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CHARAKTERISTIKA VYSLEDKOV
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Fluorescencna mikroskopia EpoR-pozitivhych K562 buniek sice potvrdila lokalizaciu
erytropoetinového receptora (EpoR) v cytoplazmatickej membrane, no v pripade A2780
buniek az prietokovy cytometer odhalil slaby EpoR signal. Na rozdiel od K562 buniek, vacsina
EpoR sa nachadza v bunkach A2780 v cytoplazme a to ako intracelularny membranovy
protein. Zaujimavé je, Ze utiSenie EpoR expresie v bunkach A2780 malo za nasledok znizenu
proliferaciu a zoslabenie Erk1/2 signalu. Okrem toho, kondiciované médium A2780 buniek
ovplyvnenych erytropoetinom (Epo) malo stimulaény u€inok na bunky HUVEC. Tento ucinok
bol pozorovany len v pripade, ked boli bunky A2780 inkubované za hypoxickych podmienok.
Navyse, Epo zvysSil sekréciu IL-4, IL-5, IL-6, IL-8, IL-10, IL-12, IL-13, GM-CSF a IFN y
bunkami A2780, ktoré rastli v hypoxickych podmienok a indukoval vyraznu fosforylaciu STAT-
5 v bunkach HUVEC.

Vysledok fotodynamickej terapie (PDT) moze byt ovplyvneny vznikom rezistencie alebo
zmenami v regulacii bunkovej smrti. Na zéklade nasich vysledkov predpokladame, Ze
intracelularna hladina hypericinu (HY) a glutationu (GSH) spolu s redoxnym stavom buniek
predstavuju moznu kombinaciu parametrov zodpovednych za primarnu cytotoxicitu HY-PDT.
O osude nadorovych buniek vystavenych u€inku HY-PDT rozhoduje v prvom rade mnoZstvo
vyprodukovanych radikalov (mnozstvo HY v bunke) a schopnost buniek poradit’ si s tymto
oxidaCnym stresom, vyuzivajuc redoxny potencial GSH a NAD(P)H. Iniciacia bunkovej smrti
je vysledkom tejto rovnovahy. Translokaciu proteinu AIF sme nepotvrdili v Ziadnej z
testovanych bunkovych linii pri pouziti IC50 davky HY-PDT, aj ked bunky odpovedali na PDT
s rdznou intenzitou. Vo vacsine testovanych bunkovych linii je primarnou formou bunkovej
smrti ,kaspazami sprostredkovana apoptéza".

Suhrn vysledkov rieSenia projektu a naplnenia cielov projektu v anglickom jazyku
(max. 20 riadkov)

Although fluorescent microscopy of EpoR in positive K562 cells showed cytoplasm membrane
localization, A2780 cells did not reveal such a locality and only flow cytometer indicated weak
EpoR signal. In opposite to K562, most of the EpoR was found in A2780 cells in the
cytoplasm, but more widely as an intracellular membrane protein than a soluble one.
Interestingly, the silencing of EpoR expression in A2780 cell resulted in proliferation slow-
down and in deprivation of Erk1/2 signalization. Furthermore, conditioned media of
erythropoietin (Epo) treated A2780 cells had stimulative effect on HUVEC cells. This effect
was only seen when A2780 cells were incubated under hypoxic conditions. Moreover, Epo
increased the secretion of IL-4, IL-5, IL-6, IL-8, IL-10, IL-12, IL-13, GM-CSF and IFN y by
A2780 cells that grew in hypoxic conditions and induced significant phosphorylation of STAT-
5 in HUVEC cell.

The consequence of photodynamic therapy (PDT) can be affected by the cell resistance or by
changes in programmed cell death regulation. Regarding to our results we may presume, that
intracellular hypericin (HY) content, reduced glutathione (GSH) level or redox status
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(NAD(P)H/oxidized flavins ratio) precisely correlates with the established toxicity of HY-PDT
and therefore it indicates mutual interconnection of these parameters. Our results suggest
that the response of the cells exposed to HY-PDT is primarily affected by the amount of
generated radicals (intracellular HY content) and the ability of the cells to manage the
oxidative stress employing reducing potential of GSH and NAD(P)H. The cell death initiation
is then the result of this balance. We did not confirm the AlF translocation in the tested cell
lines when treated with IC50 dose of HY-PDT, although the tested cell lines responded with
different intensity. We may conclude that the "caspase-mediated apoptosis” was the primary
mode of cell death induced by HY-PDT in most of the tested cell lines.
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Svojim podpisom potvrdzujem, Ze Udaje uvedené v zaverecnej karte su pravdivé a uplné
a suhlasim s ich zverejnenim.

Zodpovedny riesitel Statutarny zastupca prijemcu

prof. RNDr. Peter Fedoroc¢ko, CSc. prof. MUDr. Ladislav Mirossay, DrSc.
V KoSiciach 27. 09. 2013 V KoSiciach 27. 09. 2013

" podpis zodpovedného riesitela podpis Statutameho zastupcu prijemcu
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