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2. Anticancer and immuno-biologic properties of the xenogeneic embryo proteins (experimental research).

Pedepar:

1. lnceprauist IpUCBA4Y€HA BUBYEHHIO MOKJIMBOCTI 3aCTOCYBaHHS €MOPiOHAIbHUX IIPOTEiHIB KYPKHU B SIKOCTI
CKJIA/IOBO] 7151 KOHCTPYIOBAHHS KCEHOT€HHUX ITPOTUITYXJIMHHUX BaKMH. OTPMMaHO €KCTPAKT eMOPiOHaIbHUX
nporeinis Kypku (ETIK), no ckiagy sikoro BXoasiTb MaTpUKCHa MeTasnonpoteidasa 2 i VEGF. CupoBaTku KpoBi Mullein
3 pakom Epzixa (PE), capkomoto 37 (C37), kapiimHomoto JiereHi JIptoic (KJIJI) Ta menanomoro B-16 MicTsATh aHTHUTINA,
gKi nepexpecHo pearyoTs 3 ETIK. Bcranossneno, mo ETIK He MaloTh TOKCMYHOTO BILJIMBY HAa OPraHi3M MUILEHN JliHii
C57Bl Ta Balb /c Ta ingykyioTs yrBopeHHs EINK-crneuudiynux IgG, siki nepexpecHo pearyoTs 3 aHtTureHamu PE,
KJIJI, mennanomu B-16, ane He C37. Ha mogensax KJLJI ta PE npogemoncTpoBano, wo EIIK Mae npoTunyxavmHHUN
eeKT 5K IpU iMyHi3alii 10 nepelenyeHHs NyxJMHY, TaK i IpY BBeIEHHI Ha TJIi MyXJIMHHOTO POCTY.

MakcumanpHU aHTUMEeTaCcTaTUYHUN eeKT OTpUMaHoO Ipy imyHizauii nmicsst Bupanenns nyxiaunu KJIJI - ingekc



iHribyBaHHs MeTacTa3yBaHHs focsaras 96,9% Tta 97,8%, BinnosinHo, Ha 18 Ta 34 106y miciisa BULajeHHs yxJIuHU. Y
muueit 3 C37, He3aleXXHO Bif cxemMu iMyHizalii, JOCTOBIpHOTO MPOTUITYXJIMHHOTO e(eKTy He CIIoCTepiraiy.
HocmigkeHo imyHosoriyHi mexaHizmu aii EITK y mumeii 3 KJIJI ta PE i BCTaHOBJIEHO iX 3a/1€XKHICTD Bif ricTOreHe3y
NyXJIMHU Ta CXeMM iMyHi3anii. [Tokazano, mo B iMmyHizoBaHux mumien 3 KJIJI BBegenns EIIK BriMBae B OCHOBHOMY
Ha jiMmdouuTu cneundivyHoi Ta HecnienudivyHoi KIiTMHHOI iMyHHOI Binnosizi. [Tpu imyHizanii mumei 3 PE BinMideHO
BryB EINK Ha akTUBHICTL MakpodariB Ta r'yMOpaJibHi iMyHHi peakiii.

2. The thesis presents the results of experimental investigation into the toxic, immuno-biologic and anticancer
effects of the xenogeneic embryo proteins and explores the possibilities for utilizing chicken embryo proteins as a
component of xenogeneic cancer vaccines. Chicken embryo proteins (CEP) were extracted from 7-days embryos
with the 0.1% EDTA solution. Blood serum of unimmunized mice bearing Lewis Lung Carcinoma (LLC), Ehrlich
Carcinoma (EC), melanoma B-16 or sarcoma 37 (S37) cross-reacted with the CEP in ELISA. It indicates that CEP
solution contains similar antigens. The zymography of the CEP showed that it contained MMP-2 (zymogene and
active forms). The ELISA proved that it included VEGF too. The application of the CEP did not cause toxic effect,
what was studied by blood analysis, body weight and the percentage of viable immune cells. The CEP immunization
of intact C57Bl or Balb/c mice induced CEP-specific IgG, which were able to cross-react with LLC, EC or
melanoma B-16 but not with S37 antigens. It was shown that immunization with the CEP had an anticancer effect.
Applied before the tumor cells injection, the CEP elicited tumor growth delay (p<0.05 and p=0.07 in the case of LLC
and EC, respectively), but it was inefficient in the case of S37. Different schedules of immunizations after tumor
challenge were tested in order to choose the most efficient one. It was shown that the most significant anticancer
effects appeared when immunization started shortly after the tumor challenge, but the most efficient schedules
differed depending on the experimental tumor. In the case of EC, 50% tumor growth inhibition (p<0.05, days 13-16
of tumor growth) was reached when the immunizations was performed on day 2, 5 and 8 after the tumor
transplantation. For LLC model, tumor growth inhibition by 53% (p<0.05, day 14) and metastases inhibition index of
77% was reached when the immunizations was done on day 1, 7 and 14 after the tumor challenge. A potent and
long-lasting antimetastatic effect was reached, when the CEP was applied after the LLC tumor surgical removal.
The indices of metastases inhibition, compared to the control mice, which underwent only surgery, reached 96.9%
and 97.8% on days 18 and 34 after the tumor removal respectively. When applied to mice bearing S37
(independently on the immunization scheme), the CEP was not able to influence tumor growth. Immune effects of
CEP application to LLC- or EC-bearing mice were different. For the LLC model, CEP application elicited both NK
and CTL activation: compared to the untreated tumor-bearing mice, NK cytotoxic activity (CTA) of immunized
mice was by 61.5% higher on day 7 after the tumor challenge (p<0.05); lymphocyte proliferation induced with the
antigens of LLC cells was by 94.4, 49.7, and 163.4% higher on day 14, 21 and 28 respectively; antibody-dependent
lymphocytes CTA was 388.9, 114.0 and 246.5% higher on day 14, 21 and 28 respectively. In the immunized group, the
increase in NK CTA coincided with the sharp IFN-no increase in blood serum. Immunization with the CEP after
surgical LLC removal protected NK from surgery-induced down-regulation in an early postoperative period (day 7)
and increased spontaneous lymphocytes blast-transformation (day 7-21). Applied to EC-bearing mice, the CEP
elicited antibodies production, macrophages’ (Mph’s) direct and antibodies-dependent CTA. The Mph’s CTA and
antibodies-dependent CTA were significantly increased in immunized mice on day 7. The number of antibodies-
producing immunized mice as well as the level of CEP-specific antibodies was higher (p<0.05) than that in the
control nonimmunized group on day 21-28. Moreover, immunization with CEP had protecting effects on the
immune system of mice. On day 28 of the tumor growth in the immunized mice only Mph'’s antibodies-dependent
CTA was significantly suppressed. On the other hand, in the control nonimmunized EC-bearing group significant
suppression of immune cells functions started on day 14 of the tumor growth and was constantly ameliorating
towards the last time point observation. In this group, the suppression of almost all immune cells functions (Mph's
CTA, Mph’s antibodies-dependent CTA, NK CTA, lymphocyte’s antibodies-dependent CTA) was accompanied by
continuous increase of circulating immune complexes and IL-10 in blood serum.
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