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Pedepar:

1. Inceprarnist npucBsYeHa po3pooLii iMyHOEH3MMHOTO AiarHOCTUKYMY [J1s1 BU3Ha4eHHs piBHs 250HD y cupoBarii
KPOBI 3 METOIO XapaKTEPUCTUKY BiTaMiH D-CcTaTyCy opraHiamy 3a HU3KM [1aTOJIOTIYHUX CTaHIB, 30KpeMa LIyKpOBOTO
niabety 1 tumy. [y reHepyBaHHS [10JIiKJIOHAJILHUX aHTUTIJI B OPTaHi3Mi KpoJIiB 6yJI0 CHHTE30BaHO KOH'Iorat
250HD3 3 remonjianinom mostocka (KLH) 3a gonomororo moaugikosaHoro kapboguiminHoro metony. Kor'roratu
0yJI0 OXapaKTEPU30BAaHO METOAAMU reJib-(inbTpalii Ta TOHKomapoBoi xpomarorpadii. [Tics iMyHi3yBaHHS, ¥
CHPOBATLi KPOBi KPOJIiB 6yJI0 BU3HAYeHO TUTP creundivaux antutin 1o 250HD, mo cranosus 1:10000. 3 meToio
KOHLIEHTPYBaHHS aHTUTLJI IPOBOJIMJIN iX BU~COJIIOBAaHHSI 32 JOIIOMOrolo cyabdarty amoHito (NH4)2504). [l
KOHCTPYIOBaHHS IMyHOZIiaTHOCTUKYMY IIPOBOJMIIM Mif6ip KOHLEHTpallil KOHKypytouoro arenra — 250HD3-LC-
6i0THHY, sIKa CTAaHOBWJIA 5 HT/MJI. BaslilyBaHHSI CTBOPEHOI T€CT-CUCTEMU NIPOBOJIMAJIN 32 HU3KOIO XapaKTEPUCTHUK:
OyJ10 T06YLOBAHO CTAaHIAPTHY Kaldi6pyBajibHYy KPUBY Y [ialla30Hi KOHLeHTpalii kani6paTopis 250HD3 0-150



HT' /MJI; BUBHAYE€HO JIIMIT I€TEKTYBaHH4 (2,3 HT /MJI) Ta KiJIbKiCHAM JIMIT (6,9 HI /MJ1); TOKa3aHO BiICYTHICTb
«MaTpU4YHOTO» edeKTy reMoryuobiny, 6inipybiHy Ta TpraLUIrIlilepoJiiB Ha IPOBeLeHHs aHali3y; BU3Ha4YeHo Intra
CV ta Inter CV, mo sexartsb y Mexxax ponyctumux 10%; mpogeMOHCTPOBAHO, IO [TEPEXPECHA PEAKTUBHICTb CUCTEMU
3 iHmKrMu MeTtabositamu Bitaminy D He nepesuiyBas 10%. OTxe, CTBOPEHUN AiarHOCTUKYM MOXXE OYTH
BUKOPUCTAHMU AJ1g Bu3HayeHHs1 250HD y ceposoriynux 3pa3kax. [Ioka3aHo, 0 pO3BUTOK €KCIIEPUMEHTAILHOTO
LIyKpOBOTO 1iabeTy 1 TUIly CyIpOBOIKY€ETHCSI 3HAYHUM 3HIDKEHHSIM BMicTy 250HD y cupoBaTlli KpoBi TBapuH, 1110
IIPU3BOJUTH /10 IOPYLIEHHS CUHTE3Y KJII0YOBUX €JIEMEHTIB BiTaMiH D-eHIOKpUHHOI CUCTEMU Y HAPKaX, IIeviHIl,
KiCTKOBIll TKAHMHI Ta KiCTKOBOMY MO3KY. BiTHOBJIEHHSI 326€311€4€HOCTi OpraHi3My eKCIIepUMEHTAIbHUX TBAPUH
BiTamiHOM D cripusie KoperyBaHHIO [TOpylleHb 06MiHy BiTaMiHy D Ta VDR-oIocepeikoBaHOTO KIiTUHHOTO

CUTHaI0BaHH 32 yyacTio 10,25(0OH)2D.

2. The thesis is devoted to the development of an immunoenzyme test-system for 250HD determining in serum
for the purpose of characterizing the vitamin D status of the body in a number of pathological conditions, in
particular, Type 1 diabetes mellitus. To generate polyclonal antibodies in the rabbits, the 250HD3 conjugate with
keyhole limpet hemocyanin (KLH) was synthesized using a modified carbodiimide method. The conjugates were
characterized by gel-filtration and thin-layer chromatography methods. After immunization, in the serum of
rabbits, the titer of specific antibodies to 250HD was 1:10000. In order to concentrate the antibodies, they were
salted out with ammonium sulfate (NH4)2SO4). To construct an immunoassay, the concentration of the competing
agent - 250HD3-LC-biotin 5 ng/ml, was selected. Validation of the created test-system was carried out according
to a number of characteristics: a standard calibration curve was constructed in the range of concentrations of
calibrators 250HD3 0-150 ng/ml; detection limit (2.3 ng/ml) and quantitative limit (6.9 ng/ml) were determined;
the absence of a "matrix effect" of hemoglobin, bilirubin, and triacylglycerol for analysis was shown; Intra CV and
Inter CV defined within the permissible 10%,; it has been shown that the cross-reactivity of the system with other
metabolites of vitamin D did not exceed 10%. Consequently, the created immunoenzyme test-system can be used
to detect 250HD in serological samples. It has been shown that the development of experimental Type 1 diabetes is
accompanied by a significant decrease in the content of 250HD in experimental animal serum, which leads to
disturbances of the synthesis of key elements of the vitamin D-endocrine system in the kidneys, liver, bone
marrow and bone marrow. Normalization of vitamin D level in diabetic animals contributes to the correction of
vitamin D metabolism and VDR-mediated cell signaling involving 10,25(OH)2D.
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