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MOJTIOPTaHHOI HEOCTaTHOCTi. ABTOPH CTBEPKYIOTh, LIO
MO3NUTHBHI ~ pe3yNbTaTH  3acTocyBaHHA  L—aprininy
acmapraty Ta THBOPTHHY 32 YMOB EKCIICPHMEHTAJILHOTO
LIMPO3y NEYiHKM € eKCIEPHMEHTAIBHUM OOIPYHTYBaHHAM
JOLJIBHOCTI TECTyBaHHs KIIHIYHMX e(eKTIB BKa3aHUX
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Purpose of the work wa® establish dynamics and morphology of DCs, located in oropharyngeal submucosa the
postnatal period after antenatal antigen effect on a fetus. DCs were detected on the cryostat sections of the pharynx tissue by using
the Vakhshtein-Meizel method. In experimental newborns, the DCs absolute number was found to be greater than in the control
and did not change during the first week, unlike in the control, where this index did not change significantly over the two weeks
of life. All groups of animals have been increased DCs absolute number by third week of life, while the antigen load on the body
increases. Experimental animals, regardless of the antigen administration mode, have been taken place DCs activation earlier than
in control, that is, at 7th life day. Animals which underwent antenatal antigen administration during fetal period has been increased
number of their processes compared to control. Although it was founded that DCs in experimental groups are stained more shade
than in control group, which indicating a more active ATP accumulation.
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This work is a fragment of the research project “Features of the rat’s organs structure under the influence of different
factors during the pre- and postnatal periods”, state registration No. 0120U103118.

Dendritic cells (DCs) form a widely distributed cellular net throughout the body. DCs not only
exert immune-surveillance for antigens of different origin, but also later activates naive T lymphocytes by
giving rise to various immunological responses [2]. The immune complex of oral cavity and pharynx (as a
part of a MALT — Mucosa Associated Immune Tissue) might represent the deserve immunological
challenges continuously faced by its mucosa. DCs take a crucial part in linking innate and adaptive
immunity, either as in mediating immunity or tolerance. Mucosa associated DCs, especially of oral mucosa,
should be thoroughly studied in our attempt to understand formation oral immunity. Besides, it is not
always possible to extrapolate oral DCs function from their counterparts in non-oral tissues [7]. Also mucus
form a nonspecific physical barrier and constrains the immunogenicity of antigens by delivering
tolerogenic signalfgl3].

It is proved that antigen-presenting cells play a central role in transferring information from the
periphery of the organism to lymphoid organs. They deliver important signals which result in T cell
unresponsiveness with antigen-specific tolerance induction. The initiation of effector TB&l
responses needs the presentation of peptide bond derived from internalized antigen on class | major
histocompatibility complex molecules by DCs in a process called cross-presentation [4].

Antigen load on body, especially on barrier mucosa, can be materialize not only bacteria and
viruses but artificially by vaccination, or by antenatal antigen administration on fetus in case mother has
undergone some infection during pregnancy [5]. According to Apostolopulose’s opinion, a major aim in
vaccine development is to induce powerful, specific T-cell responses [1]. This is achieved by targeting
antigen to cell surface molecules on DCs that begins receptor mediated endocytosis for loading onto MHC
molecules and stimulation of T-cell responses.

It is known, that type Il interferon (IFN}Xs important for innate immune protection at mucosal
surfaces and has therapeutic benefit against influenza A virus infection (IAV). According to Hemann'’s
opinion, IFN-Asignaling in DCs populations was critical for the development of protective IAV-specific
CDS8'T cell responses. It is proofed that mice lacking the IFiéeptor had decreased CDB cell
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responses relative to wild type and exhibited reduced survival after IAV re-challenge. Analysis of DCs
revealed IFN-Jsignaling directed the migration and function of CD1D&s for development of optimal
antiviral CD8 T cell responses. Thus, IFNskrves a critical role in bridging innate and adaptive immunity
from mucosa to lymph nodes to program DCs to direct effective T cell immunity against IAV [6].

Adenosine also signaling increased IL-10 secretion while decreasing IL-12p40 secretion in human
monocyte-derived DCs [9]. Actually, Antigen DCs are one of the primary targets for adenosine to suppress
T and NK cell responses [3, 10].

DCs are an important component of the MALT system. The content of adenosine represents the
functional activity of dendritic cells and changes throughout life, as well as with increasing antigen
administration. Adenosine content dynamics in the cytoplasm of dendritic cells after antenatal antigen
administration on a fetus has not been studied. Determination of adenosine accumulation features will helps
to track the reactivity of dendritic cells in response to antigen administration and to reveal formation
mechanisms of the oral immune system, especially for children, which mothers have undergone antigen
loading during pregnancy, that will form the basis for the formation of new pediatric approaches to care
for at-risk group children.

The purpose of the work wasto establish dynamics and morphology of DCs, located in
oropharyngeal submucosa, at the postnatal period after antenatal antigen administration on a fetus.

Materials and methods.Pharynges of the 124 white laboratory rats were taken as an object of the
study. Oropharynges were taken for examination at 1, 7, 14, 21, 45 days of postnatal life. Animals were
divided into four groups: | — intact animals, which were born from healthy rats without any antigen
administration during pregnancy, Il — animals, which were exposed to antenatal antigen administration at
18th day of prenatal development with the method of Voloshyn M.A. (2010), lll — animals which were
exposed to amniotic fluid antigen administration at the 18th day of prenatal development with the method
of Voloshyn M. A. (2011), IV — control animals, which were exposed to antenatal intrafetal injection of
saline solution on the ¥8&lay of prenatal development. Rats were born full term and absolutely healthy. It
is said that all animals with any symptoms of a disease were avoided to take at experiment. Control group
of animals was used for proofing that a process of operating got no effect on a fetus, but antigen leading
does. Sex differences were not considered. As antigen have been used split virus inactivated Influenza
vaccine Vaxigrip. DCs were detected on the cryostat sections of the pharynx tissue by using the
Vakhshtein-Meizel method. Instead of more type of lymphocytes, DCs have high activity of ATPase,
because of the activity of the ATP-dependent proton pump depends on the gradual decrease of pH in the
endosomes and lysosomes, activation of proteases in the endocytosis of antigens. Other pharyngeal cells
exhibit moderate to low activity of ATPase. Control of the reaction was carried out with histological
samples rich in ATPase. Samples were embedded in glycerol-gelatin. The absolute number of DCs and its
dendrites was counted in a oropharyngeal submucosa on a unit area ofit508bhg a microscope with
oil immersion technique (x630). The variation statistics methods via program «STATISTICA 6.1»
(StatSoft Inc.Ne AXXR 712D833214FAN5) was used to compare differences in number of DCs and DCs
dendrites. The0.05 were considered significant. Supporting aittldrawal of animals from experiment
was carried out in accordance with the requirements of the European Commission Directive (86/609/EEC),
Law of UkraineNe 1759-VI (15.12.2009) On the Protection of Animals from Cruelty.

Results of the study and their discussionn newborn intact animals ATP-positive DCs are found
in the submucosa of oral part of the pharynx, mainly under the basement membrane. The largest number
of ATP contains in the cytoplasm, and provides membrane processes and energy metabolism. Cell bodies
are of triangular elongated shape, rough contours of the plasma membrane with brown deposits in the
cytoplasm. The nucleus is light, elongated, with wavy contours. The dendrites are spatially oriented mainly
along the basement membrane and posses button-shaped endings. In experiment and control there is no
difference between topography of DCs and their dendrites.

At the 1st day of life in the number of DCs oropharyngeal submucosa reaches 1.2+0.65 atrf5000
(Fig.1) and the number of its dendrites is 2.7+0.03 at 1p66(fig.2). In experimental animals of the same
life term dendrites number increases statistically up to 4.1+0.03 at 156Ghd 3.9+0.18 at 150Q0n? in
the animals of the second and third groups compared to control animals. The difference in DCs number in
oropharyngeal submucosa is not statistically verified between experimental and control animals (fig.1).

At the seventh day of life in experimental animals there is a tendency of a higher content of DCs
number compared to control animals. The number of DCs dendrites in the experimental animals is
statistically significantly higher than in control. At describing period in all group animals number of ATP-
positive DCs and their dendrites has a tendency to increase compared to the previous observation period
(fig. 1, 2).
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At the fourteenth day of life DCs are located in the oropharyngeal submucosa beneath the basement
membrane, their processes are located parallel to the basement membrane. Their number is statistically
significantly increased from 7th days of life to 3.2+0.15 per 15060 The DCs number in the experimental
oropharyngeal submucosa tends to increase compared to control. In intact animals, the accumulation of ATP-
positive material in the cytoplasm increases, proved by the darker staining of DCs. Statistically significantly
increasing of dendrites number, compared to the previous observation period, is also revealed. However the
length is reduced. Among other common findings we established are fan-shaped dendrites in experiment
instead of button-shaped dendrites in control group (Fig.1, Fig.2). After antenatal antigen administration, DCs
are stained more vividly compared to animals in control group. In experimental animals of both groups, DCs
are characterized by greater number of dendrites than in control. DCs dendrites of experimental animals are
visually thicker and more intense in color than in the animals of control group.
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Fig.1. ATP-DCs’ Dynamics in Rats’ Oropharyngeal Fig.2. Dynamics of ATRDCs' Dendrites in Rats’
Submucosa on the Unit Area (150Q0m% Vakhshtein-Meizel Oropharyngeal Submucosa on the Unit Area (15008 Vakhshtein-
method). Meizel method). Notes: the symb* means that the result is
Notes: the symbol means that the result is statisticastatistically significant with respect to the control group, the symbol
significant in relation to the previous observation period. means that the result is statistically significant in relation to the

previous observation period.

Intensive deposition of ATP-positive material contents of intracytoplasmatic inclusions of DCs
persists from the twenty-first up to the forty-fifth day of life in the animals of control and intact group, the
dendrites of DCs are predominantly fan-shaped. The number of them is at the same level with appropriate
index of the previous observation period. In animals which underwent antenatal antigen administration
during fetal period there are cells with more short predominantly fan-shaped dendrites, compared to
animals of control group. At the 21 day of life there is a tendency to increase the DCs number in
experimental animals, compared to control ones.

DCs number increases by 14th day of life in all groups of animals, while the antigen load on the
body increases. Terms of increasing antigen load on body coincides with terms of changing type of feeding
food by getting supplements (solid food) and can be explained by that. This period takes time from the 14th
day up to the 21th day of postnatal life. In experimental animals, regardless of the mode of antigen
administration, DCs activation takes place earlier than in animals of the control and intact groups, that is,
at 7th day of life. In animals which underwent antenatal antigen effect during fetal period the DCs number
does not change in comparing to animals of the control and intact groups. However, the number of their
processes overgoes control and intact ones. Obtained results coordinate with our previous results [8], also
statistically significantly differences between number of DCs in submucosa of nasopharynx and
oropharynx was not found.

DCs initiate and modulate primary immune responses by attracting and activatuegTneells.

They are able to coordinate tolerance or immune response depending on their activation status, that is why
DCs are also considered as “orchestrating” cells of the immune regpanéé]

It is settled, that antenatal antigen administration leads to acceleration of the release of
immunologically immature PNAlymphocytes emerges from thymus to the peripheral immune organs,
including pharyngeal wall as MALT-representative. According to the concept of “Lymphocyte —
morphogenesis factor” PNAymphocytes influence on the morphogenesis of surrounding cells, changing
intercellular and cellular matrix interaction. Microenvironment takes crucial point in differentiation of
functional DCJ11]. Antigen presenting cells, such as DCs, are one of the primary targets for adenosine to
suppress T and NK cell responses. Despite not enough understanding of molecular mechanisms of
adenosine regulation of DCs it is founded that adenosine receptor stimulation strongly suppresses DCs
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activation[3]. Cytokine expression profile of Adenosine-differentiated DCs is deeply altered compared to
classic myeloid DCs, as well as it is characterized by a mix of proinflammatory and anti-inflammatory
cytokines and up-regulated by immune suppressor and tolerogenic factors.

High activity of ATPase is explained by activation of proteases in the process of antigen
endocytosis. On a one hand, adenosine is a well-studied neurotransmitter, but on the other hand as a part
of ATP it also experts deep immune regulatory functions. While ATP stimulates immune responses by
exact inflammasome activation, its degradation product adenosine acts rather anti-inflammatory. In this
case it decreases regulation of DCs function and dampens T cell activation and cytokine sB&etion.
derived adenosine can also act back onto the DCs in an autocrine manner. As a result DCs functions that
are normally involved in stimulating immune responses are supprgs$edhis likely can leads to
depressed reactions of local immunity.

Activation and increasing of DCs number in oropharyngeal submucosa of control animals is
observed at the first and fourteenth days of life. In experimental animals, regardless of the method of
exposing antigen, the second wave of DCs activation takes place earlier than in control, that is a 7th day of
life. Animals which were exposed to antenatal antigen administration have been increased dendrites
number compared to contrdh experimental groups it was founded that DCs are stained more shade than
in control group, which indicating a more active ATP accumulation.

Prospects for the further research lie in the fact that it is planned to study the quantitative content of ATP in DCs
cytoplasm after antenatal antigen administration.
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JUHAMIKA AT®-IIO3UTUBHUX JEHAPUTHHUX JUHAMHUKA ATO-ITOJTOXUTEJBHBIX

KJIITHH B IIJICJIA30BIA OCHOBI POTOBO{ JEHJIPUTHBIX KJIETOK B IIOJACIAZACTON

YACTHUHU I'V/IOTKHU ITYPIB HICJIS1 OCHOBE POTOBOW YACTH I'JIOTKH KPBIC

BHYTPIIIHbOYTPOBHOI'O BBEJIEHHS MOCJIE BHYTPUYTPOBHOI'O BBEJJEHUSI

AHTUTEHA AHTUTEHA
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Mertoto pociiukeHHs 0yJI0 BCTAHOBUTHU JMHAMIKY Ta Llenbto wccnenoBaHUs ObUIO YCTAHOBHUTH JAMHAMUKY U
MOpPGOJIOTiI0  JEHAPUTHUX KIITHH IiJCIHU30BOI OCHOBH  MOP(OJIOTHIO JACHAPUTHBIX KIETOK IOJCIM3UCTOH OCHOBBI
poToBoi YaCTHHU [JIOTKH I1ypiB mcias  POTOBOM YacTH IVIOTKU KPBIC MOCJIE BHYTPHYTPOOHOTO BBEACHUS

BHYTPIITHBOYTPOOHOTO BBEAEHHS aHTHTeHA. JIeHApUTHI aHTHreHA. JIeHIPUTHBIC KICTKU ObLIN BBISIBICHBI HA KPHOCTATHBIX
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KIITUHK Oy BUSIBICHI Ha KPIOCTaTHHUX 3pi3aX TKaHWUHU
IJIOTKM 3a J0NOMOror Merony Baxmreitna-Meiizens.
BcTaHOBIIEHO, 1110 Y HOBOHAPODKEHHX EKCIIEPUMEHTAIBHUX
TBapHH a0COJIOTHA KUIBKICTh JCHAPUTHUX KIITHH Oijblia,
HDK B KOHTpPOJIi, Ta HE 3MIHIOETHCS MPOTATOM IEPLIOrO
THOKHS, Ha BiIMiHY BiJl KOHTPOJIIO, JI€ LICH MOKa3HUK 3HAYHO
HE 3MIHIOETHCS IPOTATOM ABOX TIDKHIB XKHTTA. Y BCIX TPyl
TBapuH a0COJIIOTHA  KINBKICTh ~ JEHIPUTHUX  KIITHH
30UIBIIYETBCST  HPOTSATOM — TPETHOTO  THDKHS — KHTTS,
OJJHOYACHO 3i 301IBIICHHSIM aHTUT'€HHOTO HaBaHTa)KECHHS Ha
opraniaM. B ekcrmepuMeHTi, HE3aJeXKHO BiJ CHOCOOY
BBEJCHHS AQHTHICHY, AaKTHBAllil JACHAPUTHHX KIITHH
BinOyBaeThCA paHillle, HDK y KOHTpoI, ToOTO Ha 7 100y
KUTTS. Y EKCIICPUMEHTAJbHUX TBapHH, MOPIBHSIHO 3
KOHTPOJIEM, 30UIBIIYE€THCS KiJIbKICTB BIZIPOCTKIB
JNCHIPUTHUAX KIITHH, a TaKOXK caMi JCHAPHUTHI KIITHHU
3a0apBieHi TEMHille, HDK Yy KOHTPOJI, IO CBIIYUTH PO
OinpLr akTHBHE HakoryeHHst ATO.
KarouoBi cmoBa: AT®D, BHyTpiuHb0yTpOoOHE
BBEJICHHS aHTHI€HY, JICHAPUTHI KJIITHHH, TJIOTKA,
Cratta Hagiiinuia 25.08.201%.

cpe3ax TKaHU IVIOTKU ¢ MOMOILBI0 MeToza Baxureitna-Meiizens.
YCTaHOBIEHO, YTO Y HOBOPOXIEHHBIX JKCIIEPUMEHTAIBHBIX
JKUBOTHBIX a0COJIIOTHOE KOJIMYECTBO JCHAPHUTHBIX KIIETOK
Oosbllie, O CPABHEHUIO C KOHTPOJEM, Ha MPOTSHKEHUU IEPBOM
HEJIeNH JKU3HU U He U3MEHSETCS, B OTIIMYUE OT KOHTPOJIS, TIIE 3TOT
MOKa3aTeNb 3HAYUTEIBHO HE U3MEHSETCS B TEUCHHE IBYX HEIETb.
YV JKHBOTHBIX BCEX HUCCIIETYEMBIX TPYII a0COIFOTHOEC KOJIMYESCTBO
JCHAPHUTHBIX KIIETOK YBEIHYMBACTCS HA MPOTSHKCHUH TPEThEH
HEIeNM JKU3HW, OJHOBPEMEHHO C YBEJIMYEHHUEM AaHTUTCHHOMN
Harpy3Ky Ha opraHusM. B sxcriepuMeHTe, akTHBAIHS JICHAPUTHBIX
KJIETOK ITPOMCXOUT PAHBILIE, YeM B KOHTPOJIE, TO €CTh Ha 7 CYTKH
JKU3HU. Y OKCIEPHMEHTAJIbHBIX JKHBOTHBIX, 0 CPaBHEHHUIO C
KOHTPOJIEM, YBEIMYUBACTCS KOJIUIECTBO OTPOCTKOB JCHAPHTHBIX
KIETOK. Y OKCIEPHMEHTAIbHBIX JKUBOTHBIX YBEIMYHBACTCS
KOJIMYECTBO JEHJPUTOB MO CPABHEHHMIO C KOHTPOJIEM, a TaKkKe
YCTaHOBJICHO, YTO CaMH JCHAPUTHBIC KICTKH OKpPAIICHbI TEMHEE,
4YeM B KOHTpPOJIE, YTO CBHACTEIBCTBYET O 0o0Jiee aKTHBHOM
HakorieHun AT®.
KioueBbie ciaoBa: AT®, BHyTpuyTpoOHOE BBEICHHE
AQHTUTEHA, ICHAPUTHBIC KICTKH, TII0TKA, MECTHBI UMMYHHTET.
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ORGANOTOXIC EFFECT OF SINGLE INTRATRACHEAL ADMINISTRATION

OF LEAD NANOPARTICLES OF DIFFERENT SIZES
e-mail: ginna5@ukr.net

Cardiovasotoxic effect of a single intratracheal administration of lead nanoparticles of different sizes was studied in the
experimentColloidal solutions of lead sulfide (PbS in sodium polyphosphate) with an average size of 26-34 nm and 50-80 nm,
and lead nitrate Pb(NgR in ionic form which is well soluble in water were used. Toxic effects were assessed 12 days after
exposure. Morphological changes were found in the myocardium and to a greater extent in the atria. Mild disorders, such as
enlarged interstitial space and dystrophic changes of individual cardiomyocytes were found after administratiersoHBh&
Phso_sonmnanoparticles. Thus, with intratracheal administration of lead, the toxic effect of nanopartietessikegd PbS-sonm
was manifested more compared with an effect caused by the action of the ionic form of leaglPBti¢Qoxic effect of lead
nanoparticles was mainly evident in the atrial myocardium cardiomyocytes, while the aortic wall remained almost unaffected. The
most pronounced structural changes were observed in the lungs and bronchi, which may be due to the route of the toxicant
administration.

Key words: lead, nanopatrticles, intratracheal intoxication, morphological changes, myocardium, aorta, lungs.

The work is a fragment of the research projects “Investigation of cardiovasotoxic action mechanisms of heavy metal
nanoparticles (on the problem of biosafety of nanomaterials)”’, state registration No. 0119U100182; “Changes in internal organs
and regulatory systems under the conditions of experimental damage and historical aspects of histology, cytology and embryology
development in Ukraine”, state registration No. 0116U000121 and “Study the of tissue reaction features and their modulation in
lesions of various origins”, state registration No. 0120U102691.

New physicochemical properties of the engineered nanoparticles make them very attractive for
industrial and biomedical use. Nowadays, the manufacturing and application of nanotechnological products
has reached industrial scale worldwide and has the potential for further growth and expansion. This raises
concerns about the unforeseen adverse health effects on both nanoindustry workers and nanoproduct
consumers [13, 8].

Zhao L [15] noted that nanopatrticles (NPs) released to the work area air might contribute to the
cardiopulmonary effects observed in workers. Biomarkers of lung damage, cardiovascular diseases, as well
as biomarkers of oxidative stress and inflammation which were associated with the occupational exposure
to the studied NPs were found in the workers of the NP factory.

It was experimentally established that the cardiotoxic effect of NPs of titanium oxide, zinc oxide,
silver, carbon, silicon dioxide and iron oxide depended on both the toxicity of these compounds and the
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