METOAM | METOAUKU

© Moxun C.1., TopsHuk L.1., TumyeHko O.M., YurnpuHcbka H.A., Koctups LLA.

YAK 619:616-993.192:636.7

Moxun C.I., TopsHuk I.1., TumyeHko O.M., Yurupurcoka H.A., Koctups I.A.
NMPUCKOPEHUA METO[, NOABIMHOIO 3ABAPBJIEHHS1 MA3KIB KPOBI
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Po6oTa siBnsieTbcs dparMeHToOM MOTOYHOI HayKOBO-
nocnigHoi TemaTtukn: «Po3pobka meTtoniB nabopatop-
HOi piarHocTukn 6abesiolda», KM Ne gepx. peecTpadii
0114U000242, IHB. Ne HAMH 116/2014.

Betyn. CyyacHi uMTONOrivyHi AOCNIAXEHHs remona-
pasuTapHMx 3axBoptoBaHb (y TOMy 4yuchi, i 6abesinHoi
iHpekuii) BUMaraloTb Bif, HAYKOBLLB AMHAMIYHUX MOLLY-
KiB HOBMX Ta BAOCKOHANIEHHS iCHYIOUYNX METOAIB SAKICHOI
Ta [OCTynHoi ekcnpec-giarHoctnku [1,2,3,4]. Cepeg
OCTaHHiIX Barome Micle nocigalTb pisHoBMAM cnocobis
3adapbneHHs 3paskiB (KpoBi, niMmdu, knay-npenaparTis),
KOMMJIEKCHE MOEAHAHHS B HUX KNACUYHUX METOAMUK (Ha-
LapyBaHHs BiOMUX Ta NepeBipeHnx 6apBHUKIB).

MeTta po6oTu. Konektneom aBTOpiB NPOMOHYETLCH
3aCTOCOBYBATM Yy LUMTOJIONIYHIA fOjiarHOCTULi remornapa-
3UTAPHMX 3axBOPIOBAHb SIKICHUA KOHTPACTHWIA, O0BOAI
LOCTYMNHUI Ta NOKa30BUI METOL, EKCNPEC-AjarHOCTUKM i3
3aCTOCYBaHHSAM HallapyBaHHA AiaMaHTOBOrO 3e/1eHOrO0.

006’ekT i MmeToau pocnigXeHHda. MaTepianomMm ao-
CNiLKEHHS CTanyM MasKu KPOBi CBIiNCbkux cobak (n=21)
o6ox cTareit, BikoM Big 1,5 0 6 poKiB, KIiHIY4HO XBOPUX
Ha 6abesio3 (Babesia canis). iarHo3 BCTaHOBNIOBABCS
3a YMOB BETEPUHAPHOIO KOHTPOJIIO NPOodinbHUX creLija-
nicTiB «LLeHTpy kniHiYHOI BeTepuHapii», M. XapkiB. 3a ons
YTOYHEHHS aiarHo3y 3actocoByBann MMJ1P y KOXHOMY i3
nigo3pinmx sBunagkis. CnocTepexeHHs 3a XBOPMMU TBa-
puHamu BigbyBanock npotarom 1,5-2-x micauis, enizo-
TOJNIOrYHO aKkTyanbHUX ANs 3ragaHoi xBopobu [5]. OTpu-
MaHi npenapaTtn NopiBHIOBANM i3 iIHTAKTHUM KOHTPOJIEM.
Ponb octaHHbOro Bigirpasana rpyna KiiHiHHO 300POBUX
0COOVH BignoBioHMX Biky i cTaTi. KpoB ons gocnigxkeHb
Opanu i3 nepndepnyHnx CyamH Byxa, KiH4MKa XBOCTa
abo 3 BeHN. MicLe 3abopy KpOBi aenintosanu, NnpoTupa-
am 70 % etunosum cnuptom abo cnupT-edipom. Byxo
YM KiHYMK XBOCTa Hazpizanu, pobunu BeHenyHkujlo. 3a
ons ob6’ekTuBiIsauii gocnigkeHHs Opanu nvwe nepuly
Kpans KpoBi, 3aBOINbLLUKA 3 NPOCAHE 3€pPHO, HAHOCU-
N i Ha KiHEeLb 3HEXMPEHOro npegmMeTHOro ckna. Masku
BUrOTOBNSANN pebpoM LwnipoBaHOro Cka, BUCYLLYBaANu
Ha nosiTpi, mapkyBanu, ¢ikcysann. MeTtoamka cknapa-
naceb i3 ABOX NOCTynoBux eTanis. [epwuin nonaras y 3a-
dapbneHHi Ma3kiB KpoBi TBapUH 3a MaliH-IploHBanbOOM
y mogudikauii. HactynHuin nony4aB aBTOPCbKMiA Nigxia,
wo 6GasdyBaBCs Ha KOPOTKOTPUBASIOMY HAHECEHHi/ Ha-
LwiapyBaHHi (2-3 ¢) 5% po34yMHy AiaMaHTOBOro 3e/1eHOr0
Ha nonepeaHbo 3abapBneHnii Ta BUCYLUEHUA (2-3 xB.)
nig CTPYMOM Cyxoro Teruioro nosiTps (dpeH nobyTo-
Buin, dipmn «Samsung», Kopest) npenapat. OTpumaHuin
y Takuin crnocié 3pa3ok TepMIHOBO 3MumBanu nig, cTpy-
MOM MPOTO4YHOI BOAM, BUCYLLYBaNU, 9K y NonepegHboMy
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BUMAZKy, aHanidyBann y JIIOMIHECLLEHTHOMY MiKpOCKOni
x1350. Pesynbrat oujiHOBan cymapHo.

YTpUMaHHS TBapuH Ta €KCNePUMEHTN NPOBOANINCS
BiZNOBIAHO A0 NOMOXEHb «EBPONENCbKOI KOHBEHLLi MPo
3axMcT XpebeTHNX TBapWH, fKi BUKOPUCTOBYIOTLCS A1
eKCrnepuMeHTIB Ta iHWKWX HaykoBux uinen» (Ctpacoypr,
2005), «3aranbHNX €TUYHUX MPUHLUMUMNIB EKCMEPUMEHTIB
Ha TBapuHax», yxsaneHux [T aTmm HauioHanbHM KOHrpe-
com 3 6ioeTukn (Kuis, 2013).

Pesynbratu pocnigkeHb Ta X OOroBOpPEeHHS.
Y pesynbrati gocnigkeHHs Oyno BCTAHOBEHO, O 3a-
CTOCOBaHWUIM MeToA 3abapBneHHs Ma3kKiB KPOBi 340POBUX
Ta XBOpUX Ha 6abegiliHy iHDEKLio CBIICbKMX cobak Mae
neBHi nepesarn. BiH npocTuin, He TPYAOMICTKUIA, HEBU-
6arnMBMin Ta HETPUBANWIA y 34iMCHEHHI, WO Hagae nep-
CNEKTUBM 3aCTOCYBAHHSA OCTAHHLOMO Y NMOJIbOBUX YMOBaXx
ekcneguuin, Towo. Meton 4OCTYrNHUM 32 CBOEIO LLIHOBOO
MONITUKOIO, IHFPEdIEHTN aKTUBHO BXMBAKOTLCH Y AOCHIA-
HUUbKIN NPaKTULj YKPAIHCbKMMW HAyKOBLSIMU, LUMPOKO
npencTaBeHi Ha BiITYN3HAHOMY PUHKY. HasiBHICTb KOHTP-
aCTHMX 32 KOJIbOPOBUM criekTpoM ¢apb cnpusie LinicHo-
MY YCBiIOOMJIEHHIO MOPMOJIOriYHOro CIOXeTy 3MiH y [0-
CNigKeHNX TKaHUHax.

3 TeXHIYHOI TOYKN 30pY, ICHYIOTb XapakTepHi npueadu
4iTKOI Bi3yanisauii y CTPYKTYypHin amdepeHujauii aaep,
uMTOMNNIa3MaTUYHNX KOMMOHEHTIB, MeMbpaHu. 3a ymMoB
aHanizy npenapariB KPOBi (Ma3ku), LLLO Hanexanu KOHTp-
OJIbHMM TBapuHaM Bpaxkann BUPA3HICTb Ta HACUYEHICTb
3a6apBeHHS KNITUH KPOBI, YiTKICTb MeXi KOXHOI i3 HuX,
Bi[ICYTHICTb PO3MUTOCTI Y KOHTYpax. EputpountapHi kni-
TUHW Manu SCKpaBnin cMaparfoBuii Konip, No3Havanncb
Kpyrnot ¢$opMOI0 Ta HasIBHICTIO MPOCBITNIEHb Y LEHTPI
(avckoumnTun). Jobpe pPO3PISHANNCH MOOOMHOKI Ccamxi
(n=0-2 y noni 30py npenapary), BUSHAYEHHS iXHbOI Yu-
CeNbHOCTI He cTaHoBuna npobnemu. Lintonnasma neii-
KOUMTIB BiApi3HANachb Cipo-3eneHnm, sapa-6ypskoBuM
BigTiHKaMKW. paHynu mManm HaCUYEHUI KOMIp BLUEPTL OO0
TEMHO-CUHBOI0, YOPHOro0. BHYTPILWHBOKAITUHHI KOMMO-
HEHTW Bi3yani3oBaHi, ixHsa audepeHuiauis-6e3nepeyna.

Y pasi cnoctepexeHHs 3a ypaXeHUMU KIiTMHaMun
AKICHI XxapakTepucTukn 6apB 3anuwanncb HeE3MIHHUMN.
EputpounTtn — cmMapargoBoro KOnbopy, 3 YiTKO Mo3Ha-
YEHOK MeXelo, MOMITHUMW 3MiHaMM MOBEPXHEBOIO ap-
XITEKTOHIKM (exiHO-, Aakpio-, cToMaro-, oBaso-, MiKpo-
chepountn, >=7-11y noni 3opy). MNorikinounTosd gosoni
BUpasHuii y 60% npenapartis, aHisounto3 — y 25%. Pe-
HOMEH YTBOPEHHS «MOHETHUX CTOBMYMKIB>» BiNbLLl MOLIN-
PEHNI, HXX Y KOHTPOJIi. BHYTPILLHBOKITUHHI BKTIOYEHHSA
Oy3KOBOro, 4epBOHO-(dIaNKOBOro KOMbOPIB. XapakTep
3a6apBieHHs  NeMKoOUMTapHOT nonynsauii  He3MiHHUNA.
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Y pekinbkox Bunagkax (n=4) y 6e3nocepepnHiin 6nm13b-
KOCTi 4O epUTPOLMTIB CNOCTEPIrann YNCENbHI CKYNMYEeHHS
TpomMboumuTapHUx nNnactuH (2=8-13 y noni 3opy). BoHn

npenaparis, SKiCHOMY 306PaXeHHIO rONTOBHUX ENEMEHTIB
KNITUHHWX CTPYKTYP Ta BHYTPILUHbOKNITUHHUX BK/IOYEHb.
BucHoBku. 3asBneHunii cnocié noagiiHoro 3abaps-

3a6apBnioBaINCh Y MaNMHOBUI KON, iXHI rpaHynn (pisHi
3a GopmMOoto Ta po3Mipamu, BigNOBIAHO CTYMNEHIO 3PiNoCTi
TPOMOOUUTIB) BiAPI3HANNCb TEMHO-CUHIM BiATIHKOM.
BussneHi peHomMeHn NoB’a3yBasnu i3 BUPasHUMU af-
CcopOUuiiHNMM BNacTMBOCTAMU 3asiBNIEHNX GApBHUKIB Ha
TN NOrNMHAKY0I 30aTHOCTI KNITUH KPOBI (32 TUMNOJOTiEto —
CMOJTYYHOTKa@HWHHI) Ta pe3ynbTaTtoM CymMaLlii KOJIibOPOBO-
ro cnektpy [6,7]. Ckpi3dHa amndysia XiMiYHUX CKNanoBUX,
3acTocoBaHux GapBHUKIB, cripusana y BiaTepMiHOBaHU
nepion, CnocTepexeHHs1 JOBroTpUBaioMy 306epeXeHHI0

JIeHHA Ma3KiB KpPOBi 3 HallapyBaHHSM [iaMaHTOBOIro
3€/IEHOr0 € SKICHMM, €KOHOMIYHO BUTIOHUM, TEXHIYHO
OOCTYNMHUM MEeTOAOM €eKcrnpec-AiarHOCTUKM remonapa-
3UTapHUX 3aXBOPIOBaHb, Ha KLUTaNT 6abesioay.
MepcnekTnem nopganbLUMX A0CAIAXKEHb MONSAraloTb
y LWMPOKOMY 3aCTOCYyBaHHi ekcnpec-MeToay noasiitHoro
3abapBneHHs Ma3kiB KPOBi 3 HALLAPYBaHHSAM fiaMaHTO-
BOro 3efIeHOro 3a Ans NigBuULLLEHHS ePEKTUBHOCTI LUTO-
JIOFiYHOT AiarHOCTMKM remonapas3uTapHnX XBopoo.
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NPUCKOPEHUA METO/, NOABINHOIO 3AEAPBJIEHHA MA3KIB KPOBI 3 HALUAPYBAHHAM OIAMAHTO-
BOIro 3eJIEHOIo

Moxun C.1., TopsaHuk I.1., TumuyeHko O.M., YurupuHcbeka H.A., Koctupsa L. A.

Pestome. Y npeactasneHii poboTi MicTUTbCS iHpopMaLisa oo npedepeHLin NPUCKOPEHOro KOHTPACTHOro Me-
ToAy noAaginHoOro 3adapbneHHs Ma3kiB KPOBI LLNSXOM HallapyBaHHs 5% AiaMaHTOBOro 3e51eHOro Ha nonepeaHbLo 3a-
GapsneHuii (3a MaiiH-IproHBanbAoM) npenapart. Y A0CiAXKeHHi 3aCTOCOBYBaiacb XxpecTomartinHy metoauky. Kpos Big-
6Gupanu Bif, 3L0pOBUX CBIilicbkux cobak (n=7) ob6oe cTarti, Bikom Big, 1,5 00 6 pokiB Ta 0COOMH 3 K/iHIYHO BCTAHOBIEHOO
6abesiiiHoto iHdekLieto (n=21). Y 3paskax BU3Ha4anmn HasiBHIiCTb Y BiACYTHICTb 30yAHVKIB (Babesia canis); xapaktepHe
05 3as1BNIEHOro CNocoOy 4iTke, KOHTPACTHE 3ab6apBIEHHS KITITUH KPOBI Ta iXHiX OpraHen (epuTpoumnTn-aCcKpaBoro cMa-
pargoBOro KOnbopy, sapa NenkounTiB-0ypsikoBOro, umTonaasma cipo-3eaeHoro BiaTiHKy). MeToaonoriyHnin ceHe 3a-
OapBneHHs npenapartiB came y Takuii cnocid nonsiraB y Moro NpPoCTOoTi i AOCTYNHOCTI, HU3bKOTPUBANOCTI Ta A0BOJIi BU-
COKili AIKOCTi CBITNOONTUYHOI AjarHOCTUKM remonapa3uTapHnx XBopoo, Ha KLTanT, 6abes3io3y. 3anponoHoBaHWI crocio
noABiHOro 3ab6apBfieHHs1 Ma3kiB KPOBi PEKOMEH0BAHO [0 NPaKTUYHOIO 3aCTOCYBAHHS.

KnioyoBi cnoBa: ma3ku KpoBi, NoABiiHe 3a6apBfIEHHs HALLapyBaHHSAM, AiaMaHTOBWI 3eneHuiA, CBINCbKi cobaku,
6abesios.
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YCKOPEHHbI METOZ, ABOMHON PACLBETKN MA3KOB KPOBU C HAC/NTOEHUEM BPUJIJIMAHTOBOIO
3EJIEHOIo

Moxun C.WU., TopaHuk U.U., TumuyeHko O.M., YurupuHckasa H.A., Koctups |.A.

Pesome. B npeacrtaBneHHo paboTe coaepXuTcs nHopmaums, OTHOCUTENbHO nNpedepeHumin, npegocTaBns-
€MbIX YCKOPEHHbIM KOHTPACTHLIM METOLOM [ABOIHOM OKpacky Ma3KoB KPOBM MYTEM HacNoeHus 5 % 6punnnaHToBo-
ro 3e/1eHOro0 Ha Npexae okpalleHHbI (no MaliH-IploHBanbay) npenapat. B paboTe 1cnonb30Banv xpecToMaTUinHyo
MeToanky. KpoBb oTOMpann y 300poBbix cobak (aomalluHux nutoMueB), n=7 oboero nona, B Bo3pacte ot 1,5 0o 6 ner,
a Tak xe ocobeli ¢ KIMHNYECKN YyCTaHOBNEHHOW Babe3no3Hon nHdekumen (n=21). B obpasuax onpenensnu Hanm-
yne/oTcyTcTBME BO3OyamnTens (Babesia canis); xapakTepHylo 05 3asBNeHOro cnocoba Y4eTkyld KOHTPaCTHYO okpa-
CKY KNeTOK KPOBU, X OpraHenn (3puTpoLnTbl — SPKO-U3yMPYLAHOro useTa, 4pa NenkounToB — KPacHO-(GNoneToBoro,
uMToniaa3mMa — Cepo-3e/IeHOroro oTTeHka). Metogonormyeckas CyTb OKpacku npenaparoB MMEHHO 3TUM CNoco60M
cocTosina B ero npocToTe 1 AOCTYNHOCTU, KPATKOBPEMEHHOCTM N AOCTATOYHO BBICOKOM Ka4eCTBE CBETOOMTUYECKOMN
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[MarHoCTUKe remonapasvTapHbIx 3a00neBaHnin, Takux kak 6abe3nos. NMpennoxeHHbIi CNOcob ABOMHO OKpaCKy Mas-
KOB KPOBW PEKOMEHA0BAH K MPakTUYeCKoOMy NPUMEHEHMIO.

KnioueBble cnoBa: Ma3ku KpOBU, BOMHAA OKpacka HaCNoeHNEM, OPUININAHTOBbIV 3eNeHblii, foMallHWe cobaku,
6abe3nos.
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Express Method of Blood Smears Double Twice Contrastation with a Layer of Brilliant Green

Pokhil S.1.,Torianik I.1., Tymchenko O.M., Chygyrynska N.A., Kostyria |.A.

Abstract. /Introduction. Babesiosis is a zoonotic disease transmitted ticks and caused by protozon of the genus
Babesia, which invade and destory erythrocytes and endotheliocytes roof of blood vessels. Babes discovered the
organism in Romania in 1888 while studying cattle dying with fever and hemoglobinuria. The first documented case
of babesiosis in humans was in 1957.The disease is characterized by sings of malaise, inappetence, fever, hemolytic
anemia.

Materials and methods. The objects of this investigations are the control domestic dogs (>=7) of the 1,5-6-year-old
and such paterns, which were with the babesious infection (>=21). For all of examinational animals groups were used
macroscopic and hystological methods. Microscopic examination was carried out in a traditional way. Preparations of
the material were fixed in spiritus vini rectiphicatus (96 %) during 25-40 min. Blood smears were contrasted by Main-
Grunwalds, analysed under a microscope LOMU (LOMO, Russia): x 1350; 1000 and photographed with a digital camera
«Canon EOS-3000».

Results of the study. As the result of the study it was revealed that the used technique of blood smear staining in
healthy domestic dogs and those ill with Babesia infection had certain advantages. This method is simple, undemanding,
short-term and not labour-consuming; these features make it promising for use in field conditions of expeditions, etc.
The method is reasonable for its pricing; the ingredients are actively used in research practice by Ukrainian scientists and
widely represented on the domestic market. The presence of stains, which contrast by their colour spectrum, facilitates
the integral awareness of the morphological plot of changes in studied tissues. From the technical viewpoint there are
typical appeals of clear visualization in the structural differentiation of nuclei, cytoplasmic components and membrane.
In conditions of analysis of blood preparations (smears), which belonged to control animals, the expressiveness and
saturation of staining of blood cells, well-outlined borders of each of them and absence of any blur in their contours were
striking. Erythrocytes were bright emerald green, characterized by a round shape and presence of clarification in their
centre (discocytes). Single sajes were well discerned (n = 0-2 in the field of vision of the preparation); determination
of their quantity was not a problem. The cytoplasm of leukocytes was notable for its gray-green and the nuclei for
their wine red tints. The colour of the granules was saturated, up to dark blue and black. The intracellular components
were visualized, their differentiation was obvious. In case of observation of affected cells the qualitative properties of
the stains remained unchanged. Erythrocytes were emerald green, with a well-outlined border and evident changes
of the superficial architectonics (echino-, dacryo-, stomato-. ovalo- and microspherocytes; > = 7-11 in the field of
vision). Poikilocytosis was rather strongly pronounced in 60 % of preparations, anisocytosis in 25 %. The phenomenon
of formation of «coin columns» was more widespread than in controls. The intracellular inclusions were lilac and red-
violet. The character of colour of the leukocyte population did not change. Some cases (n = 4) demonstrated numerous
aggregations of thrombocytes (2. = 8-13 in the field of vision) in the immediate proximity to erythrocytes. These blood
platelets were crimson, their granules (with different shape and size according to the degree of thrombocyte maturity)
were notable for their dark blue tint. The revealed phenomena were attributed to pronounced adsorptive properties
of the above stains against a background of absorptive ability of blood cells (connective-tissue ones according to
typology) and the result of summation of the colour spectrum. Through diffusion of chemical components of the used
stains facilitated long-term preservation of the preparations within the established period of observation as well as
qualitative representation of major elements of cell structures and intracellular inclusions.

Conclusions: the declared technique of double staining of blood smears with a layer of brilliant green is a qualitative,
economically sound and technically available method of rapid diagnosis of haemoparasitic diseases like babesiosis.

Keywords: blood smears, twice contrastation, brilliant green, domestic dogs, babesiosis.
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