysis of the DNA spectra of fish obtained by polymerase chain reaction, caught in the
vicinity with different levels of pollution, both polymorphic and monomorphic DNA were found.
According to the literature, such monomorphic DNA should be distinguished from polymorphic and
considered as a manifestation of genetic monomorphism at the DNA level [4, 5]. The features of the DNA
spectra of the studied fish and polychaetes in two areas with different levels of pollution of the
environment (biotopes) were revealed. A unique DNA fragment was found in individuals living in a more
polluted environment. The results of studies of the influence of anthropogenic factors on the features of
the DNA spectra of the fish studied, obtained by PCR analysis are shown in figure 1.

1 point 2 point 3 point

A
A A
~N r

1000 n.p.

—>

500 n.p. —p
400 n.p. —>
300np. —*>
—

200 n.p.

100 n.p.

v

Figure 1 — RAPD - polymorphism of fish detected with primers OPA-02, OPA-09, OPA-10 and OPA-11.
1 point — the coastal area of the Caspian sea; 2 — point Delta of the Ural river; 3 point — coastal area of the city of Atyrau;
M — DeMarker (GeneRuller 100 kb DNA Ladder). 1 — the primer OPA-02; 2 — primer OPA-09; 3 — primer OPA-10;
4 — primer OPA-11; 5 — primer OPA-02; 6 — primer OPA-09; 7 — primer OPA-10; 8 — primer OPA-11;
9 — primer OPA-02; 10 — primer OPA-09; 11— primer OPA-10; 12 — primer OPA-11

The total sample of 3 selected points revealed from 4 to 11 fragments. In visual analysis of DNA
fragments obtained for species samples had a very high degree of dissimilarity (differences). All selected
primers showed different patterns of inter-species differentiation. But it is absolutely reliable markers (i.e.
hybridizing DNA fragments) to identify phenotypic hybrids studied fish have been identified. For the
studied samples, the most indicative primers were OPA-09 and OPA-10. Figure 1 shows distinct strips
(DNA fragments) of different sizes.

Thus, during the analysis of the DNA spectra of fish obtained by polymerase chain reaction, caught
from different degrees of contamination of biotopes, polymorphic DNA was found. In the studied fish
samples monomorphic DNA was also revealed. Figure 1 shows that polymorphic DNA markers may be
responsible for different characteristics of individuals.
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The next stage of the study was the analysis of polychaetes caught in the same biotopes as fish. The
same primers OPA-02, OPA-09, OPA-10 and OPA-11 were used. The studies have shown that the DNA
spectrum of polychaetes contains from 6 to 9 randomly amplified DNA fragments length from 100 to
1200 nucleotide pairs (figure 2). It should be noted that the fragment on the 12 sample, which contains
more than 1000 BP, is the most indicative and is of interest. DNA fragments found in other individuals
can serve as markers of different processes and characteristics that distinguish these individuals.

1 point 2 point 3 point
A A
4 A N r N\ R\
M1 2 3 4 5 6 7 8 9 10 11 12

500 n.p. —»

100n.p. —»

Figure 2 — RAPD-polymorphism of policeto identified by using primers OPA-02, OPA-09, OPA-10 and OPA-11.
1 point — the Delta of the Ural river; 2 point — intensely polluted coastal area of the Caspian sea;
3 point — low polluted coastal area of the Caspian sea; M — DeMarker (GeneRuller 100 kb DNA Ladder).
1 — the primer OPA-02; 2 — primer OPA-09; 3 — primer OPA-10; 4 — primer OPA-11; 5 — primer OPA-02; 6 — primer OPA-09;
7 — primer OPA-10; 8 — primer OPA-11; 9 — primer OPA-02; 10 — primer OPA-09; 11— primer OPA-10; 12 — primer OPA-11

During the analysis of the DNA spectra of fish obtained by polymerase chain reaction, caught from
different degrees of contamination of biotopes, polymorphic DNA was found. Monomorphic DNA was
also revealed in the studied fish samples. DNA spectrum of polychaetes contains from 6 to 9 randomly
amplified DNA fragments with length from 100 to 1200 nucleotide pairs. Fragment 12 the sample
contains more than 1000 BP is the most striking manifestation of polymorphism. In turn, DNA fragments
detected in other individuals can serve as markers of different processes and characteristics that distin-
guish these individuals. A DNA fragment 300 BP long was detected, which was found in all polychaetes
(100% frequency of occurrence). This fragment can be considered as a manifestation of genetic mono-
morphism at the DNA level. Later it can also be used as a molecular marker for specific species under
study.

Discussion. From the literature data it follows that RAPD-markers are localized mainly in the non-
coding region of DNA, because it it is the vast majority of the eukaryotic genome. The rate of mutation in
non-coding DNA is about twice higher than in coding. In addition, RAPD markers are sometimes
amplified from regions of repetitive DNA and thus may reflect high rates of their mutation, which can be
induced by radiation or chemical factors of environmental pollution. On this basis, a method of Express
identification of species belonging of living sturgeon tissue samples, products of their processing, inclu-
ding caviar, using a multiplex polymerase chain reaction (IGCC), performed in one tube, which allows
simultaneously amplifying the unique sites of the mitochondrial genome of different species of sturgeon
to obtain species-specific multi-dimensional amplicons, divided in electrophoresis into polyacrylamide or
agarose gel [6,7].Thus, in the works of De Salle, 1996, Birstein, 1998, unlike the previously proposed test
systems, the developed technique allows to discriminate unambiguously against Siberian and Russian
sturgeons, including carriers of the mitochondrial "baerii-like" haplotype, which was previously impos-
sible, and repeatedly led to an erroneous interpretation of the origin of caviar products exported from the
Caspian region to the United States and other countries [8, 9]. Various methods of DNA polymorphism
assessment depending on the goals are successfully used at different levels: from the individual and the
population to the orders and the superorder categories. In many cases, variable DNA markers can detect
genetic differences that are not recognized by protein electrophoresis.

— 4) ——
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RAPD is a DNA polymorphism. The RAPD (Random Amplified Polymorphic DNA) method is
based on PCR-amplification of anonymous DNA sites using one, usually short (up to 10 nucleotide pairs,
n) primer of arbitrary sequence, which induces in each reaction the synthesis of up to several tens of DNA
fragments of random localization. The ability to investigate the polymorphism of the entire genome
without prior knowledge of specific DNA sequences is a major advantage of RAPD analysis. The high
level of polymorphism determined by the RAPD-method is quite informative in population studies, to
identify hidden genetic polymorphism in lines and closely related species, as well as individual identi-
fication [9]. It should be noted that RAPD-markers are inherited as dominant features, which does not
allow to distinguish the dominant homozygote from heterozygote and recessive homozygote from unam-
plified sequence. To overcome this disadvantage of the method, an original mathematical apparatus was
developed, with which the frequency of the recessive conditional "zero-allele"is taken into account. The
low reproducibility of RAPD-analysis due to non-specificity deserves attention from the negative sides
primers inducing amplification of bands of different intensity, formation of heteroduplexes. The appli-
cation of this technique is limited by the high quality requirements of the matrix and the potential non-
homologation of RAPD bands (one fragment may contain different nucleotide sequences of the same size
on an electrophoregram). Note that the development of the method emphasized the potential possibility of
constructing with the help of RAPD-markers maps of adhesion to specific loci. However, the progress in
this area is more than modest, besides such work requires quite expensive large-scale screening. For
example, 310 random primers of different structures were used to identify DNA markers that diagnose the
gender of Beluga, but none of the 4146 obtained bands was linked to the sex [10, 11]. RAPD-PCR is a
PCR with random amplification polymorphic DNA is used to study the variability of similar genetic
sequence of organisms, for example, different varieties of crops, breeds of dogs or closely-related micro-
organisms. This method usually uses one primer of small size (about 10 BP). This primer may be partially
complementary to random DNA regions of the organisms under study. The literature data suggest that the
increased content of PAH, heavy metals (copper, iron and manganese, etc.) may cause an increase in the
level of DNA damage in fish erythrocytes [11-13]. Among environmental pollutants, PAHs and metals
are of particular concern due to their potential toxic effects and bioaccumulative potential in aquatic
ecosystems. Thus, the genotoxicity of copper and zinc is shown in a separate and combined action using a
micro-nuclear test, copper causes an increase in the level of micronuclei in fish Oncorhynchusmykiss. The
increase in the level of DNA damage in erythrocytes of fish Prochiloduslineatus by the action of alumi-
num is shown by the method of DNA-comets. A possible mechanism of iron toxicity may be the induc-
tion of DNA damage due to the generation of free oxygen radicals, which can cause site-specific oxidative
damage [14, 15].

Conclusion. Thus, hydrobionts (fish and polychaetes) can be the most adequate object for the
assessment of water pollutants, as they metabolize and accumulate in the body the chemical compounds
contained in water. In our case, both fish and polychaetes react to toxic compounds similar to higher
vertebrates. They can be used for screening chemical compounds, potentially mutagenic and carcinogenic
to humans.

The work was performed under the agreement Ne197 from 20.02.2015, with the support of the grant
of the Foundation for Basic Research of the Ministry of Education and Science of the Republic of
Kazakhstan.
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KACHHIIIH KA3AKCTAH/IBIK AYMAFBIHBIH
AKBABHOTACBIHA MYHAWIMEH JIACTAHY OCEPIH
MOJIEKYJIAJIBIK-TEHETHKAJIBIK 3EPTTEY

AHHOTanMsl. AHTPONOTEH/IK JIacTaHyFa YIIbIparaH aiMaKThl OHOJIOTHSUIBIK WHAMKAIMSIAy MakcaTbIHIa
JlacTayIbl 3aTTapablH Cy SKOXYieciHe acepiH 3eprrey Kacnmii TeHi3i yiuiH ete MaHbI3IbI. Makanana Kacnnii TeHi-
3iHIH JKarajay alMarblHBIH YII apeajiblHaH ajblHFaH Oanblk (Neogobiusgorlap) mnen mnonuxertiH (Nereis
diversicolor) THK-HbIH pecTpUKIMUIBIK Tayaybl KenripinreH. Kasipri TaHaa reHOM TYpakThUIBIFBIH Oarayay YIIiH
1985 xputer xacanran JITHK tanmayeraerH momumepasapl Ti30ekti peakuus (IITP) omici xkommanbuagsr [1]. TITP
ce3IMTaNABIFBI Mypakainap MeH apxeonorusutblk eckipred JJHK-ap1 ma Tanmayra mymkiagik 6epeni. by sxympicta
RAPD-PCR rtangay oaiciH KonaasablK. Y1l OMOTONTAH ajbIHbIN ipikTenreH 4-teH 11-re aeiiin ¢pparmentrep OGara-
nauzpl. Yorinepaen ansinrad JJHK GparmentTepin Bu3yanpl Tangay Ke3iHjae YIKeH ailblpMallbUIbIKTap OaiKasbl.
AnpiaraH OapiiblK MpaiMepiiep Typapaisik auddepeHManusaHbpIH 9PTYPIIl KepiHicTepin kepcerti. by 3eprrenren
OanbikTapablH (GeHoTHNTIK THOpUATEpiH OIpTeKTEeHIipy YLIIH CeHiMAi Mapkepiep. 3epTTeireH YJriiep YLIiH
OPA-09 xone OPA-10 6ipiiama MaHbI31bI TipaiiMepsiep Ooubin Tadbuibl. [ToauMepasabl Ti30€KTI peakiys Tajlnaysl
Ke3iHJIe JJaCTaHy JCHIreli opTypdIi kepiepacH ansiaran O0ansik JJHK-ma monumopdTh jxoHE MOHOMOPGTHI CIIEKTp-
nep Oaiikangsl. 3eprrenred O6aibIK neH nonuxerrepain JHK-crexrpiepinae apHaiibl KacuerTepi aHbIKTaasl. Jlac-
TaHFaH aiiMaKTaH ajblHFaH nonuxerrepae epekue JJHK-dparment tadsuinst, oi pparmentti JJHK mapkep peringe
KOJIIaHyFa O0JIa ibl.

Tyiiin ce3nep: RAPD-PCR, IHK, amexrpodopes, pepmeHT, pecTpuKTazanap, mpaiMepiep, MOIuMepas3abl
Ti30€KTi peakius, MoIUMOPPHU3M.
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MOJIEKYJISIPHO-TEHETHYECKOE NCCJIEJOBAHUE
BJMSTHUSI HEQ@TAHOI'O 3AT'PSISHEHUA
HA AKBABUOTY KA3ZAXCTAHCKOMU 30HbI KACIIHSA

AnHOTanus. V3yuyeHne BIMSHUS 3arps3HSIONIMX BELIECTB HA BOJAHYIO SKOCHUCTEMY C LEJIBI0 OMOJIOTHYECcKOn
WHIUKAUUU TEPPUTOPUI, MOJABEPKEHHBIX AHTPONOT€HHOMY 3arps3HEHHIO KpaiHe akTyanbHo st Kacnwmiickoro
Mopsi. B craree mpencraBneH pectpuknuonHbii aHamu3 JIHK peid6 (Neogobiusgorlap) n momuxetr (Nereisdiver-
sicolor) u3 Tpex apeanoB mpuOpexHoit 30HB Kacnmiickoro Mops. B Hacrosiiee Bpemst Ul OLIEHKH CTa0MIBHOCTH
TeHOMa IIHUPOKO Hcmonb3yeTcsa meron ananmmsa JJHK, momumepasnoit nenHo#t peaxmmu (ITLIP), pazpaboraHHBII B
1985 roxy [1]. UyscrBuTensHOCTh I11IP 1I03BOIISIET yCTIEITHO aHATTM3UPOBATh naxe nerpanupoannyio JJHK u3 my-
3eHHBIX U apXeoyornueckux oopasnoB. B manHo# paboTe Mbl ucionab30BaM MeTo aHann3a RAPD-PCR. B ob6mei
oto0OpaHHOH BbIOOpKE M3 3-x OHoTOmnoB oneHuBaiu ot 4 no 11 ¢parmenToB. BusyasnbHblli aHanu3 ¢GparmMeHTOB
JHK, mony4eHHbIX A1 00pa3loB, MMeJ OYeHb BBICOKYIO CTENEHb pa3ninuuii (pasnuune). Bce BbIOpaHHbIE mpaid-
Mephl MOKa3aJM pa3jIMuHyl0 KapTUHY MEXKBHIOBOH anddepeHnuaniu. ITo0 aOCOMIOTHO JOCTOBEPHBIE MapKepsbl
(gibridspecies DNA fragments) a1 uaenTuduKanuy GpeHOTHUINYECKHX THOPHUIOB, W3ydeHHBIX pbIO. s mccie-
JyeMbIX 00pa3noB Obuti Hanbosiee BakHbIMH mpaiiMepsl OPA-09 n OPA-10. Bo Bpems aHanm3a nojuMepasHOi
LEMHOH peakiyn ObuTH 00HAPYKEHBI CIIEKTPHI ¢ mouMopHOH 1 MoHOMopdHO#H JJTHK pr16, moliMaHHEIX B MecTax ¢
pa3HYHBIM ypoBHEM 3arps3HeHus. OnpenerneHsl cnenugudeckue cBoiictBa JIHK-criekTpoB mccienyeMpIx peid u
nmomuxeT. O0HapyxeH yHukanbHbIH JIHK-parmenta y monmxeT W3 3arps3HEHHON cpeibl OOWTaHHSA, KOTOPBIHA
MOXET OBITh UCTIONB30BaH B kadectBe JJHK mapkepa.

Kiawuesnbie ciioBa: RAPD-PCR, JIHK, amexrpodopes, GpepMeHT, pecTPUKTA3bl, MMpalMephl, MOJMMepasHas
LETHAas peakLyst, HoMuMophusMm.
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