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Detection of the regularities of functions of male genital cells, playing a principal
role in the reproductive realization (environmental and psychological stresses) is espe-
cially relevant. Thus, the definition of the biochemical parameters of sperm at patho-
spermia is an actual problem of medical biochemistry and laboratory diagnostic. A clus-
ter analysis was performed to determine the distribution of men (normozoospermic and
with different semen abnormalities — oligo-, astheno-, oligoasthenzoospermia and leu-
kocytospermia) by groups according to biochemical indices. To determine a degree of
affinity between the individual biochemical indicators and distinguish the most important
changes, the obtained results were analyzed by principal component analysis (PCA).
Based on parameters of glutathion antioxidant system (GSG, GP, GR, GST), arginase/
NO-synthase system (cNOS, iINOS, arginase), membrane-bound ion transporting en-
zymes (Na*,K*- and Ca?*, Mg?*-ATPase) and prooxidant manifestations (TBARS,
GSSG), a cluster analysis of studied infertile male groups was performed. Normozoo-
spermic males were the most distant from infertility men with leucocytospermia. How-
ever, the latter were involved in the formation of a subcluster which consisted of oligo-,
astheno- and oligoasthenozoospermic groups. It is worth noting that oligo- and oligo-
ashtenozoospermic males were the most related and formed a clear cluster based on the
analyzed parameters. A usage of principal component analysis allowed quantitative pro-
ving a degree of affinity between changes of the individual investigated parameters under
the conditions of pathospermia. By means of principal component analysis of the studied
parameters a consistency of changes in oxidative manifestation (TBARS and GSSG con-
tent), and the activity of glutathione-S-transferase and ion-transporting systems of sper-
mal membranes of asthenozoospermic samples were set up. In the oligozoospermic
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samples the closest relations between the activity of the ion-transporting systems of the
spermal membranes and the content of the lipoperoxidation products were detected.

Keywords: male infertility, spermatozoa, oligozoospermia, asthenozoospermia,
leukocytospermia

INTRODUCTION

Preservation of the reproductive health of the population is an actual socio-demo-
graphic and medical-biological problem not only in Ukraine, but also in a majority of
developed countries. According to various studies the fraction of male infertility in struc-
ture of overall infertility is more than 40-50 % and has a tendency to increase [14].
Elucidation of patterns of functions of male germ cells plays a crucial role in reproduc-
tion (deterioration of environmental conditions, psychological stresses) and is of topical
relevance in modern conditions. Thus, a selection of the biochemical parameters of
sperm cells under pathospermia is an actual problem of modern medical biochemistry,
and laboratory diagnostics.

In previous studies, we have shown that pathospermia was associated with the
development of oxidative stress, expressed as an increase in the thiobarbituric acid
reactive substances (TBARS) level in sperm cells of the infertile men and the inverse
correlation between TBARS level and spermatozoa concentration in the ejaculate and
their motility [4]. It was found that in sperm of infertile men with various forms of semen
abnormalities the activity of constitutive isoforms of NO-synthase (cNOS) and arginase
were suppressed and the activity of inducible form (iNOS) was increased compensato-
ry [2]. This indicates the hypeproduction of NO. Inhibition of ouabainensitive Na*,K*-
ATPase activity in spermatozoa of the infertile men in all forms of pathospermia and
decreased activity of tapsigargin-sensitive (ERCA) and tapsigargine-insensitive (PMCA)
Ca?", Mg**-ATPase compared to fertile men was detected. However, Ca?*, Mg?*-ATPase
activity tended to an increase in patients with oligozoospermia [9].

In most cases, pathobiochemical indices correlate with each other, as they are a re-
sult of specific measurements of certain integral characteristics. The variability of indices
according to their values in normal physiological state reflects a severity of the pathologi-
cal process and potency of the protective (compensatory) systems. It is due to influence
of a huge amount of complex of characteristics. Therefore, the actual task is to identify
various groups of the infertile men according to the biochemical parameters and deter-
mine a degree of relationships between the individual (pathological) biochemical indices
and find out the most significant changes.

MATERIALS AND METHODS

For analysis, the results of our previous studies were used performed on sperm cells
of the infertile men with different forms of semen abnormalities [2—4, 9]. The data of
56 men who passed from January 2014 to April 2017 a primary infertility survey in a con-
sultative polyclinics of Lviv regional clinical hospital were analyzed. The inclusion criteria:
21-39 age, infertility for 1-10 years in marriage, male factor of infertility, evident oligozoo-
spermia and/or asthenozoospermia. The exclusion criteria: the infertility in marriage for
more than 10 years, azoospermia, excessive use of alcohol and influence of harmful
physical and chemical factors during the diagnostic and treatment measures.
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In the analyzed experiments, all patients were divided into 4 groups: patients with
oligozoospermia (Ol), asthenozoospermia (Ast), oligoasthenozoospermia (OlAst) and
leukocytospermia (Leu). The control group consisted of 20 somatically healthy men with
a preserved fertility, normozoospermia (N) and proven paternity.

To determine a degree of affinity between the studied groups of patients, a cluster
analysis was performed using a complete linkage method, based on a certain level of
similarity of an object with any other to form a cluster. The obtained results were com-
mitted to a multi-factor analysis to determine mutual dependencies of the variables and
define the most important of them. Namely, principal component analysis was based on
a transformation of certain sequence of investigated variables into another sequence of
variables that are linear combinations of the initial variables. The analysis of parameters
was carried out using a computer program Statistica v 10.0.

RESULTS AND DISCUSSION

Our former [2—4, 9] indicate a direction of changes in the biochemical parameters
in sperm cells of the infertile men with various forms of semen abnormalities, although
it is often a question of combining these forms according to certain criteria. It is known
that cluster analysis allows grouping different studied groups at the same values of indi-
ces. Ordering of the recieved clusters and their affinity to each other allow one to visuali-
ze the homogeneous groups (clusters).

A cluster analysis was performed based on the indices of glutathione system of
antioxidant defense (GSG, GP, GR, GST), arginase/NO-synthase system (cNOS, iNOS,
arginase), membrane-bound ion transporting enzymes (Na*,K*- and Ca?*, Mg?*-ATPase)
and indices of oxidative manifestations (TBARS, GSSG) (Fig. 1). One can see from the
results of our study, that the biochemical indices formed two separate cluster distant by
the Euclidean distances. The normozoospermic men (N) were the most distant from the
infertility men with the leucocytospermia (Leu). However, the latter were involved in
a formation of a sub-cluster consisting of oligo- (Ol), astheno- (Ast) and oligoastheno-
zoospermic (OlAst) groups. It should be noted that the oligo- and oligoasthenozoosper-
mic samples were the most related and formed a clear cluster based on the analyzed
parameters.

To reveal biochemical relationships between the studied groups in more detail,
a cluster analysis was performed separately for each of the components, namely the
enzymatic (Fig. 2A) and the non-enzymatic component (Fig. 2B) of the glutathione an-
tioxidant system, the arginase/NO-synthase system (Fig. 2C), membrane-bound ion-
transporting enzymes (Fig. 2D) and the oxidative manifestations (Fig. 2E).

As one can see from the presented dendrograms of affinity for the values of the
activities of arginase/NO-synthase (Fig. 2C) and membrane-bound ion transporting en-
zymes (Fig. 2D) based on the Euclidean distance and distance between classes, the
obtained clusters were similar to the dendrogram of affinity by all studied biochemical
indices. By the values of indices of the enzymatic components of the glutathione system
the dendrogram of affinity (Fig. 2A) forms the same clusters, but the distance between
them is an order of magnitude lower than the dendrogram of the affinity by all studied
biochemical pathobiochemical indices.

The dendrogram of the affinity according to indices of the non-enzymatic component
of the glutathione system and oxidative manifestations forms other clusters. As shown

ISSN 1996-4536 (print) e« ISSN 2311-0783 (on-line) e BionoriyHi CTyaii / Studia Biologica e 2019 e Tom 13/Ne1 e C. 39-50



42 R. V. Fafula, Z. D. Vorobets

Euclidean distances
60

50

40 |

30

20 t

Linkage Distance

10 }

0 [ 1
Leu OlAst Ast Ol N

Fig. 1. Dendrogram of the relationship of indices in sperm cells of the normo- and pathozoospermic men
(by all biochemical indices)
Hereinafter: N — normozoospermia; Ol — oligozoospermia; Ast — asthenozoospermia; OlAst — oli-
goasthenzoospermia; Leu — leukocytospermia

Puc. 1. [leHgporpama cnopigHeHoCTi HOPMO- Ta NaTo300CNEPMIYHINX YOMOBIKIB (3@ CyKYMHICTIO BCiX Gioximiy-
HUX MOKa3HUKIB)
Mpuwmitka: Tyt i Hagani N — Hopmo3oocnepmisi; Ol — oniro3oocnepmisi; Ast — acteHo3oocnepmisi;
OlAst — oniroacteHo3oocnepMisi; Leu — nenkouutocnepmis

in the GSH / GSSG affinity dendrogram (Fig. 2B), fertile men with normozoospermia
and infertile with leukocytospermia form a common cluster that is distant from another
cluster formed by the oligo-, astheno- and oligoasthenozoospermic men. As a result of
this analysis, it can be stated that GSH / GSSG system status in the leukocytospermic
samples does not undergo significant changes, since this group of patients was in a
single cluster with the fertile normozoospermic men. The results are confirmed by data
from other researchers who found that maintaining of GSH / GSSG homeostasis in
spermatozoa of the infertile men with an infectious factor was associated with a “sparing
effect” caused by other non-enzymatic antioxidants, in particular vitamin C [10]. Similar
distribution by clusters was obtained by indices of the oxidative manifestations (Fig. 2E).

In order to find out a degree of the affinity between the characteristics of the glu-
tathione system of antioxidant defense, the arginase / NO-synthase system, membrane-
bound ion transporting enzymes and oxidative manifestations in the normo- and as-
theno- / oligozoospermic samples (which are the most common forms of semen abnor-
malities), the results were processed using factor analysis.

One can see from Fig. 3, that the studied biochemical indices of the asthenozoosper-
mic samples belong to two main components (determinant) with a probability of 40.0 %.
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The clusters of indices presented on Fig. 1 show a consistency of the oxidative manifes-
tations (TBARS and GSSG) in sperm cells obtained from men with asthenozoospermia.
In this case, the activity of enzymes and the content of the non-enzymatic component of
the glutathione system of antioxidant defense in the astenozoospermic samples were
not interrelated and with the parameters of the oxidative manifestations.
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Fig. 2. Dendrogram of the relationship of indices in sperm cells of the normo- and pathozoospermic men
(by separate biochemical indices)

Puc. 2. [leHgporpama cnopigHeHoCTi HOPMO- Ta NaTo300CNepPMiYHMX YOSOBIKIB (3a OKpeMUMU BioXiMidHUMU
nokasH1MKamm)
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A consistency of changes in such parameters as the activity of ion transporting
systems of spermal membranes (Na*,K*- and Ca?", Mg?*-ATPase) and glutathione-S-
transferase activity which form a joint cluster was also noted. Other studied indices
by a location relative to factor 1 and factor 2 are separated from the above mentioned
clusters. Changes in ATPase activity of plasma membranes of spermatozoa are fac-
tors that determine most of the values of the first two main components of the pre-
sented model (since these indices are the most distant from the origin of the coordi-
nate system).
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Fig. 3. Resuts of factor analysis (principal component analysis) of the biochemical indices in sperm cells
obtained from men with the normo- (N) and asthenozoospermia (A) by all biochemical indices

Puc. 3. dakTtopHui aHani3 (MeTog rofloBHUX KOMMOHEHT) CyKyMHOCTI BioXiMiYHMX NOKa3HMKIB cnepMaTo3oifis
HopMo- (N) i acTeHo300CcnepMiYHMX (A) YOMOBIKIB

Factor analysis of the biochemical indices of spermatozoa obtained from the infer-
tile men with oligozoospermia (by all biochemical indices) revealed a slightly different
dependence (Fig. 4). So, cluster is formed by the ion-transporting ATP-hydrolases and
TBARS (somewhat remotely) that are mostly determined by two main components
(since they are the most distant from the origin of the coordinate system). Also, the in-
versely related coherence of GSH / GSSG indices are remarkable.

It is known that increasing of the level of lipoperoxidation processes belongs to key
pathochemical processes which are the basis of the development of sperm dysfunc-
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tion [1]. An appearance and accumulation of the oxidative damages (in the form of
products of lipoperoxidation) arises as a result of constant generation of the reactive
oxygen species (ROS) and leads to a violation of the antioxidant-antioxidant balance in
cells. ROS cause an oxidative stress and damage the structure of proteins, nucleic acids
and other bio(macro)molecules [19]. High sensitivity of sperm cells to the oxidative
stress is due to high content of the polyunsaturated fatty acids in sperm membranes.
Under the conditions of pathospermia, the prooxidant-antioxidant balance is displaced
towards the uncontrolled generation of ROS, that leads to development of the oxidative
stress [20]. According to high reactivity of ROS and, therefore, their insignificant life
expectancy, their activity is estimated by the content of products of lipoperoxidation in
addition to direct methods of their registration. It is known that TBARS level is an indica-
tor of the intensity of lipoperoxidation processes in cells and the marker of endogenous
intoxication. Besides TBARS, GSSG is also an indicator of the oxidative stress. In con-
ditions of asthenozoospermia, the coordination of these indices of oxidative mani-
festations in spermatozoa was noted.
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Fig. 4. Resuts of factor analysis (principal component analysis) of the biochemical indices in sperm cells
obtained from men with normo- (N) and oligozoospermia (O)

Puc. 4. dakTtopHun aHani3 (MeTog rofloBHUX KOMMOHEHT) CyKyMHOCTI BiOXiMiYHUX MOKa3HMKIB cnepMaTo3oifis
HopMmo- (N) Ta onirozoocnepmivHnx (Ol) yonosikis

In addition to ROS, an important role in the development of the oxidative stress
belongs to reactive forms of nitrogen, in particular, nitric (I1) oxide (NO). It is known that
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NO plays a leading role in regulation of a wide range of biochemical processes and
physiological functions in a cell (organism). On the other hand, this biomolecule has free
radical and cytotoxic (at high concentrations) properties for the pathological conditions
[21]. NO takes part in a reaction with other molecules and forms stable radicals, in par-
ticular peroxynitrite (ONOQ7), and also initiates processes of nitration of amino acids
and proteins [13, 16]. NO biosynthesis is carried out with L-arginine, that suggests its
precursor with participation of the NO-synthases. They use O, and NADPH as sub-
strates of the reaction and catalyze two-stage oxidative transformation of L-arginine to
NO and L-citrulline. iNOS is not expressed under the physiological norm, and its expres-
sion is induced by the proinflammatory factors, in particular, bacterial lipopolysaccha-
rides and proinflammatory cytokines activated by the macrophages. It is known that this
NOS isoform provides NO biosynthesis at concentrations that are several times higher
than cNOS which is characteristic for the pathophysiological states [18]. With functio-
ning of NOS, an arginase is closely related. Arginase hydrolytically cleaves L-arginine
into L-ornitine and urea. Arginase can affect the NO biosynthesis in cells due to its com-
petition with NOS for common substrate (L-arginine) [12]. We have found that in normo-
zoospermic samples the state of NO-synthase / arginase system was characterized by
the domination of the cNOS activity that ensures NO synthesis of the physiological
amount. Under semen abnormalities, the redistribution of activities in NOS system with
their shift towards the Ca?*-independent iINOS was revealed. This indicates dysmeta-
bolic changes in NO biosynthesis, namely its hyperproduction [2]. According to the re-
sults of factor analysis, none of indices of this system form a cluster with other bio-
chemical indices in the pathozoospermic samples. These data might be explained by
the fact that in addition to the enzymatic biosynthesis of NO with the participation of
NOS, there is a biosynthesis of NO through reduction from the nitrates or nitrites. Such
mechanism of NO biosynthesis is peculiar for the pathological states characterized by
a decrease in medium pH [15]. In the normozoospermic samples, a consistency of Ca?*-
dependent cNOS and tapsigargin-sensitive Ca?*,Mg?*-ATPase which pumps an excess
of the cytosolic Ca?* in the intracellular Ca?*-stores was noted.

The maintenance of the prooxidant-antioxidant balance is provided by the antioxi-
dant enzyme and non-enzymatic cell systems. The biological role of antioxidant systems
is in their ability to interrupt lipoperoxidation chain, inactivate radicals and convert them
into low reactive products [7]. The anti-radical and anti-peroxide protection belong to
a reduced glutathione (GSH) and associated enzymes that form glutathione antioxidant
system particularly important in the maintaining of cell vitality. A depletion of the glu-
tathione system leads to cytotoxic and destructive changes [6]. To assess the state of the
antioxidant defense adequately, the ratio of GSH / GSSG (or glutathione index) as an
indicator of the oxidation-reducing thiol-disulfide equilibrium of the glutathione redox sys-
tem [11] is used. The GSH / GSSG equilibrium is important for normal functioning of the
cell and provides the anti-peroxidant protection. Reducing GSH content indicates a dis-
turbance violation of the compensatory mechanisms of antioxidant cell defense. It is
known that GSH is a sensitive target for effect of the prooxidants, and a decrease in its
content is accompanied by an oxidative stress [5, 17]. According to the results of factor
analysis, none of indices of glutathione antioxidant system have formed a cluster with
other biochemical indices. In addition to the glutathione system, other antioxidant sys-
tems such as superoxide dismutase are present in sperm cells [22].
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In addition, glutathione systems are closely related to processes of the biochemical
detoxification that are carried out with participation of the glutathione-S-transferase.
According to the results of factor analysis, it was found that in the astenozoospermic
samples GST activity formed one cluster together with ATP-dependent ion transporting
enzymes. It is known that the processes of lipid peroxidation play an important role
in functioning of the biological membranes, namely, in a renewal of their lipid compo-
nents, regulation of physico-chemical properties of biomembranes [8]. The overwhelm-
ing majority of the pathophysiological changes are implemented at the membrane-cel-
lular level. A peculiarity of these pathological states (membranopathies) is a disturbance
of functioning of the biological membranes. The biomembranes are the first target for
the effects of free radicals and toxic compounds. The membrane-bound components of
the biomembranes acquire properties that are not characteristic for a physiological
state of the cell.

In present study, there are certain limitations control group (normozoospermic men
with a confirmed fertility) and pathozoospermic patients represent a heterogeneous
population, with variations in spermogram parameters and history of the infertility. This
study was conducted using a limited samples size. Therefore, it is important to confirm
the obtained results with larger sample sizes and determine specificity of the disease
(secretory or excretory form of infertility, varicocele, etc.). Nevertheless, the presented
results are important for understanding not only a direction of change in patients with
semen abnormalities, but also their affinity and dependence. A use of the multimarker
approach has allowed to establish peculiarities of the pathobiochemical changes of
sperm cells of patiens with different forms of the pathozoospermia.

CONCLUSIONS

By means of principal component analysis of the studied parameters, a consisten-
cy of changes in the oxidative manifestation (TBARS and GSSG content), activity of
glutathione-S-transferase and ion-transporting systems of spermal membranes of the
asthenozoospermic samples was set up. In the oligozoospermic samples, the closest
relations between the activity of the ion-transporting systems of spermal membranes
and content of the lipoperoxidation products was detected.
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JIbeiscbKuli HayjoHanbHUl Medu4Hul yHieepcumem imeHi JaHuna [anuybko2o
syn. lNekapceka, 69, Jlbeie 79010, YkpaiHa
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3’cyBaHHS 3aKOHOMIPHOCTEW (OYHKLIOHYBaHHSI YOMNOBIYMX CTAaTEBUX KIITUH, SKi Bigi-
rparTb BMpILLAnbHy porb Y 3AINCHEHHI penpoayKTUBHOI oyHKLii, HaOyBae 0cobnmBoi ak-
TyanbHOCTi B Cy4aCHMX yMOBaX (€KOSOriYHi Ta NCUXONOrivHi cTpecn). Y 3B’A3Ky 3 LM BU-
Oip GioXiMiYHMX MOKa3HMKIB CNepMaTo30idiB Mg Yac OOCTiMKEHHS NaToCnepMin € akTy-
anbHoK Npobremoro cyvacHoi MeanyHoi Gioximii, mabopaTopHoi giarHoCcTvKM Ta iH. [ns
BWSIBNIEHHS PO3MOAINY AOCHIKYBaHUX FPyn YOMOBIKiB (HOPMO30OCMNEPMIYHUX i 3 PI3HUMU
dopMamm natocnepmint — oniro-, acTeHo-, OfliroacTeHO300CNEPMIYHMX i erKouuToCcnep-
MiYHMX) 32 HM3KOK OiOXiMIYHMX NapameTpiB NPOBOAMNN KNACTEPHUIA aHani3. [nsa 3'acy-
BaHHS CTYMEHsI CMOPIGHEHOCTI MK OKPEMMMM BIOXIMIYHUMK MOKa3HMKaMK Ta BUOKPEM-
NEHHS1 HaMBaroMilLMX 3MiH ofepKaHi pesynbraTi aHanidyBanv 3a LOMOMOrol MeToay
FONOBHUX KOMMOHEHT (getepmiHaHT, PCA). Ha ocHOBI NMOKa3HWKIB rnyTaTiOHOBOI NaHKu
aHTMokcmpaHTtHoro 3axucty (GSG, GP, GR, GST), apriHa3o-NO-cuHTa3Hoi cuctemu
(cNOS, iINOS, apriHa3a), MembpaHO3B’si3aHNX NOH-TpaHCcnopTyBanbHux eHsmmis (Na*,K*-
Ta Ca?*,Mg?*-AT®d-asa) Ta nokasHukiB npookcmaaHTHUX nposieis (TBARS, GSSG) npose-
OEHO KracTepHUN aHani3 gocnigXyBaHMX rpyn YonosikiB. HopmosoocnepMiyHi YonoBikM
Oynu HanbinbLW BigaaneHi Big iHpepPTUNBLHUX YOMNOBIKIB i3 nerkouuTocnepmieto. OgHak
OCTaHHi Bynu 3any4deHi 4o opMyBaHHA cybknacTepa, sikuii cknagascs 3 Ofiro-, acTeHo-
M orniroacteHo300CcnepMivYHMX rpyn. BapTo 3a3HaunmTy, WO Oniro-  oniroacteHo300c-
nepMiyHi YonoBiku Oynu HanbinbLL cnopigHeHi Ta opMyBarnm YiTKUIA KracTep Ha OCHO-
Bi aHani3oBaHWX NapameTpis. BukopncTaHHa MeToay rofioBHUX AeTePMIHaHT A4ano 3mMory
KiNbKICHO [OBECTU CTYNiHb CMOPIAHEHOCTI MK 3MiHAMU OKpeMMKX OOCHigKYBaHUX MO-
KasHWUKIB 3a yMOB naTtocnepmii. 3a JONOMOro MeToAy rofoBHUX AETEPMIHAHT yCix Ao-
CNigpKyBaHMX MOKA3HUKIB BCTAHOBMEHO Y3rOMKEHICTb 3MiH MOKa3HWUKIB NPOOKCUOAHTHMX
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nposieiB (TBARS i GSSG), akTMBHOCTI rnyTaTioH-S-TpaHcdepasn Ta NOH-TPaHCNopTY-
BasibHMX CUCTEM CrepMaribHUX MeMOpaH y acTeHO300CnepPMiYHMNX 3paskax. B onirosoo-
CNepMiYHMX 3pasKkax HaWMTICHILWA 3B’A30K BUSBIEHO MK aKTMBHICTIO MOH-TpaHCMop-
TyBarbHUX CUCTEM CniepmaribHUX MeMOpaH i BMiCTOM MPOAYKTIB ninonepokcuaalii.

Knro4oei cnoga: 4onosive Hennigada, cnepMarto3oigum, oniro3oocnepmid, acTeHo-
300Cnepmisd, nenkoumTocnepmis
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