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Background. Prostacyclin (PGI2) of luteal origin is
involved in the control of corpus luteum (CL) development and
functionin cattle. PGI2 may regulate the process of angiogenesis
and may stimulate progesterone (P4) secretion by luteal cells
via its specific receptors, PTGIR. In contrast to cattle, the role
of PGI2 in the pig CL has not yet been described.

Aim — the present study aimed to investigate the effect of
PGI2 on 1) P4 secretion by luteal cells, and 2) the expression of
angiogenesis-related genes in endothelial cells of the porcine CL.

Material and methods. CL collected from gilts on day 5—7
of the estrous cycle were used for enzymatic isolation of luteal
(Experiment 1) and endothelial (Experiment 2) cells. In Exp. 1,
cultured luteal cells were incubated with increasing (0, 0.01, 0.1,
1, 5 uM) doses of PGI2 analogues: iloprost (ILO) and
carbaprostacyclin (cPGI2) for 8 h. To determine the effective
doses of PGI2 analogues, P4 concentration in culture medium
was examined by RIA. Thereafter, luteal cells were treated with
ILO and cPGI2 at the concentration of 1 and 5 uM in the
presence or absence of PTGIR antagonist (CAY10441). After 8 h
of incubation the medium was collected for P4 determination. In
Exp. 2, isolated endothelial cells were treated for 24 h with ILO
and cPGI2 at doses of 1 and 5 uM. Then, cells were collected for
analysis of Ang-1 and -2 mRNA expression using gPCR.

Results. Both, ILO and cPGI?2 affected P4 secretion by luteal
cells. Elevated levels of P4 were observed in medium after
treatment of luteal cells with 1 uM of ILO and 0.1, 1 and 5 uM of
cPGI2 compared with control values (p<0.05). The addition of
CAY10441 inhibited the stimulatory effect of ILO on P4 secretion,
while did not change P4 production by luteal cells incubated with
cPGI2. Moreover, PGI2 analogues differentially affected (p<0.05)
the expression of proangiogenic factors. ILO stimulated Ang-2,
whereas cPGI2 positively affected Ang-1 mRNA expression in
endothelial cells at concentrations of 1 uM and 5 uM, respectively.

Conclusion. PGI2 affects P4 secretion during luteal phase
of the estrous cycle and may regulate the process of angiogenesis
in the porcine CL.
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MOXET AU MPOCTALIMKAMH (PGI2) MOAAEP)KUBATD
®YHKUMUIO XXEATOTO TEAA Y CBUHEM?
PE3YABTATbl UCCAEAOBAHMA IN VITRO
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Ooocuosanme. [Mpocranukiaud (PGI2) morenHOBOrO Mpo-
HCXOXIEHUS BKITIOUEH B KOHTPOJIb PAa3BUTHUS Y (DYHKIIMM XKeJI-
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TOTO TeJa y KpyrmHoro porartoro ckota. PGI2 moxer perympo-
BaTh MIPOIIECC AaHTUOTE€HE3a W CTUMYJIMPOBATH CEKPELIUIO TIPO-
TecTepoHa JIIOTEMHOBBIMM KJIETKaMM 4depe3 crienmduieckue
peuenropsl PTGIR. B oTimume ot KpyImHOTO poraTtoro cKoTa,
posb PGI2 B XeTOM Tejie CBUHBH ellie He Oblila OIcaHa.

Iems nccenoBanns — nsydeHuve pnustHust PGI2 Ha 1) ce-
kpervio P4 xieTkamu XenToro Tesa u 2) 9KCIPECCUIo aHTHO-
TeHe3-aCCOIMMPOBAHHBIX TEHOB B HIOTEIMAIBHBIX KIIETKaxX
3KEJITOTO TeJla CBUHbBH.

Marepuan u Meronsl. 2KeiToe Tejo B3SITO OT CBUHOK Ha
5—7-i1 IeHb 3CTPATBHOTO IIMKIIA TSI (DEPMEHTATUBHOTO BhITIE-
JICHVISI JTIOTEMHOBBIX (9KCIIEPUMEHT 1) ¥ SHIOTEeTMATBHBIX (IKC-
TepUMeHT 2) KIIeToK. B 1 akcnepuMmeHTe KyTbTUBUPOBAaHHBIE
JIOTEMHOBBIE KJIETK! ObLTN MCKYCCTBEHHO BBIBENECHBI C TTOBBI-
menuem (0, 0,01, 0,1, 1, 5 uM) mo3b1 ananoroB PGI2: mionpoct
(ILO) u xap6amnpocrammkiuH (cPGI2) B reuenwue 8§ 4. 1yst orpe-
neneHus 3(pheKTUBHBIX 103 aHajoroB PGI2 konuieHTpaust P4 B
KyJIbTypasibHOM cpenie Obuia BoisiBiieHa B PUA. Tlocrne atoro so-
TEWHOBBIC KJIETKU ObLTM 00paboTtansl 1LO u cPGI2 B KoHIIEH-
Tpatmu 1 v 5 UM B IPUCYTCTBUY WM OTCYTCTBUM aHTaTOHKCTA
PTGIR (CAY10441). ITocne 8 u mHKybamu cpena Oblia B3sTa
qutst oripeneneHust P4. Bo 2 sxcniepiMeHTe M30MpOBaHHbIE 9H-
JOTeNTMAIbHBIC KJIETKU ObITN 00paboTaHbl B TeueHUe 24 4 ILO n
cPGI2 B no3ax 1 1 5 uM. [Janee kineTku B3ITh Ha aHaan3 MPHK
aHrronosTuHa-1 u -2 B kommuectseHHoi [T1IP.

Pesyasratel. 1LO u cPGI2 Biustior Ha cexperuio P4 xier-
kamu xenroro Tena. [loBeimenHsle ypoBHU P4 Habmomamics B
cpeze mocie 00paboTKH JTIOTEMHOBBIX KileTok 1 uM 1ILOu 0,1, 1
u 5 uM cPGI2 no cpaBHeHMIO C KOHTPOJBLHBIM 3HAYeHHEM
(p<0,05). Jobasmenne CAY10441 MHrMOMPOBAJIO CTUMYJIAPYIO-
mee BymstHue 11O Ha cekpenuio P4, B To BpeMsT KaK TTPOTyKITUST
P4 motenHOBBIMM KITeTKaMU MHKyOMpoBaHHBIe ¢ cPGI2 He n3-
meHmnack. bosee Toro, anamorn PGI2 n3bupatebHO BIUSIIOT
(p<0,05) Ha sKcIIpeccHio TPOAHTUOTEHHBIX (hakTopoB. 11O cTr-
MYJIMpYeT aHTUOTIOATUH-2, Toraa Kak cPGI2 mo3utusHO BimsieT
Ha akcrpeccuio MPHK aHrmonostnHa-2 B sHmOTENTMATBHBIX
KJIeTKax B KOHLIeHTpauusx 1 uM u 5 uM COOTBETCTBEHHO.

BoeBompl. PGI2 netictByer Ha cekpennio P4 B TeueHuun
JIOTEMTHOBOU (ha3bl ICTPAITLHOTO IIUKJIA M MOXET PEeTYINpO-
BaTh MPOIIECC aHTHOTEeHEe3a KeJITOM TeJie CBUHOK.

KJIIIOYEBBIE CJIOBA
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2014/13/N/NZ9/00711).
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CAN OBESTATIN MODULATE THE GNRH
NEURONS ACTIVITY?
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Obestatin, an anorexigenic peptide acting at the central
nervous system and on the periperial level, can co-create neu-
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roendocrine network, which modulate the gonadotrophic axis
activity. The aim of this study was to investigate the role of in-
tracerebroventricular obestatin infusion on the activity of the
gonadoliberine (GnRH) neurons activity.

The experiment was performed on peripubertal Polish Me-
rino sheep (n=24). Animals were divided into 2 groups: control
(Ringer-Lock solution infusions; n=12) and experimental
(obestatin infusion, 25ul/120ul/h; n=12). Infusions were per-
formed over three consecutive days; blood samples were col-
lected on day 0 and day 3. After the experiment, the animals
were slaughtered, and the chosen brain tissue was preserved for
IHC and Real Time RT-qPCR analysis.

It was also shown that exogenous obestatin changes the se-
lected gene expression of GnRH pulse generator, decreases the
secretory activity of GnRH neurons, resulting from the inhibi-
tion of GnRH release from median eminence terminal nerves,
and also decreases the GnRH receptor gene expression in pitu-
itary. On the basis of the obtained results it can be concluded
that obestatin may be involved in the modulation of reproduc-
tion processes in animals at the level of the central nervous sys-
tem. However, the mechanism of its action requires further re-
search, especially identifying the obestatin receptor itself.
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MOXET AU OBECTATUH MOAYAUPOBATD
FTOHAAOAUBEPUH-TOPMOHAABHYIO
AKTUBHOCTb HEMPOHOB?
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KuaaHoBCKMM MHCTUTYT ¢)M3MO/\OI'I4M N MUTaHUA )KMBOTHbIX
MoAbCcKoM akaaemmmn Hayk, Bapwasa, [NoAblia

O6ecTaTMH — aHOPEKCUTEHHBIM TEeNTU, AeCTBYIOLINIA
Ha LeHTpaibHYyI0 HepBHYIO cuctemy (LIHC) u Ha mepudepu-
YeCKHe HEPBbI, MOXET OCYILIECTBJISATb HEMPOIHIOKPUHHYIO
(GyYHKIMIO, KOTOpas MOIYJIUPYET TOHANIOTPOPUYECKYIO aK-
TUBHOCTb aKCOHOB.

Lenb uccnenoBanus — U3y4uThb ACUCTBUE UHTPALlepeOpo-
BEHTPUKYJISIPHOU MHDY3UM 00eCTaTUHA HA TOHAN0IUOEPUHO-
BYIO aKTUBHOCTb HEIPOHOB.

DKcIepuMeHT ObLT MPOBEeH Ha MOJIbCKUX OBIIax Mepu-
HO B niepumnyoeptate (n=24). 2KUBOTHBIC OBLIM pa3nesieHbl Ha
2 rpymmbl: 1 — KoHTposbHast (MHbY3uM pactBopa PurHerpa—
Jloka; n=12) 1 skcniepuMeHTaNbHasT (MHPY3UN 0OecTaTHHA,
25/120ul/h; n=12). NH(}y3un mpoBOAMIINCH B TeUeHUE 3 THEM
oApsia; o6pasisl KpoBy B3suin Ha 0 u 3-ii neHb. [Tocie skc-
MEepUMEHTA XXKUBOTHbIE ObLIU 3a0UThI, U BBIOpaHHbBIE OOpa31Ibl
TKaHU FOJIOBHOTO MO3Ta ObUIM COXPAHEHBI U1 UMMYHOTUCTO-
XUMUYECKOT0 aHaiu3a U konuyectseHHol [1LIP B pexume
peajbHOTO BPEMEHU.

bru1o moka3aHO, YTO 5K30T€HHBI 00ecTaTUH BBIOO-
POYHO U3MEHSET DKCIPECCUI0 T€HOB TeHepaTopa UMITYJb-
COB TOHAN0JMOEpUHA, CHUXKAET CEKPETOPHYIO aKTUBHOCTh
roHagoiubepruHa HelpoHaMU B pe3yjbTaTe UHTUOUpPOBA-
HUS BBICBOOOXAEHUS TOPMOHA U3 TEPMUHAJIbHBIX HEPBOB
CPEIMHHOTO BO3BBILIEHUS TUMIOTAIaMyca U TaKXe CHUXKAET
SKCIIPECCHUI0 TEHOB PELENTOPa TOHAA0IM0eprHAa B TUTTODU-
3¢e. Ha ocHOBaHUM MOJYyYEHHBIX PE3YJIbTATOB MOXHO 3a-
KJIIOYUTh, YTO 00ECTATUH MOXET OBbITh BOBJIEUEHHBIM B MO-
NJISILIMIO TPOLIECCOB PENMPOAYKIIAU Y )KUBOTHBIX HA YPOBHE
LHHC. OgHako MexaHU3M €ro JeMcTBUS TpebyeT JajabHeli-
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LIEero M3y4yeHHus, a UMEHHO MIACHTU(MKALNS PELEITOPOB
obecTaTnHa.

KJIIOUYEBBIE CJIOBA

OOecTaTvH, rOHATOAMOEHUH, LIEHTpaJdbHasi HEPBHAsI CH-
cTemMa.

*x k%
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MIR-30A AND LIN28B CONFORM A DOUBLE-
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MODULATING THYROID CANCER PROGRESSION
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Background. Our recent results showed that tumor supres-
sor miR-30a is firmly downregulated in Thyroid carcinomas.
On the other hand, recent studies showed RNA- and DNA-
binding proteins LIN28B and HMGA?2 induce EMT, thus
playing an important role in dedifferentiation and cancer malig-
nification. Finally, latterly several authors agreed on the impor-
tance of a robust activation of PI3K for thyroid cancer emer-
gency and progression.

Aim — to study the link between the emergency of LIN28B
and HMGA2, miR-30a silencing and PI3K hyperactivation,
and to determine their effect on thyroid cancer progression.

Material and methods. MiRNA targets computational pre-
dictions were performed with MiRanda algorythm. LIN28B
and miR-30a expression vectors were transfected in ATC de-
rived and normal thyroid cell lines; mRNA and protein levels
were determined by qPCR, Luciferase and Western Blot. Inva-
sion, proliferation and cell cycle assays were performed in Tran-
swell, cell counter, and FACScan respectively.

Results. MiRanda algorythm identified multiple miR30a
recognition elements in all LIN28B, HMGAZ2 and PI3K effec-
tors. LIN28B expression correlated with PI3K activating muta-
tions in ATC derived cell lines. Overexpression of miR30a re-
sulted in LIN28B, HMGAZ2, and several PI3K effectors silenc-
ing, and in an increase in p27(Kip) protein levels. Inversely,
LIN28B overexpressing cells showed a decrease in miR30a
levels and an increased expression of HMGA2 and PI3K effec-
tors. The general outcome was a significant decrease in invasion
and proliferation in miR-30a overexpressing cells and, con-
versely, an increase in these parameters by LIN28B.

Conclusions. These data suggest the existence of a PI3K
regulated feedback with a double-negative loop between miR-
30a and LIN28B. Here, PI3K activation acts to switch the
steady states. Initially, high miR-30a levels repress LIN28B ex-
pression. After PI3K is activated, LIN28B is produced and
miR-30a is repressed. This state reinforces PI3K hyperactiva-
tion. Thus, the feedback implements a tumoral gene expression
shift, contributing to thyroid cancer progression.
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