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Aminoglycosides are effective antibiotics, but their accumulation in kidney cortex
causes nephrotoxic effects in 20-30% of patients, which significantly limits their use.
Forthis reason, search for the new therapies aimed at prevention of gentamicin-induced
acute kidney injury (AKI) is highly relevant. Thus, the objective of our research was to
study the functional and histopathological changes in kidneys of rats with gentamicin-
induced AKl, and estimate the renoprotective potential of pineal hormone melatonin,
which possesses antioxidant, anti-inflammatory and immunomodulatory effects. The
study was conducted on 24 non-linear male rats. Gentamicin-induced AKI was modeled
by daily administration of 4% gentamicin sulphate (80 mg/kg) for 6 days. Melatonin
(Sigma Aldrich, USA) was injected daily at a dose of 5 mg/kg. Functional state of
kidneys was assessed by diuresis, creatinine clearance, urine protein excretion,
fractional excretion of sodium, and plasma potassium level. Documentation of the
pathological processes was performed by the computer morphometry of objects in
histological preparations. Statistical analysis of the data was performed using SPSS
17.0software. Administration of gentamicin resulted in a significant impairment of renal
function of experimental animals. A decrease in creatinine clearance by 3.1 times
along with a reduction of diuresis by 1.9 times, and an increase in plasma creatinine
concentration by 2.6 times was observed. There also was anincrease in urine protein
level by 5.2 times, an elevation of fractional sodium excretion and a reduction of
plasma potassium level. Use of melatonin caused a significant improvement of renal
function comparing to model pathology group. Functional disturbances were
accompanied with the significant histopathological changes in kidney tissue: necrosis
of the 27.0+£5.2% epithelial cells of proximal tubules with the signs of hydropic
vacuolization (7.0%£2. 1%) or reversible hydropic swelling (76.0+1.5%) in the rest of
cells; swelling or deformation of some glomeruli. In the medulla tubular lumen were
dilated and partially filled with hyaline casts, tubular cells had signs of dystrophy. Use
of melatonin contributed to the restraint of the histopathological changes, confirmed by
the decrease of the prevalence and severity of tubular necrosis (1.2%), dystrophy
(64.0£2.3%), and injury of glomeruli. Obtained results verify the significant
nephroprotective effect of pineal hormone melatonin, providing a background for the
further in-depth study of its renal effects as well as its prospects as a nephroprotector.
Keywords: gentamicin-induced acute kidney injury, histopathological changes,
melatonin, nephroprotection.

Introduction

Aminoglycoside antibiotic gentamicin is widely used
for the treatment and prophylaxis of Gram negative bacterial
infections, though development of nephrotoxicity in 20-
30% of patients significantly limits its use [2, 17, 20, 23].

Toxic influence of gentamicin on kidneys results from
its accumulation in kidney cortex, where its concentration
exceeds by more than 100-fold its serum level. Due to its
proximal tubular reabsorption gentamicin is accumulated

in lysosomes of cells, inhibiting phospholipase and
sphingomyelinase and leading to Iysosomal
phospholipidosis, accumulation of myeloid particles and
cellular necrosis [2, 4]. It is also stated the interaction
between gentamicin and prostaglandins, leading to
decrease in glomerular filtration rate (GFR) [6]. It is verified
that local oxidative stress in tubular cells plays a central
role in pathogenesis of aminoglycosides toxicity [1, 4, 6,
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7]. Gentamicin increases production of reactive oxygen
species in mitochondria, which in turns inhibit respiratory
chain activity and ATP production, stimulate release of
cytochrome C and other proapoptotic factors, and disturb
cellular functions by direct damage to proteins, lipids and
nucleic acids, induce contraction of mesangial cells, cause
dysfunction of endoplasmic reticulum, take part in
development of inflammation. It results in disturbances of
transmembrane transport of sodiumions, resultingin swelling
and necrosis of cells [4, 17, 21]. Histological examination of
experimental animals kidneys and biopsy of human kidneys
reveals the swelling of proximal tubular cells, loss of brush
border and tubular irregularity, as well as changes in
intracellular organelles after one week of gentamicin use at
therapeutic doses [3, 21].

Numerous experimental data verify an ability of antioxidants
to limit a degree of kidney injury by aminoglycoside antibiotics
due to minimization of direct toxic influence of gentamicin,
prevention of vasoconstriction and contraction of mesangial
cells, as well as anti-inflammatory effect [1, 2, 4, 7-12, 18,
20]. In this regard we focused our attention on melatonin as
a possible remedy of pathogenetic correction of gentamicin-
induced acute kidney injury (AKI) due to its antioxidant, anti-
inflammatory and immunomodulatory effects [2, 6, 15, 25],
which is confirmed by some studies [14, 15, 24]. Thus, use of
pineal hormone may be considered as a potential therapeutic
method of toxic AKI prevention.

Therefore, the objective of our research was to study the
influence of melatonin on the histology and function of rats
with gentamicin-induced AKI with estimation of its
renoprotective potential.

Materials and methods

The study was conducted on 24 non-linear male rats
weighting 130-180 g, maintained in the vivarium conditions
with constant temperature and humidity, free access to water
and food. Animals were randomly divided into 3 groups
(n=8): I group - intact control, Il group - gentamicin-induced
nephropathy, modeled by daily intramuscular administration
of 4% gentamicin sulphate (Galychpharm JSC, Ukraine) at a
dose of 80 mg/kg for 6 days [22]. Melatonin (Sigma Aldrich,
USA) was injected intraperitoneally at a dose of 5 mg/kg 40
min after every gentamicin injection [15]. Animals were
sacrificed 24 h after last injection, while blood, urine samples
and kidneys were collected for biochemical and
histopathological assessments. All interventions were
conducted in accordance with the criteria outlined in the
European Union Directive 2010/63/EU "On the protection
of animals used for scientific purposes” (2010).

Functional state of kidneys was assessed by diuresis,
creatinine clearance, urine protein excretion, fractional
excretion of sodium, and plasma potassium level [22].
Plasma and urine creatinine levels were determined using
the Jaffe reaction; sodium and potassium levels - using
electronic flame photometry method; urine protein content
- using the sulfosalicylic acid precipitation test.

The kidneys of rats were fixed in 10% formalin, embedded
in paraffin, sectioned at 5 mM and then stained with
hematoxylin and eosin. The preparations were evaluated using
light microscopy and photographed (Olympus C740UZ photo
camera, Japan, LUMAM-R8 microscope, LOMO, Russian
Federation). Documentation of the pathological processes was
performed by the computer morphometry of objects in
histological preparations using computer software "VideoTest
- Razmer 5.0" (LLC "VideoTest", Russian Federation).

Statistical analysis of the datawas performed using SPSS
17.0 software. All data are represented as a mean * standard
error of the mean (Mz*c). Estimation of the differences
between the samples was conducted using parametric
Student's t-test and nonparametric Mann-Whitney U test. The
values p<0.05 were considered statistically significant.

Results

Administration of gentamicin consecutively for 6 days
resulted in a significant impairment of renal morphofunctional
state of experimental animals (Tab. 1). A decreasein creatinine
clearance by 3.1 times along with a reduction of diuresis by
1.9times, and an increase in plasma creatinine concentration
by 2.6 times was observed. There also was an increase in
urine protein level by 5.2 times, an elevation of fractional
sodium excretion and a reduction of plasma potassium level.
Use of melatonin caused a significant improvement of renal
function comparing to model pathology group.

Histopathological examination of rats with gentamicin
nephropathy in comparison with intact control group (Fig. 1)
revealed a significant impairment of kidney tissue structure,
caused by toxic influence of gentamicin (Fig. 2). In the
absence of cells without pathological changes, there is a
necrosis 27.0+5.2% of cortical tubular epithelial cells with
deformation, swelling and atrophy of some glomeruli (Fig.
2A). In the renal cortex 7.0£2.1% of epithelial cells exhibit
signs of hydropic vacuolization, the remaining epitheliocytes
(76.0+£1.5%) are in a state of reversible hydropic swelling.
In the renal medulla (Fig. 2B) and papilla (Fig. 2C) tubular

o
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Fig. 1. Photomicrograph of kidney cortex section of intact rat
(control). Staining with Haematoxylin and Eosin. (H&E). x100.
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Fig. 2. Photomicrograph of kidney section (A - cortex, B -
medulla, C - papilla) of rat with gentamicin nephropathy, 7th
day. Epithelial necrosis (1), epithelial degeneration (2), hyaline
casts (3), dilation of Bowman's space (4). H&E. x100.

cells degeneration, lumen dilation and deposition of hyaline
castsare observed.

Melatonin co-administration ameliorated histopathological
changes in kidneys. In the renal cortex areas of tubular
epithelial necrosis are localized to 1.2%, reversible hydropic

Vol. 24, Nel, Page 5-10

Fig. 3. Photomicrograph of kidney section (A - cortex, B - medulla,
C - papilla) of rat with gentamicin nephropathy and use of
melatonin, 5mg/kg. Epithelial necrosis (1), epithelial degeneration
(2), hyaline casts (3), hemorrage (4). H&E. x100.

swelling is extended to 64.0£2.3% of proximal tubular
epitheliocytes, with 4.0£1.6% of cells in a state of hydropic
vacuolization, about 30.0% of the cells - without any signs of
damage. Glomeruli of a normal structure and size, some
with dilation of Bowman's space (Fig. 3A). Hyaline casts are
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present in small amounts in the renal cortex, medulla and
papilla, there are also isolated hemorrhages (Fig. 3B, 3C).

Discussion

Gentamicin-induced nephrotoxicity at the beginning of
the development of the pathological process is characterized
by the development of oliguric form of renal failure,
accompanied by retention azotemia, proteinuria, increased
loss of sodium and potassium ions with urine, resulting in
hypokalemia (Table 1), which reflects the significant damage
and death of proximal tubular cells along with injury of
glomeruli, and corresponds to the results of similar
experimental studies of other authors [1, 4, 8-12, 17, 18].
According to the obtained results of the morphological
examination, histopathological changes, namely the necrosis
and degeneration of the proximal tubular epithelial cells in
the form of vacuolization and hydropic dystrophy, and
glomerular damage (Figure 2) were revealed for gentamicin
nephropathy [3, 8-12, 14]. Itis knownthat the most important
mechanism of gentamicin nephrotoxicity is the
hyperproduction of reactive oxygen species, causing damage
to proteins, DNA and peroxidation of lipids, with an alteration
of the integrity of cellular membranes and development of
morphofunctional disorders [1, 17]. This fact conditions
numerous research on the effectiveness of prevention of
the gentamicin nephropathy, using known and new
antioxidants [1, 2, 4, 8-12, 20].

Literature data point to the nephroprotective activity of
melatonin in AKI due to kidney ischemia-reperfusion [13],
burn disease [5], some toxic models [14, 15, 19]. Probably,
the protective effect of melatonin is due to its potent
antioxidant and anti-inflammatory properties, as well as the
ability to suppress apoptosis [6, 16].

According to the results of our study, the use of melatonin
at a dose of 5 mg/kg in the prophylactic treatment regimen
(administration 40 min after each injection of gentamicin) does
not completely prevent kidney damage by gentamicin, but
leads to an improvement in renal function, which is confirmed
by a significant increase in diuresis, creatinine clearance,
concentration of potassium ions in plasma, along with a
decrease in proteinuria and fractional excretion of sodium
ions compared to non-treated animals (Table 1). At that, the
maintenance of glomerular filtration may be explained by the
direct antioxidant activity of the drug, since reactive oxygen
species and nitrogen oxides directly lead to a decrease in
GFR [16]. The established renal effects of melatonin in toxic
kidney damage correspond to the criteria of nephroprotective
action under the conditions of AKI development [2, 8-12].

The protective effect of melatonin has been realized in
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the limitation the severity and prevalence of histopathological
changes in the kidneys, indicating the cytoprotective activity
of this hormone in relation to nephrons, the ability of the
drug to ameliorate the toxic effects of gentamicin and prevent
the development of renal failure.

The obtainedresults substantiate the further in-depth study
of the renal effects of melatonin on various experimental
models of acute kidney injury, including those considering
the chronobiological peculiarities of the hormone action,
and the prospects of its use as a nephroprotector in acute
kidney injury of different genesis.

Conclusions

1. A 6-day consecutive administration of gentamicin at a
dose of 5 mg/kg leads to an alteration of the
morphofunctional state of rats kidneys, which is manifested
by the development of oliguric form of renal failure.

2. Structural organization of the renal tissue in gentamicin-
induced acute kidney injury is characterized by the
occurrence of histopathological changes in both the
glomerular and tubular apparatus of the nephron: necrosis
of 27% of the epithelial proximal tubular cells and
degenerative changes of various degrees of the remaining
cells are observed.

3. According to research results, the protective effect of
melatonin at a dose of 5 mg/kg is verified, which is
manifested by restriction of nephrons damage and
normalization of the structural organization of kidney tissue,
as well as the preservation of renal function under the
conditions of gentamicin-induced injury development.
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MOP®ODYHKUIOHAJIbHI 3MIHA HUPOK LWYPIB MPU 3ACTOCYBAHHI MEJATOHIHY HA TJII PO3BUTKY
FTEHTAMIUUH-IHAYKOBAHOIO roCTPOro nOWwKOAXEHHA HUWPOK

lyanka €.A., 3amopcbknii I.1., lNMetpiok A.€., LyapoBa T.C.

AMiHOrnikosnan € epekTUBHUMU aHTUOIOTUKaMu, ane ix HakOMUYEHHS B KiPKOBIV PEYOBUHI HUPKWU BUKIIMKAE HEPPOTOKCUYHI epekTu
y 20-30% nauieHTiB, L0 3HAYHO 0OMEXYE ix 3aCTOCYyBaHHS. 3 i€l MPUYnHN aKTyalbHUM € MOLLYK HOBUX MPO@INakTUYHUX 3ax04iB,
CrIPSIMOBaHUX Ha 3arobiraHHsi roCTPOMY rOLLUKOMKEHHIO HUPOK (ITIH), cripudnHeHomy reHTamiumHoM. Takum YuHOM, METOIO HaLLOro
A0CIKEHHS] 6YJ10 BUBYEHHS (YHKLIIOHAIbHUX | FiCTONATONONYHUX 3MIH Y HUPKax LLYPIB Npu reHTamiynH-ingykosaHomy [TTH 3
OLJiIHKOIO HE@PONPOTEKTOPHOIrO MOTEHLiasy MiHeasbHOro ropMOoHY MenaToHIHYy, SIKuvi BOOLIE aHTUOKCUAAHTHUMU, MPOTN3anaibHUMM

Vol. 24, Nel, Page 5-10

9



Morphofunctional changes in kidneys of rats with gentamicin-induced acute kidney injury and use of melatonin

Ta IMYHOMOAZYOYUMUN epekTamu. [OCaiaKEeHHS MPoBOANIN Ha 24 HENIHIVIHUX caMusx wypiB. eHTamiunH-iHgykosaHe TTH
mMoaenoBamm LW OAEHHUM BBEAEHHAM 4% reHTamiunHy cynbgary (80 mr/kr) nporsarom 6 aHiB. MenaroHiH (Sigma Aldrich, CLLA)
BBOAWAN LLOAHS Y A03i 5 Mr/Kr. @YHKLIOHa/IbHWIT CTaH HUPOK OLiHIOBA/IN 3a NOKa3HukaMmu Liype3sy, KipeHCy KpeaTuHiHy, ekckpewii
binka 3 ceyero, pakLiviHoi ekckpewii iOHIB HaTpPIlo Ta KOHLEeHTpauii ioHIB Kasilo B r1a3mi KpoBi. [JoKyMeHTaLito naTosioriyHux rnpouecis
3AIVICHIOBa/IN 3a [JOITOMOIrol0 KOMI1'I0TePHOI MOp@OMETpIi 06'eKTiB y rictonoridHux rnpenaparax. BBeaeHHs reHTamiuvHy rnpu3Besio
0 3HA4YHOro MoripLLIeHHS] @YHKLIT HUPOK Y AOCTIAHNX TBAPUH. BUSBIEHO 3HUXEHHS KITIPEHCY KpeaTuHiHy B 3,1 pasu, 3MEeHLLIEeHHS
Aaiypesy B 1,9 pasu, 30i/bLLIEHHS KOHLEHTPpaLii kpeaTuHiHy B ria3mi B 2,6 pasu. Takox CcriocTepiranocsi 36ibLLeHHs1 BMICTy binka y
ceyi B 5,2 pa3u, niaBuLLEeHHs QPakUiviHoi ekckpeLlii iOHIB HaTPIito Ta 3HUXEHHS KOHLIEHTPaLii IOHIB kasito B rnaaami. [loka3aHo, Lo
BUKOPUCTAHHST MENIATOHIHY BUKJIMKAJI0 3HAYHE MOKPALLEHHS HUPKOBOI QYHKLii MOPIBHSIHO 3 rpyrnow MoAe/bHOI naronorii. BussieHo,
O PYHKLIOHA/IbHI PO3/184M CYIPOBOAXYBAINCS 3HAYHUMM [FICTONATONIONMYHUMU 3MIHAMU B TKAHUHAaX HUPOK: HEKPO3 eniTesiaibHuX
KJITUH MPOKCUMAasIbHOIro kaHasy csras 27.0+5,2%, y peltu KiaiTuH BUSIBJEHO O3HaKku rigpomnidyHoi Bakyonizadii (7.0£2,1%) abo
000POTHOIO rifgponi4Horo Habpsky (76.0+1,5%), Bia3HayaBcs HAbPsIK abo aegpopmalliss AessKux K/1yOoHKiB. Y MO3KOBIVi pe4OoBUHI
MPOCBITY KaHa 1bLIiB PO3LUMPEHI | HACTKOBO 3arOBHEHI ria/liHOBUMM LIMITIHAPAaMU, KAHA/TbLIEBI KJIITUHW 3 O3Hakamu anctpogii. lokasaHo,
LL{O BUKOPUCTAHHSI MENIATOHIHY Cripuvsiio OOMEXEHHIO riCTONATONOMNYHUX 3MiH, L0 MiATBEDAXYETHCS 3MEHLLEHHSIM MOLUINPEHOCTI Ta
BUPA3HOCTI KaHa/ibLieBoro Hekpoay (1,2%), anctpoii (64.0+2,3%) Ta noLkoaxeHHs kiayboykis. OTpumaHri pe3ysibTartv 4OCTOBIPHO
niATBEPAXYIOTb HEPPONPOTEKTOPHUY €QEKT MiHea/IbHOrO ropMOHY MENATOHIHY, O € MiArPYyHTIM 415 10AA/bLIOO MOr/mbIeHoro
BUBYEHHS ViOro peasbHux eQekTiB, a TakoX MepcrekTmB foro 3acTOCyBaHHS 5K HeGPOnpoTeKTopa.

Knio4oBi cnoBa: reHTamiymHoBa Hegponaris, MesaaToHIH, riCTonaro/oriyHi 3MiH1, He@PONPoOTeKLis.

MOP®ODPYHKUMNOHANNBHBIE UBMEHEHMA NMOYEK KPbIC NMPU NPUMEHEHUU MEJIATOHMHA HA ®OHE
PA3BUTUA TEHTAMWUUWH-UHAOYUUPOBAHHOIO OCTPOIro NOBPEXAEHWUA MNMOYEK

Adyaka E.A., 3amopcknii U.U., lNMetpiok A.E., lynposa T.C.

AMUHOrINKO3ULAbl SIBASIIOTCSA 9 PEKTUBHIMU aHTUONOTUKAMMU, HO UX HAKOM/IEeHUE B KOPKOBOM BELLECTBE M0YEK Bbl3biBAET
HegpoTokenyeckme agppextol y 20-30% nauymeHToB, YTO 3HAYUTEJIbHO OrPaHUYnBaEeT ux UCrob30BaHue. 1o aTov npuynHe
aKTyasibHbIM SIBJISIETCS MOUCK HOBLIX MPOGUAAKTUYECKUX CPEACTB, CrIOCOOHbIX MPEeAOTBPALLATh reHTaMULMH-UHAYLIMPOBaHHOEe
ocTpoe nospexaeHue nodek (Of11). Takum obpa3oM, Lesbio Hawero uccaenoBaHmns bbi0 N3yHeHne QyHKUNOHaIbHbIX 1
rUCTONarTos10rN4eCKNX M3MEHEHMI B MOYKAX KPbIC MPU reHTamMuunH-nHayumnpoaHHom Of1lT ¢ oLueHKor HepPOornpoTeKTOPHOro
noreHuymana rnuHeanbHoro ropMoHa MesiaToOHuWHa, obragarouero aHTUOKCU[AHTHbIMU, MPOTUBOBOCHAINTENbHBIMU U
UMMYHOMOZYNPYIOLWUMN CBOVICTBamMu. ViccnenoBaHne npoBoAnan Ha 24 HE/NUHEVIHbIX Kpbicax-camuyax. [[eHTamuynH-
uHayumnposaHHoe Of1 mogennposann exenHeBHbIM BBeAeHneM 4% reHtamuymnHa cynibgara (80 mr/kr) B TedeHne 6 gHeu.
MenatoHnun (Sigma Aldrich, CLLIA) BBOAWAN €XeAHEBHO B A03€ 5 Mr/kr. @YyHKLMOHAIbHOE COCTOSHNE MOY€K OLleHUBAIN 10
rokasarensm auypesa, KimpeHca KpeaTuHuHa, aKcKpeLmy 6e1Kka ¢ MO4YouU, @pakLMOHHOV SKCKPELMY MOHOB HATPVISI U KOHLIEHTpaumuu
WOHOB Ka/ns B raaame Kposu. [JOoKyMeHTauunio natoiornyeckux npoLeccoB rnpoBOANIN yTeM KOMIbIOTEPHON MOpGoMeTpumn
00BLEKTOB B rMCTO/IOMMYECKUX rpernaparax. BeeneHune reHtamuumHa npuBeso K 3Ha4NTeIbHOMY YXYALEHUIO QYHKLNN TOYeK Yy
MOAONBLITHBIX XUBOTHbIX. BbISIBIEHO CHUXEHUE KnpeHca kpeatuHnHa B 3,1 pasa, yMeHbLueHne anypesa B 1,9 pasa, yBennyeHve
KOHUEeHTpaunu kpeatnHuHa B naaame B 2,6 pasa. Takxe Habso[anoce yBeanyeHne cogepxaruns beska B mode B 5,2 pasa,
MOBbILLEHNE PPAKLUMOHHOM IKCKPELMN HATPUST U CHUXEHNE KOHLIEHTPpaLUMU MOHOB Ka/ns B riasme. [1okazaHo, 4To 1cro/ib30BaHne
MeaTOHUHA BbI3BAJI0 3HAYNTENILHOE YITYHLLIEHNE MTOYEYHOUN PYHKLMM 110 CPABHEHMIO C rpyrnnovi MOAEILHOM NaTonorum. BbisiB/IeHO,
4T0 QYHKLMOHATIbHBIE HAPYLLEHUSI COMPOBOXAATINCEL 3HAYNTETIbHBIMU MTMCTONAaToI0rM4ECKUMIN USMEHEHNSIMU B TKAHU MOYEK: HEKPO3
BUTENNAIIbHBIX KJIETOK MPOKCUMAaIIbHbIX KaHanbues gocturan 27.0+5,2%, B Apyrux KNeTkax BbisiBJAEHbI PU3HaKU rapornn4ecKo
Bakyonuzaunm (7.0£2,1%) nmbo obparumoro ruaponmn4eckoro Habyxanms (76.0+1,5%), otmevasicsa otek mbo aegdopmarmns
HEKOTOpbIX KJ1y6OYKOB. B MO3roBom BeLjecTBe poCBEThl KaHallbLeB PacLUNPEHbl U 4aCTUYHO 3arO0JIHEHbI TMAaINHOBbIMY
UNIUHAPAMU, KaHa/IbLEeBbIe KIETKU C npu3Hakamu anctpogpun. llokazaHo, 4TO UCO0/Ib30BaHNEe MEeNaToOHUHAa CcriocobCTBOBA/IO
OrpaHn4eHnI0 rncTonarosiorn4ecknx N3MEeHEHNM, 4YT0 MNOATBEPX[AAETCS CHUXEHNEM pacrpoOCTPaHEHHOCTU U BbIPaXEHHOCTU
KaHasbLeBoro Hekposa (1,2%), anctpopuu (64.0+2,3%) v noBpexaeHus kaybo4kos. [1onyyeHHble pe3yibTarbl JOCTOBEPHO
r1oATBEPXAAIOT HEHPONPOTEKTOPHOE AEVICTBUE MUHEANIbHOrO rOPMOHA MEIaTOHNHA, OOOCHOBbLIBasI €ro AanabHeviliee yryybieHHoe
U3YHEHNE peaslbHbIX 3QPEKTOB, a TakXe NepCcrneKkTUBLI NCN0AbL30BaHUS Kak HEQPONPOTEKTopa.

KnioueBble CnoBa: reHTaMuLnH-uHAYLUNPOBaHHass He@ponatus, MEIaTtoOHNH, MMCTONAaTo/0rM4ecKne N3MEHEHWS, HEPPOrpPOTEKLMS.
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In modern urology, it is important to study and understand the features of the
development of various pathologies in the organs of the urinary system since the
disturbances of the urodynamics is awidespread problem all over the world. Thus, the
environment pollution caused by heavy metal salts has unpredictable consequences
for the functioning of the urinary bladder. That is why the object of this study is to
determine the features of the expression and the quantitative composition of T-cells
and macrophages in the UB wall under the intake of the HMS and correction of their
effect with vitamin E, as well as during the readaptation period. According to the
experimental scenario, the experiment model was implemented by using male rats
thatwere divided into six groups. The heavy metal salts mixture consisted of the most
common potentially dangerous metals-microelements (zinc, cooper, iron, manganese,
lead and chrome). Vitamin E was chosen as a corrector. To determine the quantitative
composition of T-cells and macrophages the immunohistochemical identification by
CD3 and CD68 antibodies was used. The main results are presented as M+SD, with
the assessment of the differences and dependencies between the groups by using
nonparametric Mann-Whitney U testand Spearman's Rank Correlation Coefficient. We
found that the number of CD3+ lymphocytes and CD68+ macrophages differed
between the groups and depended on the experimental conditions. Thus, the results
of our study demonstrate that the number of T-cells and macrophages in the bladder
increases under the influence of heavy metals salts. The simultaneous intake of the
pollutants andvitamin E is accompanied by the decrease of expression intensity of the
corresponding cells. When the intake of the heavy metals is canceled, the qualitative
composition of the identified CD3 and CD68 cells gradually comes to the norm, but the
speed of its reduction differs depending on the group of the readaptation. Discovered
that the decrease of T-cells and macrophages in the groups with the use of vitamin E
was more approachedto the control. Basedon the results of the immunohistochemical
stuay, a strong correlation between an increased number of the expressed T-cells and
macrophages was revealed in the urinary bladder during the whole period of the study
that demonstrates the dependence of their activity.

Keywords: urinary bladder, heavy metals salts, T-lymphocytes, macrophages, vitamin
E, readaptation.

Introduction

In modern urology, it is important to study and
understand the features of the development of various
pathologies in the organs of the urinary system since the
disturbances of the urodynamics is a widespread problem
all over the world [3, 4]. Nowadays the mechanisms of the
pathogenesis of these processes are studied insufficiently

that stipulates the awareness of the main causes of their
occurrence [3].

Inflammation of the urinary bladder (UB) plays an
important role in the urodynamics disturbance [10]. The
pathology of this organ often accompanies various
pathologies of the urogenital system and may be the first

© 2018 National Pirogov Memorial Medical University, Vinnytsya
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clinical manifestation of their lesions. There are various
theories of the development of the inflammation in the UB,
and this complicates the understanding of the details of its
pathogenesis [3, 6, 10]. Itis known that the inflammation of this
organ occurs when the protective barriers both in the mucous
membrane and in its walls are broken [3, 5, 10]. However,
the nature of the disease and the symptoms may vary,
depending on the provocative factors: factors of the modern
lifestyle (smoking, alcohol, chronic stress), the influence of
the pollutants (anthropogenic pollution), the presence of the
pathogenic microorganisms (Escherichia coli, Clostridium
botulinum, etc.) and pathological processes in the UB wall
(innervation disorders, cystitis and cancer) [3, 6, 7, 10, 11].

The number of the reports on the connection between
the heavy metal salts (HMS) and ecologically caused diseases
has increased significantly [8]. It is caused by the increased
urbanization of the population and increased number of the
dangerous human-made emissions followed by the
environmental pollution and ecological imbalance. The effect
of the heavy metals (HM) is unpredictable due to the variety
of their combinations and concentrations in the polluted
regions of the world [5, 8, 14].

The object of the study is to determine the features of
the expression and the quantitative composition of T-cells
and macrophages in the UB wall under the intake of the
HMS and correction of their effect with vitamin E, as well as
during the readaptation period.

Materials and methods

The experiment model was implemented by using white
male rats (n=84) with a detailed UB research on the 30, 90,
120 and 180 day of the study. Thus, according to the
experimental scenario, laboratory animals were divided into
six groups: | - control group; Il - rats that received water with
the HMS mixture during 30 and 90 days; Il - rats that received
water with HM during the corrective therapy for 30 and 90
days; IV - animals on the 30 (120) and 90 (180) day after
discontinuation of HM using; V - animals that received vitamin
E within 30 (120) and 90 (180) days of readaptation after
discontinuation of HMS using; VI - animals that received
corrective therapy during 30 (120) and 90 (180) days after
long-term HM-+vitamin E influence. The animals were taken
out of the experiment in certain periods by the decapitation
after narcosis with the further UB removal. The animals were
kept in the vivarium with the temperature, humidity, and
day/night mode control and free access to water and food.
All studies and control of the animals were conducted in
accordance with the rules for the use of the animals in the
experiments, adopted by the "European Convention for the
Protection of Vertebrate Animals Used for Experimental and
other Scientific Purposes” (Strasbourg, 1986), "General
Ethical Principles of Animal Experiments”, adopted by the
First National Congress On Bioethics (Kyiv, 2001), "Ethical
Principles and Guidelines for Experiments on Animals: 3rd
Edition” (Switzerland 2005) and the Law of Ukraine "On the
Protection of Animals from Cruel Treatment” (2006).

The HMS mixture consisted of the following potentially
dangerous metals and microelements that circulate in the
environment: zinc (ZnSO4x7H20) - 5 mg/l, cooper
(CuS04x5H20) - 1 mg/I,iron (FeS0O4) - 10 mg/l, manganese
(MnS04x5H20) - 0.1 mg/I, lead (Pb(NO3)2) - 0.1 mg/I,
chrome (K2Cr207) - 0.1 mgy/I. Vitamin E (alpha-tocopherol
acetate (Vitamin E) was chosen as a corrector, with the
calculated average dose for the rats (9.1 mg/kg).

After removal, the UBs were fixed in 10% formalin
solution, dehydrated in graded ethanol and embedded in
paraffin. The series of sections (the thickness 3-5 um) were
obtained on a rotary microtome. Visualization of the
immunohistochemistry of the receptors was performed by
UltraVision Quanto Detection System HRP DAB Cromogen
(Thermo scientific, USA).

To determine the properties of T-cells and macrophages,
as well as their quantitative composition, the immuno-
histochemical identification by using monoclonal antibodies
of cluster differentiation CD3 (dilution 1:150) and CD68
(dilution 1:200).

The light and optical study of the UB was carried out by
using "Carl Zeiss Primo Star” microscope with "Zeiss AxioCam
ERs 5s" digital camera and "ZEN 2 (blue edition)" software.
The obtained data was calculated in Graph Pad® 6.0. The
digital results are presented as M£SD, with the assessment
of the differences and dependencies between the groups
by using nonparametric Mann-Whitney U test and Spear-
man's Rank Correlation Coefficient. p<0.05 is the statistically
significant value.

Results

The immunohistochemical study of the control group
revealed the single CD3- and CD68-positive expression with
membrane and cytoplasm patterns of the expression (Fig.
1-A). Identified T-cells (1.933%0.710) and tissue-specific
macrophages (2.635+1.030) were localized namely in the
stromal components of the UB.

In the animals from the Il group that were given the HMS
during 30 and 90 days, the number of positive expressed T-
cells increased up to 18.42+4.78 and 12.75+4.12 (p<0.01)
(Fig. 1-B) cells in the field. The study of the macrophage
generation revealed the increased activity of CD-68 positive
cells due to the mixed cellular inflammatory infiltration.
Herewith, the number of the macrophages increased with
the extension of the experiment onthe 30" day (14.55+5.19,
p<0.05) and 90™" day (19.58+6.89, p<0.05) (Fig. 1-B).
Diffuse or lesion localized CDS3 positive cells were localized
mainly around the vessels and in the fields of the inflammatory
infiltrates of the stroma, directed towards the epithelium.

At the same time, on the 30" day of the correction of the
influence of the exogenous pollutants with vitamin E (lll
group), the number of CD3 and CDG68 cells increased up to
16.38+4.30 and 11.57+4.06 (p<0.01) in comparison with
the control group. However, on the 90" day of the study the
smooth reduction of the expression of the positive
lymphocytes up to 10.58+3.55 (p<0.01) aswell as increased
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Fig. 1. The UB wall of experimental animals. | - control group; Il group - Iaboratory anlmalsthat consumedwater saturated of HMS
during 90 days; Il group - rats that received water with a HMS combination and vit. E within 90 days. Immunohistochemical study
of CD3 and CD68 receptors. Magnification. x400.

number of macrophages up to 15.42+5.35 (p<0.01) was
observed (Fig. 1-C).

With the extension of the experiment, on the 30" day of
the readaptation the decreased number of the expressed T-
cells (10.35+3.49 vs 8.567+3.140 vs 6.883+2.510, p<0.01)
in the stromal components of the UB was observed in IV, V
and VI groups. It should be mentioned that the activity of T-
cells markers and their numerical difference in comparison
with the control group continued to decrease and accounted
6.417+£2.460 (p<0.01) vs 3.650+1.210 (p>0.05) vs
2.750%0.950 (p>0.05), after 3 months of the rehabilitation.

The comparison of the phagocytic activity of the tissue
macrophages by the identification with the antibodies to CD68+
cells on 120 and 180 days of the experiment showed the
variations in their levels. Thus, the number of the macrophages
in the UB wall depended on the studied group, namely:
15.80+5.06 and 9.750+3.430 (p<0.01) - in the group after the
HMS intakewas canceled; 11.55+3.84 and6.217+2.5 (p<0.01)
- with the use of the corrector during the entire rehabilitation
period; 8.730£3.020 and 4.283+2.230 (p<0.01) - with the
extension of the vitamin E intake during the readaptation.

Based on the results of the immunohistochemical study,
a strong correlation (r=0.76, p<0.01) between an increased
number of the expressed T-cells and macrophages was
revealedinthe UB wall of allgroups. These correlationindices
are due to the long-term effects of HMS and shows the
activity dependence of CD3 and CD68 positive cells.

Discussion
The activity of the elements of the immune system plays
an important role in the pathogenesis of many diseases.

-t e

The role of the cells of the immune system in the local
immune reactions, both during the inflammation and
neoplasia is described in details [2, 13]. It is reported about
the correlation between the composition of the immune
microenvironment and the course of the disease or the
development of the tumors in people who live in the polluted
areas [12]. Thus, it is important to study the composition of
the inflammatory infiltrate to predict the behavior of the
immune system. Moreover, the modern markers of the cluster
differentiation help accurately determine the cellular elements
of the inflammatory infiltrate [9, 12], namely, T-cells (CD3)
and macrophages (CD68).

It is known that the effect of the HMS on the body results
in the deep histological and immunohistochemical changes
inthe UB and disorders in its structural homeostasis [11]. In
this study, we revealed that the inflammatory cells of the
different sub-population accumulate in the stromal
components of the UB due to the long-term influence of
the HMS mixture. Herewith, their activity increased when
the experiment was extended and significantly exceeded
the control indicators. It is considered to be the normal
response of the body to the stress factor, but the composition
of the inflammatory infiltration may vary depending on the
conditions and period of the inflammation [2, 3, 7, 9]. On
the other hand the immune reaction in the group with the
corrector was less intensive that is demonstrated by the
decrease of the generation of T-cells and macrophages. It
can be explained by that fact that vitamin E has the effective
protective effect fromthe HMS that is also proved by the less
expressed morphological changes, demonstrated in the
previous studies [1].
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When the influence of the extreme factors on the body
was canceled, the qualitative decrease of CD3 and CD68
positive expressed cells in the lesion was stated in all groups
of thereadaptation. It should be mentioned that the decrease
of T-cells and macrophages activity in the groups with the
use of vitamin E was more approached to the control.

The obtained results demonstrate that the
immunohistochemical reaction with the selected antibodies
was individual in each case. Thus, the number of CD3+
lymphocytes and CD68+ macrophages differed between
the groups and depended on the experimental conditions.
The long-term presence of CD68-positive cells in the lesions
of the inflammatory infiltrates may be caused by the
maintenance of the enhanced phagocytosis after the
influence of the simulated microelementosis. Also, a strong
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BAPIAGEJIbBHICTb CKNAAY T-NIM®OLUUTIB TA MAKPO®ATIB Y CEHOBOMY MIXYPI 3A YMOB BINJIUBY
COJIE BAXKUX METAJNIB, KOPEKLII IX AIT BITAMIHOM E TA Y NEPIOA PEALOANTALIT

Cikopa B.B.

Baxnnsum nutaHHSIM Cy4acHOI yposorii € BUBYEHHST Ta PO3YMIiHHSI OCOBIMBOCTEV PO3BUTKY DISHOMAaHITHUX NaTo/orivi opraHis
CEe40BULINILHOI CUCTEMMU, TaK SIK MOPYLLIEHHS YPOANHAMIKU € LLIMPOKO PO3MOBCIOAXEHOI MPObIEMOIO y Pi3HUX KpaiHax cBiTi. Tak,
3abpyAHEHHST HaBKOJIMLLIHbOrO CEPeaoBULLA CONISIMU BaXKUX METasliB Hece 3a cobolo HerepenbayyBaHi Hacigkv Ha @yKLiOHYyBaHHS
ce40Boro Mixypa. Came ToMy METOK LibOro AOC/IAXEHHS CTa/l0 BCTaHOBJIEHHS] 0COOIMBOCTEVi eKCripecii Ta KinibkicHoro cknaany T-
nimeountis i Makpo@aris y cTiHyi CM 3a yMOB BXUBaHHSI CONEH BaXKnNX MeTasiB Ta Kopekuii ix gii BitramiHom E, a Takox y nepios
peananTauii. 3rigHoO 3 eKCrIEPUMEHTA/IbHUM CLIEHaPIEM MOLEIIb EKCIEPUMEHTY BYyJa peasizoBaHa 3a AOrMOMOrow camuiB LLYypIB, SKi
Oyan po3nineHi Ha wictb rpyn. [Jo cymilli conevi BaxXkux MeTasiB BBIVLLIN HaMOLWMPEHILL MOTeHUilHO Hebe3rneyHi meTanum-
MiKpOenemMeHTU (UMHK, Miab, 3a/1i30, MapraHelb, CBUHELb | XpoM). B skocTi kopekTopa 6ys10 obpaHo BiTamiH E. [11s BUSHA4eHHS
KisibkicHOro cknany T-KaiTuH Ta makpogaris by/a BUKopucTaHa iMyHorictoximiyHa ineHtugikauis aHtutinamm CD3 ta CD68. OcHoBHI
pe3ynbTatv npeacrasieHi sk M+SD, 3 OLiHKOIO BiAMIHHOCTEVI Ta 3a/1eXXHOCTI MK rpyramu 3a OrOMOIrol0 HernapameTpu4HoOro TeCcty
MarH-YiTHi U Ta koegiuieHTa kopensauii CriipmeHa. Mv BusBuau, 140 KinbkicTs CD3+ -nimpountis Ta Makpogaris CD68+ BiapisHsnacs
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MK rpynamu i 3anexana Bif eKCriepuMeHTaIbHUX YMOB. Tak, pe3y/ibTatv Halloro AOCHIAXEHHS AEMOHCTPYIOTb, L0 34 YMOB Aii
conevi Baxkux MeTaiB BiAbOYBaETbCA 3POCTaHHS Ki/IbKOCTI T-1imM@oumnTiB Ta MakpogarisB y CTiHUi opraHa. O[Ho4YacHe BXUBaHHS
MOMOTAHTIB Ta BiTaMiHy E CyrpoBOAXYETLCS 3HAYHO MEHLLIOK IHTEHCUBHICTIO EKCIPECIi BiAMOBIAHNX K/ITUH. TiCas BiAMIHW BXUBAHHS
BaXKNX META/B KiJIbKICHWI Cknaa ineHTugikoBaHnx CD3 Ta CD68 kiTyH nocTyrnoBo HabMXaeTbCsl 40 HOPMU, OAHAK LUBUAKICTb iX
BMEHLLEHHS BIAPIBHAETLCS MiX cepiamu peaaanTtauii. Ha nigcrasi pe3ynbtariB iMyHOriCToXiMidyHOro 4OC/iAXEHHS BCTAHOB/IEHO
CUJIbHI KOPEIALIVIHI 3B '3K1 MK 30O0CTaHHSAM KiJIbKOCTI €KCripecoBaHux T-7iMpounTis i makpogariB y ce40BOMY MiXypi rnpoTsrom
YCbOro AOC/AXEHHS, O AEMOHCTPYE 3aIEXHICTb iX aKTUBHOCTI.

KniouoBi cnoBa: ceyoBuii Mixyp, coni Baxkux Metanis, T-nim¢ountu, makpogparu, BitamiH E, peaganrtadis.

BAPUABEJIbBHOCTb COCTABA T-TIMM®OLUTOB U MAKPOD®AroB B MOYEBOM MNY3bIPE NMPU

BO3LENCTBUMN COJNIEM TAXENBIX METAJIJIOB, KOPPEKUUN UX OENCTBUA BUTAMWHOM E U B MEPUOA
PEAOANTALUN

Cukopa B.B.

BaxHbIM BOMPOCOM COBPEMEHHOV YpOonorun siBAsIeTC U3YHeHNE 1 MOHUMaHNe OCOOEHHOCTEV pPas3BUTUS PAa3/INYHbIX NaToI0rni
OpraHoB MOYEBbLIAEINTE/ILHON CUCTEMBI, Tak Kak HapyLLIEeHUe yponnHaMuKkn sIBJISETCS LUMPOKO PacripoCT PaHeHHO rnpobiemori B
pasHbIx cTpaHax mupe. Tak, 3arpsi3HeHNe OKPYXXaloLLel Cpeabl COMIMU TSXEbIX METAa/I/IOB B/IEYET 3a CODOV Hernpeackasyemoie
nocneacTeusi Ha QyKUMOHYBaHHS MOYEBOIo y3blpsi. IMEHHO Mo3TOMYy Li€/bI0 aHHOIrO NCC/IEA0BAaHNSI CTal0 yCTaHOBIeHUEe
0COBEHHOCTEN IKCrpeccun v KOIMYeCTBEHHOro coctasa T-1mm@oUnToB n MakpogaroB B CTEHKE MOYEBOIro ry3bipsi rpu yC/I0BUSX
yrnoTpebieHns1 Coneli TSXENbIX METAaN/I0B 1 KOPPEKUMU nX AeicTBusS BuTamuHoM E, a Takxe B nepuoa peanantauymm. CornacHo
OKCrIEPUMEHTA/IbHBLIM CLIEHAPUIO0 MOAESb KCIEPUMEHTA Oblia peain30BaHa C MOMOLLbIO CaMLIOB KPbIC, KOTOPbIe Obliv Pa3aesneHbl
Ha WeCTb rpynn. B cmech conedi TSXesbiXx MeTanioB BOLJIM CaMble€ PacripoCTPaHEHHbIe MOTEeHLUNalbHO OrnacHble MeTasillbi-
MUKPOS/IEMEHTbI (LUMHK, MEAb, XE/1€30, MapraHey, CBUHEL U XpoM). B kayecTBe koppekTopa bbii n3bpaH sutamuH E. [nsa
onpeneneHuss KoIM4ecTBeHHOro cocraBa T-KaeTok v Makpogaros 6biia 1Croib30BaHa UMMYHOMMCTOXMMUNYECKas! UAEHTUGUKaLS
aHtutenamm CD3 n CD68. OcHoBHbIe pe3yibTaTbl NPeacTaBieHbl kak M+SD, ¢ oueHKo pasnnyusi v 3aBUCUMOCTU MeXAy
rpyrnnamu ¢ roMoLLbIo HerapameTpudeckoro Tecta MarH-YutHu U u koagguumeHTa koppensumm CrinpmeHa. Mbi 06Hapyxuam, 4To
konm4ectBo CD3+ numeoumntos u makpogaroB CD68+ oTamy4anocs Mexay rpynnamu v 3aBUCHI0 OT 9KCEPUMEHTA/TbHbBIX YC/I0BU.
Tak, pe3ynbTatbl Hallero uccaenoBaHus MoKasblBarT, YTO B YCJI0BUSX BJIUSHUSI COJEN TSXKE/bIX METAJIJIOB MPOUCXOANT POCT
yucaa T-mmeounToB n Makpogaros B cTeHke opraHa. OOHOBPEMEHHbIV rpueM rnoJuIoTaHTOB U BUTamuHa E conposoxaaercs
3HaYNTEIbHO MEHbLUEV MHTEHCUBHOCTbIO 3KCIIPECCUMN COOTBETCTBYIOLMX KAETOK. [locne oTMeHb! yrioTpebeHns TaXenbix
METasI/IOB KOJIMYECTBEHHbIV cOCTaB uaeHTuduumpoBarHHbix CD3 n CD68 kneTok nocTerneHHo rnpubanxaercs K HopMe, 04HaKo
CKOPOCTb UX YMEHbLLEHUS OT/INYAETCS MEXAY cepusimu peanantaumn. Ha ocHoBaHum pesysibTatoB UMMYHOrNCTOXUMUYECKOro
uccs1ieoBaHns YCTaHOBIIEHO CUJIbHBIE KOPPETISILMOHHBIE CBS3U MeXAy POCTOM KOJINYECTBAa 3KCIPeCccupoBaHHbIX T-1mm@ounTosB
u makpogaros B MOYEBOM [1y3bipe B TEYEHNE BCErO UCCIEA0BAHUS, YTO AEMOHCTPUPYET 3aBUCUMOCTb X aKTUBHOCTU.
KnioueBbie CnoBa: MOYEeBOU My3biPb, CON TSXEJbIX METAIIO0B, T-mmM@ounTsl, Makpogaru, ButamuH E, peanantayms.
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Liver resection is widely used in modern surgical departments. Removal of large
volumes of the liver leads to postresection portal hypertension, which is complicated
by bleeding from varicose veins of the esophagus, stomach, rectum, ascites,
splenomegaly with secondary hypersplenism, parenchymal jaundice and portosystemic
encephalopathy. The widespread prevalence of this pathology, high mortality from its
complications indicates that it is an important medical and social problem. The aim of the
study is quantitative morphological study of the features of remodeling the vessels of
the hemomicrocirculatory bad of the jejunum at resection of different volumes of the
liver. The studies were conducted on 45 sexually mature male rats, which were
dividedinto 3 groups. The first group consisted of 15 intact virtually animals, 2- 15 rats
after resection of the left lateral part - 31.5% of the parenchyma of the liver, 3-15
animals after resection of the right and left lateral parts of the liver (58. 1%). Euthanasia
of experimental animals was carried out by bloodletting in conditions of thiopental
anesthesia 1 month after the beginning of the experiment. The hemomicrocirculatory
bad of the jejunum was studied by injection of its vessels into the carcass-gelatinous
mixture, which was injected through the abdominal aorta. From the jejunum, lightened
and histologic preparates were prepared and morphometrically studied the vessels of
the microhemocirculatory bed. Quantitative indicators were processed statistically, the
difference between the comparative values was determined by the Student's criterion.
It was established that the severity of structural transformation of the vessels of the
microhemocirculatory bad of the jejunum depends on the volume of the removed
parenchyma of the liver. The analysis of the obtained results revealed that one month
after resection of 31.5% of liver parenchyma, the morphometric parameters of the
vessels of the haemomicrocirculatory bad of the jejunum were insignificantly altered.
It was determined that resection of 58. 1% of liver parenchyma caused postresection
portal hypertension and marked remodeling of bloodvessels of the hermomicrocirculatory
bad of the jejunum, which was characterized by narrowing of arterioles by 23.4%,
precapillary arterioles by 22.8%, hemocapillaries by 22.9% %, decrease in the density
of microvessels - by 22.4%, the expansion of the capillary venules - by 35.5% and
venules - by 28.7%, venous plethora, hypoxia, dystrophy, necrobiosis of cells and
tissues, infiltrative processes and sclerosis. Resection of 58. 1% of liver parenchyma
leads to postresection portal hypertension, pronounced narrowing of lumen of the
vessels of the adnexa and exchange units hemomicrocirculatory bed, expansion of
the postcapillary venules and venules, venous plethora, hypoxia, dystrophy and
necrobiosis of cells andtissues, infiltrative and sclerotic processes in wall of the jejunum.
Keywords: jejunum, remodeling, hemomicrocirculatory bad, resection of liver.

Introduction

Liver resectionis often performedtoday inmodernsurgical  cholangiocarcinoma, liver transplantation [5, 9, 15, 16, 20].
clinics [11, 14, 17, 26]. The indicated operationis performed  Often, the removal of large amounts of liver remains the
in benign and malignant tumors, metastases, liver injuries,  only method that allows you to rely on the healing of a
intrahepatic cholangiolithiasis, alveolar echinococcosis,  patient with a malignant tumor, or significantly extend his

16

© 2018 National Pirogov Memorial Medical University, Vinnytsya



Hnatjuk M.S., Tatarchuk L.V.

life [10, 12, 19, 21, 23]. Resection of large volumes of the
liver can lead to various post-resection complications:
bleeding from varicose veins of the esophagus, stomach,
rectum, ascites, splenomegaly, secondary enlargement of
the spleen, parenchymal jaundice, porto-systemic
encephalopathy, liver failure, portal hypertension [7, 10, 22,
24, 26, 27]. Post-resection portal hypertension leads to
structural rearrangement the organs of the basilar portal
hepatic vein, as well as the remodeling of their structures
[2, 7, 13, 22, 25]. Jejunum refers to the organs, venous
drainage from which go through the portal hepatic vein,
where hemodynamic disorders are complicated by various
morphological changes in the vessels and structures of the
specified organ [15, 18, 25]. It should be noted that the
features of remodeling of the structures of the intestine in
post-resection portal hypertension are not well understood
[25].

The aim of the study is quantitative morphological study
of the features of remodeling the vessels of the
hemomicrocirculatory bad of the jejunum at resection of
different volumes of the liver.

Materials and methods

The studies were performed on 45 sexually mature white
male rats, which were divided into 3 groups: the first group
consisted of 15 intact practically healthy animals, 2 group -
15 rats after resection of the left lateral particle (31.5% of the
liver parenchyma), 3 group - 15 animals after the removal
of the right and left side parts of the liver (58.1% of the liver
parenchyma) [2]. Euthanasia of experimental animals was
carried out by bloodletting under conditions of thiopental
anesthesia 1 month after the beginning of the experiment.
All manipulations and euthanasia of rats were conducted in
compliance with the basic principles of working with
experimental animals in accordance with the provisions of
the "European Convention for the Protection of Vertebrate
Animals Used for Experimental and Other Scientific Purposes”
(Strasbourg, 1986), "General Ethical Principles of Animal
Experiments™ approved by the first national congress on
bioethics (Kyiv, 2001), as well as the Law of Ukraine "On
Protection of Animals from Cruel Treatment™” of February
21, 2006 [5].

The hemomicrocirculatory channel of the jejunum was
studied by injection in its vessels into the cartilaginous gelatin
mixture injected through the abdominal aorta. 3-4 hours
after the filling of the gastrointestinal tract of the jejunum, a
sample of bits of different parts of this organ was collected,
fixed in 10.0% solution of neutral formalin for 2 weeks. On
a freezing microtome, sections of 30-40 um thickness were
made, which were dehydrated in ethyl alcohol of increasing
concentration, clarified in methylene ether of salicylic acid
and placed in polystyrene. From the observation portion of
the filled vessels with the cartilaginous gelatinous mixture of
the intestine, histological micropreparations were prepared,
stained with hematoxylin and eosin [8]. Morphometrically
determined diameters of arterioles (DA), pre-capillary

arterioles (DPCA), hemocapillaries (DH), after capillary venules
(DACV), venules (DV), microvessels density (MD) of the
hemomicrocirculatory bed at 1 mm? of the gut tissues of
experimental animals [1]. The measurements were carried
out in 50 fields of view of the microscope. Quantitative values
were processed statistically. The results were processed in
the department of systemic statistical research of
I. Gorbachevsky Ternopil State Medical University in the
software package Statsoft STATISTIKA. The difference
between the comparative values was determined by the
Student criteria [1, 6].

Results

In experimental animals one month after resection 58.1%
of the liver parenchyma at the interstitial peritoneal cavity
revealed expansion of the hepatic portal vein, plethora and
widening of the mesenteric veins and the visible venous
channel of the small and large intestines. Mucous membrane
of the jejunum is full-blooded, edematous, with single cells
of point hemorrhages. The above described evidence of
post-resection portal hypertension [3, 8, 22]. The resulting
morphometric parameters of the vessels of the
microhemocirculatory duct of experimental animals are
shown in Table 1.

From the data presented in Table 1, it is evident that a
month after removal of 31.5% of the liver parenchyma, the
hemomicrocirculatory bed changes, changes and endings
were insignificant. Thus, the diameter of the arterioles in the
experimental data was reduced by only 2.2%, and the
diameter of the pre-capillary arterioles - by 2.8%. The
diameter of the hemocapillaries (exchange link of the
hemomicrocirculatory channel of the jejunum) in the
experimental data significantly (p<0,05) decreased from
(6.10+0,09) micronsto (5.65%0, 12) microns, thatis, at 7.4%.
The remote link (after capillary venules and venules) of the
hemomicrocirculatory channel of the jejunum at the same
time tended to expand. Thus, the diameter of the capillary
venules of the investigated organ a month after the resection
of 31.5% of the liver parenchyma was significantly (p<0.01)
increased by 12.1%, and the venule diameter - by 11.7%.
The density of microvessels per 1 mm? of the jejunum tissue
in the experimental data did not change significantly,

Table 1. Morphometric characteristic of the hemomicrocirculatory
channel of the gut of experimental animals (Mm).

Surveillance group
Indicator ] > 3

DA, um 17.80+0.21 17.40+0.33 13.60£0.12***
DPCA, um 10.50+0.12 10.20£0.15 8.10+£0.09***
DH, um 6.10+0.09 5.65+0.12* 4.70+0.03
DACV, um 12.40£0.15 13.90+£0.18** 16.80+0.18***
DV, um 26.50+£0.30 28.10+0.30** 34.10+£0.33***
DM 3815.6+28,2 3793.4+30.3 2960.5+24.3***

Notes: *- p<0.05; **- p<0.01; ***- p<0.001 compared to 1
group of observations.
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providing a complete blood supply to the structures of the
investigated organ [6].

One month after the resection 58.1% of the liver
parenchyma of the remodeling of the blood vessels of the
hemomicrocirculatory channel of the jejunum was more
pronounced than the previous group of observations. Thus,
the diameter of arterioles at the same time with a high
significant difference (p<0.001) was lower by 23.4%
compared with a similar control value. Diameters of pre-
capillary arterioles and hemocapillaries also with a high
degree of significant difference (p<0.001) decreased by
22.8% and 22.9%, respectively. The diameter of the
capillary venules in the given experimental conditions with
a pronounced significant difference (p<0.001) increased
from (12.40+£9.15) um to (16.80+0.18) um, that is, by
35.5%, and the venules diameter - by 28.7%. The density
of microvessels per 1 mm? of jejunum tissue one month
after the removal of 58.1% of liver parenchyma decreased
from (3815.6+28.2) to (2960.5+24.3). Between the given
morphometric parameters, a significant (p<0.001) difference
was found. At the same time, the last quantitative
morphological index was lower than the previous one by
22.4%, indicating deterioration of the blood supply of the
investigated organ [6, 7].

Discussion

The domination of the expansion of the venous part of
the hemomicrocirculatory duct of the colon within one month
after resection of 58.1% of the liver parenchyma is
accompanied by venous enlargement, which is complicated
by hypoxia. The latter leads to dystrophy, necrobiosis of cells
and tissues, and in the remote postoperative period to
infiltrative and sclerotic processes in the shells of the
investigated organ [2, 7]. The above was confirmed by light-
optical research of micropreparations of the intestine.
Microscopically, in the membranes of the indicated organ,
there were unevenly enlarged, twisted, full-blooded with
numerical sacuculations of the venous microvessels of the
hemomicrocirculatory bed. Inthese vessels, stasis, thrombosis,
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MOP®OMETPUYHUA AHANI3 PEMOZENIOBAHHA TEMOMIKPOUUPKYNIATOPHOIO PYCJNIA MOPOXHbLOT

KWWK NPU PE3EKLIAX NEYIHKU
Tharwok M.C., Tarapayk J1.B.

BupaneHHsi Be/kmnx 06 '€MIB NMeyiHkv rnpu3BoanTb A0 MOCTPE3EKLIFHOI nopTasibHOI rinepTeH3ii, Lo YCKIaAHIOETbCS KPOBOTEYaMU i3
BapUKO3HO PO3LLUNPEHUX BEH CTPABOXOAY, LUJYHKA, MPSMOI KULLIKU; aCLUMTOM, CriJIeHOMErasielo, BTOPUHHUM TirnepCcriieHi3MOM,
MapeHXiMaToO3HOK XOBTSHULEIO Ta MOPTOCUCTEMHOK eHueganonarieto. LLnpoka po3rnoBCIOAXEHICTb AaHOI narosorii, Bucoka
CMEPTHICTb Bif i yCKNaAHEeHb CBIAYATb, LL{O BOHA € BaX/INBOKO MEANYHOIO Ta COLialbHOIO rpobemoro. MeTa [OCTiKeHHS - KiIbKiCHe
MOP@OsIOridHe BUBYEHHSI 0COBJIMBOCTEN PEMOLAETIOBAHHS CYANH FEMOMIKPOLMPKYISITOPHOIO PYC/1a MOPOXHLOI KULLIKU 1TPM Pe3EKLIisaxX
Pi3HUX 00'eMIB reqiHkn. [ocniaxeHHs npoBeneHi Ha 45 crateBo3pinux Lyypax-camusix, ki 6yam poaaineHi Ha 3 rpynu. 1 rpyna (15
IHTaKTHUX TBapuH), 2-15 wwypis nicns pesekuii niBoi 6okosoi yactku (31,5% napeHximu nediHkv), 3-15 TBapuH nicis pedekuii npasoi
Ta /1iBOi 6OKOBMX 4acTok re4viHku (58,1%). EBTaHasito TBapuH 34iKICHIOBa/IM KPOBOIMYCKaHHSIM B YMOBax TiOMeHTaa0Boro HapKko3y
yepe3 1 micsaub Big rno4atky eKCriepuMeHTY. T eMOMIKPOLMPKYISITOPHE PYCIIO MOPOXHbLOI KUKV BUBY&/IN 34 [OMOMOrof0 iH'ekuii ii
CYAMH TYLL-XeNaTnHOBOK CYMILLLLIO, KOTPY BBOAUIN 4epe3 HYepeBHY aopTy. I3 nopOXHbLOI KULLIKY BUrOTOBJ/ISIN 1POCBITAEHI Ta
riCTONOri4HI Mikporpenaparu, Ha SKux MOp@OMETPUYHO BUBYAIN CYANHN MIKPOreMOLMPKYISTOPHOro pycna. KibKiCHi nokasHuku
006p0615I/IM CTATUCTUYHO, PISHULIIO MiIX MOPIBHIOBAIbLHUMU BEJIMYMHaMU BU3HaYam 3a Kputepiem CTbiofeHTa. BctaHoBIeHO, Lo
BUPAKEHICTb CTPYKTYPHOI rnepebyaoBu cyamH MiKporeMOoLMpPKYISTOPHOrO pycsia MnoPOXHbOI KULLIKW 3a/1eXnTb Bifg 00 €My BUAaIEHOI
rnapeHximMu rneyiHku. BussneHo, Lo Yepes micsaupb nicsas pesekuii 31,5% napeHximu rnediHkmu 40CTiaKyBaHi MOPGOMETPUYHI napameTpu
CYaMH reMOMIKPOLMPKYISITOPHOrO PYC/a MOoPOXHbOI KULLIKU 3MIHIOBA/INCS HE3HAYHO. BCTaHOBAEHO, Lo pe3ekuis 58, 1% napeHximu
MeYiHKY Mpu3BoaANIAa A0 MNOCTPEIEKLINIHOI MOPTasIbHOI rinepTeH3ii Ta BUPaXeHoro peMoneItoBaHHs Cy.anH reMOMIKPOLMPKYASTOPHOMrO
pycaa nopoxHbOI KULLIKW, IKE XapakTepu3yBaaoCs 3BYXEHHSIM apTepion Ha 23,4%, nepegkaninapHux aptepion - Ha 22,8%,
remokaninsapis - Ha 22,9%, 3MEHLLIEHHSIM LLi/IbHOCTI MIKPOCYAUH - Ha 22,4%, PO3LLUUPEHHSIM 3aKariIpHUX BeHys - Ha 35,5% i BeHys
- Ha 28,7%, BEHO3HVIM [TOBHOKPOB SIM, TiMOKCI€0, ANCTPOGIED, HEKPODIO30OM KITUH | TKaHWH, IH@IIbTPaTUBHUMY ripoLecamm Ta
CK/1ePO3yBaHHAM. Takum YnHOM, B pe3ynbTati pesekuii 58,1% napeHximu rneviHky po3BUBAETHCS MOCTPE3eKUiiHa nopraabHa
rinepTeH3isi, JOCTOBIPHO 3MEHLLYIOTbCS MPOCBITU CYANH MPUHOCHOI Ta OOMIHHOI JTaHOK, FreMOMIKPOLMPKY/ISTOPHOro pycna,
PO3LLUPIOIOTLCS 3aKarisIipHi BeHY M Ta BeHYJsn, 30i7IbLLIYETLCS iX TOBHOKPOB 'S, rirnOKCis, AUCTPOQIsi Ta HEKPODIO3 K/IITUH | TKaHWH,
PO3BNBAIOTLCS IHQI/IbTPATUBHI Ta CKIEPOTUYHI POLIECH Y CTIHLI MOPOXHBOI KULLIKU.

Knio4oBi cnoBa: rmopoxHsi kuiuka, pemMoLaestoBaHHsl, reMOMIKPOLUPKYISTOPHE PYCI0, PE3EKLis NeYiHKu.

MOP®OMETPUYECKUA AHAJIN3 PEMOZLEJNIMPOBAHUA TEMOMMWKPOLUMPKYJIATOPHOIO PYCJIA TOLLEN
KWWK NPU PE3EKUUAX NMEYEHWU

nariok M.C., Tarapuyyk JI.B.

)/aaneHMe 60/1b1LIMX OOBLEMOB M1e4eHu rnpuBoaAnNT K ﬂOCTpeSeKL(I/IOHHOIZ nopTaanoﬁ TrnUrepTeH3nn, Kortopasi OC/10XKHsSeTcs
KPOBOTEYEHUSIMU U3 BAPUKO3HO PACLUMPEHHBIX BEH MULLIEBOAA, XEYAKAE, MPSMOVI KULLIKU, acLMTOM, CriJIEHOMEraineri, BTOPUYHbLIM
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rUNnepCrizIEHN3MOM, MapPEHXNMAaTO3HOUN XENTYXOM 1 MOPTOCUCTEMHOV SHLeganonatned. LLinpokas pacrnpocTpaHeHHOCTb AaHHOM
rnaro/sioruu, BbiCOKasi CMEPTHOCTb OT €€ OC/IOXHEHUI CBUAETEILCTBYIOT, YTO OHA SIBASIETCS BAXHOM MEANLIMHCKON 1 COLMaTbHOM
npobnemoii. Llenb nccnenoBaHusi - KOIMHECTBEHHOE MOPGO/I0rn4eckoe nay4eHmne ocobeHHOCTeri peMoaenpoBaHmns cocynoB
reMoOMUKPOLMPKYIITOPHOIrO PyCa TOLLE KULLIKU 1Py Pe3ekumn pasinyHbix 00beMOoB rneyeHu. ViccnenoBaHusi npoBeaeHsl Ha 45
r10/10BO3PEJIbIX KpbiCax-camMLax, KOTopble Obuiv pa3aeneHsl Ha 3 rpynnel; 1 rpynna (15 MHTakTHbIX XUBOTHbIX), 2-15 KpbiCc nocie
pe3sekummn 1esovi 6okoBowi fom (31,5% napeHxumbl nevyeHu), 3-15 XUBOTHBIX 10C/1e PEe3eKLNU paBovi n 1eBovi 6OKOBbIX 10/1eli
nederHun (58,1%). OBTaHa3n0 XNBOTHbLIX OCYLLECTBJISI/IN KPOBOIMYCKAHWEM B YC/IOBUSIX TUOMEHTAaI0BOro Hapko3a Yepe3 1 mecsy
rocsie Havasna aKcrepumeHTa. [ eMoOMUKpOLMPKYASITOPHOE PYC/I0 TOLLEN KULLKU U3YHasin C MOMOLLbIO MHBbEKLMN €€ COCYA0B TYLLb-
XEenarnHOBOV CMecChio, KOTOPYIO BBOAWIN Yepe3 OPIOLLIHYIO aopTy. M3 TOLL e KULLIKU U3roTaBanBau rnpocBeT/IeHHbIE U
rUCTOJIOrMHECKNE MUKPOIPenaparbl, Ha KOTOPbIX MOPGOMETPUYECKU N3yYaln COCYabl MUKPOreMOoUnpPKYaSTOPHOro pycna.
Konn4ecTBeHHble rokasaresnn obpabaTtbiBain CTaTUCTUHECKN, PA3/TNYNS MEXAY COaBHUBAEMbLIMU 10Kka3atessiMu Orpeacsisiam rno
Kputeputo CTbioAeHTa. YCTaHOB/IEHO, YTO BbIDaXXEHHOCTb CTPYKTYPHOU MepecTpoviku COCYy40B MUKPOreMOLMPKYISITOPHOIrO pycna
TOHKOV KULLIKM 3aBUCUT OT 00bema yaa/IeHHOM napeHxXuMel NeYeHu. BuisBieHo, 4To Yepe3 mecsL rnocse peaekumm 31,5% napeHxmmsi
rneyeHn nccaenyembie MopdOMETPUYecKme napameTpbl COCY0B reMOMUKPOLIMPKYISTOPHOrO PYC/aa TOLLE KULLIKU N3MEHSIJINCH
HE3HA4YNTE/IbHO. YCTaHOBJIEHO, 4TO pe3ekums 58, 1% napeHxvimMbl nevyeHu npuBoamnaIa K nocTpPe3eKLMOHHOV MopTaabHOM runepTeH3nm
U BbIPaXXEHHOMY PEMOLAENPOBAHUNIO COCY0B rEMOMUKPOLMPKYISITOPHOrO pycsa TOLev KULLIKY, KOTOPOE XapakTepn3oBaaoch
CYyXeHnem aptTepunon Ha 23,4%, nepeakanuiisapHeix apTepnon Ha 22,8%, remokanninsapos Ha 22,9%, YMEHbLUEHUEM MJIOTHOCTU
mukpococynoB Ha 22,4%, pacLunpeHneM rnoCTKanuaIspHbIX BeHYs1 Ha 35,5% v BeHyn Ha 28, 7%, BEHO3HbIM 10/THOKPOBUEM, MIOKCUEW,
ANCTPOGreEri, HEKPOOMO30M KIETOK 1 TKaHew, NHOUIbTPATUBHBIMU MPOLIeccamu v CK1epoaupoBaHmnem. Pesekumns 58, 1% rnapeHxmMbi
rie4eHy npuBOaANT K rOCTPEI3EKLIMOHHOM 0PTasIbHOV r1nepTEeH3UN, BbIDAXKXEHHOMY YMEHbLLEHUIO MPOCBETOB COCY.A0B MPUHOCALLErO
Y OOMEHHOr0 3BeHbEB reMOMUKPOLMPKYIITOPHOIrO PYCAa, PACLUNPEHUIO MOCTKaMWISPHbIX BEHYJ1 U BEHYJ1, UX MOSIHOKPOBUIO,
rurnokcuu, ANCTPOGUN U HEKPOOMO3Y KIIETOK M TKaHEH, MHGUILTPATUBHBIM U CKIIEPOTUHECKUM MPOLIECCaM B CTEHKE TOLLEH KULLIKY.
KnioueBble cnoBa: rowjasi KULIKa, PeMOAETMPOBAHNE, FTEMOMUKPOLNPKYISTOPHOE PYC/I0, PE3EKUUS TEYEHN.
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Uterine sarcoma is a highly aggressive mesenchymal neoplasm with an extremely
unfavorable prognosis. Up today there are still relevant issues concerning search for
clinical-morphological and biomolecular criteria for prognosis relapse-free survival of
uterine sarcoma patients. It is well-known, the increase of the expression level of
MMP-3 in primary tumor or metastatic foci correlates with a low differentiation of tumor
cells, high ability for invasiveness, high metastatic activity, and shortened|life expectancy.
It's still unknown, whether itis possible to consider the expression of MMP-9in uterine
sarcomacells as a convincing prognostic factor. For many types of epithelial malignant
neoplasms, high metastatic rate is associated with an increase level of MMP-9 both in
plasma andin tumor tissue. The purpose of this study is to investigate the features of
MMP-9expression in uterine sarcoma cells for development of the model for individual
prediction of the disease course. The study of the surgical material of selected 54
cases of uterine sarcoma of stage I-1l (according to FIGO criteria) with a known prognosis
of the disease, which were distributed depending on the morphological type done:
leiomyosarcoma (LMS) - 18 cases, endometrial stromal sarcoma (ESS) - 22 cases,
undifferentiated sarcoma (US) - 14 (according to the classification of tumors of the
uterus of the WHQO). For histological examination, pieces of tissue were cut from
different parts of the tumor nodes - central, peripheral, parts of the adjacent intact
tissue of myometrium (total of 6-8 bits). The tumor cell phenotype was determined
using low molecular weight cytokeratins (Cytokeratin PAN, AE1 /AE3), smooth muscle
actin (Smooth Muscle Actin, 1A4), myogenin (Myogenin (F5D)), CD 10and vimentin
(Vimentin, V9). The histochemical label was evaluated in two parameters: the degree
of prevalence and intensity of coloration. To assess the color intensity, a qualitative
scale was used: 0 - no reaction, 1+ - weak cytoplasmic coloration to 30.0% of tumor
cells, 2+ - moderate reaction, 30.0 to 60.0% of stained cells, 3+ - pronounced
cytoplasmic reaction in 60.0-100.0% of tumor cells. Statistical processing of the data
was performed using the "STATISTICA 10.0" program package. The conducted study
has showed, the negative (0) and weak ( 1+) expression of matrix metalloproteinase-
9were observed in the most part of ESS and only partially in US. Despite the stage of
the disease, with such a status of MMP-9, there was observed no signs of relapsed
disease. The moderate (2+) and high (3+) expression of MMP-9 was detected in
44.5 % of uterine sarcoma, in the most partin LMS patients. However, if in LMS cases
the progressive disease was observed only in one third of them (4 of 12 cases), in case
of ESS and US, in all the patients with such tumors status there was observed relapsed
disease. Such a reaction may be indicative for invasive and metastatic potential of ESS
and US and cause of the hematogenous metastases.

Keywords: uterine sarcoma, MMP-9 expression, connection of MMP-9 expression
and tumor progression, leiomyosarcoma, endometrial stromal sarcorma, undifferentiated
uterine sarcoma.
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Expression of mmp-9 as a prognostic factor of uterine sarcoma

Introduction

Uterine sarcoma is a highly aggressive mesenchymal
neoplasm with an extremely unfavorable prognosis [24, 39].
Theintraorganic location of tumor sites causes low accessibility
and informative visual and instrumental research. In this
regard, tumor data are still rarely found in the early stages of
its development [25]. The share of sarcoma among all
malignant neoplasms is only 3.0%, which is why these
tumors are still one of the less well-known tumors of this
localization [32, 34].

The issue of finding clinical and morphological and
biomolecular prediction criteria and non-recurrent survival
in tumors of the uterus is still topical. It has been established
that during metastasis, tumor cellsinteract with the extracellular
matrix (ECM), associated with it growth factors and cytokines,
basal membranes, endothelial cells, circulating blood cells,
and others [16]. The degradation of ECM occurs as a result
of a violation of the regulation of all its components, which
leads to tumor invasion [3, 20].

For many types of epithelial malignant neoplasms, high
metastasis rates are associated with an increase in the level
of matrix metalloproteinase-9 (MMP-9) in both plasma and
tissue parenchyma.

A retrospective analysis of the studies in these patients
suggests that elevation of MMP-9 expression in the primary
tumor or metastases correlates with low differentiation of
tumor cells, high carcinoma invasiveness, high metastatic
activity, and shortening of life expectancy [22, 31].

It is still unknown whether it is possible to consider the
expression of MMP-9in uterine sarcoma cells as a convincing
prognostic factor.

That is why the purpose of this research is to study the
features of expression of MMP-9 in uterine sarcoma cells to
create a model for individual prediction of the course of the
disease.

Materials and methods

The study of the surgical material obtained during surgical
treatment of patients in the department of oncogynecology
State Institution "Grigoriev Institute for Medical Radiology of
National Academy of Medical Sciences Ukraine” from 2010
to 2018, as well as fixed archival material and paraffin blocks
of tissue that were obtained from patients operated at the
Kherson Regional Oncology Center (on the basis of an
agreement on scientific cooperation). We selected 54 cases
of uterine sarcoma of stage I-1l according to the FIGO criteria
[23], with a known prognosis of the disease, which were
distributed according to the classification of the tumors of
the uterus of the WHO [29] depending on the morphological
type: leiomyosarcoma (LMS) - 18 cases, endometrial stromal
sarcoma (ESS) - 22 cases, undifferentiated sarcoma (US) -
14. In order to guarantee the quality of immunohistochemical
studies, coded samples were processed simultaneously in
the laboratories of KMAPE, Ukraine, and the University of
Sweden, with subsequent decoding of the results by the
leader of the research and data entry for analysis only if

there is consensus in the conclusions of both laboratories.

For histological examination, pieces of tissue were cut
from different parts of the tumor nodes - central, peripheral,
parts of the adjacent intact tissue of myometrium (total of 6-
8 bits). Fragments of tissues were fixed in 10.0% solution of
neutral formalin, buffered with phosphate buffer.
Subsequently, the material was subjected to standard wiring
according to the standard of increasing concentration,
chloroform, after which it was poured by paraffin. From the
made paraffin blocks, serial slices were made inthe thickness
of 3-4 microns. In all cases, standard methods of coloring
with hematoxylin and eosin were used.

The tumor cell phenotype was determined using low
molecular weight cytokeratins (Cytokeratin PAN, AE1 / AE3),
smooth muscle actin (Smooth Muscle Actin, 1A4), myogenin
(Myogenin (F5D)), CD 10 and vimentin (Vimentin, V9). The
primary monoclonal antibodies (MA) of DAKO (Denmark),
Ready-to-Use, were used. To study the features of the
extracellular matrix of the tumor and its metastatic potential,
rabbit concentrated polyclonal antibodies (PA) were used
for 1:50 dilution of matrix metalloproteinase-9 (MMP-9,
92kDa Collagenase V) from Thermo scientific (Germany).
Antibody de-masking was done by boiling in sections in
citrate buffer (pH 6.0). UltraVision Quanto Detection Systems
HRP Polymer (Thermo scientific) detection system was used
to visualize primary antibodies. DAB (diaminobenzidine) was
used as a chromogen. The results were counted with
Avtandilov ocular grid [2] in 10 arbitrarily selected fields of
view with an increase of 400x. The evaluation of the
histochemical label was carried out in two parameters: the
degree of prevalence and intensity of color, taking into
account the severity of the reaction and its localization. The
degree of distribution of the label was taken into account for
the percentage content of cells positively colored in brown
color from the total number of cells in the field of vision. To
assess the color intensity, a qualitative scale was used: 0 - no
reaction, 1+ - weak cytoplasmic coloration to 30.0% of tumor
cells, 2+ - moderate reaction, 30.0 to 60.0% of stained
cells, 3+ - pronounced cytoplasmic reaction in 60.0-100.0%
of tumor cells. The complex of morphological studies was
performed on a microscope Primo Star (Carl Zeiss) using
AxioCam (ERc 5s) programs.

Statistical processing of the data was carried out using a
program package "STATISTICA 10.0".

We express our gratitude to the staff of the Institute,
Kherson Regional Oncology Center and Umea University, who
participatedin the treatment of the above-mentioned patients,
as well as scientific research.

Results

Expression of MMP-9 was detected in 30 cases (55.5%),
with a quarter of all 54 uterine sarcomas (25.9%) showing a
marked reaction (3+). The largest number of 3+ tumors
accounted for the share of LMS - 22.2% of the total, 66.7%
- within the group (Table 1).
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Table 1. Level of expression of MMP-9in tumor tissue of uterine
sarcoma of different histological types.

Exﬁ;‘ﬁ'o” LMS (n=18) | ESS (n=22) | US (n=14) | Total (n=54)
0 422.2%) | 16 (72.7%) | 4 (28.6%) | 24 (44.4%)
(7.4%) (29.6%) (7 .4%)

6(42.8%) | 6(11.1%)
T+ 0 0 (11.1%)
ot 2 (11.1%) | 4(18.2%) | 4(28.6%) | 10 (18.6%)
(3.7%) (7.4%) (7 .4%)
a3 12 (66.7%) | 2 (9.1%) 0 14 (25.9%)
(22.2%) (3.7%)

Notes: the first indices in% (in brackets) is the frequency with
which this level of expression occurs among different subgroups
(LMS, ESS, US), the second indices in% (in brackets) is the
frequency with which this expression level is encountered in the
total number of cases (n=54).

In these observations, colored granules of MMP-9 were
located both in the cytoplasm of the tumor cells and in the
endothelial cells of the tumor itself, in the endothelium of
the myometrium vessels, in the lymphocytes, macrophages,
histocytes of the infiltration zone of the tumor invasion zone
in myometrium (Fig. 1).

Moderate (2+) staining of cytoplasm granules showed
18.6% of uterine sarcoma, this number included 4 cases of
US and ESS (by 7.4% of all observations, 28.6 and 18.2%
respectively, within groups) and 2 observations with LMS
(3.7 and 11.1% within the group).

The reaction was determined fairly uniformly, and if the
visualization of the patient with US was limited to tumor cells,
the accumulation of MMP-9inthe LMS group was also found
inthe extracellular matrix. ESS demonstratedfocal coloration
of tumor parenchyma cells, endothelial platelets of blood
vessels and reactive infiltrate cells (Fig. 2).

Weak and uneven (1+) reactions were in 11.1% of the
observations, all of which were related to US (42.8% within
the group).

In 2 of these cases, in the cytoplasm, sometimes in
endothelial cells, expression could be considered as focal
moderate, however, the enhancement of coloration (2+)
was detected in only 10.0% of cellular elements.

In 44.4% of all sarcomas expression of MMP-9 was not
detected. ESS accounted for 29.6% of MMR-9-negative
tumors (72.7% of all ESS).

Theresults of MMP-9 expression, depending onthe stage
of the disease and on the presence or absence of relapse of
the tumor, are distributed as follows (Table 2).

In none of the cases, the uterine sarcoma with MMP-9-
negative (0) status (24 observations) did not show the
progression of the tumor, as in | and Il in the stages of the
disease.

Expression of MMP-9 +1 was detected only in the US
group: 3 of these tumors corresponded to stage |, 3 to stage
Il of the disease; relapses were not observed in any of these
cases.

The level of coloring corresponding to 2+ at stage | was

Fig. 1 The expressed cytoplasmic expreSS|on of M MP 9in tumor
cells, endothelial cells and extracellular matrix of leiomyosarcoma.
Reaction with polyclonal antibodies on MMP-9, 92kDa
CoIIagenase IV. x400.
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Flg. 2. Moderate cytoplasmic expression of MMP-9 in tumor
cells, endothelial cells and reactive infiltrates of endometrial stromal
sarcoma. Reaction with polyclonal antibodies on MMP-9, 92kDa
Collagenase IV. x200
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Fig. 3. Weak cytoplasmic expression of MMP-9in tumor cells and
the extracellular matrix of undifferentiated sarcoma. Reaction with
polyclonal antibodies on MMP-9, 92kDa Collagenase IV. x200.
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Table 2. Expression of MMP-9 in tumor tissue of the uterine
sarcoma, depending on the stage of the disease and the presence
of relapse.

Stage of the Presence of Presence of
disease expression MMP-9 relapse
3+-12,2+ -2 4
T1(16)
LMS (18) 0-4 0
T2 (2) 3+ -2 2
3+-2,2+ -8 5
T1(14)
0-9 0
ESS (22)
2+ -1 1
T2 (8)
0-7 0
2+-1,1+ -3 1(2+)
T1(8)
04 0
US (14)
2+ -3, 1+ -8 3 (2+)
T2 (6)
0-0 0

detected in 1 case of US, 3 - ESS, and 2 - LMS, and, if the
recurrence was noted at the US and ESS, then it was absent
inthe LMS. At stage Il, moderate expression of MMP-9 was
detected in ESS in 1 case, and in 3 cases with US; all of
these patients had a recurrence of the disease.

Positive status (3+) MMP-9 is defined in 2 cases of ESS
of stagelandin 14LMS (12 - stagel, 2 - stagell). Recurrence
of tumors is noted in two observations of the ESS. In LMS,
the progression of tumors was detected in only two cases of
stage | and two observations with stage Il disease.

Discussion

In recent decades, many researchers have paid much
attention to the study of proteolytic enzymes both in the
tumor itself andin the surrounding extracellular matrix (ECM).
It is known that the ability of tumor cells to invasive growth
and distribution in the form of metastases depends on their
properties tosplit the components of ECM - basal membrane,
intercellular stroma, walls of blood and lymph vessels, as
well as any components containing structural proteins [5, 6,
15]. The main role in the process of cleavage of structural
proteins of ECM is played by the proteolytic enzymes of the
matrix metalloproteinase (MMP) group, which are present
both in the tumor and in the stromal cells. On the basis of
currently accumulated scientific data, there is an impression
that MMP are the major proteolytic enzymes that contribute
to metastatic cancer cells [9, 11, 15]. Author Ganusevich I.1.
established that MMP not only destroys ECM and basement
membrane proteins, but also stimulates the migration of
cellular tumors and plays a significant role in the survival of
tumor cells that take part in the suppression of antitumor
immunity and regulation of neo-angiogenesis, thereby
providing additional pathways for the evacuation of primary
tumor cells [7, 8].

The invasive activity of the tumor is supported by the
increased enzymatic activity of the tumor or stromal cell,
which secretes active MMP. Degradation and damage

facilitates the allocation of tumor cells and their spread;
therefore, MMP is a positive regulator of tumor invasion and
growth [27, 38]. According to the Chiang A.C. experience,
solid tumors have mechanisms that increase the ability of
tumor cells to invade into the extracellular matrix, which
promotes the formation of distant metastatic cells. Invasion
of the tumor does not always lead to the formation of
metastases; only about 0.01% of tumor cells initiate a more
complex process of forming distant metastases [21].
Numerous studies, analyzed by Roy R., have shown a positive
correlation between elevated levels of MMP in the tumor
and the degree of invasion of tumor cells or the emergence
of metastases [36].

Increased activity of MMP was detectedinthe progression
of breast cancer, stomach, lung and other malignant diseases.
The authors have shown that high expression of MMP-2 and
MMP-9 is a significant factor in the adverse prediction of
non-recurrent and total survival in cancer [21, 28, 37].

Solovyova N.I. with co-authors have shown that the main
contribution to the invasive and metastatic potential of the
squamous cell carcinoma of the cervix brings about an
increase in the expression of collagenases of MMP-1 and
MMP-14, of MMP-9 gelatinase and a decrease in the
expression of TIMP-1 and -2 inhibitors [14]. This correlates
with the results of other authors - the main role inthe growth
of invasive neoplastic cells in cervical cancer is played by
matrix metalloproteinases (MMP) -1 and -2, the level of
expression of which progresses with the growth of the tumor.
In invasive carcinomas of the cervix, hyperexpression of
MMP-9 is observed in the initial stages, which makes it
possible to consider MMP-9 as a possible marker for early
tumor diagnosis and its progression [12, 30, 40]. According
to Abakumova T.B. with co-authors, in the process of tumor
progression, the level of expression of MMP-9 is reduced.
Expression of MMP-2 in serum of patients was elevated
and correlated with the prevalence of the disease [1].

Hyperexpression of MMP-7 is described in a number of
malignant neoplasms, such as breast cancer, lung, stomach,
pancreas, head, neck and others [4, 26]. According to
Laktionov K.P. with co-authors, in ovarian cancer, the level
of MMP-7 in tumor tissue was significantly higher than in
benign tumors, in contrast to the MMP-2 and -9 [13].

Barinov V.V. with co-authors, on the basis of the review
of literature, showed that in case of cancer of the uterus
body hyperexpression of several MMP (MMP-2, -7, -8, -9,
-13) [4] was detected. In this case, elevated levels of the
majority of MMP in tumor preparations did not correlate
with metastatic lymph node involvement. At the same time,
the expression of the level of matrilysin MMP-7 and MMP-
9 is directly related to the degree of tumor invasion, its
propensity to metastases, and unfavorable prognosis in
patients with cancer of the uterine body [4].

Studies of the role of MMP in soft tissue sarcoma are
devoted few studies [17, 35]. In her study, Benassi M.S.
with co-authors, studied the role of various MMP in tumors
of patients with fibromatosis and sarcoma of the extremities.
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It was shown that the most pronounced expression in all
tumors was noted for MMP-1, while the activity of TIMP-2
was higher in fibromatosis than in sarcomas. The authors
believe that the state of MMP and TIMP determines the
oncogenesis of tumors in soft tissues [17]. The prognostic
role of MMP in the oncogenesis of sarcoma is confirmed
by Roebuck M.M. with the co-authors, where the expression
of MMP-2, MMP-9 and TIMP-2 was determined on the
biopsy material of several histotypes of sarcoma
(liposarcoma, synovial sarcoma and malignant tumor of the
peripheral nerve shell). The authors showed that the
dynamics of changes in the studied indicators has a
prognostic value for the overall survival and duration of the
non-recurring period in patients [35].

Dolzhikov A.A. with co-authors, showed that the growth
of the expression level of MMP-9 is particularly pronounced
in metastatic sarcomas [10].

After conducting studies on endometrial stromal sarcoma
(ESS) and leiomyosarcoma (LMS) cell lines, Ravid Y. with
co-authors showed the association of transcriptional
regulation of MMP-2 activity and invasive tumor cell
potential [33].

Bodner-Adler B. with co-authors study the expression
of MMP on preparations of leiomyomas and
leiomyosarcomas of the uterus. Significant overexpression
was detected in MMP-1 in 86.0% of cases, for MMP-2 in
46.0% of cases [19]. There was a positive correlation
between the level of MMP-2 expression and the presence
of intravascular invasion. Statistically significant dependence
of MMP-2 expression on the tumor stage and recurrence
was not detected, however, in the group with MMP-2
negative status, the trend of more long-term, non-recurrent

[1]Abakumova, T. B., Gening, S. O., Dolgova, D. R., & Fomina,
A.V. (2014). Matrix metalloproteinasesin blood serum and
neutrophil lysate for cervical cancer. Siberian Cancer Journal,
1, 18-25.

[2] Avtandilov, G. G. (2002). Fundamentals of quantitative
pathological anatomy: [monograph]. M.: Medicine. ISBN 5-
225-04151-5:412.00 p.

[3] Anichkov, N. M., Kvetnoj, |I. M., & Konovalov, S. S. (2004).
Biology of tumor growth (molecular medical aspects). SPb.:
"Publishing house "Prime EVROZNAK". ISBN 5-94946-
090-1

[4] Barinov, V. V., Knjazev, R. |., Bokin, I. I., & Mustafina, E. A.
(2017). Matrix metalloproteinase 7 in uterine cancer (review).
Oncogynecology, 7, 31-36. Retrieved from https://
elibrary.ru/item.asp?id=28409047

[5] Berezhnaja, N. M., & Chehun, V. F. (2016). Physiological
system of connective tissue and oncogenesis. |. Therole of the
cellular components of the stroma in tumor development.
Oncology, 18(1), 4-14. Retrieved from http://nbuv.gov.ua/
UJRN/OL_2016_18_1_3

[6] Berezhnaja, N. M., & Chehun, V. F. (2016). Physiological
system of connective tissue and oncogenesis. Il. Extracellular
matrix and metastasis. Oncology, 18(3), 164-176. Retrieved
from www.oncology.kiev.ua/pdf/18_3/164.pdf

[7]1 Ganusevich, I. 1. (2010). Therole of matrix metalloproteinases
(MMP) in malignant neoplasms. |. Characteristics of MMP,

survival was found [18, 19].

Analysis of the above-mentioned works suggests that
metalloproteinases-7, -9, -1, -2 are quite informative
markers of soft tissue sarcomas.

In our study, expression of MMP-9 was found at 55.6%,
regardless of the type of uterine sarcoma. Hyperexpression
of MMP-9 is observed at 25.9% for leiomyosarcoma, in
11.1% for endometrial stromal sarcoma and 7.4% for
undifferentiated sarcoma. At moderate and high levels of
MMP-9 expression, recurrence of the tumor was noted in
61.5% of cases, which may indicate an invasive and
metastatic tumor potential.

The study of changes in the content of MMP-9 in tumor
tissue of the uterine sarcoma is promising, since its level
may be useful for monitoring the course of the neoplastic
process and the corresponding response to the treatment.

Conclusions

1. Negative (0) and weak positive (1+) expression of
matrix metalloproteinase-9 was detected in 29.6% of ESS
and 18.5% of US In any case, the relapse of the disease is
not marked.

2. Moderate (2+) and high (3+) contents of MMP-9
were detected by us in 44.5% of uterine sarcoma, of which
26.4% of LMS. However, in cases of LMS, progression was
observed only in the third observation (4 out of 12 cases),
then in the ESS and US - in all cases.

3. With moderate and high content of MMP-9, the
recurrence of the tumor was notedin 61.5% of cases, which
may indicate an invasive and metastatic potential of the
tumor.
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EKCNPECIA MMM-9 9K PAKTOP MPOrHO3Y CAPKOM MATKMU

Cyxin B.C., Qanunwok C.B., Cyxina O.M., 3agHinpsHni O.B., Jlinksict 4., 'epmenin I'., Tap'aH M.

Capkomu Tinna MaTku € BUCOKOArPeCUBHUMM ME3EHXIMaIbHUMM HOBOYTBOPEHHSIMU, BIAMIHHICTIO SIKUX € BKPak HEATPUSIT/INBULL MPOrHO3.
Ha cborogHi 3annwaetbcs akTyaabHUM MUTaHHS OLYKY KIHIKO-MOP@OIoridyHux 1a 6GioMOoNeKyIsipHUX KPUTEPIiB nporHosy v
b6e3peunanBHOI BUXUBaHOCTI NPy MyX/MHax Matku. Biaomo, 1o niaBuLLIeHHS PIBHSI €KCrIpecii MaTpukcHoi metasonpoteiHasu-9 (MMI1-
9) y NepBuHHIN Nyx/nHIi 41 METacTasax KOPeoe 3 HU3bKUM CTYrNeHeM ANGEepPeHLitoBaHHS MyXJIMHHWUX KIITUH, BUCOKUM PDiBHEM
IHBa3UBHOCTI MyX/INHU, i BUCOKOIO METACTaTNYHOK aKTUBHICTIO, Ta CKOPOYEHHSIM TPUBAJIOCTI XNUTTS nauieHTok. [oci Hesigomo, yn
MOX/IMBO BBaxatu ekcripecito MMII-9 y KaiTuHax capkoMm MaTku repekoHINBUM rporHOCTUYHUM dakTopom. [as baratbox TUMiB
eniTeniaibHnx 3105IKICHUX HOBOYTBOPEHb BUCOKI MOKa3HUKN MeTacTadyBaHHs1 0B 'a3yI0Tb i3 3pocTaHHsaM piBHsa MMI1-9 sk B nnaami
KPOBI, Tak Iy TKaHUHHIV rnapeHximi. MeTor 4aHoro 4OCHiAXeHHS € BUB4YeHHS ocobamnBocTeri ekcripecii MMII-9 y kniTuHax capkom
MaTku A1 CTBOPEHHST MOAENI IHANBIAYa/IbHOro rnporHo3yBaHHs rnepeobiry 3axBoproBaHHs. [MpoBEeAEeHO AOCAKEHHS onepaLiviHoro
marepiany cenekuioHoBaHux 54 Bunaakis capkom matku I-1l cragii (3rigHo kputepiis FIGO) 3 BiaoMyM r1porHO30M 3aXBOPIOBaHHS, KOTPI
Oy PO3roaineHi 3an1exHo Big MOp@oaoriyHoro tuny: aeviomiocapkoma (JIMC) - 18 Bunaakis, eHAOMETPIaibHa CTPOMa/IbHA CapKoMa
(ECC) - 22 Bunanku, HeangepeHuivioaHa capkoma (HC) - 14 (3rigHo knacuikauii HoBoyTeopeHb matkmn BOO3). s rictonoriyHoro
JOCTIKEHHS1 BUCIKa/IN LUMATOYKN TKAHWHU 3 PISHUX ITITHOK MYX/TIMHHWX BY3/1IB - LLEHTPa/IbHI, NEpUGEPUYHI BiAQim, AiJITHKU i3 npusersioi
[HTaKTHOI TKaHWHY MIOMETPIs1 (BCbOro o 6-8 Lumaroyki). @eHoTu nyxmHHUX KJITUH BU3HAYa/IM 3a [J0rOMOrol0 H1U3bKOMOJIEKY/ISPHUX
umtokepatuHis (Cytokeratin PAN, AE1/AE3), rnankom'a3oBoro aktuHy (Smooth Muscle Actin, 1A4), mioreHiny (Myogenin (F5D)), CD
10 i BimeHTuHy (Vimentin, V9). [NcToximMiyHy MITKY OLiHIOBa/M 3a 4BOMA rapameTpamu. CTyriHb PO3MOBCIOAXEHOCTI Ta IHTeHCUBHOCTI
3a6apBAeHHSA. [7151 OLIHKW IHTEeHCUBHOCTI 3a0apB/I€HHS BUKOPUCTOBYBaan SKiCHy wikay: 0 - BiACYTHA peakuisi, 1+ - cnabke
ymronnasmaTuyHe 3abapsaeHHs 40 30,0 % nyxmHHUX KiTuH, 2+ - nomipHa peakuis, Big 30,0 go 60,0 % 3abapsieHux KaiTuH, 3+ -
BUpaxeHa umtornnasmatTnyHa peakuis y 60,0-100,0 % kaiTuH nyxamHu. CTaTtucTuydHy 06pobKy OTpUMaHUX AaHnX 34IMCHIOBaIN 3a
Aoromororo nakera riporpam "STATISTICA 10.0". MposeaeHe A0CHAXEHHS BUSBUIIO, Lo HeratusBHa (0) Ta cnabka nosutusHa (1+)
EKCIpeciss MaTpPUKCHOI MeTai1onpoTeiHasn-9 Biamidanacs y binbwocti ECC Tta Yacturi HC. HesanexHo Bia crasii 3axBOpiOBaHHS, 3
Takum cratycom MMI1-9 He BiamiveHo po3suTky peumansy. TomipHuii (2+) Ta Bucokwmii (3+) smict MMI-9 BusisreHnii Hamu y 44,5 %
CapKOM MaTKU i3 SBHUM riepeBaxaHHsm ripm JIMC. OaHak, sikwyo y sunaakax JIMC nporpecis criocTepiranacs JMLLE Y TPETI CrTIOCTEPEXEHD
(4 3 12 Bunaakis), To npu ECC ta HC yci nyximHu i3 Takum cTatycom peumamnsysann. [logibHa peakLisi MOxXe CBiAYUTY PO IHBA3NBHNL
Ta metactarnyHuii noreruyian ECC ta HC i 06yMOBIIIOE MOXINBICTb PO3BUTKY reMaTor€HHUX MeTacrasis.

KniouoBi cnoBa: capkoma marku, ekcripecis MMI1-9, B3aemo3ss's3ok ekcripecii MMI1-9 Ta nporpecii nyxmiHu, nesiomiocapkoma,
eHAoOMETpIasibHa CTPOMasibHa capkoma, HeandepeHLuivioBaHa capkoma.

SKCMNPECCUA MMM-9 KAK ®AKTOP NMPOrHO3A CAPKOM MATKMU

Cyxun B.C., fauunwk C.B., CyxiHa O.M., 3agHenpsaHHubiii A.B., Jinnksuct [., Xepmenun X., TappaH M.
CapkomMbl Tenia MaTku SIBJISIIOTCS BbICOKOArPECCUBHbLIMU ME3EHXUMAa/IbHBLIMU HOBOOBPAa30BaHUSIMU, OT/IMYNEM KOTOPbIX SBJISETCS
KpaviHe HebnaronpusiTHbIV rporHo3. Ha ceroaHs ocraercs akTyasbHbIM BOIMPOC MONCKa KJIMHUKO-MOPGOI0rudeckux v
OUOMOIEKYTISIPHBIX KPUTEPUEB MPOrHo3a v 6e3peuuninBHON BbIXXNBAEMOCTHU MPU OMyX0/IsX MaTku. VI3BeCTHO, 4YTO MOBbILLIEHNE
YPOBHS aKkcripeccuu metasnonpotTenHasbi-9 (MMI1-9) B nepBu4HOU Ornyxoam uam MeTactasax KoppenupyeT C HU3KOV CTENeHbIo
ANPGHEPEHLNPOBKIN OryXOsIEBLIX K/IETOK, BLICOKOM CTEMEHbIO MHBA3UBHOCTU OIyX0Jn, €€ BbICOKOVi METacTtarnyeckovi akTUBHOCTbIO,
COKpALLEHNEM POAO/IKUTEIbHOCTU XU3HU MaUneHToK. Jo cux nop Hem3BeCcTHO, MOXHO i cyuTars akcripeccuio MMI-9 B knetkax
capkoM matku ybenuTesibHbIM POrHOCTUYECKUM GaKkToOpoM. [ MHOrux TUMNOB 3MUTENINATbHbLIX 3/10Ka4€CTBEHHbIX
HOBOOOPAa30BaHWii BbICOKME 1oKa3aTesiv MeTacTa3upoBaHus CBSI3bIBAIOT C poCToM ypoBHs MMI1-9 kak B nia3me KpoBu, Tak v B
TKaHeBow napeHxume. Llesbio AaHHOro Uccien0BaHns SBISETCS n3y4eHne ocobeHHocTe akcripeccun MMII-9 B kneTkax capkom
Martku 4715 CO34aHNs MOAEN UHANBUAYATIbHOIO MPOrHO3MPoOBaHUs TeyeHuss 3aboseBaHus. [lpoBeeHHoe nccaen0BaHne
ornepaumoHHOro mMaTepuasa CenekUnoHNpPoBaHHbIX 54 crydaes capkom matku I-1l cragum (cornacHo kputepnes FIGO) ¢ n3BecTHbIM
porHo3om 3abosieBaHusl, KOTOpbIe Obiv Pa3aesIeHbl B 3aBUCUMOCTY OT MOP@OosIorndeckoro Tuna: aeviommocapkoma (JIMC) - 18
C/lyHaeB, SHAOMETPUaIbHas CTpomasbHas capkoma (SCC) - 22 cnyqas, HeangdepeHumpoBaHHas capkoma (HC) - 14 (cornacHo
knaccugukaymum HoBoobpasoBaHui matku BO3). [as ruCcTonorun4eckoro uccneoBaHunsl BbICEKaM KyCOYKU TKaHU U3 PasHbIX
Y4acTKOB OIyXOJ1eBbIX Y3/I0B - LIEHTPAasIbHbIE, NEPUPEPUIECKNE OTAE b, YHaCTKU U3 MPUIexaLlesi MHTaKTHOV TKaHU MUOMETPUS
(Bcero no 6-8 kyco4koB). @eHOTUN OnyxoneBbix KAETOK U3YHaIu Py MOMOLLM HU3KOMOJIEKYISIPHbIX UMTokepaTnHoB (Cytokeratin
PAN, AE1/AE3), rnaakomeiledHoro aktuHa (Smooth Muscle Actin, 1A4), muoreHuHa (Myogenin (F5D)), CD 10 u BuMeHTuHa
(Vimentin, V9). mcToxumuyeckyo MeTky OLeHUBaIn o ABYM NapameTpam: CTErneHb PacrpoCTPaHeHNs1 U MHTE@HCUBHOCTU OKPACKM.
Ansa oLeHku MHTEeHCUBHOCTU OKPaLLUBaHUS UCMO/Ib30BaIN KaYeCTBEHHYIO wkany: 0 - oTcyTCcTBYyeT peakuus, 1+ - cnaboe
ymnrtonnasmarndeckoe okpatumsarHme 1o 30,0 % ornyxoneBbix KAEToK, 2+ - ymepeHHas peakuus, ot 30,0 4o 60,0 % okpalLeHHbIX
K/1eToK, 3+ - BblpaxeHHasi yntornnasmarmdeckas peakums y 60,0-100,0 % knetok onyxonu. CTatuctn4eckyr obpaboTky
r10/1y4EeHHbIX AaHHBIX OCYLECTBJ/ISI/IN C MOMOLLbIO naketa nporpammsl "STATISTICA 10.0". lNposeneHHoe vccnenosaHne rnokasano,
41O oTpULaresnbHas (0) v cnabas nonoxuTesnbHas (1+) akcripeccusi MaTpyKCHOV MeTasiionpoTenHasbl-9 oTmeyYanack B O0/bLLIMHCTBE
3CC n 4actun HC. HezaBucumo ot cragum 3aboneBaHusi, ¢ Takum cratycom MMI1-9 He oTmMe4eHO pa3BuTus peuuanBa. YmMepeHHoe
(2+) m Bbicokoe (3+) coaepxarHne MMI1-9 obHapyxeHo Hamu B 44,5 % capkom maTtku C siBHbIM ripeobagaHnem rpu JIMC.
OpaHako, ecnmn B cnydasix JIMC nporpeccusi Habaoaanace mib B TpeTyn HabmoneHnii (4 na 12 cayyaes), To npyu 3CC u HC Bce
Onyxo/nu ¢ TakKuM CTaTycom peunansupoBaiu. [1onobHas peakumss MOXeT CBUAETEIbCTBOBaTbL 00 MHBAa3VBHOM U METacTaTtuyeckoM
noreHuymane 3CC n HC n obycnoBimBaeT BOSMOXHOCTb Pa3BUTUS FeMaToreHHbIX MeTacTasos.

KnioueBble cnoBa: capkoma matku, akcrnpeccuss MMI1-9, B3anmocsase skcripeccun MMI1-9 n nporpeccuposaHune onyxonau,
J1IeSIOMUOCaPKOMa, SHLAOMETPUA/IbHAs CTPOMAasIbHasi capkoma, HeanddepeHLnpoBaHHas capkoma.
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Morphological changes of the wall of the artificial urinary bladder are various and its
investigation continues from the moment of the creation of the first conduit on the
ileun’s section. The aim of the work is to explore the structural-functional transformation
of the mucous and the neobladder wall in 12 months after ileocystoplasty in the
experimental conditions on mini-pigs. The results of the neobladder’s experimental
model, created by the execution of cystectomy and ileocystoplasty in 9 experimental
mini-pigs are the material of this work. 12 months after the operation of modeling the
urinary bladder, animals were removed from the experiment of nembutal overdosing,
following the provisions of "The European convention for the Protection of vertebrate
animals being in use for experiments or for other scientific purposes". Our morphological
changes of the artificial urinary bladder, formed from the segment ileum 12 months
after the orthotopic ileoplasty proved significant ultra-structural changes in the
neobladder’s epithelial layer. lleum'’s villi within the conditions of the artificial urinary
bladder are decreased and smoothed, epithelial cells are similar to the interjacent
epithelium. The connective-tissue plate is thickened and becomes callous, the
muscular layer is also thickened. The samples of the ileum, that remained in the
normal environment without the compatibility with urine, did not undergo the significant
morphological transformations and did not differ from the samples of the intact ileum.
The transplantation of the ileurn segment for performing new, not-prograrmmedfunctions
causes it to adapt to new conditions, although the urinary bladder and the ileum have
different origins and structures from the very beginning. New aggressive conditions and
constant contact with urine lead to the transformation of the mucous of the ileum and
acquire new features necessary for performing new functions.

Keywords: radical cystectomy, ileocystoplasty, transformation of the mucous,
neobladder.
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Introduction

Bladder disease with loss of reservoir capacity and
function, damage by the tumor process, as well as the
complication of specific and non-specific inflammatory
diseases requiring its complete removal or resection, led to
rapid development of reconstructive surgery of bladder [4,
7, 8, 20]. The main material for restoring the functional
capabilities of the bladder (accumulative and evacuator) are
different sections of the gastrointestinal tract [3, 5, 15]. Many
studies have been conducted on the effectiveness and safety
of the use of the stomach, the area of the large and small
intestines, but the best transplant was recognized area of

iliac intestine, due to the smallest electrolyte disturbances
and possible adaptive abilities [9, 12, 19]. The study of
morphological changes in the wall of the artificial bladder
continues from the moment of the first conduit from the
region of the ileum. Many researchers note the progressive
atrophy of the villi and microvilli [10], and the number of
glass-shaped cells decreases with time [11, 18].

The implementation of new, not programmed functions,
the impact of the aggressive environment on the mucous
artificial bladder, the possibility of its adaptation and
transformation determined our interest inthe study of structural
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changes in the neobladder dynamics in the dynamics.
Aim: to study the structural and functional transformation

of the mucosa and the neobladder wall 12 months after

ileocystoplasty on mini-pigs under experimental conditions.

Materials and methods

The material of this work were the results of an
experimental model of neobladder, created by ileocystoplasty
of 9 experimental mini-pigs.

The simulation was carried out by performing cystectomy
followed by ileocystoplasty in female pigs. The choice of an
experimental object is due to anatomical considerations - in
the female urethra is straight and 5-7 times shorter than that
of males [2].

The procedure for surgical interventionwas follows. Under
intravenous anesthesia, pigs aged 4-5 months and weighing
8-10 kg after processing of the surgical field in the position
on the back three times performed a cut. The top of the
bladder was seized by forceps and tucked up. All bleeding
vessels were tucked on both sides. Separated the front wall
of the bladder. Crossed the urethra, the bladder separated
them from the rectum. The bladder was removed. Retreating
15 cm from the ileocecal valve, the end of the isolated
intestinal segment was sutured with continuous serous-
muscle sutures of vicryl 4-0. During the anti-mesenteric edge,
a distal part of the idiopathic segment was dissected (up to
10 cm). The cut part of the segment U-shapedly stacked
adjacent edges of both knees were sewn together by a series
of continuous serous-muscle sutures vicryl 4-0. The lower
part of the resulting U-shaped segment was transversely
upward.

Before cross-linking the free edges of the dissected
segment, the urethral catheter number 3Fr was installed in
the tetanus elbow, the ends of which were removed through
thewall of the reservoir. Inthe most caudal part of the reservoir
was made an opening, to which the urethra was sutured
with 6 sutures of vicryl 4-0. After conducting through the
urethra of Foley's catheter number 8Fr, the sutures were
tied. The reservoir was drained by a cystostomy tube 12Fr,
which was withdrawn along with the ureter stents through
the vessel wall. The reservoir stood in place and formed an
isoperistaltic knee. The ileum was dissected at the level of
intersected pre-ureters - 10 cm higher thantheiliac-intestinal
reservoir. The ureter is obliquely cut, cut along and
anastomosed "end to side” with the proximal unbranched
part of the iliac-intestinal segment. Stents that are located
inside the segment, are carried out in the ureter. Restore
theintestinal continuity. Stents are drawnthrough the anterior
abdominal wall, through the counter-aperture in the small
pelvisinstall drainage. Thewoundis closed with vicryl stitches.

The area of the bladder wall was taken during cystectomy,
at the same time, surgical intervention was removed from
the area of the ileum wall. Data obtained in the study of
these fragments of intact organs served as controls.

12 months after the bladder simulation, animals were
drawn from the experiment by overdosing Nembutal,

following the provisions of the "European Convention for
the Protection of Vertebrate Animals Used for Experiments
or for Other Scientific Purposes” (Strasbourg, 1986).

Removed the area of the wall of the neobladder and the
area of the ileum wall. The volume of each fragment of
tissue taken as control and in order to evaluate the result
was 1 cm3. The collected material was fixed in a 4% solution
of paraformaldehyde. Then the material was carried out
through the spirits of increasing concentration and poured
into celloidin according to the generally accepted method
[2]. The use of celloidin is associated with the need for
maximum sparing effect on the tissues under study. From
the received blocks, histological sections of thickness 7-9
microns were made, which were stained with hematoxylin
and eosin. The obtained glasses were studied under a light
microscope. When studying preparations under a microscope,
the peculiarities of the structure of the layers of the organs
examined were evaluated.

Results

In the macroscopic study of the ileum in intact animals,
the lamination of its wall was clearly visible. The surface of
the mucous membrane is velvety, transverse folds are
expressed.

Microscopically, the serous wall of the intestine is
represented by a single-layer cubic epithelium. Epithelial
cells contain medium-sized rounded nuclei, juicily stained
with hematoxylin solution. Muscle membrane with a clear
division into two layers. From the submucosal basis and the
serous membrane, itis separated by thinfibrous plates. Layers
of the muscular membrane differ in the direction of the
myocyte beams (longitudinal and circular). The bundles of
myocytes are separated by thin interstitial layers containing
fibrous fibers and individual fibroblasts with extracted dark
nuclei. Myocytes with a homogeneous cytoplasm and juicy
oval nuclei.

Submucosal base is represented by fibrous fibers, which
are assembled into beams and form a mesh structure; thin-
walled, moderately blood-filled vessels of small caliber; a
small amount of intermediate substance of moderate
eosinophilic color, in which diffused lymphoid elements.
Closer to the inner surface, small lymphoid follicles of the
usual structure are determined. In addition, Peyer's patch
are found, representing a cluster of 2-3 follicles of almost
rectangular shape with a moderate density of lymphoid
elements in a rounded, hermetic center and with a dense
position in the peripheral zone.

In the mucous membrane, a submucosal plate can be
isolated from the beams of fibrous fibers and muscle cells,
among which there are numerous lymphoid elements. On
the surface mucous membrane forms numerous villi. The
body of the villi is characterized by a thin-walled vessel and
numerous lymphoid elements. The top of the villi is covered
by the prismatic epithelium, the epithelial cells contain oval
dense nuclei, which are located as "palisade”. Between
them, the glass-shaped cells, which are rich in mucus, are
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determined. In the depth between the villi, crypts are formed
(Fig. 1).

The macroscopic examination of the intact mini-pig
bladder showed that the outer surface has grayish-pinkish
color, shiny, smooth. By palpation wall is elastic, onthe section
noticeable layering, the inner surface is folded, pinkish-gray,
moist.

Microscopy of the preparations of the wall of a healthy
urinary bladder revealed that the external, serous membrane
is formed by a single-layer cubic epithelium. The nuclei of
epithelial cells are of medium size, oval, moderate in color.
In some places epitheliocytes form small "influences" in
which the nuclei are viewed in 2-3 rows. The thin plate of
fibrous fibers and vessels of small caliber separates the serous
membrane from the muscular membrane. The muscular
layer is three-layered, layers separated by a layer of fibrous
tissue containing vessels. The width of these layers is greater
than in the intestine wall. Muscle beams are in interstitial
wall, thin, containing single fibroblasts. Myocytes in tufts are
densely packed, moderate in width, have juicy nuclei, and
the cytoplasm is homogeneous. In bundles myocytes are
unidirectional. Between the beams and in the boundary
plates, numerous small vessels of moderate blood filling are
observed.

The submucosal plate is represented by an intermediate
substance and bundles of fibrous fibers forming a mesh
structure (Fig. 2).

The submucosa plate forms numerous papillae of different
sizes and heights. The top of the papilla is covered by a
transitional epithelium, in which clearly stands out: the basal
layer of tightly packed cells containing small rounded dark-
colored nuclei, and a surface layer formed from chaotic cells
with medium to large nuclei of varying density and color.

12 months after the operative formation of an artificial
bladder, the study of the ileum wall revealed no discrepancy
with its structure in intact animals.

During macroscopic study, the inner surface of the ileum
is velvety, the folds of the mucous membrane are expressed.
Wall by the touch is elastic. The outer surface is smooth,
shiny.

During microscopic study, the layered organization of
the intestine is unaltered. The serous membrane is covered
by a single-layer cubic epithelium of the usual form. Below
it is a thin plate of soft fibrous fibers, forming a grid, and
small thin-walled vessels. Two-layer muscular membrane,
layers of medium thickness, separated from each other by a
thin connective tissue plate containing a thin-walled vessel
and a small amount of intermediate tissue. The bunches of
myocytes are distributed tightly, between them are thin
interstitial layers, myocytes of the usual type. Submucosal
basis is created by a mesh structure from fibrous beams,
intermediate substance. In the last distributed lymphoid
elements. Closer to the inner surface, certain small lymphatic
follicles of the usual structure are determined. In the
submucosal layer, Peyer's patches are defined, representing
a conglomerate of 3-4 almost square follicles. The structure

Fig. 1. lleumof intact mini-pig. Crypts of the mucous membrane.
Prismatic epithelium, lymphocytic-histiocytic elements, in the
main substance fibrous bundles of the submucosal plate.
Hematoxylin-eosin. x160.

Fig. 2. Bladder of intact mini-pig. Submucosal basis. Histiocytes,
fibroblasts. Homogeneous substance. Hematoxylin-eosin. x160.

of each of them without visible features (Fig. 3).

Fibrous plate of the mucous membrane has usual form,
thin, in it are located in a moderate amount lymphocytes.
Numerous villi of the mucous in shape, size, composition of
the central part do not differ from those in control animals.

The top of the villa is covered by the prismatic epithelium
with oval nucleuses located as "palisade”. Among the
epithelial cells there are many glass-shaped cells rich in
MUuCUS.
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Fig. 3. lleum of mini-pigs in 12 months after the formation of an
artificial bladder. The edge of the Peyer's patch. The usual structure
of the peripheral zone of the follicle. Lymphocytes in the perifollicular
zone. Hematoxylin-eosin. x160.

Fig. 4. Thewall ofthe artificial bladder, 12 months after surery.
Epithelium on the surface of the papilla is similar to the
intermediate. Hematoxylin-eosin. x160.

The visual assessment of the neobladder did not reveal
any particular differences from the native organ. The outer
surface is a grayish-pink, shine inner surface with low folds,
moist, shiny.

On the touch the wall is quite elastic. Microscopy of the
external (serous) membrane revealed that it was formed by
a cubic single-layer epithelium of the usual form. Beneath
the connective tissue, formed by fibrous fibers, fibroblasts.

Visually, it is wider than the ileum from which the neobladder
is formed, with the outer plate of the muscular membrane
does not merge.

The muscular membrane is visually wider than the ileum,
but also a double layer. Muscle beams are thick enough due
to the expansion of myocytes, the cytoplasm in them is
homogeneous, the nuclei are enlarged, juicy colored. The
interstitial layers between the beams are thin, but fibrous fibers
that form them are coarse, many fibroblasts, and then thin-
walled moderately full-blood vessels are determined. The
bunches of myocytes in each layer are clearly unidirectional.
Interlayer plate thicker than in the ileum, thickening is due
not only to the coarsening of fibrous fibers, but also with the
increase in the amount of intermediate tissue.

Submucosal base broad, as in the ileum, form its bundles
of fibrous fibers, forming a mesh structure. Fiber fibers are
dyed, juicy, many fibroblasts in bundles. The difference in
the basis of the artificial urinary bladder from the
corresponding layer in the ileum - in a very large amount of
intermediate substance. If in the intestine this substance is
dark eosinophilic color, then in neobladder it is brick color -
obviously changes the chemical composition of this
substance. In the intermediate substance, a number of
lymphoid elements are scattered. Peyer's patch in the
submucosal layer were not detected, nor did lymphoid
follicles appear on the border of the mucous membrane. In
the mucous membrane stands out a submucosa plate formed
by thin beams of fibrous fibers and small inclusions of
intermediate substance, fibroblasts with oval juicy nuclei, a
few of them. The width of the submucosal plate is unequal,
unlike the intestine, due to this formed formations, similar to
the papilla or folds. The plate is covered by the epithelium,
in its organization similar to the intermediate (Fig. 4).

Inthe basal layer of the epithelium, the cells are arranged
in one row, but in some places, influences from 2-3 rows of
cells are formed. Closer to the surface of the cell are sparser,
their nuclei are round, medium-sized, moderately colored.
It should be noted that "influences" are formed in those
places where the submucosa plate is stacked like a papilla
or folds, perhaps it is the remnants of degrading villi. The
cryptic remains are also determined, they are located
between the papillae, laced with the prismatic epithelium,
glass-shaped cells in them are small, but there are
desquamated epithelial cells.

Discussion

Our findings of ultrastructural changes in the neobladder
mucous membrane with a decrease in microvilli, with the
onset of inflammation and the processes of degeneration
under the action of urine, are also noted in studies of Kojima
Y. with co-authors [13]. The high degree of adaptation
processes suggests the constancy of the definition of crypt
and glass-shaped cells, as the main placement of Paneth
cells, though in small quantities. Paneth cells play a very
important role in ileum homeostasis, carrying out bactericidal
andregenerative-proliferative action[6]. Accordingto Malone
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M.J. the surface epithelium changes, but without metaplasia
and dysplasia [14], but some authors emphasize the high
risk of malignant epithelial transformation by the action of
urinary agents, since inflammatory cells can produce various
growth factors [16, 17]. Since the lifetime of enterocytes is
overly fast (72 hours), this is not a consequence of a genetic
mutation. It is more likely that some urine solutions and low
internal pH damage epithelial cells, which then lose
microcirculation due to direct toxicity.

Evaluating the observed changes in the wall of the
neobladder, we can assume that they have an adaptive-
compensatory character, since, being in a new, unusual for
themselves functional situation, the tissues of the walls of the
ileum acquire the features necessary to perform the new
function.

The prospect of further studies of artificial bladder is the
study of changes in energy homeostasis, neurohumoral and
synoptic regulation, and the search for new drug compounds
that can influence the contractile activity of the neobladder
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CTPYKTYPHO-®YHKLIOHAJIbHA TPAHC®OPMALIA CTIHKM TOHKOI KULWKU B YMOBAX ®YHKLIOHYBAHHA
WTY4YHOINO CE4YOBOIro PE3EPBYAPA B EKCMNEPUMEHTI

CaByyk P.B., Kocres ®.l., Xykoscbknii [.0., Haci6yanin B.A.

MopdgonoridHi 3mMiHN CTiHKN apTu@ilLiaibHOro Ce40BOro Mixypa PIBHOMAaHITHI Ta iX AOC/IIKEHHS TPUBAE 3 MOMEHTY CTBOPEHHS
r1epLLIoro KOHAYITy i3 JinsHKN K/y60BOro kuwe4Huky. Metow pobotu 6y10 BUBYEHHSI CTPYKTYPHO-@OYHKLIOHAIbHOI TpaHc@opmaLii
C/IM30BOI Ta CTiHkM Heobnanaepa Yyepes 12 micsauiB nicas ineoyncTonnacTuky B eKCriepUMeHTaabHUX YMOBAax Ha KapJinkoBUX
JAO0MalLLHIx cBuHSIX. Marepianom uiei poboTu nocsyxuim pesysibTarn eKCcriepumMeHTanbHoi Mogeni Heobaaaaepa, CTBOPEHOI LLJISIXOM
BUKOHAHHSI UMCTEKTOMII Ta I1€0UNCTONNAacTukmn y 9 eKCrnepuMeHTaibHUX KapankoBux AOMAaLLHIX cBuHsx. Yepea 12 mic. niciaa
3aivicHeHHs1 ornepadii MofeoBaHHs Ce40BOro Mixypa TBapuH BUBOAWIN 3 AOC/AY MepenosyBaHHsIM HemMoyTany, AOTPUMYIOYNCEH
r10/10XeHb "€Bponericbkoi KOHBEHLIi PO 3axucT XPebeTHX TBapUH, BUKOPUCTOBYBAHUX [JIS EKCIIEPUMEHTIB abo B iHLLIMX HAYKOBUX
yinax". lNposegeHi Hamu MoOpP@OOori4Hi AOCNIAXEHHS apTUgiLiabHOro ce4oBoro Mixypa, c¢pOpMOBaHOro i3 cerMeHTy Kiy6oBoi
KULWKN 4epe3 12 micayiB nicas opToOTONIYHOI 1€0nAacTuku, AOBEAN 3HAYHI YAbTPACTPYKTYPHI 3MiHV B eniTeniaibHOMY Lapi
Heobnagaepa. BopcuHkn kinyboBOIi KULLIKW B yMOBax apTu@ilianbHOro ce40B0ro Mixypa 3MeHLLIYBaanChb Ta 3rnanxyBasich,
enitenioyunty HabyBasin NoAIGHOCTI i3 MPOMiXXHUM ernitesniem. Criosly4HOTKaHWHHA 11acTHa CTOBLLYBAa/iack Ta rpybluana, M'sa308a
000J10HKa, B CBOIO YEPry, TakoxX rnoToBLyyBasacs. 3pasku Kyb0oBOI KULLKM, K 3/TMLLIAIINCS] B 3BUHAVIHOMY OTO4YeHHI, 6e3 B3aemoaii
i3 cedero, He 3a3HaBasIN 3HAYHUX MOPEOIOridyHNX TpaHCchOopmaLivi Ta He BiAPI3HS/INCS B 30a3KiB iHTAKTHOI kilyb60BOI kuLku. Takum
YYHOM, TPaHCIaHTAaLisi CerMeHTy K/1yOOBOI KULLIKW 3MYLLIYE KFIOro aaanTyBaTuUCcs 40 HOBUX YMOB, XO4a Bif CamMOro ro4atky ce4oBuii
MIXyp Ta ks1y60Ba KULLIKA MaloTb PI3HE MOXOAXEHHS Ta OY0BY, a HOBi arpecyBHi YMOBW Ta MOCTIVIHUE KOHTaKT i3 CeYet0 Mpu3BoasTh
20 TpaHc@opmaLii csim30B0i k/1yO0BOI KUKV Ta HabyBaHHSI HOBUX SIKOCTeM, HEOOXiAHUX /151 BUKOHaHHSI HOBYIX, HE 3arlporpamoBaHuX
QDYHKLIVA.

KnioyoBi cnoBa: paaukasibHa UMCTEKTOMISI, i71IeoUMCTonnacTuka, TpaHcgopmalis cinm30Boi, Heobnanaep.

CTPYKTYPHO-®YHKLUNOHAJIbHAA TPAHC®OPMALIUA CTEHKM TOHKOW KULUKWU B YCJIOBUAX
OYHKUMOHUPOBAHUA UCKYCCTBEHHOIO MOYEBOIrO PE3EPBYAPA B 3KCMEPUMEHTE

CaByyk P.B., Koctes ®.U., Xykoscknii [].A., Hacubynnuu b.A.

Mopgonorunyeckmne 3MeHeH1s1 CTEHKN apTU@ULNAaIbHOrO MOYEeBOro ry3blpsi pasHoobpasHble U X NCCAe[0BaHNe MpoaoIKaeTcs
C MOMEHTa CO34aHUs epBOro KOHAYUTa U3 y4acTka MOAB3AOLIHON KULWKU. Llenbio paboTel 66110 3y4EHUE CTPYKTYPHO-
QDYHKUMOHAIbHOM TpaHC@OopMaLmmy cm3ncTort Heobnaaaepa H4epe3 12 MecsueB rnocnae naeoLmncTorniacTuku B SKCrIEPUMEHTalslbHbIX
YC/I0BUSIX HA Kap/IMKOBbIX JOMALLIHUX CBUHbSIX. MaTtepuanom 31ou paboTbl MOCAYXNAN Pe3y/bTaTbl SKCEPUMEHTAIbLHON MOAEN
Heobnaaaepa, co3aaHHou rMyTem BbiflOSIHEHUS LUMCTIKTOMUU U MII€OLMCTOMNIACTUKU Y 9 SKCIIepUMEHTaslbHbIX KapIMKOBbLIX JOMALLIHUX
cBuHer. Yepes 12 mec. nocne npoBeneHvss onepaunv MOogEANPOBaHNS MOYEBOIro My3blPsi XUBOTHbIX BbIBOAWIIN U3 OMbITa
nepeao3npoBKoL HembyTana, npuaepXnBasiCb noJsioxeHuri "EBponesickori KOHBEHUNU O 3aLnTe MO3BOHOYHbLIX XUBOTHbIX,
UCMOIb3YEMBIX AJ15 IKCTEPUMEHTOB UJIN B UHbIX HAYYHbIX Lensax”. Hawm mopgonorndeckne nccnenoBaHns aptnouumaibHOro
MOYEBOro My3bipsi, COOPMUPOBAHHOIO M3 CErMeHTa roaB3A0LLIHON KULLKKM Yepe3d 12 MecsLeB rnocse OpTOoTOMUYEeCcKoy MneornnacTuku,
Z10Ka3a/11 3HAYUNTEIbHBIE YIIbTPACTPYKTYPHBIE USMEHEHWS B 3MTUTE/IMA/IbLHOM C/10€ Heobnaaaepa. BopcuHkv noaB340LWHON KALLIKU
B YCJIOBUSIX apTUGULUMAaIbHOrO MOYEBOIro My3bipsi YMEHbLUIAINChL WU CriiaXuBaancCh, SrUTEIMOUNTbI MPUobpeTaan CXO4CTBO C
POMeXyTOYHbIM 3nuTennem. COeauHNTEIbHO-TKaHHas 1acTyuHa yTo/auanace u orpybesasna, MeilieyHas 060/104Kka, B CBOIO
ovepenb, Takxe yronujanacs. Obpasubl oaB3a0LIHOV KULLKM, KOTOPbIE OCTaBa/MCh B OOLIYHOM OKPYXeHuu, 6e3 B3anMoaeicTBus
C MOYOU, HE UCTIbITbIBA/IN 3HAYUTEIBbHBIX MOP@OI0rMHECKMX TPAHCEHOPMALIME U HE OT/IMYAIMCH OT 0OPAa3LI0B MHTAKTHOU MOAB3AOLLHOM
KuLikn. Takum o6pa3om, TPaHCIaHTauus cermeHTa rnoaB340LLIHON KULLIKY 3acTaB/ISeT ero aaarntTnpoBaThbCs K HOBbIM YC/10BUSIM,
XOTS1 M3HaYa/IbHO MOYEBOW I1y3blPb M MOAB3AOLIHAS KULLIKA UMEIOT Pas/InyHOe rPOVCXOXAEHNE U CTPOEHNE, a HOBbIE arpPeCCUBHbIE
YC/I0BUSI M MOCTOSIHHbIN KOHTAKT C MOYOU MPUBOASAT K TpaHcgopmaLmm C/IM3nCTOM MoAB340LIHON KULLIKU U TPUOOPETEHUIO HOBbIX
Ka4ecTB, HEOOXOAUMBIX J151 BbilTOJIHEHUS HOBbIX, HE 3arpOrpamMmmMupOBaHHbIX @YHKLINA.

KniouyeBble CnoBa: pagukasnbHas UUCTIKTOMUS, UAEOLUMCTONIacTuKa, TpaHCcHopmMmaLmns Can3ncTov, Heobaaaaep.
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The presence of many hypotheses of the development of acute pancreatitis such as
pancreatic duct hypertension, pancreatic reflux, vascular, allergic, neuro-reflex, infectious,
ete. confirm the lack of a clear understanding of the development mechanisms of this
pathology, and hence inaccuracy in the treatment and negative consequences. The
purpose of this study was to investigate the effect of bouginage and flushing of the
pancreatic duct on the course of experimental acute pancreatitis. Experiments were
carriedouton 12dogs, forwhich amodel of pancreatitis was created by autobile administration
into the pancreas duct. Animals were divided into four groups, 3 animals per each, with the
term of deduce from the testin one, three, seven days and six months respectively. Before
the pancreas duct perfusion, itwas injectedwith polyvinylchloride bougie that was removed
through the incision in the distal part of the pancreas duct. Such manipulation allowed to
conduct duct washing with medicinal substances at a pressure of 0.49-0.6 kPa and
confirmedthe assumption that in acute pancreatitis, filling of pancreas duct with condensed
protein masses was observed, andthis, changes the approach not only tothe establishment
of the pathogenetic link in the process of acute pancreatitis development, but also to its
treatment. The duct was washed once. The common comprehensive drug therapy was
carried out in dogs within the next five, six days. At the end of the first day, out of the 12
dogs, nine stoodindependently, the rest - on the second day. On the third day, all animals
drank water, responded to stimuli. On the fifth day they were active, taking liquidfeed. On
the seventh day on their behavior and feeding manner the dogs of this group did not differ
from healthy ones. To study morphological changes in pancreas after ductwashing, three
dogs were withdrawn from the test in one day. Atautopsy effusion in peritoneal cavity was
not observed. The left lobe of pancreas was a little bit shorter. Place of dissection of the
tissues of the pancreas and the duct is covered with a blood clot. In the area of duodenum
dissection, isolated patches of steatoenecrosis retained. Microscopically, in theduct area
dissection changes in pancreas tissues, in general, were the same as in duct dissection
without perfusion. At the same time, the plethora for this termwas great. Necrotic centers
of parenchyma were isolated and with moderate neutrophilic infiltration. Distant from the
dissection zone in pancreas tissues there were minor focal hemorrhages with a violation of
its structure, however, hyperplasia, foci of neutrophilic infiltration of the interstitial connective
tissue were less manifestated. Inthe proximal part of the duct, the pancreas tissue retained
moderate plethora. Inaddition, there were small foci of hemorrhages with aviolation of the
structure of individual acinus and slight neutrophilic infiltration in interstitial connective
tissue. The latter was also marked by the accumulation of macrophages andthe proliferation
offibroblasts, there wereisolatedareas of hemorrhages. Inintact partthere was aninsignificant
edema of interstitial connective tissue. As a result of the conducted experiments, we were
convinced of the effectiveness of this method of treating acute pancreatitis.

Keywords: acute pancreatitis, bougie of the pancreatic duct.

Introduction

The presence of many hypotheses of the development  pathobiochemical and others means the lack of a clear
of acute pancreatitis such as duct hypertension, pancreatic  understanding of the mechanisms of development of this
reflux, vascular, allergic, neuro-reflex, infectious, pathology, and hence inaccuracy in the treatment and

34

© 2018 National Pirogov Memorial Medical University, Vinnytsya



Kostyuk G.Ya., Kostyuk O.G., Burkov M.V., Fomina L.V., Golubovsky l.A., Kostyuk V.G.

negative consequences [13, 14, 15, 16, 17, 18].

The leading role of duct hypertension in the pathogenetic
mechanism of the development of acute pancreatitis is
indicated by many researchers, as in the past century, and
modern [3, 6, 8,9, 10, 11, 12].

Significant interest inthisregardare the studies conducted
by Napalkov P.M. with co-authors [7]. Describing drainage
operations on the pancreas duct in acute pancreatitis, they
noted that hypertension develops in all forms of acute
pancreatitis. In addition, in patients with progressive pancreatic
necrosis, according to their data, there was a significant
increase in pressure in the pancreatic duct with a sharp
decrease in secretion of pancreatic juice. For the rejection
of the envelope epithelium in the pancreas duct in animals
that died from pancreatic necrosis in 14 days pointed out
Vladimirov V.G. and co-authors [ 1], which, according to their
data, indicates a violation of the protein synthesizing function
of acinar cells.

Other authors in their studies conducted on four dogs,
after induction of acute pancreatitis, who died within the first
day of pancreatic necrosis, observed in its pancreas duct
obturation with condensed protein mass [2, 4, 5].

Thus, if acute pancreatitis, in the first stages of its
development, there is occlusion of the duct with protein
masses, then there was an idea in some way to restore its
patency, and to investigate how the restoration of patency
will affect the course of the disease.

The purpose of this study was to investigate the effect of
bougienage and duct washing of the pancreas on the course
and the morphological state of the pancreas in experimental
acute pancreatitis.

Material and methods

Experiments were carried out on 12 dogs, which created
a model of pancreatitis by introducing autobile into the
pancreas duct. Animals were divided into four groups, 3
animals per each, with the term of withdrawal from the test
after one, three, seven days and six months respectively.
Before perfusion of the pancreas duct, it was injected with
polychlorinated bougie that was removed through the
incision in the distal region of the pancreas duct. Such
manipulation allowed conducting duct washing with
medicinal substances at a pressure of 0.49-0.6 kPa, that is
several times less than the working pressure in the duct. In
addition, it confirmed the assumption that in acute
pancreatitis, filling of the pancreas duct with condensed
protein masses is observed, and this, as we have been sure,
changes the approach not only to the establishment of the
pathogenetic link in the development of acute pancreatitis,
but also to its treatment. The duct was washed one time.
Animals were given a common, comprehensive drug
therapy within the next five to six days.

For all 12 animals pancreatic ducts were washed with a
therapeutic fluid consisting of 0.25% Novocaine solution -
10 ml, Fibrinolysin - 3 ml, and 10 000 antitrypsin units of
Contrykal- 2 ml. The flushing was carried out at a rate of 20-

30 drops per minute. After 14-20 minutes after duct washing,
the pancreas decreased markedly in width, foci of hemorrhage
took a pale coloration, areas of the gland of the usual color
appeared, the number and area of foci and steatoenecrosis
did not increase. After perfusion, the catheter was removed.
To the place of dissection of the gland and duct was fed
drainage tube. The abdominal cavity was sewn in a layer.

In the postoperative period, the withdrawal from the
drainage tube was negligible - from 2 to 12 ml. In addition,
in almost all animals, they were observed, mainly during
the first day after the operation.

Results

Of the 12 dogs, at the end of the first day, nine stood up,
the rest - on the second day. On the third day, all animals
drank water, responded to stimuli. On the fifth day they were
active, taking liquid feed. On the seventh day on the behavior
and eating of dogs of this group did not differ from healthy
ones.

To study morphological changes in the pancreas after
duct washing, three dogs were withdrawn from the
experiment after one day. At the intersection effusion in the
peritoneal cavity was not observed. The left part of the
pancreas was somewhat reduced in length. Place of
dissection of the tissues of the pancreas and the duct was
covered with a clot of blood. In the area of the autopsy of
the duodenum, isolated patches of steatoenecrosis persisted.

Microscopically, in the region of dissection of the duct
changes in the pancreas, in general, were the same as in
the dissection of the duct without perfusion. At the same
time, at this term was marked only large foci of plethora.
Necrotic centers of parenchyma were isolated and with
moderate neutrophilic infiltration. Distant from the dissection
zone in the pancreas tissue there were minor focal
hemorrhages with a violation of its structure, however,
plethora, foci of neutrophilic infiltration of the interstitial
connective tissue were less pronounced. In the proximal
part of the duct, the tissue of the pancreas retained moderate
plethora. In addition, there were small foci of hemorrhages
with a violation of the structure of individual acinus and slight
neutrophilic infiltration in the interstitial connective tissue.
The latter also marked the accumulation of macrophages
and the proliferation of fibroblasts. Although the wall of the
ducts was not tense in their lumen, as in the dissection of
the duct without rinsing, there were isolated foci of
hemorrhages. Inintact part there was an insignificant edema
of interstitial connective tissue.

Thus, in dogs of this group perfusion of the pancreas
duct by Novocaine-Fibrinolysin- Contrykal solution allowed
to reduce the number of foci of hemorrhage, necrosis and
neutrophil infiltration. It allowed to remove the tension of
theduct wallinthe proximal part of the section of the pancreas
and stimulate, albeit not to a large extent, processes of
productive inflammation.

At the autopsy of 3 dogs that were withdrawn from the
test in three days, macroscopically observed the same
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changes as in dogs, which performed only the dissection of
the duct with the same term of experiment.

During histological examination of the region of dissection
of the pancreas duct in it tissues, moderate plethora and
edema were maintained. Exudative phenomena, when
compared with the first day, were slightly expressed. The
layers of the connective tissue became larger and denser
duetothe formation of fibrous structures and cell proliferation.
When coloring tissues by Van Gieson's, intermediate
connective tissue was characterized by an increase in the
number of collagen fibers. At this time there was no abundant
infiltration by neutrophils of the pancreas tissue. Attention
was paid to the active organization of small foci of necrosis
and hemorrhages. State of ducts was very special: they were
semi-closed, their epithelium was swollen with hypochromic
nuclei. Inthe lumen, there was a dense eosinophilic substrate
that contained isolated detached cells. The proliferation of
cells in the middle of the lacrimal ducts and interstitial
connective tissue were markedly pronounced. Parenchyma
in general retained the usual structure.

Similar changes were observed in the distal from the
dissection pancreas duct, however, the phenomena of
productive inflammation were expressed not so intensively.
Gap of the duct was characterized by the expansion and
presence of dense eosinophilic masses. In the proximal
direction (3 cm from the dissection of the duct) there was a
well-defined organization of mosaic necrosis. Characteristic
was the lack of pronounced changes in the lumen of the
ducts and parenchyma.

Intact part, except for insignificant plethora, was no
different from the normal structure.

Thus, in dogs of this group, in comparison with the
previous term of research, there were not observed the
expressed phenomena of acute inflammation. Significantly
more intensive was the proliferative process. Unlike dogs,
where only one dissection of the duct of the pancreas was
performed, the organization of small foci of necrosis and
hemorrhages was more active. Gap of the duct outside the
dissection zone was unobtrusive, whereas inthe comparative
group of animals, during this period, the eosinophilic masses
and erythrocyteswere partially stored there. Significantly fewer
changes were noted in the proximal section of the pancreas,
i.e. in the part of the gland that was washed out.

Discussion

During examination abdominal organs of dogs that had
been withdrawn from the experiment after seven days, the
same changes were observed in the same way as dogs in
this period without flushing the duct. Results similar to ours,
can be found in other authors who described the destructive
forms of pancreatitis without treatment [2, 6]. However, in
the literature available to us, we did not meet the description
of the method of treatment similar to our [1, 7, 12, 13].
However, despite the fact that the microscopically in the
pancreas of these dogs marked changes similar to those in
the comparative group. Nevertheless, it should be noted

that in the group of animals being studied, the growth of
connective tissue was more moderate, there was
regeneration of acinus without changes in the ducts of the
pancreas. In the distal from the dissection of the duct region
of the gland, the process of atrophy of the parenchyma was
significantly pronounced.

Thus, in dogs removed from the test after 7 days, unlike
the previous term, in the proximal part from the dissection
of the duct of the pancreas, a less pronounced productive
inflammation of the indurational nature was observed, no
changes in the parenchyma of the pancreas were observed.
Consequently, bougienage with subsequent perfusion of the
pancreatic duct Novocaine-Fibrinolysin-Contrykal solution,
along with improving its permeability, promotes the active
process of restoring pancreatic tissue and eliminating the
effects of acute inflammation during the first day. In other
words, the faster the conditions for the movement of
pancreatic juice develop without any delay in acute
pancreatitis, the sooner the restoration of pathological
processes in the pancreas passes, with which other authors
agree [4, 5, 15]. If there were changes, they were without
significant violations of its structure.

To confirmthis thesis, it was necessary to follow the state
of the pancreas in the long term of treatment of acute
pancreatitis. For this purpose, three dogs after bougienage
followed by pancreatic duct washing with Novocaine-
Fibrinolysin- Contrykal solution were withdrawn from the test
six months later. At the animal's autopsy, attention was paid
to preserving the form of the pancreas to the point of
dissection of its tissues and ducts. The other part of the gland
was presented in the form of a dense strain.

During microscopic examination of the dissection zone
(between stored and atrophied parts of the pancreas), attention
was paid to the preservation of the parenchyma of the gland,
inwhich, along with the enlarged acinus, there was observed
acinus with anarrow lumen. ltis possible that this state reflects
the functional cyclicity in the accumulation and release of
pancreatic juice, which is observed in normal functioning of
the pancreas. In the studied area, the phenomena of minor
sclerosis between the pancreas part and in the periductal
connective tissue are sometimes fixed.

In the proximal from the boundary part of the direction, a
clear structure of acinus and intercellular ducts was detected.
Characteristic was also the absence of intra acinus sclerosis.
However, the signs of the latter were observed in periductal
tissue. The area of the body and the right part of the pancreas
did not differ from the normal structure.

Thus, after 6 months inanimals after bougienage followed
by flushing of the pancreatic duct with Novocaine-Fibrinolysin-
Contrykal solution observed stabilization of the formation of
connective tissue. The more pronounced growth of the latter
occurred in periductal tissue.

However, despite insignificant sclerosis of the circulatory
connective tissue, bougienage with subsequent duct washing
is an effective measure in the complex treatment of
experimental acute pancreatitis, it allows to preserve the
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pancreatic tissue, which distinguishes it favorably from other
methods of treating acute pancreatitis.

The prospect of further research may be the use of this
technique in clinical settings.

Conclusions

Bougienage with the subsequent perfusion of the
pancreas duct with a medicinal mixture has a positive effect
on the course and outcome of experimental acute
pancreatitis, namely:
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BMJIMB BYXYBAHHA TA MPOMUBAHHA MPOTOKW NIAWNYHKOBOI 3AN03W HA NEPEBIT

EKCNEPUMEHTAJIBHOIO rOCTPOIrO NAHKPEATUTY

Kocrtiok I.5., Kocriok O.I., Bypkos M.B., ®@omina J1.B., Nony6oscbkunii I.A., Koctiok B.I.

HasiBHicTb 6ararbox rinore3 po3BUTKY roCTPOro naHkpeaTuTy, Takux sk MPOTOKOBA rinepTeH3is, naHkpeaTuyHui pe@riiokc, CyanHHa,
anepriyHa, HEPBOBO-PeGhIEKTOPHA, IHDEKLIVIHA Ta IHLIMX FOBOPUTb PO BiICYTHICTb YiTKOroO PO3YMIHHSI MEXAHI3MIB PO3BUTKY AaHOI
naroJsorii, a, 38iAcH, HETOYHICTb y JIiKYBaHHI i HeratnBHi Hacnigku. MeTor [4aHOoro A0C/TiAXeHHS! O6YJ/10 BUBYUTU BI/IMB OYXKYBaHHS Ta
MPOMUBAHHS MTPOTOKW MiALLTYHKOBOI 3271031 Ha riepebir Ta MopgonoriyHue cTaH nigLLIyHKOBOI 3271031 Py eKCrepUMEHTasIbHOMY
rocTpomy naHkpeatruTi. JJocaian 6ynm npoBeneHi Ha 12 cobakax, KOTPUM CTBOPUIN MOAEJL aHKpPeaTuTy LUISIXOM BBELEHHS
ayTOXOBYI y NPOTOKY MiALLITYHKOBOI 3a/1031. TBapuH noaiinam Ha 4 rpynu, no 3 TBapuHu B KOXHIV, 3 TEPMIHOM BUBEAEHHS 3 A0C/AY
qepe3 1, 3, 7 4i6 i yepes 6 micauis BianosiaHo. Nepes nep@ysieto npoToku niaLLIyHKOBOI 3a/1031 B Hei BBOAW/IN 10/1iX/I0PBIHINIOBUI
OYX, KN 4epe3 po3pi3 B ANCTa/IbHOMY BiAai/i MpOTOKM MiALLTYHKOBOI 3a/1031 BUAANSN. Taka MaHinysauis 403B0INAA MpoBoANTN
POMUBAaHHSI POTOKU JIIKYBaslbHUMM pedoBuHamu ripm Tucky 0,49-0,6 kla i nigTeepannia npumnyLeHHs, Lo oy roCTPOMY raHKpeaTuTi
CrOCTEPIracTbCsi BUMOBHEHHS MPOTOKU MiALLTYHKOBOI 3a/1031 3ryLLIeHUMU BilIKOBUMM Macamu, a Lie, SIK My BI1eBHU/INCH, MIHSIE Miaxia
He JLe 10 BCTaHOBJIEHHS aToreHeTu4YHoI 1aHku B PO3BUTKY rOCTPOro naHKpeaTuty, a v Ao 1oro sikyBaHHs. [1poToky npomuBaiv
1 pas. TBapuHam rnpoBoanIIN 3arajbHOMPUIHATY KOMITIEKCHY MEANKaAMEHTO3HY Tepariito rnpoTsarom 5-6 HacTynHux AHIB. 13 12
cobak Mo 3aKiH4YeHHIO MEPLLOI fObU CaMOCTIiViHO nigivimanocsa 9, pewita - Ha Apyry Aoby. Ha Tpetio noby Bci TBapuHu nunv Bogy i
pearyBanu Ha noapasHuku. Ha 5 noby BoHU 6ysiu akTUBHUMMU, MPUAMaIN piakui kopMm. Ha 7 4oby no noBeniHui vi npuiioMy ixi
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cobaku gaHoi rpynv He BiaPI3HSINCS Bif 340P0BUX. [ BUBYEHHS MOP@OIOriYHMX 3MIH Y MiALLLITYHKOBIV 3a/103i 1ic/si MpOMUBAaHHS
npoTokn 3 cobaku 6ynu BuBeAEHHI i3 Aocaigy Yepe3 1 400y. Burnoty B 04epeBuHHIV nopoxHuHi He crioctepiranaocs. Jlisa nonsa
niaLwIyHKoBOI 3a103u Oyn1a AeL0 3MEHLLIEeHa y A0BXUHY. Micuye po3cidveHHs TKaHWH MigLayHKOBOI 3a7103u | MpoToKa MpuKkpuTa
3rycTkoMm KpoBi. B obnacti po3ruHy 12-Tu nanoi knwku 306epiranncs rnooauHOKI rnasimm crearoHekposdy. MikpockoriyHo B obaacti
PO3CIHEeHHS1 MPOTOKU 3MiHWN TKaHWH MiALLTYHKOBOI 3a/103U Oy aHanoridyHUMy PO3CIHEHHIO MPOToku 6e3 rnep@yasii. Pasom i3 Tum,
rMOBHOKPOB 'S Ha Lievi TePMIH BiAMI4a/10CS TiJIbKU BE/IMKOBOrHULLEBE. HeKpOoTuYHI BOrHuLLa napeHximu 0y rnooamHOKUMU i 3 TOMIPHOIO
HEUTPODISIbHOKW IHPINLTPALIEND. ANCTaNbHILLIE 30HU PO3CIYEHHS B TKAHWUHI MifLL/TYHKOBOI 3a/1031 CrlIOCTEPIraincs HE3Ha4YHi BOrHLLEBI
KPpOBOBU/INBY 3 MOPYLLEHHSIM ii CTPYKTYPU, OAHAK MOBHOKPOB'S, BOrHULLA HEUTPO®ITIbHOI IHPIILTPALIT Y MIXXYACTOYKOBIV CriosyYHOI
TKaHUHW OYJIN MEHLLIE BUPAXEHUMU. Y MPOKCUMASIbHIV Bif PO3CIHEHHST YaCTUHI MPOTOKMN TKaHUHA MiALLITyHKOBOI 3a103m 36epirana
r1OMipHe MOBHOKPOB'A. KpiM TOro, B Hivi 3yCTpIibaincsa Mijiki BOrHULLA KPOBOBUJINBIB 3 MOPYLUEHHSIM CTPYKTYPU OKPEMUX aLnHYCIB |
HE3HAYHOIO HEeVTPO®IIbHOW IHPIIbTPALIEID B MIXYACTOYKOBIU CrOYYHIVIi TKAHWHI. B OCTaHHIVi BiAMIHaINCb TaKkOX CKYNMYEeHHS
makpodgbaris i nponigepavlis pibpobaacTis, 3yCTpiHaIMChb NOOANHOKI BOrHULLA KPOBOBUINBIB. B iHTaKTHIV 4O/ CriOCTEpIramm He3Ha4Hui
HabPsIK MXXHACTOYKOBOI Criosy4HOI TKaHWHW. B pe3ysibTati npoBeaeHnx eKCcriepUMEHTIB MU MepeKkoHancs B egekTMBHOCTI 4aHOro
MeToay NiKyBaHHSI rOCTPOro rnaHKpeaTury.

Knio4oBi cnoBa: roctpuii naHkpeatut, OyXyBaHHS MPOTOKU Mi4LLTYHKOBOI 3a/1034.

B/IMAHUE BY)XWUPOBAHUSA N MPOMBLIBAHUSA MPOTOKA MOAXENYAOYHOW XENE3bl HA TEYEHMUE
OKCNEPUMEHTAJIBHOFO OCTPOro NAHKPEATUTA

Koctiok 5., Kocriok A.I"., Bypkos H.B., @omura J1.B., ony6osckmnii U.A., Koctiok B.T.

Hanuune MHOrux rurnotes passutns OCTPOro NaHKPeaTuTa, Takux Kak rnpoTOKOBasi rMnepTeH3us, NaHKpeaTn4eckusi pediokc,
cocyancTas, annepruyeckasl, HEPBHO-PEe@IEKTOPHas1, NHPEKLUNOHHAS 1 APYrux roBOPUT 06 OTCYTCTBUMN YETKOro MOHUMAaHUs
MexaHu3MOoB pasBuUTUS AAHHOUM NaTroa0ruu, a OTcroAa HETOYHOCTb B JIEHEHUUN U HEratuBHbIe MOCAeACTBUSA. Llenbo gaHHOro
uccaenoBaHnsi 6blsI0 N3YYUTb BIINSTHUE OYXNPOBAHUE U MPOMbIBAHNE MPOTOKU MOAXENYA0YHOMN Xene3bl Ha Te4eHne u
Mop@onoruyeckoe cocTosIHNE OAXEIYLOYHOV Xee3bl pu SKCepuMeHTalbHOM OCTPOM raHkpearute. OnbiTbl Obl/iv MPOBEAEHbI
Ha 12 cobakax, KOTOPbIM CO34a/IM MOAEJIb MaHKPeaTuTa ryTemM BBEAEeHUs ayTOXe14u B MPOTOK MOAXEYA0YHOU Xenesbl. KUBOTHbIX
pazgennmn Ha 4 rpynnbi, 1o 3 XMBOTHbIX B K&X4O0M, CO COOKOM BbIBOAA U3 OrbiTa Yepe3 1, 3, 7 AHeri u 6 mecsiLieB cOOTBETCTBEHHO.
lMepen nepgy3uneri npoToka noaxesnyan04HON Xeneabl B HeE€ BBOAUIN 10JINXJTIOPBUHUIOBBLIN OYX, KOTOPbLIV Yepe3 pa3pes3 B
ANCTa/IbHOM OTAE/1€ MPOTOKA MOLXKENYA0YHON XENesbl yaansam. Takas MaHumysaums rno3sosnaa rnpoBoauTb MPOMbIBAHNE MPOINBA
s1e4ebHbIMy BelecTBamu npu agasneHumn 0,49-0,6 klla n nogresepanna rnpearnoioxXeHne, 470 rnpu OCTPOM raHKpeaTuTe HaboaaeTcs
3arosiHeHne rpoToKa rnoaxesnyn04HON Xesnesbl CryleHHbIMY 6enKOBbIMU Maccamu, a 310, Kak Mbl yOenunIncs, MeHsIET noaxoLn He
TOJIbKO K YCTaHOBJIEHNIO NaTOre€HETUHYECKON 3BeHa B Pas3BUTUM OCTPOro NaHKpearuta, a n K ero sedeHuio. [potok npomsisamm 1
pas. XKUBOTHbIM rpOBOANIN OBLLENPUHSITYIO KOMITIEKCHYIO MEANKAMEHTO3HYIO Tepanuio B TedeHne 5-6 nocnenyoumx gHen. 13
12 cobak Mo OKOHYaHUM NepPBbIX CYTOK CaMOCTOSITEIbHO MOAHUMANINCL 9, OCTa/IbHbIE - HA BTOPbLIE CYTKWU. Ha TpeTbu cyTku BCe
XXWBOTHbIE MUJIN BOAY, PEarvupoBa/iv Ha pasapaxuTenn. Ha 5 cytku oHu Obl/iv akTUBHBLIMU, MPUHUMAIN XUaKui kopMm. Ha 7 cyTku no
MOBEAEHMIO U TPUeMy LM cobaku AaHHOU rpynrbl HE OT/IMYAINCL OT 340P0BbIX. /151 u3y4eHns Mop@Oonorn4eckux n3MeHeHui
B 1104XXesyA04HOV Xene3e r1ocse rnpoMbiBaHus npoToka, 3 cobaku bbl/iv BbIBEAEHbI U3 OMbITa 4epe3 1 cyTku. Bbiriora B OpIOLLIVHHOM
no/10CTN HE Hab/o[aNn0Ck. JleBas [0/1s1 NOAXENYA04YHON Xene3bl bbl/la HECKOIbLKO YMeHbLUeHa B A/nHy. MecTto pacceyeHus
TKaHeu NMoakesnyo4HON Xenesbl v rpoToka MpuKpbITa CrycTkoM KpoBu. B obnactu BCKpbITUs 12-1epCTHOM KULLKN COXPAaHSIINCh
penkuve rnsaTHa creatoHekposa. Mukpockonu4eckun B 061aCTU paccedeHust npoToka NBMEHEHUST TKaHEeH NoaXesy40YHOV Xenespl
OblIv aHanor MYHbIMU Pacce4eHnIo NPoToka 6e3 nepdysumn. Bmecte ¢ TeM, ro/HoOKpoBUE B 3TOM CPOKE OTMEYasaoChb TOJIbKO
KpyrnHooyarosoe. Hekpornyeckmne oyaru napeHxvmbl Obiin eANHUYHBIMU U C YMEPEHHOU HEeNTPODUIIbHOM MHPUALTPALNE.
JAuvcTanbHee 30HbI pacceyeHnsi B TKaHW MOLXEIYA0YHOM Xene3bl Habno[aancs He3Ha4YnTe/lbHbIe 04aroBble KPOBOU3INSIHUS C
HapyLeHnem ee CTPYKTYPbl, OAHAKO MOJIHOKPOBUE, O4aru HEATPODUILHOU NHOUILTPALNUN B MEXLA0/IbKOBOV COEANHNTE/IbHOV
TKaHY Obl/IN MEHbLLE BbIDAXEHbI. B poKcumasibHOUM OT pacceq4eHusl 4acTu rpoToka TKaHb 04XENYA04YHOM Xe/le3bl CoxXpaHsiia
YMEPEHHOE MOIHOKPOBMeE. Kpome TOoro, B Hevi BCTPEYa/inChb MEJIKNe o4arv KPOBOUSMSIHUY C HapyLLIEHNEM CTPYKTYPbl OTAE/bHbIX
aLNHYCOB N HE3HAYNTESIbHOM HEVITPOPUIbHON MHGUIbTPALNEVT B MEXAO0IbKOBOU COEANHUTEIbHOVI TKaHW. B nocneagHeri ormeyannce
TakXe CKOrJieHusi makpogaros n nponvgepaumns ¢ubpobaactoB, BCTPEHAINCL EANHNYHBIE 04aru KPOBOU3JIMSIHWNI. B MHTaKTHO
Aone Hab/io[an He3HayYnTeIbHbI OTEK MEX/0/IbKOBOV COeANHUTEIbHOV TKaHu. B pe3ysibTare rnpoBeneHHbIX 3KCrEPUMEHTOB
Mbl yoenunnce B 3p@PeKkTUBHOCTU AaHHOIrO MeToAa J1e4eHns1 OCTPOro naHKpearnTa.

KnioyeBble CNnoBa: oCTpbili naHKpeaTuT, ByXupoBaHMe MPOTOKAa MOAXEYLOYHOV Xenessl.
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According to literature data, in the conditions of the balance of pro- and anti-
inflammatory factors, the development of the infectious-inflammatory process tends to
progress and more severe with subsequent transformation into chronic inflammation with
corresponding morphofunctional effects. Under such critical conditions, an apoptosis is
likely to play a crucial protective role, which can eliminate the excessive accumulation
of aggressive inflammatory effects and effectively eliminate them, which in the future
prevents the probable transformation into a persistent form. The aim of the work was to
study the features of the early dynamic processes of apoptosis in the tissues of the
kidneys under simulation conditions in the experiment of acute pyelonephritis and
concomitant diabetes mellitus type | and Il. The purpose of the study was to study the
features of the early dynamic processes of apoptosis in the tissues of the kidneys under
simulation conditions in the experiment of acute pyelonephritis and concomitant type |
and type Il diabetes. The work was performed on 300 adult Wistar rats, which were
dividedinto 4 groups. Fragments of animal’s kidneys were studied andphotographedin
an electron microscope PEM-100-01. The results showed that after modeling in the
animals of pyelonephritis in the nephrons there were no significant ultrastructural changes.
The structure of the podocytes of the outer sheet was almost the same as the structure
of the podocystes of the control material, andin some cells there were signs of activation
of their metabolic activity. Inthe structure of the podocytes of the inner leaf of the capsule,
dystrophic changes of the internal membrane of the mitochondria were established. In
kidney medulla, the structure of the glomerulus was more preservedthan in the cortical.
Pathological changes of the proximal and distal tubular podocytes, as well as interstitial
tissue, are more pronouncedthan the renal glomeruli. Under the modeling of the common
model of pyelonephritis and type 1 diabetes, more pronounced morphological changes
occur: destructive changes in the endothelial cells of the glomerular capillaries, the
homogenization of the structure of the basement membrane occurs and the mesangial
tissueis significantly enlarged. In nephrons andtubules of cortex, changes are manifested
toa much greater extent than in the kidney meaulla. When studying in clinical conditions
the pathogenetic features of acute pyelonephritis in conditions of concomitant diabetes
mellitus it is expedient to carry out electron microscopic research with the aim of choosing
the optimal corrective therapeutic effect and preventing the unfavorable course of
infectious and inflammatory process and its transformation into persistent form. EM
(electron-microscopic) studies are highly informative in the study of pathological changes
and early dynamic processes of apoptosis in renal tissues in the design of acute
pyelonephritis and concomitant diabetes mellitus | and Il in the experimental conditions.
Keywords: modeling, pathogenesis, pyelonephritis, diabetes mellitus, electron
microscopy, cortical and cerebral matter, apoptosis.

Introduction

Current scientific evidence suggests the participation of ~ pathogenesis of a significant number of infectious and
apoptosis - programmable cell death (PCD) in the inflammatory processes that have an active course and a
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tendency to chronicity [3, 7, 15, 18]. The foregoing allows
to classify apoptosis as a universal general-pathological
process of early development of numerous diseases and
pre-nosological syndromes of infectious and inflammatory
origin.

It has been established that apoptosis is capable of
implementation both in structurally undamaged tissues and
in the presence of signs of a pathological process in them.
Apoptosis is considered as a natural and logical result of the
implementation of receptor-mediated mechanisms of self-
destruction of the cell. At the same time it is emphasized that
the adaptive role of PCD is absolutely obvious [3, 12, 17, 18].

Literary data testify that in the conditions of a violation of
the balance of pro- and anti-inflammatory factors, the
development of the infectious-inflammatory process is
characterized by a tendency towards progression and a more
severe course of inflammation and its transformation into
chronic inflammation with severe morphofunctional
consequences. It is suggested that under such critical
conditions, an apoptosis that can eliminate the excessive
accumulation of aggressive inflammatory effects, their
effective elimination, which in the future will provide a more
favorable course of the inflammatory process and prevent
its transformation into a persistent form, plays a decisive
protectiverole [2, 10, 11, 13, 14]. The data of many authors
underlines the transience of the process of self-destruction
of cells, for completing which is enough for several minutes
or hours[1, 2,4, 10, 16].

Based on the foregoing, the purpose of this work was to
study the features of the early dynamic processes of apoptosis
in the tissues of the kidneys in terms of simulation in the
experiment of acute pyelonephritis and concomitant diabetes
mellitus type | and Il.

Materials and methods

The work was performed on 300 adult rats of the Vistar
line, which were divided into 4 groups: group A - control
(30 intact animals); group B (35 animals, which were modeled
acute pyelonephritis); group C (50 animals with simulations
of acute pyelonephritis and type | diabetes); group D (50
animals with simulations of acute pyelonephritis and type I
diabetes mellitus).

For electron microscopy, the kidney fragments were fixed
in 2.5% glutaraldehyde solution in phosphate buffer at a
pH=7.4, followed by fixation with 1% solution of osmic acid
at the same pH of the buffer solution. The samples were
then dewatered in alcohols of ascending concentration. The
material was etched and its conclusion was carried out in a
mixture of epoxy resins Araldite-Epon. Subsequently, ultrathin
sections were contrasted with the Reynolds technique [15].

The research objects were studied and photographed in
an electron microscope PEM-100-01, 148 electronic
microphotographs were obtained and analyzed. The work is
performed as a part of the group of electron microscopy of
the laboratory of pathoanatomical and electron microscopic
research.

Results

At the electron microscopy (EM) study of the kidney cortex
of animalsinthe control group (A), it was found that nephrons
of the cortex have an electron-dense tissue of the Bowman
capsule, under which on the basement membrane place
epitheliocytes (podocytes) of the outer sheet of the capsule
(OSC). These cells consist of a thin layer of flattened cells
that also have an electron-dense cytoplasm and a nucleus
(N), which contains mainly chromatin in a condensed state.
Especially it should be noted its boundary location, that is,
there is a margin of chromatin. The organelles of these cells
are small, are defined indistinctly. Alongside the cells of this
layer are located with more electron-light cytoplasm and
karyoplasm. Inthe cytoplasm, there areisolated mitochondria
(M), polysome (P), and granular endoplasmic mesh (GEM)
tanks. Between the outer and inner leaves situated a cavity
of the capsule (Fig. 1).

Podocytes of inner leaf occupies a large area and are
located in the cavity; cytotrabecules contacting each other
from different parts of the inner leaf. In the cytoplasm of the
podocytes there is a lot of polysome, mitochondria, GEM
elements, well-developed Golgi complex. The nucleus is
predominantly circular with a convoluted karyolemma.

The glomerulus has a well-developed capillary mesh.
Part of the capillaries of the body of the endothelial cells
(EC) often overlap their lumen. The cells have large nuclei
with invaginations and folds of karyolemma. Karyoplasm and
cytoplasm electron-light. In the nucleus, there is a margin of
chromatin. In the central zone chromatin is in a diffuse state.
In the cytoplasm of the EC there are diffuse single
mitochondria, Golgi complexes, polysomes and small foam

Fig. 1. Ultrasonography of the rat kidney cortex of the control
group, afragment of the capillaries and the podocyte in the normal
state. EM x8000. Here and thereafter: KP - cortical substance, K
- capillary, EKK - endothelial cell of the capillary, ® - fenestrations,
LIT - cytotrabecula, LI - cytopodes, INLL - podocyte, - polysome,
4 - nucleus, M - mitochondria, MP - renal medulla, EKK -
capillary endothelial cell, MLl - mesangiocyte, E - erythrocyte,
MP - renal medulla, 3J1K - outer layer of the capsule, IT - interstitial
tissue, B - vacuole, IT - interstitial tissue, NK - proximal tubule,
BM - basal membrane, KKC - glomerular capillary mesh.
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cytoplastic vesicles. In the lumen one can see red blood
cells (E). Fenestra, located on the groomed areas of the EC,
are well expressed. Proximal tubules (PT) are lined with
podocytes of cuboid shape, which lie on the basement
membrane. They have a basal strain and apical microvilli,
which form a brush rim. In the cytoplasm of these cells
there is a round nucleus and a large number of mitochondria,
polysomes and single elements of the GEM.

With further EM studying of the kidney medulla of animals
of the control group (A), it was discovered that the podocytes
of the outer sheet adhere tightly to the basement membrane.
Basically, these cells have a flattened form, a spindle-shaped
core and a small cytoplasmic strip. In some podocytes,
cytoplasmic spinal cord and karyoplasm are electron-light.
In the nucleus of these cells, there is a margin of chromatin.
Euchromatin, which occupies almost the entire area of the
karyoplasma, is indistinguishable, fragmented, contained in
small quantities. Polysomes, small round mitochondria are
well defined in the cytoplasm. To the outer sheet, the large
size of the podocytes of the inner sheet are closely adjacent
to each other, the slit of the cavity is very narrow, in places
its larger space is determined. They have a large nucleus
with a convoluted karyolemma. The chromatin of the nuclei
is in a diffuse state. The cytoplasm is saturated with narrow,
small tubules of GEM, polysomes and a small number of
mitochondria. To the basement membrane closely adhere
to polypodia (Fig. 2).

The glomerulus has a winding basal membrane. EC of
capillaries have large sizes, their phenesters are well defined.
The cytoplasm has a regular set of organelles. In a number
of capillaries, the cytoplasm is slightly electron-light,
containing a reduced number of their intracellular organelles.
In the cavity of the capsule, in addition to the podocyte,
there are fragments of individual cytotrabecula. In the lumen
of the capillaries place a fine-grained material. PT and distal
tubules (DT) by ultrastructure do not differ from such in cortex.

Electron microscopically examined kidneys of animals
of group B (simulation of acute pyelonephritis). In the study
of kidney cortex, it was found that the podocytes of the outer
sheet of the renal corpuscles were associated with signs of
activation of protein-synthetic activity in the cytoplasm: an
increased number of polysome increased in size, enlarged
tubules of GEM, in profiles of which there was a fine-grained
substance (Fig. 3). The cytoplasm of the podocytes of the
inner leaf was somewhat compressed; part of the
mitochondria was detected with complete destruction of the
cristae. Inthe capillaries, the number of phenesters has been
reduced, as well as marked breaks in the field. Occasionally
there was a narrowed clearance in capillaries with cell
fragments init. In general, the structure of capillaries is close
to such in control animals (Fig. 3).

The podocytes of the PC have reduced the number of
mitochondria, and the existing mitochondria are closely
adjacent to each other and have complete or partial
destruction of cristae, which is possibly due to increased
energy expenditure on intracellular processes. The nuclei
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Fig. 2. Ultrastructure of the rat kidney medulla of the control
group, aglomerular fragment with anormal ultrastructure. EM
x4000.
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Fig. 3. Ultrastructure of rat kidney cortex after acute pyelonephritis
modeling. A fragment of a glomerular capsule with signs of
edema of the internal-mitochondrial matrix and destruction of
mitochondria. EM x4000.

of these cells have an enlightened karyolemma, well-defined
nuclear pores and a nucleolus located near the karyoplasm,
indicating the activation of metabolic processes between the
nucleus and the cytoplasm. In the cytoplasm, lysosomes
and vacuoles also appear. On the basal surface there are
shallow, rarely located basal folds.

In the electron microscopic study of medulla of group B
animals, it was found that in the renal glomerulus the outer
sheet under the basal membrane, consisting of flat podocytes,
which contain large oval-shaped nuclei, is well defined. The
chromatin of the nuclei is in diffuse state, the narrow rim
under the karyolemma is the condensed chromatin. The
cytoplasm of these cells is slightly enlightened, the organelles
are somewhat sparse in the cytoplasm, compared with that
in the control material. In a number of cells there are two
nuclei.

The cytoplasm is full of organelles. The mitochondria
with the destruction of crystal and the enlightened matrix
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Fig. 4. Ultrastructure of the kidney medulla of the rat, model of
acute pyelonephritis against the background of diabetes mellitus
type . Large cytotrebeculawith anincreased number of organelles,
initmitochondrias with a sign of edemaand destruction of christ.
EM x3000.

Fig. 5. Ultrasound of the rat kidney cortex after the simulation of
acute pyelonephritis against the background of diabetes mellitus
type I. The proximal tubule is suspected with electronically
transparent cytoplasm and elements of destruction of some
mitochondria’s. EM x3000.

are determined, with a lot of polysome. A number of
podocytes has spindle-shaped nuclei. The capillaries of the
glomerulus, unlike the control material, have elevated
electron-density content. EC with a large round nucleus and
swollen mitochondria. Podocyte the inner leaf - large,
especially their cytotrabecula. Separate cytotrabecula are
located in the cleft area, along with the individual fragments
of cellsvisible. Large bodies of podocyte act at a considerable
distance to the space of the gap (Fig. 4). Sometimes
cytotrabecula have the appearance of narrow strands, which
extend over a large distance in the cavity of the capsule, in
contact with other cytotrabecula on the opposite side of the
glomerulus. Cytopedicules are sometimes thinned, in places,
on the contrary, hypertrophic, that is, thickened containing a
fragment of the cytoplasm.

It should be noted that in the renal corpuscles is a well-

defined area of the cavity. It is more expanded than control.

A more preserved medulla glomeruli than the kidney
cortex is found. PT and DT with the phenomena of organelle
destruction, especially mitochondria with the formation of a
large number of vacuoles, and the edema of the cytoplasmic
matrix. Signs of minor hydroponic changes are also observed
in the interstitial tissue.

Thus, the results of our study showed that after simulation
of pyelonephritis in animals in kidney nephrons no significant
ultrastructural changes are detected. The structure of the
podocytes of the outer sheet is practically similar to the control
material. At the same time, in some cells there are signs of
activation of their metabolic activity. In the podocytes of the
inner leaf of the capsule, dystrophic changes in the internal
membrane of the mitochondria section are noted, which
may indicate an increased energy need for cells and is an
indication of the initial mechanism of apoptosis, according
to modern data. When comparing the ultrastructure of the
cortical and cerebrospinal fluid of the kidney, it is found that
inthe medullathe structure of the glomeruliis more preserved
than in the kidney cortex.

Pathological changes in the podocytes of the PT and DT
and in the interstitial tissue are more pronounced than in
the renal glomeruli.

The EM-study of the cortex of group C animals
(simulations of acute pyelonephritis and type | diabetes
mellitus) made it possible to establish that in the renal
glomerulus the podocytes of the outer sheet in places,
according tothe ultrastructure, do not differ from such control
material, there was occasional discontinuity of their
plasmolemma. The structure of the basement membrane
in this area has a layered composition. Podocytes the inner
leaf in its greater part with pronounced signs of edema and
complete absence of organelles, that is, their hydropic
degeneration is observed. These cells in their swollen bodies
completely overlap the cavity of the capsule. A part of the
same podocyte has a structure more preserved, but they
are determined by the expansion of the elements of the
GEM and swelling of the mitochondria (Fig. 5). Cytopedicules
are sometimes elegant and elongated, but sometimes they
are thickened, but they all have a cytoplasm of elevated
electron density. A number of EC capillaries are also
characterized by hydropic degeneration. In their lumen,
there are single or multiple erythrocytes, they are
aggregated or slag. Phenesters are poorly defined in them.
Other capillaries have a normal structure or with the cellular
desolation of organelles and signs of hypostasis of the
cytoplasmic matrix. Some of the capillaries are deformed,
the lumen is narrowed.

In a number of capillaries the body of large EC overlap
their lumen, the structure of these cells without visible
changes. Enlightenment of all capillaries of elevated electron
density.

PT and DT with the phenomena of organelle destruction
and swelling of the cytoplasmic matrix, sometimes there is
no basal strain in them. Signs of hydroponic changes are
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Fig. 6. Ultrasound of the rat kidney cortex after acute pyelonephritis
modeling against the background of type Il diabetes mellitus.
Desolation of capillaries, hypertrophied podocytes in a state of
destruction. EM x3000

[ %35 .

Fig. 7. Ultrastructure of the kidney medulla of the rat after the
simulation of acute pyelonephritis against the background of type
Il diabetes mellitus. Focal narrowing of the capillaries, destructive
changesin the cytoplasm of the endothelial cells of the capillaries
in the podocytes glomerular capillary mesh. Homogenization of
the basement membrane. EM x3000.

observed in the interstitial tissue.

Regarding the state of the medulla of the kidneys of the
animals of the group C (model of AP and DM type I), the EM
dataindicate that the podocytes of the outer sheet are slightly
flattened. Cell nuclei are hyperchromic. Single membrane
structures are in a state of destruction. Capillaries are
sometimes narrowed. Enlargement of most of the capillaries
is densely filled with erythrocytes. Their EC have a slightly
electron-transparent cytoplasm and there is a destruction of
intracellular organelles, that is, there are pronounced deep
hydrophilic changes. Other EC capillaries are more preserved,
only destruction of mitochondria and expansion of GEM tanks
is observed in them. A number of EC according to the
structure does not differ from the EC of the capillaries of the
control group. Most of the podocytes of the inner leaf are

somewhat large in size. They are intimate contact with each
other. However, some of them have signs of hydroponic
changes. Intracellular structures in the state of destruction.
Cytopedicules also have destructive changes, sometimes
absent. The basal membrane of the glomerulus is
homogenized. PT podocytes with enlightened cytoplasm
and elements of destruction of organelles, especially
mitochondria, and the location of a large number of vacuoles
in it. Basal strain looks sparse. In DT in podocyte there is
homogenization of mitochondria crust and the destruction
of other organelles. A nucleus with an enlightened
karyoplasm, in which there are osmiophil debris and flake-
like material instead of chromosomes. In the interstitial tissue
signs of edema of the main substance and cytoplasmic
structures of EC of capillaries.

When comparing the ultrastructure of rat kidney nephrons
after modeling of pyelonephritis and the common model of
pyelonephritis and type | diabetes, it should be noted that
the latter model shows more pronounced changes that are
manifested by significant destructive changes in the EC of
the glomerular capillaries, which lead to the complete
desolation of most of the capillaries and before pronounced
destructive changes in podocyte; in the homogenization of
the structure of the basement membrane; expanded prolapse
of mesangial tissue. The cavity of the capsule is completely
absent. In podocyte, there are also signs of alteration of their
ultrastructure. Podocytes of PT and DT, as well as elements
of interstitial tissue with signs of deep destruction of their
structures.

At the same time, we conducted the EM study of the
cortical substance of the kidneys of the animals of group D
(modeling of AG and DM type Il), in which it was found that
the basement membrane of the capsule is dense, thickened
in some places. The outer sheet podocytes are compacted,
others with a larger area of the nucleus, irregular shape, part
of the cells in a state of collapse, are sometimes absent. The
cavity of the capsule is completely absent. Many of the
podocytes of the inner leaf are enlarged in size, the cytoplasm
of their light, edema. The cytoplasmic organelles of the
podocytes and their processes are in a state of degradation
of varying degrees. Some of these cells are completely
devastated, detritus is determined instead of intracellular
structures (Fig. 6). The glomerular capillaries are deformed,
sometimes sharply narrowed or rescued, having a nodular
shape. Enlargement of the capillaries is densely filled with
erythrocytes. EC in many capillaries is absent or necrotized.
A part of these cells has a round nucleus, its karyolemma
with invaginations and folds, chromatin is practically
destroyed.

In podocytes of PT there is considerable devastation of
intracellular organelles. The cells reveal a nucleus with a
normal structure, near which there is a significant amount of
polysome, a small number of mitochondria, whose cristae
are homogenized or are in a state of dystrophy.

In DC, the organelles of the central and apical part of the
cytoplasm of the podocytes are more damaged. In interstitial
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Fig. 8. Ultrastructure of the kidney medulla of the rat after th
simulation of acute pyelonephritis against the background of type
Il diabetes mellitus. Signs of edema of endothelial cells and sludge
of redblood cellsin capillaries, hydrotheric changes and destruction
of organelles of large cytotrabecular capsules. Reduction of part of
cytopodes. EM x3000.

tissue there are elements of intracellular degeneration of EC
capillaries and other cells with illumination of its basic
substance.

A similar study of the medulla of the kidneys of animals
of group D (model of AG and type Il diabetes) has shown
that polymorphic changes in EC capillaries are determined
in the glomeruli. Part of the capillaries in its structure is close
to normal. It is noted only the expansion of the elements of
the WES and the cristae destruction of the mitochondria.
Other EC with signs of varying degrees of destruction of
cytoplasmic organelles. Enlightenment of capillaries is filled
with homogeneous, with elevated electron-dense content.
In the electron-dense lumen, there are isolated red blood
cells. In the capillaries of a large caliber there is a glut of red
blood cells in the lumen. Podocytes, their cytotrabecula and
the cytopedicules of the inner leaf are mainly in the state of
necrosis or severe degeneration of the cytoplasmic organelles,
although in places there are cells with a virtually preserved
structure (Fig. 7).

In podocytes of PT and DT, as well as in interstitial tissue,
there are unidirectional ultrastructural changes, as in
microstructures of the cortex, however, they are expressed
in places to a lesser extent.

The EM differences between the model of pyelonephritis
and concomitant diabetes type Il from the model of
pyelonephritis are: in this model, the capillaries are
significantly narrowed, some narrowed, some of them formed
nodes. The structure of the basement membranes is
homogenized, thickened in the empty capillaries. EC in such
capillaries in a state of destruction, their gap is densely filled
with erythrocytes. Podocytes the outer sheet in a state of
deep degeneration. Decide the inner leaf and cytotrabecula
in the state of hydropic degeneration. Pedicle shortened,
sometimes absent. In the PT there is a local destruction of
organelles, individual mitochondria with cristae

homogenization. Elements of interstitial tissue in the state of
edema. The structure of the cortex is more damaged than
the medulla (Fig. 8).

The PT has a lot of vacuoles in the apical area. Inthe DT
there is a reduced number of mitochondria. In interstitial
tissue there are elements of edema of the main substance.
Structure of the medulla is more preserved than cortex.
Podocytes of inner leaf and cytotrabecula in the normal state,
prevail over such in a state of destruction.

Discussion

The analysis of electron microscopic material related to
the above-mentioned groups of experimental study showed
that the leading place in the development of pathological
changes in the tissues of the kidneys under the common
modeling of the AP and diabetes have type | diabetes. It
should be noted that in the nephrons and tubules of the
cortex, the above changes appear to a much greater extent
than in the kidney medulla.

According to number of authors, ischemia is one of the
most important triggers of programmed cell death (PCD)
initiation as a significant pathogenetic factor in the
development of infectious and inflammatory processes in
the kidneys [8, 12, 16, 17].

It was also established that proximal straight tubule is
most prominent in the part of the nephron, which is sensitive
to ischemia [12, 13]. In modern studies, this phenomenon
is associated with the fact that the membrane of cells of the
proximal tubule contains the largest among all segments of
the nephron amount of ATP-dependent transport proteins.
Ischemia causes a rapid depletion of the ATP pool in these
cells, which causes their osmotic swelling, fragmentation of
mitochondria, dissociation of the cytoskeleton with subsequent
violation of the integrity of the cytoplasmic membrane and
cell necrosis [4, 5, 6].

Contemporary literature data on ultrastructural
manifestations of PCD suggest that the most pronounced
changes in the Henle loop, the distal tubule and the collection
tube are the blockage of the lumen of the tubules by the
bodies of epithelial cells that were swollen with flake-like
aggregates, cell detritus, and also the aggregation of red
blood cells in peritubular blood capillaries [4, 5, 13].

Someauthors [4, 6] have suggested that such obstruction
of the nephrons, along with the damage to the tubular cells,
is an additional barrier to the restoration of normal
hemodynamics in the kidney and affects the course of the
apoptotic process.

EM studies that have high informativeness in the study of
ultrastructural pathological changesin thetissues of the kidneys
appear to be more appropriate in clinical conditions in the
study of the pathogenetic features of acute pyelonephritis in
conditions of concomitant diabetes mellitus with the aim to
further selecting the optimal corrective therapeutic effect and
preventing the adverse flow of the infectious and
inflammatory process and its transformation into a persistent
form.
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Conclusions

1. In conditions of reproduction of experimental models
of acute pyelonephritis and concomitant diabetes mellitus
types | and Il, the leading role in the development of
pathological changes in the tissues of the kidney plays a
role diabetes type 1.

2. The pathological changes in the renal tissue revealed
in the experiment have more significant manifestations,
namely: in the proximal straight tubule focal local destruction
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EJIEKTPOHHO-MIKPOCKONIYHA AIATHOCTUKA MPOLECIB AMNOMNTO3A 3A YMOB MOAEJIIOBAHHA B
EKCNEPUMEHTI TOCTPOIO MNIEJIOHE®PUTY TA CYNYTHBOIO LLYKPOBOIO AIABETY | TA Il TUNIB
Bbopucos C.0. Koctes @®.l. bopucos O.B. Mon4yaHwok H.U.

Sk cBigyate AiTepaTypHi AaHi, B yMOBax rMopyLLUeHHSI 6aiaHCy rpo- Ta npoTu3anaibHuX GakTopiB PO3BUTOK IHOEKUiVIHO-3anaabHOro
npouecy HabyBae TeHAEeHLUIi 40 nporpecyBaHHs i BisibLL BAXKOro nepebiry 3 nofasbLIon TPaHCHOPMALIIEID Y XPOHIYHE 3anasieHHs 3
BiaINOBIAHUMU MOPGHOPYHKLIOHATIbHUMM HACIAKAMMU. 38 TaKuX KDUTUYHUX YMOB BUPILLIATIbHY 3aXUCHY PO/Tb, IMOBIDHO, BiAirpae arnomnTos,
KOTPWU 34aTHWE YCYHYTU HAAMIPDHE CKYNMYEHHS arpPecuBHUX eEKTOPIB 3anaseHHs, ix e(peKTUBHO eNiMiHyBaTH, L0 B MOAA/bLLIOMY
nornepeanTb iIMOBIPDHY TpaHcgopmaLiio y nepcuctyrody ¢gopmy. MeTo poboTu CcTano BUBYEHHSI OCOBIMBOCTEVE PaHHIX ANHaMIYHUX
rPOLIECIB arnonTo3a B TKAHWHAaX HUPOK 38 YMOB MOAEJIIOBAHHS B €KCIIEPUMEHTI rOCTPOro niesaoHedpuTy 1a CyrnyTHbOro LyKpPOBOIro
aiabery | Ta Il Tunis. Pobota BukoHaHa Ha 300 aopocsvx Lwypax niHii Bictap, wo 6y posnogineHi Ha 4 rpynu. dparmMeHTy HUpok
TBapuH BUBYanu i ororpagyBanv B eneKTpoHHOMY Mikpockoni [NEM-100-01. Pe3yabtatu rnokasanu, Lo ricias MOAE/tOBaHHS Y
TBAPUIH Mi€JIOHEPPUTY B HEPPOHAX He BYJ10 3HAYHUX YIIbTPACTPYKTYPHUX 3MiH. CTPYKTYpa MNOAOUMTIB 30BHILLIHLOrO JINCTKA MPakTU4HO
b6ys1a aHasnoridYHo CTPYKTYPI MoAOUMNTIB KOHTPOLHOrO Marepiany, a B AeSKUX K/iTUHaX CrioCTEePIraancb 03Haku akTuBauii ix
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mMeTabosiyHOI akTUBHOCTI. Y CTPYKTYPI noaounTiB BHYTPILLIHbOIO JINCTKA Karicy/iu BCTAHOB/EHI ANCTPO@IYHI 3MIHU BHYTPILLIHbOI
MeMOpaHu 4acTuHU MITOXOHAPIN. Y MO3KOBIV pe4OBUHI HUPKN CTPYKTYpa kiyboqka 6yna 6isbLu 36epexeHoro, HiX Y KipKOBIM.
[laTonoriyHi 3MiHV MoAOUMTIB MPOKCUMATIbHUX Ta ANCTAJIbHUX KaHasbLIB, & TaKOX IHTEPCTULIaNbHOI TKaHUHN BiflbLL BUPaXKEHI, HIX
HUPKOBOro kaybo4ka. 3a yMoB MOAE/IOBaHHS CHIBAPYXHBbOI MOAEI MieIoHe@puTy i aiabety | Tuny BiabyBatoTLCA OiNbLL BUPAXEHI
MOpP@ONoridHi 3MIHU: AECTPYKTUBHO 3HAYHO 3MIHIOIOTLCS eHAO0TeanbHI KiTUHN KanifisapiB kiayboyka, BiabyBaETbCS rOMOreHi3aLlis
CTPYKTYpu 6asaibHOI MemMbpaHu 17a 3Ha4HO PO3POCTAETbCS Me3aHrialbHa TKaHUHa. Y He@POHax i KaHaIbUsIX KiPpKOBOI pe40BUHMN
3MIiHW MPOSIBAISIIOTLCS Y 3HAYHO OIIbLLINE Mipi, HIX Y MO3KOBIVi peHOBUHI HUPKU. [Tor BUBHEHHI B KJIHIYHMX YMOBaXxX naTtoreHeTuyHmx
0Cc06/1MBOCTEN rOCTPOro niesIoHe@PUTY 3a YMOB CYnyTHbOrO LIyKpOBOIro Aiabety AouilbHUM € rTPOBEAEHHSA €/1eKTPOHHO-
MIKPOCKOMIYHUX AOCIAKEHb 3 METOK 06paHHSI ONTUMA/IbHOIO KOPUIYIOHOro JiiKyBalbHOro BIiJIMBY Ta 3arobiraHHs HeCrpusiT/IMBOro
nepebiry iHpeKkUiviHO-3anaabHOro rpoLecy Ta Kioro TpaHcgopmadii'y nepcuctyiody popmy. EM-[0cnigxeHHs € BUCOKO iHpOpMaTuBHUM
Py AOCNIAXEHHI NAaTONOMYHNUX 3MIiH Ta PAHHIX ANHAMIYHUX MPOLECIB arnornTo3a B TKAHUHAaxX HUPKU Py MOAETIOBaHHI roCTporo
rieJsIoHepPUTY Ta CyrnyTHLOro LykpoBoro giaberty | Ta Il Tunis B yMmoBax eKCriepumMeHTy.

Knio4oBi cnoBa: mozestoBaHHS, NatoreHes, niesioHe@dpuT, LyKpoBuii fiabeT, eneKTPoOHHAa MIKpPOCKOIisi, KipkoBa Ta MO3KOBa
pevoBuHa, ariornToas.

ENEKTPOHHO-MWKPOCKOMUYECKAA ANATHOCTUKA MPOLIECCOB AMNOMNTO3A B YC/10BUAX
MOLENMPOBAHUA B SKCNEPUMEHTE OCTPOIro NMUEJIOHE®PUTA U CONYTCTBYIOWEIO CAXAPHOIoO
OWUABETA | U Il TUNOB

Bbopucos C.A., Kocres ®@.U., Bopucos A.B. MonyarHwok H.U.

CornacHo nuTepatypHbIM AaHHbIM, B YCAOBUSIX HAapyLUEeHUs1 banaHca rpo- v npoTUBOBOCIAINTE/IbHbLIX GakToOpOB pa3BuTue
MHGEKLMOHHO-BOCNAaINTEIbHOIO npouecca rnpuobperaet TeHAEHUNIO K pOorpeccupoBaHnio u 60ee TSIXesl0ro Te4eHus ¢
Aa/bHeHLIes TpaHChopmaumnesi B XPOHUYECKOe BOCManeHne ¢ COOCTBETCTBYIOLLMMU MOPPOQPYHKLMNOHAbHBIMU [1OCAEACTBUSIMU.
B Takux KpUTU4eckux yCcroBUSIX PEeLLaloLLyIO 3aLLNTHYIO POJIb, BEPOSITHO, ChirPaeT arornro3, KOTOPbIK CriocobeH ybpaTb 4pe3mMepHyto
CKYMY€HHOCTb arpeccuBHbIX 3¢GPeKTopoB BOCnaneHus, ux spGPeKTUBHO S/IMMUHNPOBATL, YTO NPEAYNPEAUT B Aa/lbHEVLLIEM
BO3MOXHYIO TpaHc@opmaLunio B NepcucTupyroLlyo @opmy. Llesnsio paboTel CTano nly4eHmne 0CoOOeHHOCTeV PaHHUX ANHaMUYEeCKuX
1POLIeCCOB aronTo3a B TKaHSX MOYEK B YC/I0BUSIX MOLAE/IMPOBAHUSI B IKCIIEPUMEHTE OCTPOrO NMUeIOHE®PUTA U COMyTCTBYIOLLErO
caxapHoro gunabera | v Il Tunos. Pabota BbirnonHeHa Ha 300 B3pOC/bIX Kpbicax IMHUM Buctap, KoTopbie Obliv pacrpesesieHsl Ha
4 rpynnbl. @parMeHTbl Mo4eK XUBOTHBIX U3yHain U ¢oTorpagpupoBain B 31€KTPOHHOM Mukpockorne [MOM-100-01. Pesynbtarsl
rnokasasu, 4T0 10c/ae MOAENNPOBAHUS Y XUBOTHbIX MNEIOHEDPUTA B HEGPOHAX HE OblI0 3HAYUTENbHBIX Y/IbTPAaCTPYKTYPHbIX
uameHeHuvi. CTPYKTypa nofoLnTOB BHELLIHEro JMCTa npakTuyecku Oblia aHaioruyHou CTPYKTYpe nogoUNTOB KOHTPO/IbHOIO
marepvana, a B HeKOTOPbIX KETKax Hab/oaaImch rnpusHaky akTuBaLmm mx MeTtabonn4eckori akTuBHOCTU. B cTpykType nogounTos
BHYTPEHHEro /INCTKa KarcyJ/ibl yCTaHOBJIEHbI ANCTPODUNYECKNE UBMEHEHUS] BHYTPEHHEV MeMOpaHbl 4acTu MUTOXOHAPWI. B
MO3roBOM BELLECTBE 104Ku CTPYKTYpa k/yboqka bblia bonee coxpaHHOM, Y4eM B KOPKOBOM. [1aTonoruyeckme uamMeHeHus noLoLnToB
MPOKCUMASIbHBIX Y AUCTA/IbHbIX KaHa/IbLEB, a TakxXe MHTePCTULMNAIbHOUM TKaHu 00/1ee BbliPaXeHbl, Y4eM MO4YEYHbIX K/1yO604KoB. B
yC10BUSIX MOAENPOBaHUSI COAPYXECTBEHHOU mMoaenn nuenoHeppura v auabera | Tuna nponcxoasat 60s1ee BbipaXeHHbIe
MOPGONIOrn4ecKkmne U3MeHeHns: 4eCTPYKTUBHO 3HAYNTE/IbHO U3MEHSIIOTCS SHAOTEINAlIbHbLIE KIETKU KanuiisipoB Kiayboyka,
rponCXoanT roMoreHn3aLmnsi CTPyKTypbl 6a3anbHo MemMbpaHbl M 3HaYUTEsIbHO PaspacTaeTcs Me3aHrnanbHasl TkaHb. B He@poHax
U KaHasIbLiax Kopbl N3MEHEHMST MPOSIB/SIIOTCS B 3HAYUTE/ILHO OOJbLLEN CTENEHU, 4eM B MO3rOBOM BeLLEeCTBE royku. [lpu ndyyeHumn
B KJIMHUYECKUX YC/IOBUSIX 1aTOr€HETUYECKNX OCOOEHHOCTEN OCTPOro nueioHe@puTa B yC/I0BUSIX COMYTCTBYIOLLEro caxapHoro
Anabera LenecoobpasHbiM SIBJISIETCS MMPOBEAEHNE 3/1EKTPOHHO-MUKPOCKOMNYECKUX NCCEA0BaHNI C Le/bio M36paHus
ONTUMAaIbHOrO KOPPEKTUPYIOLLEro 1Ie4eO6HOro BO34EHCTBUS 1 MPEAOTBPALLEHNS] HEOIaronpusiTHOrO Te4YeHUsT NHGEKLMOHHO-
BOCMannTeIbHoro rnpowuecca v ero TpaHcgopmaLmmy B nepCcUCTUPYIOLLYIO GOopmMy. S1eKTPOHHO-MUKPOCKOMNYECKOEe NCCIea0BaHnNe
SABJISIETCS BLICOKO MHGPOPMATUBHBLIM 1PV UCCIEA0BAHNN MaTOA0MMYECKMNX NBSMEHEHUI 1 PaHHUX ANHAMUYECKUX MPOLeccoB arnornrosa
B TKaHSIX MOYKU 11PU MOAEMPOBAHUN OCTPOrO NMUEIOHe@GPUTa 1 COonyTCTBYIOLEero caxapHoro anabeta | v Il Tunos B ycroBusx
SKCrepUMEHTa.

KnioueBble cnoBa: mMogenmpoBaHne, nartoreHes, nuesioHeQPUT, caxapHbivi AnabeT, NeKTPOHHAas MUKPOCKOMNWS, KOPKOBOE U
MO3roBoe BeLeCcTBO, arnomnTos.
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The leading place in the structure of general injuries and among facial injuries
occupy fractures of the upper and lower jaws. Animportant factor in the occurrence of
complications is the microbial factor, butthe concomitant pathology, such as hepatobiliary
diseases, is commonly associated with about 70% of the population. The purpose of
the work was to study the features of reparative regeneration of the defect of the
mandible in the pathology of the hepatobiliary system on the background of the
administration of Forkal in the animal experiment. An experimental study was conducted
on 100 white male Wistar rats weighing 240-270 g, aged from 5 to 6 months. During the
work, the rats were dividedinto 5 groups: control (20 rats, in which histological changes
of the bone tissue of the mandible of healthy rats with mandibular injury at the site of
defect were investigated), experimental No. 1 (20 rats in which histological changes
of mandibular bone tissue were studied at the site of defect at obstructive hepatitis,
which was obtained by ligation and intersection of the common bile duct); experimental
No. 2 (20 rats in which histological changes of bone tissue of the mandible were
examinedat the site of the defect in toxic hepatitis, which was obltained by administering
per os four carbon monoxide), experimental No. 3 (20 rats in which histological changes
of the bone tissue of the mandible were examined at the site of defect in obstructive
hepatitis, which were obtained by ligation and intersection of the common bile duct, and
then added Forkal); experimental No. 4 (20 rats in which histological changes in the
bone tissue of the mandible of rats at the site of the defect in toxic hepatitis were
studied, which was obtained by introducing per os four carbon monoxide, and
subsequently addedto Forkal). All rats were injuredin the mandible with a standardized
defect. In the future, we observed the histological signs of healing the area of the
perforation defect. It was established that regeneration of the area of the defect of the
mandible is worsening in the conditions of the experimental pathology of the hepatobiliary
system: the rate of recovery of the specific volume of fibroreticular tissue during
obstructive hepatitis is slowed down by 2.6 times and 3.4 times in the course of toxic
hepatitis. With the use of Forkal in conditions of experimental pathology of the
hepatobiliary system, the rate of regeneration of the defect site of the mandible improves
and accelerates. Thus, in order to accelerate the rate of recovery of the specific
volume of fibroreticular tissue for patients with mandible trauma and associated pathology
of the hepatobiliary system, it is advisable to use Forkal.

Keywords: rat, maxillofacial area, perforated defect of mandible, regeneration,
morphometric analysis, Forkal.

Introduction

An increase in the number of fractures of the mandible  a leading place among facial injuries and in the structure of
and facial injuries remains one of the topical issues of jaw-  general injury. Among lesions of the jaw-facial area they
facial traumatology the problem of the etiopathogenesis of  occur in 75-87% of cases [2, 9, 10, 15, 16, 17, 19, 20].
complications. Fractures of the upper and lower jaw occupy  Injuries of jaw-facial area make up about 15-38% among all
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hospitalized [2, 9, 20]. Along with the increase in the total
number of injuries, an increase in the frequency of jaw-
facial injuries and their complications is observed, which is
especially relevant with a steady increase in the number of
patients with concomitant pathology [1, 3, 5,6, 7,8, 11,12,
19, 20]. Animportant factor inthe occurrence of complications,
of course, is the microbial factor, but the concomitant
pathology plays an important role. Infection, above all, leads
to the development of pathological local and general
changes, which in the future causes the development of
complications. Most commonly observed: bone marrow
suppuration, posttraumatic osteomyelitis, false joint,
pathological motion of bone fragments, secondary
hemorrhage, post-traumatic sinusitis or neuritis, bite violation
[2,17,9,12, 15, 20].

Analyzing this problem one of the neglected factors should
be considered - the presence of diseases of the hepatobiliary
system, the pathology of which occurs in about 70% of the
population[1, 3, 13, 17]. The marked problem, with a certain
coincidence, may have a major impact on the healing
conditions of soft tissue of the jaw-facial area and bones of
the facial skeleton, especially in the case of posttraumatic
complications.

Post traumatic regeneration of the bone wound occurs
due to the ability of the living organism to restore the tissue,
primarily through the formation of connective tissue matrix,
resulting in the ossification of the previous tissue structure is
restored [3, 4, 8, 18]. Animportant task of jaw-facial surgery
to improve the conditions for regurgitation of jaw fractures is
to prevent or reduce the risk of developing complications
that may occur with fractures of the bones of the facial
skeleton.

Healing of fractures of the mandible on the background
of concomitant pathology depends on the functional state of
the bone itself and the body as a whole. The trauma of the
lower jaw triggers a mechanism that requires two
components: the first one is cells that can proliferate and
differentiate in the osteogenic direction, and secondly, cells
that survive trauma and synthesize osteoinductive products.
No reports of experimental studies of the features of
regeneration of the tissues of the maxillofacial area in the
background of the pathology of the liver were found.

The purpose of the study is an experimental study of the
features of reparative regeneration of the defect of the
mandible in the pathology of the hepatobiliary system on
the background of receiving Forkal.

Materials and methods

An experimental study was carried out on 100 white
male rats of the Vistar line aged from 5 to 6 months and
weights in the range of 240-270 g. The animals were in the
general diet, had free access to water, food and standard
conditions of stay in cages of vivarium of National Pirogov
Memorial Medical University, Vinnytsya.

A large number of models of fracture of the mandible in
laboratory animals are known, but not all of these techniques

can satisfy the necessary objectification and standardization
of the fracture, which will not allow an objective assessment
[3, 8, 17, 18, 19]. In the experiment, we used the technique
of creating a defect of the mandible of rats by surgical boron
with a diameter of 1 mm, with a speed of rotation of up to
10000 turnovers per minute, which allowed to obtain a
standard post-traumatic defect and objectively monitor the
regeneration processes [17].

In the study, all the rats were divided into 5 groups:

control (20 rats) - examined the histological changes of
the bone tissue of the mandible of healthy rats with trauma
of the mandible at the site of defect;

experimental number 1 (20 rats) - examined the
histological changes of the bone tissue of the mandible of
rats with trauma of the mandible at the site of the defect in
obstructive hepatitis, which were obtained by ligation and
intersection of the common bile duct;

experimental number 2 (20 rats) - examined the
histological changes in the mandibular bone tissue of rats
with trauma of the mandible at the site of the defect in toxic
hepatitis, which was obtained by introducing per os four
carbon monoxide (CCl4);

experimental number 3 (20 rats) - examined the
histological changes of the bone tissue of the mandible of
rats with trauma of the mandible at the site of the defect in
obstructive hepatitis, obtained by ligation and intersection of
the common bile duct, which were added on the day of jaw
trauma and subsequent 2 weeks before with food Forkal
(200 mg/kg of rat mass);

experimental number 4 (20 rats) - examined the
histological changes of the bone tissue of the mandible of
rats with mandibular trauma at the site of the defect in toxic
hepatitis that was obtained by administering per os CCl4,
which were added on the day of jaw trauma and subsequent
2 weeks before with food Forkal (200 mg/kg of rat mass).

Forkal is a drug containing the active ingredient of
calcitriol, which is an active metabolite of vitamin D3, which
affects the metabolism of calcium and stimulates the activity
of osteoblasts of the bones of the skeleton. It is formed in the
kidneys fromits predecessor, 25-hydroxycholecalciferol. With
normal functioning of the body 0.5-1 micrograms of calcitriol
per day is produced. Forkal promotes the absorption of
calciuminthe distalintestinal tract, increases its reabsorption
in the kidneys and enhances the mineralization of bones.
Forkal suppresses parathyroid hormone secretion, reduces
pain in the bones and muscles.

In the course of an experimental study, we established
the features of regeneration of bone defects. Quantitative
evaluation of histological changes was carried out using
morphometric techniques. After the manufacture of
histological preparations, 5 characteristics were taken into
account: the specific volume of fibroreticular tissue in the
center of bone regeneration (%), specific volume of blood
vessels (%), specific volume of bone beams in the bone
regeneration center (%), the number of osteoblasts in a
certain area in the bone regeneration cell, specific volume
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of the bone marrow in the bone regeneration cell (%). The
research was conducted on 7, 14, 30, 60 days of the study.

The results of the experiment were processed using
commonly used methods to determine the validity of
differences by Student. The average arithmetic values of
the studied parameters (M) andtheir relative average statistical
errors (£fm) were calculated using the package "Statistica
10".

Results

The data obtained in a result of the study is shown in
Table 1. It was found that the specific volume of fibroreticular
tissue at the center of bone regeneration on 7 day is dominant
over other elements and is about 91.41%. The number of
osteoblasts per unit area of bone beams is increased. The
specific volume of blood vessels on the 7 day of the
experiment in the center of regeneration of the bone reaches
3.502%, moreover these blood vessels located almost
exclusively in the area of fibroreticular tissue. It is noteworthy
that on 7 day there are no formed bone marrow elements,
although in fibroreticular tissue there is a significant presence
of cells, which according to morphology should be called
lymphoid cells. They have circular shape, round nuclei and
a narrow rim of the cytoplasm. Such cells can either be
lymphocytes or stem (polypotent) cells, from which later
elements of the bone marrow are formed.

In the analysis of the data presented in Table 1, it should
be noted that the specific volume of fibroreticular tissue at
the center of bone regeneration in the dynamics of the
experiment without external influence decreases and for 60
day is 12.40+0.22%.

Bone beams become well visible when stained with
hematoxylin and eosin, their specific volume up to 14 day
increases by more than 5 times compared to 7 day of the
experiment. By 30 day, the specific volume of beams is still
increasing and at 60 day of the experiment is more than
72.0%, that is, bone beams in this period are already the
bigger part of the elements of the zone of bone regeneration.

Data on the specific volume (%) of fibroreticular tissue in
the center of bone regeneration of experimental animals in
the ligation of the common bile duct in the dynamics of the
experiment without the use of correctional agents are given
in Table 1.

The analysis of the data showed that the specific volume
of fibroreticular tissue in the bone regeneration center for 7
day is dominant over other elements and is more than 90%.
It should be noted that the increased number of osteoblasts
per unit area of bone beams. The analysis of the data presented
in Table 1 shows that on the 60 day of the experiment, the
specific volume of fibroreticular tissue in the bone
regeneration center at the ligation of the common bile duct
decreases, compared with 7 day, almost threefold. At the
same time in the center of bone regeneration at the ligation
of the common bile duct decreases the specific volume of
blood vessels. At the 60 day of the experiment, the blood
vessels were localized not only in the fibroreticular tissue,
but also in the bone marrow that was already formed,
although at the 30 day of the experiment, the formed bone
marrow elements in the cell of regeneration of the bone
were not found in the animals of the experimental group
number 1.

Specific volume of bone beams up to 14 day of

Table 1. Morphometric indices of regenerative tissues of the mandible at the defect site in the dynamics of the experiment at the ligation
of the common bile duct without correction and under conditions of correction by Forkal (n=60).

Day of experiment
Morphometric indices Research groups
7 14 30 60
Control 91.41+£0.940 56.30+£0.711 48.22+0.510 12.40+0.220
ifi 0,
Specific volume (%) of experimental group Nel | 92.100.880 | 84.50:0.731* | 74.63+0.580* | 32.80+0.241*
fibroreticular tissue
experimental group Ne3 92.21£0.831 76.40+0.701 64.00+0.511** 22.21£0.211*
Control 3.211+0.051 2.012%0.051 1.613+0.051 0.521+0.011
Specific VOJ‘;’;“:efS%) ofblood ™ perimental group Ne1 | 3.712+0.081 | 3.411£0.090* | 3.202+0.051* | 1.701+0.021*
experimental group Ne3 3.801+0.061 3.202+0.081 3.101+£0.061 1.201+£0.021**
Control 1.801+£0.042 12.92+0.84 48.01+£0.191 72.20+0.680
. 0
Specific "Ot';ggié/") of bone experimental group Nel | 1.43140.051 | 5.601+0.141* | 14.81+0.160* | 53.4040.641*
experimental group Ne3 1.521£0.061 | 6.912+0.511** | 28.21+0.151** 59.82+0.611**
The average number of Control 3.502+0.041 5.702+0.151 2.001+0.061 1.001+£0.050
osteoblasts of bone beams inthe ™= el oroup Net | 3.801+0.081 | 3.502+0.101* | 3.301+0.061* | 2.802+0.041*
bone regeneration center on an
area of 100 pm? experimental group N3 3.701+£0.091 | 4.501+£0.121** | 2.603+0.051** 1.101+0.021**
Control 0 0 1.602+0.041 3.801+£0.050
. 0
Specific volume (%) of bone experimental group Netl 0 0 0 2.301+0.061*
marrow
experimental group Ne3 0 0 0 2.703%£0.041

Note: * - significantly relative to the control group (p<0.05); ** - significantly relative to the experimental group Ne1 (p<0.05).
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0 ¥ \ WAL <
Fig. 1. Replacement by fibroreticular tissue (1) solid tissues of the
rat's mandible at the site of its perforation when the ligation of the
common bile duct done at the 7 day of the experiment. Experimental
group Ne1. Hematoxylin-eosin. Lens x10, eyepiece x20.

experiment in rats of experimental group number 1, increases
by more than 4 times, compared to 7 day, and up to 30 day
of the experiment continues to increase and on 60 day is
more than 50%, that is, bone beams inthis period are already
the bulk of the elements of the zone of bone regeneration
(Fig. 1, 2).

The average data of morphometric indices of solid tissues
of the mandible at the site of its defect in animals of the
experimental group number 2 with toxic hepatitis in the
dynamics of the experiment without drug correction are given
in Table 2 and Fig. 3, 4.

Fig. 2. Solidtissues of the rat's mandible at the site of its perforation
when the ligation of the common bile duct done at the 60 day of the
experiment. Experimental groupNe1. 1 -fibroreticular tissue. 2 - bone
beams. 3- bonemarrow. Hematoxylin-eosin. Lens x10, eyepiece x20.

Under conditions of correction of bone regeneration using
a Forkal in the ligation of the common bile duct (experimental
group 3), beginning from the 7 day of the experiment,
including up to 60 day (Fig. 5, 6), the following changes,
which in general can be regarded as acceleration of the rate
of bone regeneration are noted (Table 1).

The use of Forkal in animals of the experimental group
number 4 for the purpose of correction of bone regeneration
inthe zone of its defect in toxic hepatitis significantly changes
the picture, compared with the indicators of experimental
group number 2. Dynamics of healing at 30, 60 day is

Table 2. Morphometric indices of regenerative tissues of the mandible at the defect site in the dynamics of the experiment at toxic
hepatitis without correction and under conditions of correction by Forkal (n=60).

Day of experiment
Morphometric indices Research groups
7 14 30 60
Control 91.43+0.941 | 56.32+0.711 | 48.21:0.511 | 12.40+0.220
ifi 0,
Specific volume (%) of experimental group N2 | 92.01£0.842 | 88.70+0.761* | 79.90+0.590* | 41.01+0.500"
fibroreticular tissue
experimental group Ne4 92.11£0.671 | 73.21+£0.731** | 61.21+£0.521** | 24.80+£0.241**
Control 3.201£0.050 | 2.001:0.050 | 1.603+0.051 | 0.501%0.011
. .
Specific "‘i/";’:seefs/") of blood ™ perimental group N2 | 3.201+0.081 | 3.003+0.080* | 2.7010.04* | 2.001+0.030*
experimental group Ne4 | 3.3020.081 | 3.101£0.060 | 3.001%0.051 | 1.002+0.011**
Control 1.801£0.041 | 12.91:0.841 | 48.01£0.190 | 72.21+0.681
. .
Specific "Ot"‘ggre;é") ofbone ™ perimental group Ne2 | 1.401£0.071 | 3.801%0.161* | 11.32+0.121* | 48.410.652*
experimental group Ne4 | 1.402+0.061 | 6.402+0.560** | 28.91+0.161** | 62.81+0.620*
The average number of Control 3.511£0.041 5.711£0.151 | 2.001+0.0602 1.001+0.051
osteoblasts of bone beams inthe ™ 0 iental group Ne2 | 3.703£0.051 | 3.602+0.101* | 3.502£0.072* | 2.802%0.050"
bone regeneratlon center on an
area of 100 um? experimental group Ne4 | 3.5010.080 | 4.603£0.140** | 2.411£0.041* | 1.001£0.020**
Control 0 0 1.601£0.041 | 3.802+0.051
ifi, 0,
Specific volume (%) of bone experimental group Ne2 0 0 0 1.602+0.021*
marrow
experimental group Ne4 0 0 0 2.411+£0.051**

Note: * - significantly relative to the control group (p<0.05); ** - significantly relative to the experimental group Ne2 (p<0.05).
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;e 3 ; ‘ s
Fig. 3. Solid tissues of the rat's mandible at the site of its perforation
with toxic hepatitis at the 7 day of the experiment. Experimental
group Ne2. 1 - fibroreticular tissue. Hematoxylin-eosin. Lens x10,
eyepiece x20

ey 4 ’ Fal | . e Y o, ~A Y

Fig. 5. Solidtissues of the rat's mandible at the site of its perforation
during the ligation of the common bile duct on the 7 day of the
experiment, under the conditions of the correction of Forkal, replaced by
fibroreticular tissue - 1. Hematoxylin-eosin. Lensx10, eyepiece x20.

N,

Fig. 7. Replacement by fibroreticular tissue (1) solid tissues of
the rat's mandible at the site of its perforation with toxic hepatitis at
the 7 day of the experiment under Forkal correction conditions.
Hematoxylin-eosin. Lens x10, eyepiece x20.

Fig. 4. Solid tissue of therat's mandible at the site of its perforation
with toxic hepatitis at the 60 day of the experiment. Experimental
group Nel. 1 - fibroreticular tissue. 2 - bone beams. 3- bone
marrow. Hematoxylin-eosin. Lens x10, eyepiece x20.

Fig. 6. Solid tissue of the rat's mandible at the site of its perforation
when the bile duct is ligated on 60 day of the experiment under the
conditions of the Forkal correction. 1 - fibroreticular tissue. 2 - bone
beams. 3- bonemarrow. Hematoxylin-eosin. Lensx10, eyepiece x20.

(A - )

Fig. 8. Solidtissues of therat's andibleat thesite of its perforation
withtoxic hepatitisat the 60 day of the experiment under the conditions

of Forkal correction. 1 - fibroreticular tissue. 2 - bone beams. 3- bone
marrow. Hematoxylin-eosin. Lens x10, eyepiece x20
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depicted in Fig. 7, 8. Morphometric indices obtained during
the study of animals of the experimental group number 4
are given in Table. 2.

Discussion

Taking into account the obtained indicators, the presence
of individual bone beams on the 7 day of the study is due, of
course, not to their new creation, but to the remnants of the
former bone beams that were previously located on the site
of the traumatic defect before the injury. A large number of
osteoblasts in the bone beams indicates that the old bone
beams also participate in bone regeneration processes at
the defect site, which coincides with the point of view of
Davydenko I.S. [4].

Along with this, in the dynamics of the experiment in the
cell of regeneration of the bone decreases the specific
volume of blood vessels. It should be noted that in the control
group rats up to 60 day these blood vessels are located not
only in the fibroreticulum layer, but also in the bone marrow,
which is already present up to 30 day and is even more
pronounced and formed at 60 day.

The number of osteoblasts of bone beams in the bone
regeneration center at an area of 100 um? decreases at a
relatively slow pace. It should be noted that at 14 day
(compared to the 7 day of the experiment) there is no
probable decrease in the average number of osteoblasts
of bone beams in the center of bone regeneration per unit
area (p>0.05), but there is only a tendency to decrease,
but for 30 day, compared to 7 day, changes are already
statistically significant (p<0.05). A similar picture can be
noticed for 60 day of the experiment, when the average
number of osteoblasts of bone beams in the center of bone
regeneration in the area has the smallest value. In animals
of the control group, explicit bone marrow elements are
present only in the histological materials of the fracture site
of the mandible in rats at 30 and 60 day of the experiment.
It should be noted that in the bone marrow dominate
hematopoietic elements at different stages of development
with domination of lymphoid-type cells, single thin-walled
slit-like blood vessels and individual lymphocytes. Analyzing
the obtained parameters, the high activity of the regenerative
elements involved in the construction of a new bone tissue
and the replacement of the bone defect was found to be
quite high.

The increased concentration of osteoblasts per unit area
of bone beams in bone beams shows that old bone beams
also participate in bone regeneration processes at the defect
site, similar to data of Tashchyan A.Ye. with co-authors [19].
The specific volume of blood vessels on the 7 day of the
experiment in the center of regeneration of the bone does
not reach even 4%, and these blood vessels are located
almost exclusively in the area of fibroreticular tissue. It is
noteworthy that at 7 day, in rats of the first experimental
group, with obstructive hepatitis, which was obtained by
ligation and intersection of the common bile duct, there are
no observed bone marrow elements, although the

fibroreticular tissue is marked by the presence of cells that,
according to morphology, should called lymphoid cells. It is
precisely from them that the elements of the bone marrow
are formed in the future.

In rats of experimental group number 1, the average
number of osteoblasts of bone beams in the center of bone
regeneration on an area of 100 um? decreases at a slow
pace. Atthe 14 day, comparedtothe 7 day of the experiment,
there was no probable decrease in the average number of
osteoblasts of bone beams inthe center of bone regeneration
per unit area (p>0.05), except that there was only a tendency
to decrease, but at 30 day, compared with 7 day, changes,
though not expressed, but were statistically significant
(p<0.05). At the 60 day of the experiment, the average
number of osteoblasts of bone beams in the bone
regeneration center per unit area has the smallest value
among all periods of the experiment. In the conditions of
ligation of the common bile duct in the experiment, the
presence of bone marrow elements was determined only
in histological materials of rats for 60 day. It is noteworthy
that in the bone marrow the hematopoietic elements were
dominated at different stages of development with the
dominance of lymphoid-type cells, isolated thin-walled slit-
like blood vessels and individual lymphocytes.

In toxic hepatitis, in the dynamics of the experiment
without medication correction, the indicators reflect the
dynamics of changes characterizing regenerative processes
in the bone, and the dynamics in general is very similar to
that described for the experiment with the ligation of the
common bile duct. The difference is that in the course of
time the specific volume of fibroreticular tissue and blood
vessels decreases gradually, the average number of
osteoblasts of bone beams decreases in the bone
regeneration center per unit area, but, at the same time, the
specific volume of bone beams increases. In toxic hepatitis,
the rate of decrease in the specific volume of fibroreticular
tissue is less than in the ligation of the common bile duct,
while at the end point of the experiment (60 day), this figure
remains significantly higher. Concerning the specific volume
of bloodvessels, the situation was similar. The above changes
confirm Levitsky A.P. viewpoint [6] on the importance of the
influence of the hepatobiliary system on the functioning of
the organism as a whole and Levitsky A.P. with co-authors
[8] on the teeth-jaw system.

In the analysis of the obtained indicators, it is noticeable
that the specific volume of bone beams, on the contrary, is
greater in the presence of toxic hepatitis than when the
ligation of the common bile duct at each point of the
experiment, including 60 day. However, with toxic hepatitis,
the average number of osteoblasts of bone beams in the
center of bone regeneration per unit area shows a similar
dynamics, as in the ligation of the common bile duct.
Statistically significant differences have not been established.

It is important to note that the specific volume of bone
marrow at the 60 day of the experiment with toxic hepatitis
is on average less than that of the common bile duct ligation.
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The dynamics of regenerative processes in rats' bones,
both in toxic and in obstructive hepatitis, were similar, but
differed in the rate of decrease in the specific volume of
fibroreticular tissue in toxic hepatitis, which confirms the
negative influence of hepatobiliary system disorders on the
exchange of calcium and vitamin D and coincides with the
dataof MorozL.V. with co-authors [14].

In particular, on the 14 day of the experiment, the specific
volume of fibroreticular tissue inthe bone regeneration center,
when corrected by the Forkal, in the rats of experimental
group 3, on the average, is significantly lower (p<0.05) than
in the experiment without the use of correctional drugs. This
pattern persists until the end of the experiment, that is, up to
60 day. That is, with the use of a Forkal, a more rapid
decrease in the specific volume of bone precursor tissue is
observed.

At the same time, regarding the specific volume of blood
vessels, it cannot be asserted about the rate of growth and
decrease of this indicator, up to the 60 day of the experiment
with the use of Forkal. But the specific volume of bone beams
in the application of Forkal compared to the experiment
without regeneration correction, although it begins to grow
from the 14 day, but the greatest effect from the action of
Forkal is marked on the 30 day of the experiment and lasted
until 60 day of the experiment.

It should be noted that the use of Forkal at the ligation of
the common bile duct did not lead to earlier formation of
bone marrow elements, although the specific volume of
bone marrow at 60 day of the experiment with the use of a
Forkal is slightly higher than without the use of correctional
agents.

So, in general, it can be stated that on the 60 day of the
experiment, when the ligation of the common bile duct was
applied, the use of a Forkal led to a more profound maturation
of the bone tissue at the place of perforation than without
correction.

A clearly expressed regularity is noted with respect to
the number of osteoblasts of bone beams in the bone
regeneration center with the use of a Forkal at the ligation of
the common bile duct. In particular, the number of these
cells on the 14 day does not decrease, but on the contrary
increases, and only later stimulation of osteoblast growth (at
30 and 60 day) is slowing down. This may mean that the
use of a Forkal in the ligation of the common bile duct can
stimulate the proliferation of osteoblasts of bone beams in
the center of bone regeneration, which is likely to largely
explain the increase in the specific volume of bone beams
themselves at the 14 day of the experiment, although the
number of osteoblasts at 30 and 60 days of the experiment
is reduced, which positively characterizes the processes of
maturation of the bone beams themselves.
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BMJIMB dOPKAJIY HA TICTONONYHI 3MIHN KICTKOBOI TKAHUHW HWXHBOI WEMENW LLUYPIB Y AUIAHLUI
TPABMATUYHOIO AEMEKTY NPU MATOJIOrIT FEMATOBIIIPHOI CUCTEMU

lMoniwyk C.C., Qasugenko 1.C., LLlyesanos C.M.

lMpoBiaHe Mmicuye B CTPYKTYpPi 3ara/bHOro TpaBMartu3my 1a cepes TpaBMm 00/1m44sl 3aiMaloTh 1epesioMy BePXHbOi Ta HUXHbLOI
wener. BaxnmBum YUHHUKOM BUHUKHEHHS YCKIaAHEHb € MIKPpOOHUI ¢akTop, ane rpuv LbOMYy BaX/MBe MicLe 3arimae cyrnyTHS
natosoris, Hanpuknas 3axBopoBaHHs renartobiniapHoi cuctemu, naTosaoris KoTpoi 3ycTpidaeTbcs 6m3bko y 70% Hace/leHHS.
MeTtoro poboTu CTasno BUBYEHHSI B €KCIIEPUIMEHTI Ha TBapuHax 0CobIMBOCTeV penapaTuBHOI pereHepaLlii 4egeKkTy HUXHbOI Lwenenm
npu narosorii renarobiniapHoi cunctemu Ha ¢GoHi npuiomy @opkany. ExcnepumeHTansHe [4ocniaxeHHs 6y1o nposeneHo Ha 100
Ginmx Lwypax-camusax AiHii Bictap macow 240-270 r, Bikom Big 5 40 6 Mmicauis. Y npoueci pobotu wiypi 6ym nogineHi Ha 5 rpyn:
KOHTpoOsbHA (20 LypiB, y KOTPUX AOCILXKYBa/IM IiCTOMOMYHI 3MiHW KiCTKOBOI TKAHWHW HUXHBOI LLjenerny 340p0BuX LULYpPIB 3 TPaBMOIO
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HUXHbOI Lenenu y micli HaHeceHHs aegekty; agocniaHa Nel (20 wypis, y SKkux [OC/AXYBa/IMN FiCTONOMYHI 3MIHW KiCTKOBOI TKAHUHN
HWXKHBLOI LLenenu LypiB y MicLi HAHECEHHSI Ae®EKTY npu 0bTypaLuifiHOMy renaruti, KOTpusi OTPUMYBaIu LLJIIXOM 1€peB's3ku T1a
MePEeCiYeHHSs 3arajibHOro XoBYHOro npoToky; gocaigHa Ne2 (20 wypis, y Skux AOC/AXYBaIN FCTOMOMYHI 3MIHW KiCTKOBOI TKaHUHW
HUXKHBOI Lyenenu LypiB y Micli HaHECEeHHS Ae@deEKTY rpu TOKCUYHOMY renatuTi, KOTPu OTPUMYBAaIN LLJIIXOM BBEAEHHS Per 0S
4OTUPBLOX XJIOPUCTOro Byrneuto; gocaiaHa Ne3 (20 wypiB, y SKux AOCIAXYBAN [ICTOOMYHI 3MIHU KICTKOBOI TKAHUHU HUXHBOI
Ljeneny LypiB y MicLii HAHECEHHS AePEKTY rpu 0OTypaLiviHOMy renatuTi, KOTPuEl OTPUMYBA/IN LLJIIXOM 1EPEB '93Ku Ta Nepeci4eHHsI
3arasibHoro XoB4YHOro rnpoToKy, a rnotim gonasanv @opkan, aocnigHa Ned (20 wypiB, y Skux AOCHILXYBaAN IiCTONOMYHI 3MiHU
KICTKOBOI TKAHUHUW HUXHBOI Lenenu LypiB y MICLi HAHECEHHS AeQEKTY rpu TOKCUYHOMY rernatuti, KOTpui OTPUMYBA/IN LLUISIXOM
BBEAEHHS PEr 0S YOTUPLOX XJIOPUCTOro BYr/euto, a y noaansliomy gogasanm dopkasn. Beim wypam HaHOCUIM TPaBMy HUXHbBOI
wjeneny 3 yTBOPEHHSIM CTaHAapTU30BaHOro Ae@eKTy. Y no[aabLLiomMy CriocTepiraiv 3a riCTo/1IorYyHUMM O3HaKaMu 3arOEHHSM AI/ISTHKA
nepgopaviriHoro gegekty. BctaHoBieHO, WO pereHepawlis AiNSHKN AePEKTY HUXHbOI wenenu noripyerbcs B yMoBax
eKCriepUMeHTa/IbHOI nartosiorii renarobiniapHoi cucTemu: LLBUAKICTb BIAHOBJIEHHS] MUTOMOIro 06 'emy ¢ibpopeTUKyasiPHOI TKaHUHU
rpy 06TypaLiviHoMy renatuTi yrioBisIbHIOETLCS B 2,6 pasu Ta B 3,4 pasu B yMoBax TOKCu4Horo renaruty. lpu 3actocyBaHHi @opkany
B YMOBax eKCrepuMeHTaabHoI natonorii renarobiniapHoi cucTemu LBUAKICTb pereHepadii AiNsaHKu Ae@eKTy HUXHbLOI Ljeaenu
MOKPALLYETLCS TA MPUCKOPIOETCA. TakuM 41HOM, 3 METOIO PUCKOPEHHS LUIBUAKOCTI BiJHOBJIEHHS [TUTOMOIO 00 €My @ibpopeTnkyaspHOI
TKaHWHY [J159 MaLi€HTIB i3 TPaBMOK HUXHBLOI LLesIerny 1a CyryTHbOIO NaTo/1orieto renarobiniapHoi cucTemu [oLiIbHO BUKOPUCTOBYBATU
®opkarn.

Knio4oBi cnoBa: wwyp, wenenHo-nuueBa AisiHka, nep@opauiiHuii 4e@eKT HUXHbLOI Lenenu, pereHepawis, MoppoMeTpudHui
aHanis, @opkan.

BJIMAHUE ®OPKANA HA TMCTOJIOTMYECKUE USMEHEHUA KOCTHOW TKAHW HUXHEW YENIOCTU KPbIC B
OBJIACTU TPABMATUYECKOIO AE®EKTA MPU NATONOINMMU FrENATOBUNTMAPHON CUCTEMbI

Monnwyk C.C., AasugerHko U.C., Lllysanos C.M.

Benyuee mecTto B CTPYKTYpe obLyero TpaBmaTtuama v cpeau TpaBM vLa 3aHUMaloT MepesioMbl BEPXHEV 1 HUXHEN 4esItoCTeuq.
BaxHbIM ¢akTopOM BO3HUKHOBEHMST OCJIOXKHEHUI SBIISETCS MUKPOOHbIN ¢akTop, HO nNpu 3TOM BaXHOEe MECTO 3aHUMAaeT
ConyTCTBYIOLLas Narosorus, Harpyumep 3aboeBaHuns rernarto-ouinapHOM CUCTEMbI, NaTosIorus KOTopor BecTpevaeTcs okosno 70%
HaceneHus. Llenbio paboTel CTa/lo U3YHEHNE B SKCMIEPUMEHTE Ha XNBOTHbLIX OCOOEHHOCTEeV pernapaTtmnBHON pereHepaunmn gegdekra
HUXHEVT 4esIl0CTU Py NaTosioruu nuiLLeBapuTesIbHOM CUCTeMbl Ha @poHe rpuema @Popkana. SKkcrepuMeHTabHOe UCCeL0BaHne
661710 nposeneHo Ha 100 b6enbix Kpbicax-camuax anHum Buctap maccovi 240-270 r, B Bo3pacte or 5 4o 6 mecsues. B npouecce
paboTbl KpbIChbl ObIIV pa3nesneHbl Ha 5 rpymn: KOHTposbHas (20 KpbiC, y KOTOPbIX NCCAEA0BaMN rUCTO/IOr MHECKNE N3MEHEHUS
KOCTHOU TKaHU HWXHEVI YeJ/1i0CTU 340P0BbIX KPbIC C TPAaBMOVI HUXHEVI Ye/Il0CTH B MECTE HaHeceHus AegekTa; uccrenosaresibekas
Nel (20 kpbic, y KOTOPbIX NCCAE[0BAJIN UCTO/IOMNMYECKNE N3MEHEHMS KOCTHOM TKaHW HUXHEV 4esII0CTH KPbIC B MECTe HaHeCeHusl
aegekta npu o6TYpPaLNOHHOM renaTtute, KOTOPbIU Mo1y4ann nyTemM rnepeBsi3ku U rnepecedeHnss 0oLy ero Xea4Horo npoToka;
uccnenosaresibcekasi Ne2 (20 Kpbic, y KOTOPbIX MCCNEA0BaN MMCTO/IOMMYECKNE M3MEHEHUSI KOCTHOM TKaHu HUXHEN Ye/1I0CTU KPbIC
B MECTe HaHeceHus1 Ae@deKTa rnpu TOKCUYECKOM renaTtute, KOTOPbIV MoayHanu nyTemM BBEAEHUS PEr 0S YEThIPEX X/I0PUCTOro
yrnepoga, nccnenosarensckass Ne3 (20 kpbic, y KOTOPbIX UCCEA0BaIN rMCTOIOrM4eCKMe U3MEHEHNS] KOCTHOM TKaHu HUXHEeN
4eJII0CTU KPbIC B MECTE HaHEeCeHUs1 AegeKkTa rnpu o0TypaLmnoHHOM rernarmute, KOTOPbIV MoayyYanu rnyTemM rnepeBsi3ku v rnepeceqeHus
obLyero Xena4Horo nporoka, a 3arem gobasnsan dopkan; nccnegosaresbckas Ned (20 kpbic, y KOTOPbIX UCCae[0Bamm
rUCTOIOrMYECKUE U3MEHEHMNSI KOCTHOV TKaHW HUXHEU YesIl0CTH KPbIC B MECTE HaHeceHus1 e ekTa rpu TOKCUYECKOM renarure,
KOTOPbIV nosy4anu rnyTem BBELEHUs] Per 0S YETbIPEXXIOPUCTOro yriepoaa, a B fAasbHevilem [obasasim Popkan. Bcem kpbicam
HaHOCU/IN TPaBMbl HUXHEN 4e/1l0CTU C 06pa3oBaHNeM CTaHaAapTu3npoBaHHoOro gegekra. B ganbHeviluem Habawgam 3a
FUCTONIOrNYECKUMU PUIHAKAMU 38XKNBJIEHNEM yHacTka nep@dopaLmnoHHOro gegekra. YCcTaHoBIEeHO, YTO pereHepaums y4actka
Aedekta HUXHEV 4eIl0CTU yXyALIaeTCs B YC/I0OBUSIX 9KCIIEePUMEHTAaIbHOM NaToiorum renaro-0ouanapHoi CUCTEeMbI: CKOPOCTb
BOCCTaHOBJIEHVS yAEJIbHOrO 06 bema ubpopeTuKyIspPHON TkaHu rpu o06TypaLmMoOHHOM refatute 3ameanisercs B 2,6 pasa u B 3,4
pasa B ycroBusix Tokcudeckoro renaruta. [ov npyumeHeHnn dopkana B yCc/ioBUsSIX SKCrIePUMEHTaIbHOV NaTo/ioruuy rernaro-ouinapHos
CUCTEMbI CKOPOCTb pereHepaumnn y4actka Ae@eKkTa HUXHEeN YesloCcTy yayqLiaeTcs n yckopsieTcs. Takum obpa3oMm, C Lesbio
YCKOPEHUSI CKOPOCTU BOCCTAHOBJIEHUS YAE/IbHOro 06bema rbpopeTUKyYISPHOV TKaHW y NauneHToB C TPAaBMOV HUXHEN YesllocTu
U COMyTCTBYIOLLIEV rarosiornes renato-o6uanapHoli CUCTEMbI Ljes1ecoobpasHo m1crosb3oBaTbs dopkar.

KnioueBble cnoBa: kpbica, 4€/I0CTHO-1MLeBass 06/1acTb, NeppopaunoHHbIi AeeKT HUXHEeV 4YesnioCcTu, pereHepalus,
mMopgomeTpudeckunii aHanns, dopkar.
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with the help of the Dental Cone-ray Tomography Veraviewepocs-3D (Morita, Japan).

Regression models of linear sizes of molars, depending on cephalometric indices,

were conducted using the statistical software package Statistica6. 1. As aresult of the
conductedresearch, reliable models of computed-tomographic size of the upper and
lower jaws molars were constructed in practically healthy men of the Western [7
models of mesio-distal dimensions (R2 = 0.532-0.646), most of which include sagittal
arc (12.5%), outer-eye width, nose depth, distance between nasion and inter-cutter
point, body length of the lower jaw on the left, largest head circumference and maximum
head length (by 7.5%); 6 models of vestibular-tongue dimensions (R? = 0.527-0.646),

which most often include nasal depth (20.0%), body length of the lower jaw to the left
(16.0%), physiological face length and morphological face length (by 12.0%), 1 model
of crown height (R? = 0.579)] as well as Eastern [3 models of crown height (R? = 0.538-
0.682), which most often include nose depth (15.0%), face type, physiological face
length, morphological face length, smallest width head and sagittal arc (by 10.0%), 2
models of mesio-distal sizes (R? = 0.572 and 0.556), which most often include inter
eyefossawidth (15.4%)] regions of Ukraine. Thus, in practically healthy men from the
Western and Eastern administrative-territorial regions of Ukraine, based on the specifics
of cephalometric indicators and face type, reliable regression models (with determination
coefficient R? greater than 0.5) of computed-tomographic size of molars of the upper
and lower jaws (out of 40 possible 14 for the western and 5 for the eastern regions of
Ukraine).

Keywords: regression analysis, dimensions of molars, computed-tomography,

cephalometry, practically healthy men, Western and Eastern regions of Ukraine.

Introduction

One of the main issues of orthodontics is the prevention  the emergence of new technologies, materials, methods of
and correction of the wrong bite, as well as other tooth-jaw  treatment gradually formed a new direction - aesthetic
anomalies. The current level of orthodontic development  dentistry. When working, you must strive not only to close
allowsto restorethe formandfunction of thetooth-jaw system  the defect and deprive the patient of pain, but also to
by various methods [9, 10, 21]. The progress of dentistry,  reproduce the natural beauty of the teeth [3, 7, 8, 26].
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Inorder toachieve stable and guaranteed clinical success,
a comprehensive approach is needed. That is, the problem
of returning the natural form of teeth does not belong to the
category of exclusively aesthetic. Restoration of missingteeth
should be done as close as possible to the natural anatomical
features of the person’s tooth-jaw apparatus. That iswhy the
problem of aesthetics in dentistry has ceased to be only
orthopedic and has shifted towards the constitutional and
ethnic odontology [13, 15, 17, 19, 22].

The process of competent modeling of anatomical forms
leads to the fact that newly created designs from restoration
materials are harmoniously combined with craniofacial
structures. The work on predicting the size of the teeth - this
is a daily task facing the dentist, but it was solved earlier, as
a rule, intuitive [5, 14, 27, 28, 30].

Previously, methods for modeling the teeth parameters
were based mainly on simplified models with numerous
assumptions, but now it is important to simulate the size of the
teeth, which requires deep knowledge of anatomy and, in
particular, the consideration of individual dimensional features
of the tooth-jaw and craniofacial system [2, 4, 6, 11, 12].

The purpose of the study is to construct and carry out
analyzes obtained by regression analysis, models of
computed-tomographic size of molars, depending on the
features of cephalometric indices of practically healthy men
of the Western and Eastern regions of Ukraine.

Materials and methods

On the basis of the medical center "Winintermed LTD",
for 200 somatologically healthy men aged from 19 to 35
years from different administrative regions of the regions of
Ukraine done a cone-ray computer tomography using the
Veraviewepocs-3D Dental Cone-ray Tomography (Morita,
Japan). Among them: the western region - 36 inhabitants of
Volyn, Rivne, Lviv, Chernivtsi, Ternopil, Khmelnytsky,
Transcarpathian and lvano-Frankivsk regions; Eastern region
- 35 inhabitants of Kharkiv, Donetsk and Luhansk regions.
Bioethics Committee of National Pirogov Memorial Medical
University, Vinnytsya found that the studies fully met ethical
and moral-legal requirements in accordance with the order
of the Ministry of Health of Ukraine No. 281 of November 1,
2000 and do not contradict the basic bioethical norms of
the Helsinki Declaration, the Council of Europe Convention
Human Rights and Biomedicine (1977).

On cone-ray computed-tomograms of molars of the
upper and lower jaws, measurements were made: height of
the crown of the corresponding tooth; vestibular-tongue
dimensions of the crown and neck of the tooth; mesio-distal
dimensions of the crown and neck of the corresponding
tooth [20].

A cephalometric study was conducted taking into account
the generally accepted recommendations and anatomical
points [1] with the help of a large sliding compass with a
scale of thereal size of the Martin system and a soft centimeter
ribbon. The shape of the head was determined according to
the following formula [30]: EU_EU /G_OPx 100. Upto 75.9,

men belonged to dolichocephals; 76.0-80.9 - to
mesocephals; 81.0-85.4 - for brachycephals; 85.5 and more
- to hyperbrachycephals. The value of the face index (Garson
morphological index) was obtained by the corresponding
formula[18]: N_GN /ZY_ZYx 100. Up to 78.9 men belonged
to the group with a very wide face; 79.0-83.9 - with a wide
face; 84.0-87.9 - with middle face; 88.0-92.9 - with a narrow
face; 93.0 and more - with a very narrow face.

For the determination of computed-tomographic linear
dimensions of molars, according to the features of
cephalometric indices, craniotype and the type of the face
of practically healthy men from the Western and Eastern
regions of Ukraine, a direct stepwise regression analysis was
conducted using the licensed statistical software package
"Statistica 6.1". For the analysis of the obtained results, only
models in which the determination coefficient (R?) was not
less than 0.50 and the value of the F-criterion was not less
than 2.5 were taken into account.

Results

As aresult of the regression analysis, the following reliable
models of computed-tomographic size of molars were
constructed, depending on the features of cephalometric
indices, craniotype and the face type of practically healthy
men from the Western and Eastern regions of Ukraine:

mesio-distal size of the crown of the upper right second
molar (western region)= 4.492 + 0.368 x FMT_FMT + 0.909
x N_PRN - 0.197 x DUGS_GOP + 0.603 x EK_EK - 0.137 x
TIP_LICA - 0.800 x N_SN (R?=0.646; F . ,=8.82; p<0.001;
Error of estimate=0.468);

height of the crown of the upper right first molar (western
region) = -0.540 + 2.101 x N_STO + 0.317 x DUG_AUAU -
1.628 x AL_AL + 1.233 x CHI_CHI - 0.455 x EU_EU - 0.082 x
N_PRN (R?=0.579; F __.=6.65; p<0.001; Error of
estimate=0.874);

mesio-distal size of the crown of the upper left second
molar (western region)= 2.934 + 0.308 x RGO_GN + 0.930 x
SN_PRN - 0.254 x DUGS_GOP + 0.216 x TR_GN + 0.093 x
N_SN+0.485xEK_EK(R?>=0.615;F . . =7.72;p<0.001;Error
of estimate=0.479);

mesio-distal crown size of the lower left second molar
(westernregion)=7.787 +0.445xN_STO +0.607 x SN_PRN
+0.341 xTIP_LICA - 0.297 xZM_ZM + 0.466 x TR_N + 0.604
x N_I+0.819 x AL_AL - 0.125 x DUG_GOP (R?=0.646;
F.17=8-27;p<0.001; Error of estimate=0.413);

mesio-distal size of the neck of the lower left second molar
(western region)=5.612 + 1.466 x N_| + 0.789 x LGO_GN -
0.257 x DUG_GOP - 0.474 x N_GN + 0.162 x DUGS_GOP
(R?>=0.581; F(5’30)=8.31 ; p<0.001; Error of estimate=0.387);

vestibular-tongue size of the neck of the lower left first
molar (western region) = -0.859 + 1.641 x SN_PRN + 0.504
xLGO_GN +0.444xTR_GN - 0.371 xN_GN - 0.278 x TR_N
(R?=0.646; F ; ,,=10.95; p<0.001; Error of estimate=0.441);

vestibular-tongue crown size of the lower left first molar
(western region) = -4.197 + 1.752 x SN_PRN + 0.176 x
DUG_AUAU +0.489 x LGO_GN +0.442xN_STO (R*=0.614;

(6,29)

(6,29)

(6,29)
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Fu.3=12.34;p<0.001; Error of estimate=0,566);

mesio-distal crown size of the lower left first molar (western
region)=-9.286 + 0.443 x EU_EU - 1.010 x MF_MF + 0.418
x G_OP + 0.527 x LGO_GN + 0.856 x SN_PRN + 0.146 x
ZM _ZM (R2=0.575; F_,,=6.54; p<0.001; Error of
estimate=0.585);

vestibular-tongue size of the neck of the lower right first
molar (western region)=-0.399 + 1.567 x SN_PRN + 0.473 x
LGO_GN + 0.252 x TR_GN - 0.228 x N_GN (R?=0.582;
F(4’3”=1 0.80; p<0.001; Error of estimate=0.463);

vestibular-tongue crown size of the lower right first molar
(western region) = -5.950 + 1.570 x SN_PRN + 0.282 x
TR_GN + 0.326 x RGO_GN + 0.377 x EK_EK (R?>=0.571;
F(4131)=1 0.32; p<0.001; Error of estimate=0.560);

mesio-diistal cervical size of the lower right first molar (western
region)=-0.053 +0.105x DUGS_GOP - 0.261 x DUG_AUAU
+0.434xEU_EU+0.343xEK_EK+0.239xG_OP (R>=0.544;
Fs.30=7-16;p<0.001; Error of estimate=0.484);

vestibular-tongue dimension of the cervix of the lower right
second molar (western region)=-7.589 + 1.019xLGO_GN +
1.129x N I+ 0.710x SN_PRN - 0.318 x N_GN (R*=0.527;
F(4’31)=8.62; p<0.001; Error of estimate=0.570);

vestibular-tongue crown size of the lower right second molar
(western region)=-8.965 + 0.437 x N_STO + 0.919 x AL_AL
+0.970 x N_I + 0.757 x RGO_GN (R?=0.539; F, .. =9.05;
p<0.001; Error of estimate=0.570);

mesio-distal size of the neck of the lower right second
molar (western region) = 6.668 + 1.897 x N_| - 0.209 x
DUG_GOP +0.251 x DUGS_GOP +0.626 x LGO_GN - 0.603
x N_GN - 0.374 x G_OP (R?>=0.532; F ... =6.29; p<0.001;
Error of estimate=0.487);

height of the crown of the upper right second molar (eastern
region) = 14.12 + 0.740 x N_GN - 0.205 x DUGS_GOP -
1.216 x SN_PRN - 0.146 x FMT_FMT - 0.583 x EK_EK +
0.668 x MF_MF - 0.466 x CHI_CHI (R>=0.682; F ,_=8.27;
p<0.001; Error of estimate=0.442);

height of the crown of the upper right first molar (eastern
region) = 12.21 - 0.382 x TIP_LICA - 1.096 x SN_PRN +
0.264 xTR_GN - 0.619 x N_I - 0.428 x FMT_FMT - 0.102 x
N_PRN + 0.456 x LGO_GN (R?>=0.538; F .,.=7.27; p<0.01;
Error of estimate=0.862);

mesio-distal crown size of the upper left first molar (eastern
region) = 11.90 - 0.276 x DUGS_GOP + 0.235 x N_SN +
1.046 x AL_AL - 0.592 x MF_MF + 0.312 x EU_EU - 0.153 x
N_PRN - 0.147 x TIP_LICA (R?>=0.572; F ... =7.27; p<0.001;
Error of estimate=0.498);

height of the crown of the upper left second molar (eastern
region)=7.681+0.635x N_GN - 1.088 x SN_PRN - 0.208 x
DUGS_GOP - 0.638 x N_STO - 0.262 x TIP_LICA + 0.105 x
TR_GN (R?=0.639; F_,.=8.27; p<0.001; Error of
estimate=0.520);

mesio-distal size of the neck of the lower left first molar
(eastern region)= 15.56 - 0.415x N_GN + 0.763 x EK_EK -
0.371 xZM_ZM - 0.277 x ZY ZY - 0.333 x TR_N + 0.578 x
MF_MF (R?=0.556; F_ ., =6.28; p<0.001; Error of
estimate=0.519);

(6,29)

(4,31)

(5,50)

(7,27)

(6,49)

(6,15)

(6,28)

(5,84)

where, R? - coefficient of determination; F(!v”)=!!,!! - critical
o andgot (!1,!") value of Fisher's criterion; St. Error of estimate
- standard error of the standardized regression coefficient;
FMT_FMT - the smallest width of the head (sm); N_PRN -
nose length (sm); DUGS_GOP - sagittal arc (sm); EK_EK -
exterior eye width (sm); TIP_LICA - face type (1 - wide, 2 -
medium, 3 - narrow, 4 - very narrow); N_SN - nose height
(sm); N_STO - height of the upper face part (sm); DUG_AUAU
- transverse arc (sm); AL_AL - width of the base of the nose
(sm); CHI_CHI - mouth width (sm); EU_EU - maximum head
width (sm); RGO_GN - the length of the body of the mandible
on theright (sm); SN_PRN - depth of the nose (sm); TR_GN
- physiological length of the face (sm); ZM_ZM - average
width of the face (sm); TR_N - height of the forehead (sm);
N_I - the distance between the nasion and the inter-cutter
point (sm); DUG_GOP - the largest girth of the head (sm);
LGO_GN - the length of the body of the mandible on the left
(sm); N_GN - morphological length of the face (sm); MF_MF
- inter-orbital width (sm); G_OP - the largest length of the
head (sm); ZY ZY - face width (sm).

Models of all other linear dimensions of molars in
practically healthy men of the Western and Eastern regions
of Ukraine have a determination coefficient less than 0.5
and therefore have no significance for practical dentistry.

Discussion

Knowledge of odontology of different groups of the
population allows to develop an individual approach in the
course of activities aimed at the treatment and restoration of
teeth and dental-jaw system in general, extends the
importance of other specialties, including forensic medicine
and anthropology [12, 20, 23, 29]. Specialists engaged in
this branch of odontology, seek to identify general patterns
of structure and development of the dental system, individual
and sexual variability of teeth, the laws of their
morphogenesis, the relationship between different elements
of the system, the correlation of the size and structure of
individual teeth between themselves andthe skull. Asaresult,
with a number of known morphometric parameters of the
patient's teeth, by calculating on the basis of regression
equations, we obtain the individual parameters of missing
teeth and their tissues [11, 16, 24, 25].

Using regression analysis, based on the characteristics of
cephalometric indices, craniotype and face type, reliable
models (with determination coefficient R? greater than 0.5)
of linear computed-tomographic sizes of molars of the upper
and lower jaws in practically healthy men of the Western (4
models of mesio-distal sizes of the crown of the teeth of the
upper and lower jaws, R? = 0.575-0.646; 3 models of mesio-
distal dimensions of the neck of the teeth of the mandible,
R? = 0.532-0.581; 3 models of vestibular-tongue crowns of
the lower teeth R2 = 0.527-0.646; 1 model of the height of
the crown of the tooth of the upper jaw, R? = 0.579) and the
Eastern (3 models of the height of crowns of the teeth of the
upper jaw, R? = 0.538-0.682; 1 model of mesio-distal size
of crown of tooth of upper jaw, R?2 = 0.572; 1 model of
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mesio-distal size of the neck of the mandible tooth, R? =
0.556) of the regions of Ukraine.

Constructed models of computed-tomographic sizes of
molars of the upper and lower jaws with a determination
coefficient of more than 0,5 most often include:

in men of the Western region of Ukraine - parameters of
the facial part of the head 72.6% (nose depth - 11.0%, the
length of the body of the mandible on the left - 9.6%, the
distance between the nasion and the inter-cutter point and
the morphological length of the face - by 6.8%, exterior
eye width, the height of the upper face and physiological
face length - by 5.5%) and the parameters of the cerebral
headwere 24.7% (sagittalarc - 6.8%; transversearc, greatest
head width, largest head girth and largest head length - by
4.1%); individually for models of mesio-distal teeth size -
sagittal arc (12.5%), exterior eye width, nasal depth, distance
between nasion and inter-cutter point, length of the body of
the mandible on the left, largest head circumference and
maximum head length (by 7.5%); to the models of vestibular-
tongue sized teeth - the depth of the nose (20.0%), the length
of the body of the lower jaw to the left (16.0%), physiological
face length and morphological face length (by 12.0%);

in men of the Eastern region of Ukraine - parameters of
the facial part of the head 72.7% (nose depth, morphological
length of the face and inter-orbital width - by 9.1%, nose
length, exterior eye width and physiological facial length -
by 6.1%), parameters of the cerebral head 18.2% (sagittal
arc - 9.1%; lowest head width - 6.1%) and face type 9.1%;
separate to the models of the height of crowns of teeth -
nose depth (15.0%), face type, physiological face length,
morphological length of face, smallest head width and sagittal
arc (by 10.0%); to models of mesio-distal dimensions of
teeth - inter-orbital width (15.4%).

When comparing our results with the results of modeling
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PErPECIAHI MOAEJNI IHAUBIAYANIbBHUX JIIHINHUX PO3MIPIB BEJIMKUX KYTHIX 3YBIB B 3AJIEXXHOCTI
Bl OCOBJIMBOCTEA LE®AJIOMETPUYHUX MNOKA3HWUKIB MPAKTUYHO 340POBMX YOJIOBIKIB

3AXIAHOIMO | CXIAHOIrO PEFIOHIB YKPAIHU
Kouwpa O. O.

BinHoBieHHS BiACYTHIX 3y6iB HEOOXIAHO 34iKiICHIOBATN MakCUMasabHO HabIMXalo4Ynchb 40 MPUPOAHUX aHaTOMIYHUX 0COB/IMBOCTEV
3ybouyenenHoro anapary iHausigyyma. Came Tomy rnpobsema ecTeTuky B CTOMAaTosIorii nepecrana 6yTv avLie opToneanyHoro i
3MICTUAACh B HANPsIMKY KOHCTUTYLIIOHA/IbHOI Ta eTHIYHOI 010HTo10rii. MeTa AoC/iAXeHHS - 100YyAyBaTH Ta MPOBECT v aHasli3, OTPUMAHUX
3a [10rOMOrol0 PerpeciviHoro aHaniay, Moaesieri KoM I0TepPHO-TOMOrpagiyHux PO3MIPIB BEIMKUX KYTHIX 3yOiB B 3a/1€XHOCTI Bifg
0COob/IMBOCTEVT LIeaioOMETPUYHUX MOKA3HUKIB MPakTUYHO 340P0BUX YONO0BIKIB 3axigHoro i CxigHOro perioHiB YkpaiHu. 3a 4ornomMorowo
JEHTa/IbHOro0 KOHYCHO-1poMeHeBOro Tomorpaga Veraviewepocs-3D (Morita, 5noHis) nposeneHo KoM 'toTepHo-ToMorpagiyHe
JOC/TAKEHHST BEJIMKUX KYTHIX 3y0iB i3 HACTYMHUMN OAOHTOMETPIEIO | LedaromeTpieto 36 npakTnyHO 340P0BUX HOJIOBIKIB 3axiHOro
perioHy YkpaiHn - melukaHyi BonmHcbkoi, PiBHEHCLKOI, JIbBiBCbKOI, YepHiBeLbKOi, TePHOMIIbCbKOI, XMebHNLIbKOI, 3akaprnarcbkoi
Ta IBaHo-®paHkiBcbkoi obnacteri Ta 35 H4onoBikiB CxigHOro perioHy YkpaiHu - melukaHui Xapkiscokoi, [JoHelpkoi Ta JlyraHcbkoi
obnactevi. PerpeciviHi Mmogenesi niHiviHux po3MipiB BEIMKNX KyTHIX 3y0iB 3a/1€XHO Bif Le@daioMeTPUYHNX NMOKa3HWKIB, MpoBOAMNIIN
3a 40rOMOr o0 JiLeH3iViHOro CTartnCTUYHOro rnporpamMHoro nakera Statistica 6. 1. B pe3ynbtarti npoBeneHux AoC/iAXeHb 1o0yaoBaHi
J0CTOBIPHI MOAEJI KOMIT I0TEPHO-TOMOIrPadiyHmX PO3MIPIB BESIMKUX KYTHIX 3y0iB BEPXHLOI | HYXXHBOI Lenen y npakTUYHO 340P0BUX
40/10BiKkiB 3axigHoro [7 mogenesi me3io-AncTanbHux po3mipis (R?=0.532-0.646) no skux HavidacTilie BXoAsaTh caritaibHa Ayra
(12.5%), 30BHILLIHbOOYHA LUNPUHA, TTTMOUHA HOCA, BiACTaHb MIX HA3iI0H Ta MIXPI3LEBOK TOYKOK, AOBXUHA Tifla HUXHbLOI Lenenmu
3/1iBa, HaVibibLLUMII 06XBAT rosiIoBy Ta HavibiibLUa [OBXWHa ronosu (1o 7.5%); 6 moaesneri npuciHkoOBO-31KOBMX po3MipiB (RP=0.527-
0.646) ao skux HavqacTtiwe BxoasTb rimbmHa Hoca (20.0%), A0BXUHA Tina HUXHBOI Lwenenu anisa (16.0%), gisionorivHa AOBXUHA
061445 Ta MopgonorivHa AoBxXuHa 0b6/mqys (no 12,0%); 1 moaesns BucotTu kopoHku (R?=0.579)], a Takox CxigHoro [3 mozneni
BUCOTU KOPOHOK (R?=0.538-0.682) [0 sikmx Haun4acTiwe BxoasaTe ranbuHa Hoca (15.0%), tun obnyys, @izionoridvHa 4oBXuHa
007114451, MOPGOJIOridHa OBXUHA 00/IN4Ys], HAlIMEeHLLa LUMPUHA ro/1oBu Ta caritaabHa gyra (no 10.0%); 2 moaesni Me3io-AnNCTaibHUX
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poamipie (R?=0.572 i 0.556) [0 skux Ha4acTiLle BXOANTb MIXOYHOSIMKOBA LuMpuHa (15.4%)] perioHis YkpaiHn. Takum YnHoM y
npaKTMYHO 3040POBUX HOJI0BIKIB i3 3axigHoro ta CXigHOro aaMiHiCTpaTuBHO-TEPUTOPIa/IbHUX PEriOHIB YKpaiHn Ha OCHOBI 0COb/IMBOCT eV
LepanoMeTPuYHUX NoKasHUKIB i Ty 0bsmy4si PO3p06ieHi 4OCTOBIPHI perpeciviHi moaesi (3 koegilieHTom aeTepmiHalii R2 6inbLumm
HiX 0,5) KOMIT'IOTEePHO-TOMOrpagidHx Po3mipiB BE/MKNX KYTHIX 3y0iB BEepPXHbLOI | HXHbLOI Lwenen (i3 40 moxnmsux 14 ans 3axigHoro
Ta 5 ana CxigHoro perioHis YkpaivHu).

Knio4oBi cnoBa: perpeciiiHuii aHasi3, po3mipu Be/MKuX KyTHIX 3y0iB, KOMI1'IOTEPHa TOMOrpa®is, LegpanomMeTpisi, npakTn4Ho 340P0BI
40/10Biku, 3axigHuvi i CXigHWvi perioHn Ykpainy.

PEFPECCUOHHLIE MOAENN UHAUBUAYANbHBLIX NUHEAHbIX PASMEPOB BOJbLUMX KOPEHHbLIX 3YEOB B
3ABUCUMOCTU OT OCOBEHHOCTEN LLEE®ANOMETPUYECKUX NMOKASATENENA MPAKTUYECKU 300POBbLIX
MYX4YUH 3ANAQHONO U BOCTOYHONO PEMTMOHOB YKPAWHbI

Kouwopa O. A.

BoccraHosneHne oTcyTcTByoLmnx 3y60B He0bX0AMMO MPOBOANTL MakCUMAasIbHO MNPubInXasiCb K eCTECTBEHHbIM aHaToOMUYEeCKUM
0COBEHHOCTSIM 3y604es/II0CTHOrO annapara nHanBuayyma. ViMeHHo nosTomy, npobrsema sCTeTUku B CTOMATO/I0ruu rnepecrana
ObITb TOJILKO OPTONEANYECKON 1 CMECTU/IACH B HAINPaB/IEHUN KOHCTUTYLIMOHA/IbHOM 1 STHUYECKOV 040HTOM0ruu. Liens nccnenoBaHus
- [MOCTPOUTL U MPOBECTU aHa/IN3, MOJTYHEHHbIX C MOMOLLbLIO PErPEeCCUOHHOI0 aHam3a, MoAeseyi KOMIbIOTEPHO-TOMOrPapn4eckmx
pasmepoB bOJIbLLNX KOPEHHbIX 3yO0B B 3aBUCUMOCTY OT OCOOEHHOCT e Lie@aioMeTpu4ecKux rnokasarenei npakTu4ecku 340p0BbIX
MYX4YUH 3anagHoro v BoCTOYHOro peruoHoB YkpavHel. C roMOLLbIO AEHTaIbHOrO KOHYCHO-JTy4eBOro Tomorpaga Veraviewepocs-
3D (Morita, 5InoHus) NnpoBeaeHO KOMIbIOTEPHO-TOMOrpapu4eckoe nccaenoBaHme 60bLInNX KOPEeHHbIX 3yO0B C rnocienyroLe
OIOHTOMETPUEN U LiepanomeTpueri 36 npakTUYeckn 340P0BbIX MyX4UH 3anafgHoro PeruoHa YkpanHsel - Xutenei BosbIHCKOM,
PoseHckovi, JIbBoBCKkov, YepHoBuLko, TepHornonbcko, XmenbHuLKov, 3akapnarckori v VisaHo-®paHkoBckori obnacteii n 35
MYX4uH BocTouyHOro pervioHa Ykpauvtel - xuteneii XapbkoBckou, [JoHeukou n JlyraHckori obacTed. PerpeccroHHble Moaesm
JIMHEHHBIX Pa3mMepoB 60/bLLINX KOPEHHbIX 3yO0B B 3aBUCUMOCTU OT LeparioMEeTpPU4eckux nokasatTenes, npoBoansn C rnoMoLLbio
JIMLIEH3UOHHOIr0 CTaTUCTUHECKOro rnporpaMmMHoro nakera Statistica 6.1. B pe3ysbrare rnpoBeaeHHbIX MCCAEA0BaHNI MOCTPOEHbLI
ZIOCTOBEPHbLIE MOLEIN KOMITbIOTEPHO-TOMOrpPagn4eckux pasmepoB 60bLLINX KOPEHHbIX 3yO0B BEPXHEV N HUXHeV 4estocTe y
npPaKkTUYECKN 340POBbLIX MYXYMH 3anaaHoro [7 Moaesev Mesno-ancTasbHblx pasmepoB (R? = 0.532-0.646) k kOTOPbIM 4Hallle
BCero BxoasaT carntranbHas ayra (12.5%), BHeLUHern1asHas LmpuHa, riiybuHa Hoca, PacCTOsIHUE MEXAY HasvoH 1 MexXay-pe3LoBovi
TOYKOU, A/IMHA Tea HUXHEeV 4e/1l0CTH CAeBa, caMmbivi 06XBaT ro/10Bbl MU HanbosbLuas AAnHaA roaoBsl (no 7.5%); 6 moaeneri
npeaaBepHo-s3bIkoBbIX pasmepoB (R? = 0.527-0.646) k KOTOPbIM Yalle BCcero Bxoast riaybuHa Hoca (20.0%), anvHa tena
HKHeN yentoctu cnesa (16.0%), puanonornyeckas JmHa avua n Mopgosaorndeckas amHa avya (no 12,0%); 1 mogesb BbiCOTbI
KOpOoHku (R? = 0.579)], a Takxe BoCcToYHOro [3 mozenn BbiCoTbl KOPOHOK (R? = 0.538-0.682), k KOTOPbLIM Yalye BCEero BXoAsT
rnnybuHa Hoca (15.0%), Tmn auya, Guanonornyeckas 4mHa mua, Mop@oaorndeckas JmMHa anLa, HauMeHbLLas LLUMPUHA FO/1I0BbI 1
carntranbHasa gyra (no 10.0%); 2 moaenn mMeano-ancTasibHbix paamepos (R? = 0.572 n 0.556), k KOTOPbIM Hallje BCero BXoamuT
mexayrnasHn4dHas wupuHa (15.4%)] peruoHoB YkpauHsel. Takum 06pa3oM, y npakTU4ecku 340P0BbIX MYXYUH U3 3anaaHoro v
BOCTO4YHOr0 aaMUHNCTPATNBHO-TEPPUTOPUATIbHBIX PErMOHOB YKpanHbl Ha OCHOBE 0COBEHHOCTE! LiedanomeTpu4eckix nokasarenei
v TUna auya paspaboTaHbl JOCTOBEPHbLIE PErPECCUOHHbLIE MOAEMN (C Ko puyneHToM aeTepmuHayumn R? 6onbwum 0,5)
KOMIMbIOTEPHO-TOMOrpPapn4eckmx pasmepoB O60/bLLINX KOPEHHbIX 3yO0B BEPXHEN v HuXHeN Yentoctesi (¢ 40 BO3MOXHbIx 14 ans
3anaaHoro v 5 an1a BocTo4HOro pernoHoB YkpauHel).

KnioueBble CnoBa: perpeccuoHHbIVi aHanm3a, paameps! O60/bLLINX KOPEHHbIX 3yO0B, KOMMbIOTEPHAasi TOMorpagus, LepanoMmeTpus,
MPaKTUYECKUN 340POBbIE MYX4YUHbI, 3anaaHbivi 1 BOCTOYHbIV PEruoHbl YKpanHebl.

Vol. 24, Nel, Page 56-61 61



DOI: 10.31393/morphology-journal-2018-24(1)-10 Reports of Morphology, Vol. 24, Ne1, Pages 62-68

ISSN 1818-1295 elSSN 2616-6194

REPORTS OF MORPHOLOGY

Official Journal of the Scientific Society of Anatomists,
Histologists, Embryologists and Topographic Anatomists

journal homepage: https://morphology-journal.com

BICHMK MOP(I)

of Ukraine

INDICATORS OF THE CARDIOMYOCYTES® CELLS CYCLE UNDER INFUSION
OF BLOOD SUBSTITUTES AND IN THE CORRECTION OF EXPERIMENTAL
BURN INJURY BY 0.9% NaCl SOLUTION

Radoga R.V.

National Pirogov Memorial Medical University, Vinnytsya, Ukraine

ARTICLE INFO
Received: 20 November, 2017
Accepted: 23 January, 2018

UDC:616.127:615.384+616-
001.17:661.833.321

CORRESPONDING AUTHOR
e-mail: ruslan-radega@ukr.net
Radoga R.V.

According to the WHO, the thermal trauma s on the third place among other injuries.
Burned injury is not only damage to the skin, but also the traumatization of all organs
and systems of the body as a result of the stress response of the vascular system and
the effects of toxic products coming fromthe area of burninjury. Firstly, such damages
affect cardiomyocytes and the microcirculation vessels of the heart. The purpose of
our study was to evaluate the changes in the cell cycle of myocardial cells in the left
ventricle of rats under conditions of blood substitutes infusion and in the correction of
experimental burn injury with a 0.9% solution of NaCl. The burn trauma was modeled
using the Regas’ method and placed a catheter into the lower vena cava for intravenous
infusion. The following solutions were used for infusion: 0.9% NaCl solution,
lactoproteinum with sorbitol (Lactoproteinum-C) and colloidal-hyperosmolar HAES-
LX-5% solution. Flow cytometry of the nuclear suspension of left ventricular
cardiomyocytes was performed on the 1st, 3rd, and 7th days of the experiment. The
statistical analysis of the results was carried out using the "STATISTICA 6. 1" program
package. The results of the performed study show a fairly stable picture of cell cycle
parameters in myocardial cells of animals without burn injury with a predominance, on
the one hand, of cells present in the GOG1 phase and the presence of a certain
balance between the processes of creation of nuclear DNA synthesis and apoptosis.
Changes in the phase of cardiac myocyte cell cycle against the background of the
thermal injury of the skin throughout the observation time indicate a prolonged,
uncorrected cell cycle disorder and a lack of effective normalization on the background
of the physiological solution usage in the first 7 days after burning trauma of the skin.
The protective effect of HAES-LX-5% prevents over-strain of cells, as evidenced by
the lower synthetic activity of nuclei of cardiomyocytes at all times of the experiment.
Keywords: burn trauma, myocardium, cell cycle, rats, cardiomyocytes, 0,9% NaCl
solution, lactoproteinum with sorbitol, HAES-LX-5%.

Introduction

A large burn injury causes significant hemodynamic and
cardiodynamic changes that support the development of
sepsis, multiple organ failure, and leads to death [8].
Cardiogenic stress is a sign of the acute phase of response,
and the negative results of the treatment of thermal damage
are associated, in particular, with severe cardiac dysfunction
[11, 12, 19]. Compromised cardiac function leads to
hypoperfusion of organs, disturbance of peripheral
microcirculation, increase of burn area and decrease of
resistance to bacterial infection in the wound area [10, 11,
13]. Infusion therapy for burn injury is designed to
compensate for the amount of fluid lost, with subsequent

maintenance of the volume of circulating blood at a constant
level, reduction of edema syndrome, normalization of the
acid-base balance, electrolyte balance, and also the
enhancement of perfusion of organs and tissues [2, 14, 15,
16, 18]. Literary data indicate that the problem of adequate
use of infusion-transfusion solutions in the case of burninjury
isfar fromthe solution[2, 5, 14, 15, 18]. First of all, it concerns
the changes in the parameters of the cardiomyocyte cell
cycle, which are almost not covered in modern literature.
The aim of our study was to evaluate changes in the cell
cycle of myocardial cells in the left ventricle of rats under
conditions of infusion of blood substitutes and correction of
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experimental burn injury by a 0.9% solution of NaCl.

Materials and methods

Experimental research was carried out on the basis of
vivarium, research laboratory of functional morphology and
genetics of the development of the research center (certificate
of State Pharmacological Center of Ministry of Health of
Ukraine No. 003/10 dated January 11, 2010) and the
chemical scientific laboratory of the Department of
Pharmacology (certificate of the State Pharmacological
Center of Ministry of Health of Ukraine No. 000679 from
January 11, 2008) National Pirogov Memorial Medical
University, Vinnytsya.

All manipulations with animals and their keeping were
conducted in accordance with the "General Ethical Principles
of Animal Experiments” adopted by the First National
Congress on Bioethics (Kyiv, 2001), and also guided by the
recommendations of the "European Convention on the
Protection of Vertebrate Animals used for Experimental and
Other Scientificgoals” (Strasbourg, 1985) andthe provisions
of the "Rules of preclinical safety assessment of
pharmacological agents (GLP)", fully complied with the rules
of humane treatment of experimental animals that cough
Department of Bioethics, National Pirogov Memorial Medical
University, Vinnytsya (Minutes No. 1 dated January 14, 2010).

Experiments were performed on 77 white male rats
weighing 160-180 g obtained from the vivarium of the State
Institution "Institute of Pharmacology and Toxicology of the
National Academy of Medical Sciences of Ukraine".

The control group consisted of intact rats, which
throughout the study period were infusion therapy with
physiological solution.

All other rats under the general anesthesia of propofol
(60 mg/kg of animal weight) were placed into the lower
vena cava of the intravenous infusion catheter and modeled
the burns of II-Ill degrees using the Regas method (fourth
group of experimental animals) [17].

By the nature of infusion therapy, all experimental animals
were randomly assigned to four groups: to group 1 - rats,
which were given a 0.9% NaCl solution in a dose of 10 ml/
kg; group 2 - rats, which were injected with a solution of
lactoproteinum with sorbitol (Lactoprotein-C, issued by Kiev
ClosedJoint-Stock Company "Biopharm”, Certificate of state
registration of the Ministry of Health of Ukraine No. 464/09-
300200000 dated March 12, 2009) at a dose of 10 mi/kg;
group 3 - rats, which were injected with a colloid-
hyperosmolar HAES-LX-5% solution (developed at the Sl
"Institute of Blood Pathology and Transfusion Medicine of
the National Academy of Medical Sciences of Ukraine”, Lviv)
at a dose of 10 ml/kg; group 4 - rats that were injected by
0.9% NaCl solution at a dose of 10 ml/kg against a burn
injury.

The first injection was carried out 1 hour after the
simulation of burn injury, the subsequent infusions were
performed 1 time per day during the first 7 days of the
experiment.

Animals were withdrawn from the experiment on 1, 3,
and 7 days by overdose of propofol anesthesia in accordance
with the basic requirements for euthanasia (Annex 4 "Rules
for carrying out work using experimental animals”, approved
by order number 755 dated August 12, 1977, Ministry of
Health of the USSR "On measures to further improve
organizational forms of work using experimental animals”,
Helsinki Declaration of the World Medical Association (2000).

To detect the peculiarities of changes, cell cycle indices,
and determination of DNA content in the nuclei of myocardial
cells of rats, we used a flow-through DNA-cytofluorometry
method.

After the heart was removed from the body of the rat,
suspensions of the nuclei from the left ventricular myocardial
cells of rats were prepared. The suspension was prepared
using a CyStain DNA Step 1 for DNA dilution solution from
Partec, Germany, in accordance with the manufacturer's
protocol. This solution allows for the extraction of nuclei and
the labeling of nuclear DNA by 4.6-Diamino-phenylindole
(DAPI). In the manufacture of nucleic suspensions, we used
CellTrics 50 um disposable filters (Partec, Germany).

Flow analysis was performed on a multi-functional flow-
through flow cytometric analyzer "Partec PAS" from Partec
(Germany), at the CRC of National Pirogov Memorial Medical
University, Vinnytsya. We used UV radiation to stimulate DAPI
fluorescence. From each sample of a nuclear suspension,
10,000 events were subject to analysis. The distribution of
DNA reflecting the cell cycle and fragmentation of DNA is
presented on a page with one histogram using a linear scale.
Calculation, plotting, cyclic analysis of cells were performed
using FloMax software application (Partec, Germany), which
was provided by the manufacturer to the equipment, in full
digital equivalence according to the mathematical model,
which determined:

GOG1 (G1%) - percentage ratio of GOG1 phase cells to
all cells in the cell cycle (DNA content = 2c¢);

S (S%) - percentage of cells in the phase of DNA synthesis
to all cells of the cell cycle (DNA content> 2c and <4c);

G2 + M (G2M%) - percentage of cells in the G2 + M
phase to all cells in the cell cycle (DNA = 4c), or cells
containing DNA = 4c;

Determination of DNA fragmentation is accomplished by
isolating the SUB-G0OG1 site on the DNA histograms-RN1
before the peak GOG1, which indicates the nuclei of the
cells containing DNA <2c. This is the percentage of cell
nuclei in the state of apoptosis.

IP is anindex of proliferation (a proliferative index), which
is determined by the sum of the indices S + G2 + M. The
larger its value, the more intensive proliferation and vice
versa - the smaller the value, the less proliferative activity.

BP - block of proliferation. An increase in the number of
cells in the G2 + M phase at low values of the S-phase
indicates a delay (cell proliferation) of the cell cycle in the
G2 + M stage. This indicator is rated by the ratio: S / (G2 +
M).

The statistical analysis of the results was carried out using
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the "STATISTICA 6.1" program package (license
number BXXR901E246022FA).

Results

In the study of DNA histograms of a nuclear
suspension of rat myocardial cells without skin
burn on 1 day after application of 0.9% NaCl
solution, lactoproteinum with sorbitol or HAES-
LX-5%, we did not find any significant difference
between the cell cycle and fragmentation of
myocardial cell DNA rats.

In all groups, most of the cells were in the
GO0G1 and G2 + M-phase, phase S parameters
were different in the HAES-LX-5% group, while
in groups with administration of lactoproteinum
with sorbitol and 0.9% NaCl solution, we did not

injuries

injuries

find any reliable differences, the SUB-GOG1 on 1 day.
interval was the highest in the group of animals -
that were infused with lactoproteinum with

sorbitol (Fig. 1). 20

For the third day of the experiment, cell cycle 15
parameters, such as the number of cells in the
GOG1 and G2 + M-phases, were almost identical 10
for the experimental groups of animals 1, 2 and 5
3, with the lowest data being when using HAES- 0
LX-5%.

At the same time, with the application of
HAES-LX-5%, the S-phase and SUB-GO0G1 1 day
intervals were the highest. "3 day

On the seventh day, we observed that when 7 day

infusions of blood substitutes in groups 1, 2 and
3, the bulk of cardiomyocytes were also in the
phases GOG1 and G2 + M.

Infusion of HAES-LX-5% resulted in a

decreaseinthe parameters of the SUB-GOG1and 90
S-phase (Fig. 2) compared to similar groups in 88
which 0.9% NaCl solution (p <0.01) and 86

lactoproteinum with sorbitol (p<0.05) were used. 84

Therefore, as a control, we selected a group 82
of rats that we injected a 0.9% NaCl solution 80
without burn injury (group 1) and compared with 78
those obtained in a group of rats, which injected 76
a0.9% NaCl solutionfor 7 days at the background
of burn injury (group 4).

It was established that the difference in the
number of nuclei of cardiomyocytes located in
the resting phase and the presynthetic phase of
the CC (GO-G1 interval) was higher in animals
with burn injury at the 1 and 7 day of the
experiment and amounted to 2%, on 3 day the
difference in the rate in 1 and 4 groups was 0.5% and was
not reliable (Fig. 3).

We considered this trend as a mobilization of
cardiomyocytes reserves (GO phase) to provide
regeneration. At the same time, the percentage of nuclei
that were in the phase of DNA synthesis (S-phase) was

® 0,9 % NaCl , without burn

1765
14,91
12159
g I
5,56 5,49
HAES-LX 5 %, without 6
burn injuries 4 I I

W Lactoproteinum with
sorbitol , without burn

20

18

14

12

N

S-phase SUB-G0G 1

Fig. 1. S-phase indices and SUB-GOG1 intervals with 0.9% NacCl,
lactoproteinum with sorbitol and HAES-LX-5% in rats without burn injuries

I

Lactoproteinum with

o .
0,9 % NaCl , without sorbitol , without burn

HAES-LX 5 %, without

burn injuries injuries burn injuries
14,91 17,65 12,59
11,41 16,24 17,85
14,25 11,78 9

Fig. 2. Indicators of the interval SUB-GOG1 in the application of physiological
solution of 0.9% NaCl, lactoproteinum with sorbitol and HAES-LX-5% in rats
without burn injury at 1, 3 and 7 days.

87122
85193
83193
82196 gy26
81i8
1 day 3 day 7 day

® GOG1, 0,9 % NaCl , without burn injuries
M G0G1, 0,9 % NaCl , with burn injuries

Fig. 3. Indicators of interval GO-G1 during using 0.9% NaCl physiological
solution in rats without burn injury and after skin burn on 1, 3 and 7 days.

larger by almost 2 times (p <0.05) on 3 day in rats with
burn injury compared with group 1, which indicated an
increase in synthetic processes in the nuclei of
cardiomyocytes against the background of dystrophic
changes that were detected histologically with a burninjury
(Fig. 4).
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and use of a physiological solution (Fig. 5).

10
9 In the case of a burn injury in group 4, we
§ established a significantly higher percentage of
E nuclei of cardiomyocytes in the S-phase: in 2
g times on 3 day of the experiment, in 1.5 and
% 1.35 times on 1 and 7 days of the experiment,
e H  EE——— U T T - respectively, compared to the animals in group
1day 3 day 7 day : A . .

1. The foregoing indicated an increase in the
¥ S-phase, 0,9 % NaCl 5,56 4,06 4,87 synthesis of DNA, which we considered as a

without burn injury . . .
= Sohase 0.9 % NaCl with compensatory-adaptive reaction, aimed at
P asi’ur; in‘}u; wi 8,42 7,96 6,57 restoring the mass of the damaged organ. In

m S-phase, 0,9 % NaCl without burn injury
M S-phase, 0,9 % NaCl with burn injury

Fig. 4. S-phase indices with the use of 0.9% NaCl solution in rats without

burn injury and after skin burn on 1, 3 and 7 days.

25
20
15

1 day 3 day
] 9 i
G2+M, 0,9 A.N‘aCI without 13,07 12,98
burn injury
o .
mG2+M,0,9 .A.NaCI with burn 7,65 9,78
injury
o N
IP, 0,9 % N?C.I without burn 18,63 17,04
injury
o X
IP, 0,9 % II\IE?CI with burn 16,07 17,74
injury

Fig. 5. Indicators of the interval G2M and the index of proliferation using
0.9% NaCl physiological solution in rats without burn injury and after skin

burnon 1, 3and 7 days.
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9,19
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animals of group 4 with burn injury, the interval
SUB-GO0G1 (apoptosis score) on the third and
seventh day of the experiment was in 2.19 and
1.55 times higher than that of animals of group
2 (p <0.05) (Fig. 6). Such a significant increase
in the DNA fragmentation of the nuclei of
cardiomyocytes, in our opinion, is the main
indicator of pathogenically induced apoptosis,
which, in the future, can lead to the development
of irreversible damage to cells.

In rats with burn injury, which were given
with a physiological solution, the percentage of
diploid cells with a set of chromosomes 2c was

6,21 only 2.45% higher in the first day of the

experiment, almost the same - on 3 day and
1.29% higher - on the seventh day of the
experiment comparatively with group 1.

This indicates slight fluctuations in the
percentage of nuclei that are in the range of
GO0-G1 and pass into the following phases of the
CC, which prepare the cell for division to
implement reparative regeneration. Larger values
of the index of the interval of SUB-GOG1 of
cardiomyocytes against the background of
thermal damage to the skin during the entire
observation time indicate a violation of the time
values of the cell cycle.

A higher percentage of diploid nuclei in
animals with burn injury and the introduction of
the physiological solution was combined with a

lower percentage of tetraploid - almost twice

(Fig. 7), which was reflected in an increase of

SUB-G0G1, 0,9 % NaCl without SUB-G0G1, 0,9 % NaCl with burn
burn injury injury
= 1 day 14,91 15,33
w3 day 11,41 25,06
7 day 14,25 22,04

the ratio 2c/4c, which was 10.97 against 6.22 in

Fig. 6. Indicators of the interval SUB-GOG1 with the use of a 0.9% NaCl
solution in rats without burn injury and after burning of skinon 1, 3and 7 days.

We observed a significantly lower percentage of nuclei
in the post-synthetic and mitotic phases (G2M interval) in
group 4, with the largest difference in group 1 (in 1.71
times) found on the first day of the experiment. At the same
time, the index of proliferation (IP - the sum of the indicators
of phases S and G2M) at that timewas also lower by 13,74%
(p <0.05), onthe 7 day - by 9.1%, which we considered as
a decrease the ability for reparative regeneration of
cardiomyocytes in response to their damage by burn injury

animals of group 1. The change in the ratio
between percentage 2c and 4c nuclei in this
case indicates an increase in the ability to
regenerate a damaged organ.

Discussion

Summarizing the results of the study, analyzing the
results and comparing them with the results of researchers
who studied post-mortem changes in other organs, we
can conclude that there is a possibility of violations of the
phases of the cell cycle of cardiomyocytes in later time
(14, 21 and 30 days) after burn injuries of skininrats [1, 3,
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90 18

16

I 14
12

88

86 I

10
84 8
I 6
82 I 4
2
80 0
78
76
G0G1, 0,9 % G0G1, 0,9 %
NaCl without NaCl with burn
burn injury injury
1 day 81,38 83,93 1 day
3 day 82,96 82,26 3 day
7 day 85,93 87,22 7 day
1 day 3day ®7day

Fig. 7. Indicators of the intervals GOG1, G2M and the ratio 2c/4c in the use of 2 0.9% NaCl solution in

rats without burn injury and after skin burn on 1, 3and 7 days.

6, 7, 9]. We did not find literary data on analogous studies of
the cardiomyocyte cell cycle in the long term after burn
infections of the skin. We can assume that in the remote
post-mortem period, the processes of myocardial
rehabilitation are carried out by increasing the synthesis of
cellular material against the background of amplification of
apoptosis of damaged cells. Despite the presence of views
on the protective role of apoptosis after thermal damage,
comparing the clinical data of other researchers and the
results obtained by us suggests that heart damage can occur
precisely on the background of amplification of apoptosis [4,
20, 21]. This may also indicate an increase in the S-phase,
set 7 days after the thermal trauma, which, in turn, indicates
a lack of cardiomyocyte reparation processes in the early

References

[1] Dzevulska, I. V., Kovalchuk, O. I., Cherkasov, E. V., Majewskyi,
0.Ye., Shevchuk, Yu. G., Pastukhova, V. A., & Kyselova, T.
M. (2018). Influence of lactoproteinum solution with sorbitol
ondnacontentof cells of endocrine glands on the background
of skin burnin rats. World of medicine and biology, 2(64),
033-039. doi:10.26724,/2079-8334-2018-2-64-33-39

[2] Osadchaya, O. I., Boyarskaya A. M. & Sheyman, B. S.
(2008). Effect of enterosorption on the content of pro- and
anti-inflammatory mediators in severe thermal trauma.
Internal Medicine, 3(16), 76-78.

[3] Ocheretna, N. P., Guminskiy, Yu. |., & Gunas, I. V. (2018).
Indicators of cell cycle and dnafragmentation of spleen cells
in early terms after thermal burns of skin on the background
of using "lactoprotein with sorbitol" or HAES-LX-5%. Bulletin
of scientific research, 1, 141-146. doi:10.11603/2415-
8798.2018.1.8627

stages of the burn injury.
ltisalsoimportant tonote
that a comparable
I increase inthe population
of cells with fragmented
nuclear DNA may
indicate an imbalance of
reparative processes in

thecardiacmuscle7 days
after the thermal loss. In
favor of the hypothesis of
i . the violation of reparative
Ratio Ratio .
G2+M, G2+M, processes in the myo-
09% 09% 2c/4c,  2c/4c, di indicates th
, , 09% 09 %p- car ium in .|ca es the
'_\isc' . N?ti' Nacl  w NaCl dynamics of indexes and
without |- wi without  with the block of proliferation
burn burn .
) ) burn burn recorded during the
injury injury S L .
Injury injury study. The foregoing
13,07 7,65 6,22 10,97 suggests that the
12,98 9,78 6,39 8,41 normalization of the
9,19 6,21 9,35 14,04 |eading indicators of the
cellular cycle of cardio-
lday ®3day W7day myocytes against the

background of burninjury
can occur only inthe long
term after burn injury.

In our opinion, a promising further study of
morphophysiological indicators of cardiac activity subject
to a thermal trauma and its adjustment with various infusion
drugs.

Conclusions

1. Infusion of 0.9% solution of NaCl, lactoproteinum
with sorbitol or HAES-LX-5% for 7 days in rats without skin
burns does not cause significant changes in cell cycle and
fragmentation of myocardial cell DNA.

2. The long-term, unregulated changes in the cell cycle
and its insufficiently effective normalization against the
background of the use of saline solution for 7 days after
burn injury to the skin have been determined.

[4] Archana, M., Bastian, Yogesh, T. L., & Kumaraswamy K.L.
(2013). Various methods available for detection of apoptotic
cells - areview. Indian Journal of Cancer, 50(3), 274-283.
doi:10.4103/0019-509X.118720

[5] Eick, B. G., & Denke, N. J. (2018). Resuscitative Strategies in
the Trauma Patient: The Past, the Present, and the Future. J
Trauma Nurs., 25(4), 254-263. doi:10.1097/
JTN.0000000000000383

[6] Gavryluk, A. O., Galunko, G. M., Chereshniuk, I. L., Tikholaz,
V. 0., Cherkasov, E. V., Dzevulska, I. V., & Kovalchuk O. I.
(2018). Indicators cell cycle and DNA fragmentationin cells
of small intestine mucosa 14, 21 and 30 days after skin
burns on the background of preliminary infusion of solution
lactoprotein with sorbitol or HAES-LX 5%. World of Medicine
and Biology, 1(63), 104-108 doi:10.26724/2079-8334-
2017-4-62-104-108

66

ISSN 1818-1295 elSSN 2616-6194

Reports of Morphology



Radoga R.V.

[7] Gavryluk, A. O., Gunas, I. V., Galunko, G. M., Chereshniuk, I.
L., &Lysenko, D. A. (2017). Indicators of the cell cycle and
fragmentation of DNA of cells of small intestinal mucosa
through 14, 21 and 30 days after burn skin damage on the
background of infusion of 0.9% NaCl solution. Biomedical
and Biosocial Anthropology, 29, 104-108. Retrieved from
https://bba-journal.com/index.php/journal/article/view/295

[8] Guillory, A. N., Clayton, R. P., Herndon, D. N., & Finnerty, C.
C. (2016). Cardiovascular Dysfunction Following Burn
Injury: WhatWe Have Learned from Rat and Mouse Models.
International journal of molecular sciences, 17(1), 53.
doi:10.3390/ijms17010053

[9] Gunas, |. V., Guminskiy, Yu. |., Ocheretna, N. P., Lysenko, D.
A., Kovalchuk, O. I., Dzevulska, I. V., & Cherkasov, E. V.
(2018). Indicators cell cycle and dna fragmentation of spleen
cells in early terms after thermal burns of skin at the
background of introduction 0.9% NaCl solution. World of
Medicine and Biology, 1(63), 116-120. doi: 10.26.724/2079-
8334-2018-1-63-116-120

[10] Hernekamp, J. F., Neubrech, F., Cordts, T., Schmidt, V. J.,
Kneser, U., & Kremer, T. (2016). Influences of
Macrohemodynamic  Conditions on Systemic
Microhemodynamic Changes in Burns. Annals of Plastic
Surgery, 77(5), 5283-528. doi:10.1097/
SAP.0000000000000868

[11]Hoesel, L. M., Niederbichler, A. D., Schaefer, J., Ipaktchi, K.
R., Gao, H., Rittirsch, D. ... Ward, P. A. (2007). C5a-blockade
improves burn-induced cardiac dysfunction. J Immunol.,
178(12), 7902-7910. doi: 10.4049/jimmunol.178.12.7902

[12] Jeschke, M. G., Chinkes, D. L., Finnerty, C. C., Kulp, G.,
Suman, O. E., Norbury, W.B., ... Herndon, D. N. (2008).
Pathophysiologic responseto severe burninjury. Ann. Surg.,
248(3), 387-401. doi:10.1097/SLA.0b013e318185624 1

[183] Korkmaz, H. 1., Ulrich, M. M. W., vanWieringen, W. N., Vlig,
M., Emmens, R. W., Meyer, K. W., ... Niessen, H. W. M.
(2017). The Local and Systemic Inflammatory Response in

NOKA3HUKWU KINITUHHOIoO UUKJY KAPAIOMIOUUTIB

aPig BurnWound Model With a Pivotal Role for Complement.
J Burn Care Res., 38(5), 796-806. doi:10.1097/
BCR.0000000000000486

[14] Laxenaire, M. C., Charpentier, C., & Feldman L. (1994).
Anaphylactoid reaction to colloid plasma substitutes: inci-
dence, risk factors, mechanisme. A French multicenter
prospective study. Ann. Fr. Anesth. Reanim., 13(3), 301-310.
PMID:7992937

[15] Ljunstrom, K. (2007). Colloid safety: fact andfiction. Ballieres
Clin. Anaesthesiol. 11(1). 163-177. doi:https://doi.org/
10.1016/S0950-3501(97)80010-4

[16] Nalos, M., Kholodniak, E., Smith, L., Orde, S., Ting, I.,
Slama, M., ... Huang, S. (2018). The comparative effects of
3% saline and 05M sodium lactate on cardiac function:a
randomised, crossover study involunteers. Critical Care and
Resuscitation, 20(2), 124-130. PubMed PMID: 29852851

[17]Regas, F. C., &Ehrlich, H. P. (1992). Elucidating the vascular
response to burns with a new rat model. J. Trauma, 32(5),
557-563. PMID: 1588642

[18] Ring, J., & Messmer, K. (1977). Incidence and severity of
anaphylactoidreactions to colloid volume substitutes. Lancet.,
1(8009), 446-469. PMID:65572

[19] Williams, F. N., Herndon, D. N., Suman, O. E., Lee, J. O.,
Norbury, W. B., Branski, L. K., ... Jeschke, M. G. (2011).
Changes in cardiac physiology after severe burn injury. J.
Burn Care Res., 32(2), 269-274. doi:10.1097/
BCR.0b013e31820aafcf

[20] Xie, Q., Ye, Z., Chen, L., Zhao, C., Ruan, Q., & Xie, W.
(2015). Expression of microRNA-126 in myocardial tissue
of rats in the early stage of severe burn injury andits relation
with myocardial damage. Chinese journal of burns, 31(5),
367-371. PMID:26714406

[21] Zhang, J. P.,Ying, X., Liang, W.Y., Luo, Z. H., Yang, Z. C.,
Huang, Y. S., & Wang, W. C. (2008). Apoptosis in cardiac
myocytes during the early stage after severe burn. J. Trauma,
65(2),401-408. doi: 10.1097/TA.0b013e31817cf732

B YMOBAX IH®Y3li KPOBO3AMIHHUKIB TA MPU

KOPEKLII EKCNEPUMEHTAJIbHOI OMIKOBOiI TPABMU 0,9% PO34YMHOM NACL

Panbora P.B.

3rigHo aaHnx BOO3, onikoBa TpaBma riocigae TpeTe MicLe cepes iHLmnx BUaiB TpasM. TepMidHa TpaBma - Lie He Ti/IbKU YILIKOOXKEHHS
LUKIPHUX MOKPUBIB, ane ¥ TPaBMaTu3aLlisi BCIX OpraHiB i CUCTEM OpraHiaMy BHaC/IiA0K CTPECOBOI peakuii CyanHHOI cuctemu 1a BriimBy
TOKCUYHUX MPOAYKTIB, SIKI HAAXOAATh (3 AiNISTHKU OMiKOBOro MOLKOAXEHHS. Y nepLuy 4epry Taki yLKOAXEHHS BranBalTh Ha
KapaiomiounTy Ta cyamHu MIiKpOLMPKYISTOPHOIO pycna cepus. MeTow Halioro AOC/iAXEHHS My 06pasin OLIHKY 3MiH MOKasHUKIB
KJITUHHOrO UMKJ1y KJITUH MIOKapAa JiBOro LLUJyHOYKa LypIiB B YMOBax iHQY3ii KpOBO3aMIHHUKIB Ta rpu KOPeKLii eKCriepumMeHTaabHOI
onikoBoi Tpasmu 0,9% posunHom NaCl. OnikoBy TpaBMy MOAENOBA/IN 38 METOAUKOI Regas Ta KateTepusyBasiv HUXKHIO MOPOXHUCTY
BEeHY [J151 BHYTPILLIHbOBEHHOI iH@Y3ii. [1ns iH@y3ii BukopucToBysamm HacTyrnHi po3unHu: 0,9% posunH NaCl, nakTonpoteiH 3 copbiTonom
(/lakTonporein-C) 1a konoigHo-rinepocmonspHnii po34nH HAES-LX-5%. [TpOTOYHY UMTOMETPIIO SAEPHOI CYyCreH3ii KapaiomiunTiB
JNIBOro LiyHo4Yka BUKOHyBaiv Ha 1, 3, Ta 7 400y ekcriepuMeHTy. CTaTUCTUYHUE aHasli3 OTpUMaHux pe3ybTaTiB npoBoAUIN 3a
aoromoroto nakety nporpam "STATISTICA 6.1". Pe3ynbtaty 34iFiCHEHOIro0 AOC/IAXEHHS] BKa3yrOTh Ha AOCUTL CTabi/ibHYy KapTUHY
MOKa3HUKIB KAITUHHOIO UMKy y KapaiomiounTax TBapuH 6e3 TEPMIYHOI TpaBmu 3 nepeBaxaHHsIM, 3 O4HIEI CTOPOHW, KJTITUH, LLO
nepebyBaiote y ¢asi GOG1, i npucyTHICTIO NeBHOro banaHcy Mix rpoLecamu yTBopeHHs saepHoi JHK i anontosy. 3MiHv nokasHuKIB
Gas KJAITUHHOroO UMKy KapaioMiounTiB Ha POHI OnikoBOI TpaBMu LUKIPU MPOTArOM YCbOIrO Yacy CriOCTEPexXeHHs BKasyloThb Ha
HEeKOpEeroBaHe, CTiViKe MoPYLLEeHHS1 Ta HEAOCTATHICTb ePeKTUBHOI HOPMasTi3aLii KT TUHHOO UMKITy Ha QOHI 3aCTOCYBaHHS @i3i0/10riYyHOro
PO34YUHY rPOTSrom 7 f4i6 ricsis ornikoBoi TpaBmMu LUKIPY.

Knio4oBi cnoBa: orikosa TpaBma, kaiTUHHUG Lk, Wypi, kapaiomiountu, 0,9% poduuH NaCl, naktonporeiH 3 copbitonom, HAES-
LX-5%.

MOKASATEJIN KJETOYHOIo UWUKJNA KAPAMOMMUOLUTOB B YCNOBUAX UHDPY3UU KPOBE3AMEHUTENEA U
NPU KOPPEKUWMWU 3KCNEPUMEHTA/IbHOM OXOroOBOWM TPABMbI 0,9% PACTBOPOM NACL

Papéra P.B.

CornacHo gaHHbiM BO3, oxoroBasi TpaBMa 3aHUMAaET TPETbLE MECTO CPEAN APYIrnX BUAOB TPaBM. Tepmuyeckas TpaBma - 370 HE
TOJIbKO MOBPEXAEHWNS KOXHbIX MOKPOBOB, HO 1 TpaBMarun3aumns BCeX opraHoB M CUCTEM OpraHu3Ma B pe3y/bTare CTPECCOBOV
peakunu COCyﬂMCTOﬁ cucTemsl v BO3,qeﬁCTBMﬂ TOKCUYECKUX MPOAYKTOB, MNMOCTYrNnarmLnX N3 y4actka OXXoroBoro noBpexaeHus. B
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rEPBYIO OYEPELDL TAKUE MMOBPEXAEHNS BNSIOT HA KapaANOMUOLNTbI M COCY.Abl MUKPOLIMPKYISITOPHOrO pycaa cepaua. Lensio Halero
ucc1e[0BaHnNsl Mbl BbiOPain OLEHKY N3MEHEHWE rokasaTeses KIeTo4YHOoro Unkaa KeTok Muokapaa 1eBOro Xeya04ka Kpbic B
YCJI0BUSIX UHQDY3MM KPOBE3AMEHUTENEVT U 1oy KOPPEKLMM IKCIIEPUMEHTAasIbHOU 0xoroBovi Tpasmsi 0,9% pacteopom NaCl. Oxorosyto
TpaBmMy MOAENPOBAIN 10 METoAuKe Regas v KaTeTepusnpoBasiv HUXHIOK MOJYI0 BEHY [J151 BHYTPUBEHHOU MHQY3unn. [ns nH@ysumn
ucrnonb3oBanu caeayoume pacreopsi. 0,9% pacreop NaCl, naktornporeuH ¢ copbutonom (JlaktonporenH-C) u KOanouMgHo-
runepocmonapHbivi pactBop HAES-LX-5%. [TpOTO4YHYIO LLMTOMETPUIO IAEPHOV CYCEeH3uN KapaANOMULNTOB JIEBOIrO Xeyao4ka
BbIMOHA/M Ha 1, 3, n 7 cyTku skcriepumeHTa. CTatnucTuYeckuil aHann3 roJly4eHHbIX Pel3ysibTaToB rpoBOANIN C MOMOLLbIO NnakeTta
nporpamm "STATISTICA 6.1". Pe3ynbtatsl npoBEeAEeHHOr 0 NCCAEeA0BaHNsl yKasblBaOT HA 4OCTaTOYHO CTabU/IbHYIO KapTUHY
rokasaresiesi KJ1IeTO4YHOro UuKa B KapaANOMUOLNTaxX XUBOTHbIX 6€3 TEPMUYECKOV TpaBMbl C r1peobianaHnemM, ¢ O4HOUM CTOPOHSI,
KnetTok, Haxoasawmuxcs B ¢pase GOG1, v npucyTCcTBueEM OrpeneseHHoro banaHca mMmexay rnpoleccamy obpasoBarHus sgepHoi JHK
v anonro3a. VIsMeHeHns rokasareneri ¢as KJ1eTO4HOro Unkaa KapanoMmounToB Ha GOHE OXOroBOVi TPaBMbl KOXU B TEYEHUE
BCero BpemeHu HabJlloAeHNs] yKa3blBalOT HA HEKOPPUrNpPOBaHHOE, CTOMKOE HapylleHne u He4OCTaTO4YHOCTb 3@ PEeKTUBHOM
HOPMann3aummn KJAeTOYHOro UmKIa Ha OHE NMPUMEHEHNS PU3NOIOrNYECKOro PacTBopa B TeYEHNE 7 AHEN r10C/1e OXOroBO TPaBMbl
KOXU.

KnioueBble CNoBa: 0xoroBasi TpaBmMa, K/1eTOYHbIN LMK/, KPbiCbl, kapanomuoumnTsl, 0,9% pactaop NaCl, nakTornpoTreunH ¢ copbuTosiom,
HAES-LX-5%.
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